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Simple Summary: The invasive nature of surgical biopsies prevents their sequential application to
monitor disease. Single biopsies fail to reflect cancer dynamics, intratumor heterogeneity, and drug
sensitivities that change over time. Detection and characterization of cell-free circulating tumor DNA
in biofluids from patients with solid tumors may better support disease monitoring and provide
advanced molecular information for clinical decision-making toward personalized medicine. Here,
we investigated the cell-free DNA characteristics in blood, bone marrow, cerebrospinal fluid, and
urine provided from 84 infants and children with low-, intermediate-, or high-risk neuroblastoma.
We report characteristic size distribution and concentration patterns for each biofluid to provide
information to support the development of successful liquid biopsy biobanking strategies. We
investigate potential correlations between disease activity and cfDNA concentration and provide
strong evidence that markers specific for neuroblastoma can be detected in very small blood volumes
from infants.

Abstract: Liquid biopsy strategies in pediatric patients are challenging due to low body weight. This
study investigated cfDNA size distribution and concentration in blood, bone marrow, cerebrospinal
fluid, and urine from 84 patients with neuroblastoma classified as low (n = 28), intermediate (n = 6),
or high risk (n = 50) to provide key data for liquid biopsy biobanking strategies. The average volume
of blood and bone marrow plasma provided ranged between 1 and 2 mL. Analysis of 637 DNA
electropherograms obtained by Agilent TapeStation measurement revealed five different major
profiles and characteristic DNA size distribution patterns for each of the biofluids. The proportion
of samples containing primarily cfDNA was, at 85.5%, the highest for blood plasma. The median
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cfDNA concentration amounted to 6.28 ng/mL (blood plasma), 58.2 ng/mL (bone marrow plasma),
0.08 ng/mL (cerebrospinal fluid), and 0.49 ng/mL (urine) in samples. Meta-analysis of the dataset
demonstrated that multiple cfDNA-based assays employing the same biofluid sample optimally
require sampling volumes of 1 mL for blood and bone marrow plasma, 2 mL for cerebrospinal fluid,
and as large as possible for urine samples. A favorable response to treatment was associated with
a rapid decrease in blood-based cfDNA concentration in patients with high-risk neuroblastoma.
Blood-based cfDNA concentration was not sufficient as a single parameter to indicate high-risk
disease recurrence. We provide proof of concept that monitoring neuroblastoma-specific markers in
very small blood volumes from infants is feasible.

Keywords: liquid biopsy; cancer; detection of therapeutic targets; minimal residual disease; precision
medicine; real-time monitoring of therapeutic efficacy; ALK mutation; ALK-inhibitor; MYCN amplification

1. Introduction

The embryonal tumor, neuroblastoma, accounts for up to 15% of all cancer-related
deaths in children [1]. Its heterogeneous tumor biology creates clinical variability spanning
from spontaneous regression to therapy-refractory metastasizing progression [2]. Despite
considerable international efforts to improve outcomes, long-term survival of the high-risk
disease remain poor, with <50% overall survival after first-line treatment and <10% after
relapse [3,4]. Liquid biopsy-based diagnostic approaches may have the power to sustainably
improve clinical care for children with neuroblastoma by reflecting precise disease status
and detecting druggable targets at any time during treatment and follow-up. The invasive
nature of surgical biopsies most often prevents their sequential application to monitor
disease. Single biopsies also fail to reflect cancer dynamics, intratumor heterogeneity among
micro- and macrometastases, and drug sensitivities that most likely change during clonal
evolution and under the selective pressure of therapy [5,6]. Liquid biopsy components
have a wide range of attractive clinical applications, including prognostication at diagnosis,
treatment response assessment, early metastasis detection, and targeted drug selection,
allowing a personalized treatment choice [5,6]. Emerging data indicate that implementing
molecular characterization of tumor surrogates (cell-free nucleic acids, circulating tumor
cells, extracellular vesicles) over time will improve outcome prediction, patient monitoring,
and treatment selection for cancer patients as well as capture the molecular landscape of
all tumor clones, follow clonal evolution in tumor subpopulations and provide a basis for
clinical decision-making by closely measuring treatment response [5,6].

Individual assays employing circulating cell-free DNA (cfDNA) have already been
incorporated into routine disease monitoring for cancer entities afflicting adult patients.
To date, no individual assays have been approved for standard-of-care routine use in
pediatric oncology, indicating that the pediatric field lags behind its adult counterpart
in spite of an increasing number of small retrospective proof-of-concept studies [5,6]. At
least 30 studies have reported cfDNA findings in patients with neuroblastoma. A total
of 15 studies investigated copy-number variations [7–21], 6 single-nucleotide variations
and indels [16,17,20–23], 5 translocations or rearrangements [13,24–27], 5 total cfDNA lev-
els [15,21,28–30], 4 DNA methylation [31–34], 2 segmental chromosomal alterations [35,36],
and 1 clonality [16]. Multiple assays employing cfDNA as input material were applied
in nine of these studies [13,15–17,20,21,25–27]. Collectively, these studies demonstrate
that patients with neuroblastoma have blood cell-free circulating tumor DNA levels that
are detectable with next-generation sequencing and PCR-based approaches [7–36]. The
low amounts of cfDNA in liquid biopsies from pediatric patients, however, continue to
make these testing strategies challenging for patients with childhood cancers including
neuroblastoma. Validation of findings from small proof-of-concept studies is warranted
in large prospective trials. To provide the indispensable technical basis to support liquid
biopsy biobanking for pediatric patients, we investigated cfDNA size distribution and total
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cfDNA levels in peripheral blood, bone marrow, cerebrospinal fluid (CSF), and urine from
neuroblastoma patients collected under standardized pre-analytical sample handling con-
ditions [37]. Cell-free DNA levels were correlated with disease activity and the feasibility
to detect neuroblastoma-specific markers in the particularly small blood sample volumes
from infants was tested.

2. Materials and Methods
2.1. Patient Samples

Blood and bone marrow plasma, CSF, and urine samples were collected (local ethics
approval: EA2/055/17) from a total of 84 patients with neuroblastoma classified as low
(n = 28), intermediate (n = 6), or high (n = 50) risk by the German Neuroblastoma Risk
Classification System [38]. The median patient age in the overall study population was
23.2 months (min–max: 1 day–169 months). The median patient age was 6.3 months for
the low-risk neuroblastoma subgroup (min–max: 1 day–162 months), 14.9 months for the
intermediate-risk subgroup (min–max: 0.8–70.7 months), and 31.7 months for the high-risk
subgroup (0.6–169 months, patient/tumor characteristics summarized in Supplementary
Table S1). Altogether, 90.5% of patients with neuroblastoma were up to six years of age at
the time of first sample collection, and 73% of longitudinally collected samples belonged
to this age group (Figure 1A). Patients were treated at the Charité—Universitätsmedizin
Medizin Berlin and registered either in the German NB2004 Trial (EudraCT 20661) or
the NB 2016 Registry. Informed written patient/parent consent was obtained during
trial/registry participation. Blood plasma was likewise collected (local ethics approval:
EA2/131/11) from 25 pediatric patients with non-malignant conditions and a median
age of 72.4 months (min–max: 21.6–244.4 months) as comparative control samples [21].
Bone marrow plasma was collected (local ethics approval: EA4/132/17) from 43 healthy
individuals with a median age of 26.3 years (min–max: 4.5–46.4 years), who were acting as
bone marrow donors.

Peripheral blood and bone marrow were uniformly collected in EDTA tubes without
the addition of stabilizers while CSF and urine were collected in sterile polypropylene
screw-cap tubes [21]. The average time from biosample collection to laboratory entrance
was 1.0 h for blood (interquartile range 0.5–2.4 h), 0.9 h for bone marrow (interquartile range
0.5–1.5 h), 1.0 h for CSF (interquartile range 0.5–1.6 h), and 1.3 h for urine (interquartile
range 0.8–2.1 h). In total, 80.8% of blood samples, 89.2% of bone marrow samples, 93.7% of
CSF samples, and 75.3% of urine samples were processed within the recommended time
interval of four hours [37]. Blood samples that could not be processed within four hours due
to delayed laboratory entry contained an overall higher amount of cfDNA, which reached
statistical significance (p < 0.05) (Supplementary Figure S1A). Further, the proportion of
samples containing primarily gDNA was higher (Supplementary Figure S1B). This study
did not focus on determining the circulating cell-free tumor DNA fraction in the overall
circulating cell-free DNA content. One may speculate that the higher overall cfDNA content
measured in blood plasma that was processed with delay may be due to DNA degradation
affecting all DNA molecules independent of its tumor versus non-tumor origin.

Peripheral blood, CSF, and urine were centrifuged at 1900× g for 7 min to separate
plasma or remove cell debris [21]. Bone marrow was centrifuged at 450× g for 7 min to
separate plasma from cells [21]. All samples were centrifuged a second time at 3250× g
for 10 min before storage at −80 ◦C [21]. The average volume of blood plasma, bone
marrow plasma, and CSF from patients with neuroblastoma ranged between 1 and 2 mL
(Figure 1B). In total, less than 4.9% of blood plasma and 14.3% of bone marrow plasma
samples had a volume ≤0.5 mL (Figure 1B). The median blood plasma volume provided
from patients with neuroblastoma below the age of 18 months was significantly lower
compared to those available from older patients (Figure 1C). The predominant biosample
provided from patients with neuroblastoma was peripheral blood (n = 612), reaching 64.3%
in the low-risk subgroup, 67.6% in the intermediate-risk subgroup, and 54.9% in the high-
risk subgroup (Figure 1D). The proportion of bone marrow plasma samples available for
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molecular diagnostics (total number n = 370) was, at 38.2%, the highest in the high-risk
subgroup (Figure 1D). CSF samples (n = 16) were exclusively available from patients with
isolated central nervous system relapses and Rickham reservoirs required for repeated
intrathecal chemotherapeutic drug delivery (Figure 1D).
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Figure 1. Overview of liquid biosamples from patients with neuroblastoma. (A) Line chart summa-
rizing patient age at diagnosis and patient age at individual sample time point for the sequentially
collected biofluids. (B) Bar chart indicating the percentage of biofluids according to sample volume.
(C) Dot chart demonstrating blood plasma volumes provided from patients ≤ and >18 months of age.
** p < 0.01. (D) Multiple pie charts visualizing the distribution of biosamples collected in this study
according to treatment stratification of patients with neuroblastic tumors [38].

2.2. Genomic and Cell-Free DNA Preparation

Genomic DNA was extracted from tumor tissue using the Qiagen Puregene Core
kit A (Qiagen) or the QIAamp DNA Mini kit (Qiagen) according to the manufacturer’s



Cancers 2022, 14, 2080 5 of 19

instructions and quantified on a Qubit 2.0 fluorometer (Life Technologies). Fragmentation
of genomic DNA was achieved by 5 U of AluI or HaeIII restriction enzyme (New England
Biolabs) added to each droplet digital PCR (ddPCR) reaction [14]. Thawed blood and bone
marrow plasma, CSF, and urine samples were centrifuged at 2000× g for 5 min to clear
debris, then supernatants were centrifuged at 20,000× g for 5 min. Cell-free DNA was
purified from a minimum of 40 µL stored samples using the QIAamp Circulating Nucleic
Acid kit (Qiagen), then concentrated to 50 µL using the DNA Clean and Concentrator-5 kit
(Zymo Research), both according to manufacturers’ directions. Total cfDNA was quantified
using the cfDNA ScreenTape assay (Agilent) and Agilent 4200 TapeStation System according
to the manufacturer’s instructions [17]. DNA size distribution was likewise assessed with
the Agilent 4200 TapeStation System [17]. DNA fragments between 100 and 300 bp were
considered to be total cfDNA [39]. Assessment of DNA size distribution and cfDNA
quantity does not allow any conclusion to be drawn about the cell(s) of origin.

2.3. Droplet Digital PCR

The QX200 Droplet Digital PCR System (Bio-Rad) was used to quantify MYCN (2p24.3)
and ALK (2p23.2-2p23.1) copy number and screen for ALK p.F1174L (3522, C > A) and ALK
p.R1275Q (3824, G > A) hotspot mutations with their corresponding wildtype sequences
in ddPCR assays [14,17,22]. The following T100 Thermo Cycler (Bio-Rad) programs were
performed: (i) copy-number variation: denaturation at 95 ◦C for 10 min, 40 cycles of 30 s at
94 ◦C and 1 min at 58 ◦C and final denaturation for 10 min 98 ◦C and (ii) single-nucleotide
variation: denaturation at 95 ◦C for 10 min, 40 cycles of 30 s at 94 ◦C and 1 min at 62.5 ◦C and
final denaturation for 10 min at 98 ◦C. Target gene copy-number variation and mutant allele
frequency (MAF) were analyzed using QuantaSoft Analysis software, version 1.7.4.0917
(Bio-Rad). All assays contained appropriate non-template, positive and negative controls in
each run to enable the software to generate specific thresholds. Amplification of the MYCN
or ALK gene was defined as detecting ≥ 8.01 gene copies by ddPCR analysis, while 2.74
to 8.00 copies indicated a gene gain and 1.50 to 2.73 copies indicated the normal diploid
gene contingent [14]. In the background of plasma, 1 ng circulating cell-free tumor DNA
is required to reliably quantify tumor-specific copy-number alterations [21]. The false-
positive rate and limit of detection for single-nucleotide variant analyses were calculated
as described [17] using Bio-Rad lookup tables in line with the model by Armbruster and
Pry [40].

2.4. Statistical Analysis

The non-parametric Mann–Whitney U test evaluated the significance of differences
between total cfDNA concentrations in biofluids from patients with neuroblastoma and
pediatric patients with non-malignant conditions (blood, urine) or healthy individuals
(bone marrow). All tests were conducted using GraphPad Prism version 7.0 (GraphPad
Software, San Diego, CA, USA) and p-values below 0.05 were considered significant.

3. Results
3.1. Cell-Free DNA Content Varies among Different Biofluids from Patients

Sample volume, transport, blood collection tubes, and storage conditions sustainably
influence cfDNA yield and purity for subsequent analyses [37]. To obtain a representa-
tive overview of sample characteristics, we studied electropherogram profiles of cfDNA
purified from blood, bone marrow, CSF, and urine obtained from patients with neurob-
lastoma according to standard operating procedures with strict adherence to time and
temperature limits [14,17,21]. In total, 241 blood-based cfDNA samples from patients
with neuroblastoma were analyzed on an Agilent 4200 TapeStation. Altogether 9 blood
plasma samples showed evidence of hemolysis and 16 plasma samples appeared cloudy.
As comparative controls, we analyzed 25 blood-based cfDNA samples from pediatric
patients with non-malignant conditions. Cell-free DNA purified from 220 bone marrow
plasma samples was available from patients with neuroblastoma (28 hemolytic, 29 cloudy)
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and from 38 healthy individuals (5 hemolytic, 0 cloudy). A total of 15 CSF-based cfDNA
samples from patients with high-risk neuroblastoma were analyzed, as were urine-based
cfDNA samples from patients with neuroblastoma (n = 12) and pediatric controls (n = 5).
All of the 637 electropherograms fell into one of five major profiles: (i) no prominent peak
detected, (ii) primarily cfDNA detected, (iii) approximately equal amounts of cfDNA and
high molecular weight genomic DNA detected, (iv) primarily genomic DNA detected, and
(v) broad peak displayed which includes the size range of cfDNA (Figure 2A).
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Figure 2. Analytical specification of cell-free DNA in biofluids. (A) DNA extracted from biofluids
was analyzed using the cell-free DNA ScreenTape assay (Agilent) and the Agilent 4200 TapeStation
System. Shown are five electropherogram profiles of cfDNA samples that represent differing sample
quality dependent on the amount of high molecular weight material detected and the identification
of the typical peak at approximately 170 bp representing the mononucleosome. Vertical arrows
indicate peaks characteristic for the cfDNA fraction and/or the high molecular weight genomic
DNA. The predominant DNA fraction is highlighted with a black arrow, whereas the smaller DNA
fraction is marked with a white arrow. The broad peak characteristic in some electropherograms is
indicated with a solid black horizontal line. (B) Multiple pie charts demonstrating the distribution of
electropherogram profiles characterized by (i) no prominent peak, (ii) primarily cfDNA, (iii) similar
amounts of cfDNA and high molecular weight genomic DNA, (iv) primarily high molecular weight
genomic DNA and (v) a dominant broad peak among all blood plasma, bone marrow plasma,
cerebrospinal fluid and urine samples collected from patients with neuroblastoma, pediatric controls
and healthy individuals.
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In total, 85.5% of samples purified from blood plasma primarily contained cfDNA
independent of evidence for hemolysis or cloudy appearance (Figure 2B). Despite the strict
adherence to standard operating procedures, 2.1% of samples contained approximately
equal amounts of cfDNA and genomic DNA, and 9.1% of samples contained primarily
genomic DNA. The sample proportion without a prominent peak (due to very low DNA
content) reached 3.3% in the patient subgroup and 16% in the pediatric control subgroup
(Figure 2B). DNA purified from bone marrow plasma consisted primarily of genomic DNA
in 62.3% of samples from patients with neuroblastoma and in 84.2% of samples from healthy
individuals (Figure 2B). The DNA size distribution from hemolytic or cloudy bone marrow
plasma samples did not substantially differ (Figure 2B). Altogether, only 30.9% of bone
marrow plasma samples from neuroblastoma patients and 7.9% of samples from healthy
individuals contained primarily cfDNA (Figure 2B). The DNA yield from CSF was too
low to detect a prominent peak in 73.3% of samples, with the remaining 26.7% of samples
containing primarily genomic DNA (Figure 2B). Urine-based DNA electropherograms
were characterized by a broad peak (91.7% of samples from patients with neuroblastoma,
40% of samples from pediatric controls) or peaks indicative of primarily genomic DNA (in
the remaining 8.3% and 60% of respective samples, Figure 2B). Our data demonstrate that
different DNA size distribution patterns occur in the four analyzed biofluids independent
of disease status. The strongest differences in DNA size distribution patterns between
patients with neuroblastoma and controls were observed in bone marrow plasma and
urine samples.

3.2. Multiple cfDNA Assays Can Be Conducted from 1 mL Collected Blood or Bone
Marrow Plasma

To establish lower limits for sample volumes required for successful subsequent cfDNA
analyses, we quantified cfDNA extracted from biofluids from patients with neuroblastoma
and pediatric controls. The blood-based cfDNA content was 5.2-fold higher in patients with
neuroblastoma (median concentration = 6.28 ng/mL) than pediatric controls (Figure 3).
This analysis included all samples from patients with neuroblastoma, independent of
risk group, sampling time point, and DNA profile. Excluding samples with suboptimal
electropherogram profiles (only profiles primarily detecting cfDNA) recapitulated the
5-fold higher cfDNA concentration in samples from patients with neuroblastoma compared
to pediatric controls (Figure 3). A comparison of bone marrow plasma samples containing a
profile detecting primarily cfDNA content revealed a 16.3-fold higher cfDNA concentration
in patients with neuroblastoma compared to healthy controls, independent of risk group,
sampling time point, and bone marrow involvement (Figure 3). The CSF harbored the
lowest cfDNA concentration (median = 0.08 ng/mL) of any of the four analyzed biofluids
(Figure 3). Importantly, samples without prominent peaks in their electropherogram
profile did contain quantifiable levels of cfDNA with a median of 0.06 ng/mL (Figure 3).
The median urine-based cfDNA concentration from patients with neuroblastoma was, at
0.5 ng/mL, 12.4-fold higher than cfDNA measured in urine from pediatric controls. Based
on this representative data set for the DNA size distribution and cfDNA content in four
biofluids from patients with neuroblastoma, we performed a meta-analysis to define the
lower limits of volume size required for cfDNA diagnostics.



Cancers 2022, 14, 2080 8 of 19Cancers 2022, 14, x FOR PEER REVIEW 9 of 19 
 

 

 
Figure 3. Summary of total cell-free DNA concentrations in biofluids from patients with neuroblas-
toma and controls. Shown are cfDNA concentrations in blood plasma, bone marrow plasma, cere-
brospinal fluid and urine from patients with neuroblastoma and, where applicable, from pediatric 
controls or healthy individuals. Each symbol depicts an individual measurement. Data are catego-
rized into five different subgroups according to their specific DNA electropherogram. n.s., not sig-
nificant; ** p ≤ 0.01; *** p ≤ 0.001. 
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The lower limits for gene panel sequencing and whole-exome sequencing using
cfDNA as input are considered to be 5 and 10 ng, respectively (Figure 4A) [16,41–43].
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Assessing copy-number alterations and single-nucleotide variations using ddPCR requires
a minimum of 1 and 5 ng cfDNA, respectively, as input material (Figure 4A) [21]. Our
data set indicates that 79.3% of the 0.5 mL blood plasma samples, 61.4% of the 1.0 mL
samples, 50.6% of the 1.5 mL samples, and 44.8% of the 2 mL samples contained ≤ 10 ng
cfDNA (Figure 4A). Accordingly, 79.3% of blood plasma samples with a maximal volume
of 0.5 mL are completely consumed for a single whole-exome sequencing run (Figure 4B).
For the analysis of cfDNA purified from bone marrow plasma, 57.7% of the 0.5 mL samples,
26.4% of the 1.0 mL samples, 14.5% of the 1.5 mL samples, and 10% of the 2.0 mL samples
contained ≤ 10 ng cfDNA (Figure 4B). Due to the very low cfDNA content in CSF, 100% of
the 0.5 mL, 1.0 mL, and 1.5 mL samples contained ≤ 1 ng cfDNA, demonstrating major
restrictions for PCR and sequencing approaches using CSF (Figure 4B). Molecular analyses
using cfDNA derived from urine face a similar problem, with 91.7% of the 0.5 mL urine
samples, 75% of both the 1.0 mL and the 1.5 mL samples, and 58.3% of the 2.0 mL samples
containing ≤ 1 ng cfDNA (Figure 4B). At least for urine, the low cfDNA concentration is
potentially solvable by collecting large urine volumes. Our analyses indicate that multiple
cfDNA-based assays employing the same biofluid sample will optimally require sampling
volumes of 1 mL for blood and bone marrow plasma and ideally 2 mL of CSF.
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3.3. Favorable Treatment Response in Patients with High-Risk Neuroblastoma Is Associated with a
Rapid Decrease in Peripheral Blood-Derived cfDNA

Elevated cfDNA levels in the blood of cancer patients were first described by Leon
et al. in 1977 [44]. More recently, this finding from the seventies was confirmed for blood
from patients with high-risk neuroblastoma [20,21,28]. Su et al. demonstrated dynamic
changes in blood-based cfDNA concentrations in response to therapy in patients with
high-risk neuroblastoma [29]. We set out to validate this finding by longitudinal assessment
of blood-based cfDNA concentration in seven patients with high-risk neuroblastoma prior
to, during, and after first-line therapy. Patients B10, B27, B40, B69, B73, B82, and B87 were
uniformly treated for high-risk disease according to the German NB2004 Trial or the NB2016
Registry. Therapy response assessment according to RECIST evaluation criteria for solid
tumors [45] documented a first complete remission directly following induction therapy in
all seven patients. Retrospective cfDNA quantification in samples from patients B10, B27,
B40, B73, and B87 documented that cfDNA ranged between 136.0 ng/mL and 492.1 ng/mL
at initial diagnosis and dropped below 50 ng/mL directly following induction therapy
(Figure 5A). Despite undulations, levels remained low and resembled those detected
in samples from the pediatric control cohort (Figure 5A). Patients B69 and B82 initially
presented with blood-based cfDNA levels below 50 ng/mL, and no further decrease in
cfDNA was observed in response to therapy in these two patients (Figure 5B). Further,
there was no correlation between the initial lower level of cfDNA and molecular or clinical
characteristics of patients B69 and B82 compared to those of patients B10, B27, B40, B69,
B73, B82, and B87 (Figure 5A,B).

Sue et al. reported that a high blood-based cfDNA concentration is a potential molec-
ular marker for high-risk neuroblastoma recurrence [30]. We turned to the longitudinal
assessment of cfDNA concentration in surplus biomaterial samples from patients B22,
B35, B38, and B50 to test this observation in our study cohort. Patient B22 was diagnosed
with a first local relapse in the primary tumor bed during routine follow-up. The overall
blood-based cfDNA concentration at this time point was 2.5-fold lower compared to the
previous time point (Figure 5C, upper left panel). The technologies applied in this study do
not discriminate between circulating cell-free tumor DNA and circulating cell-free DNA
released from the various organs in the human body. It is conceivable that the higher cfDNA
concentration prior to relapse diagnosis was due to physical exercise, a systemic inflamma-
tory response syndrome, or infection [5]. These conditions are well known to trigger an
increased release of cfDNA into the bloodstream through necrosis and apoptosis [5]. Patient
B35 presented with an intracerebral and leptomeningeal relapse between the fourth and
fifth cycles of first-line consolidation therapy. Patient B38 developed a second intracerebral
relapse during follow-up after second-line therapy. Monitoring of blood-based cfDNA
concentration was unsuitable to detect disease recurrence beyond the blood–brain barrier
in both patients (Figure 5C, upper right and lower left panels). Patient B50 was diagnosed
with a local osteomedullary relapse directly following first-line consolidation therapy. At
the time of relapse on day 349, the blood-based cfDNA concentration had increased from
2.59 ng/mL on day 180 and 1.45 ng/mL on day 247 to 4.22 ng/mL, thus correlating with
disease recurrence (Figure 5C, lower right panel). We conclude that a favorable response to
induction therapy triggers a strong reduction of initially high blood-based cfDNA levels,
but that disease recurrence is not always detectable by monitoring blood-based cfDNA
concentrations, particularly if the relapse occurs in the central nervous system.
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Figure 5. Longitudinal monitoring of cfDNA concentration in blood plasma from patients with
high-risk neuroblastoma demonstrates highly variable baseline cfDNA concentrations and rapid
cfDNA clearance following favorable treatment response. Total blood-based cfDNA concentrations
from patients with a high cfDNA baseline concentration (>50 ng/mL plasma) are summarized in
(A) while those from patients with a low baseline cfDNA concentration (≤50 ng/mL) are shown in
(B). Retrospective cfDNA quantification in sequentially collected blood samples from patients with
relapsed high-risk neuroblastoma is shown in (C). Total cfDNA concentrations were quantified using
the Agilent 4200 TapeStation System. Dashed lines indicate the median cfDNA concentration in the
pediatric control cohort. The treatment modules according to the German NB2004 Trial (EudraCT
20661) and the consecutive 2017 Guidelines for Diagnosis and Treatment of Patients with Neuroblastic
Tumors are indicated above the plots. HDCT, high-dose chemotherapy;  , radiation; S, surgery.
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3.4. Peripheral Blood-Derived cfDNA Is Suitable for Molecular Neuroblastoma Profiling in Infants

While spontaneous cancer regression has been documented in different cancer types,
this phenomenon is most prevalent with neuroblastoma [46]. Regression in the absence of
tumor-specific therapy is observed in children up to 18 months with virtually any stage of
disease if the tumor displays biologically favorable molecular characteristics. Localized
disease progression, threatening symptoms, or tumors with biologically unfavorable molec-
ular characteristics require therapeutic intervention in this very young age group. To test
whether the very low blood and bone marrow volumes available from infants are sufficient
to perform cfDNA-based molecular neuroblastoma profiling, we exemplarily employed
our established multiplex ddPCR protocols [14,17] to monitor MYCN and ALK status in
three patients with body weights ≤ 10 kg and ages at diagnosis below 18 months. Patient
B8 was diagnosed with stage M neuroblastoma at the age and body weight of 3.5 months
and 6650 g, respectively. Baseline imaging at initial diagnosis revealed bilateral adrenal
neuroblastoma with loco-regional and distant metastases to the liver, skin, bone, and kid-
ney (Figure 6, left panel). Molecular tumor tissue analysis identified a high-level MYCN
amplification (Figure 6, left panel). Analysis of blood-derived and bone marrow-derived
cfDNA detected MYCN copy numbers consistent with amplified MYCN at initial diagnosis
and an MYCN gain on day 22, the latter pointing towards therapy-mediated clearance of
the molecular markers from the biofluids (Figure 6, left panel). A minimal blood plasma
volume of 1.4 mL, which contained 41.1 ng of purified total cfDNA, and a minimal bone
marrow plasma volume of 2.0 mL, which contained 43.5 ng of total purified cfDNA, were
sufficient to perform this analysis (Figure 6, left panel). Patient B67 was diagnosed with a
paravertebral stage L2 neuroblastoma at the age and body weight of 8.1 months and 8100 g,
respectively. Intraspinal tumor growth caused elongated compression of the spinal cord
(Figure 6, middle panel) that required emergency neurosurgical intervention and systemic
chemotherapy for low-risk disease (according to NB2016 Registry). Molecular analysis of
tumor tissue identified an ALK p.R1275Q mutation with a MAF of 32.8% (Figure 6, middle
panel). Longitudinal analysis of blood-derived cfDNA detected an ALK p.R1275Q mutation
with 8.7% MAF at initial diagnosis and 2.9% MAF on day 38 (Figure 6, middle panel).
The ALK p.R1275Q mutation was undetectable in blood-derived cfDNA on day 86, when
conventional clinical response assessment judged that complete remission was achieved
(Figure 6, middle panel). The ALK p.R1275Q mutation was detected at 4.4% MAF in bone
marrow-derived cfDNA sampled at initial diagnosis, and no disease was detectable in
standard bone marrow diagnostics (Figure 6, middle panel). A minimal blood plasma
volume of 0.85 mL, which contained 1.18 ng of purified total cfDNA, and a minimal bone
marrow plasma volume of 1.5 mL, containing 8.35 ng total purified cfDNA, were sufficient
to perform this analysis (Figure 6, middle panel). The ALK p.R1275Q mutation not only
served as a molecular marker for therapy response assessment and minimal residual dis-
ease monitoring in patient B67 but was also exploited as a druggable target, since additional
chemotherapy cycles were substituted by treatment with the ALK-inhibitor, lorlatinib, in
compassionate use (Figure 6, middle panel). Patient B93 was diagnosed with a cervical
stage L2 neuroblastoma at the age and body weight of 17.9 months and 10 kg, respectively.
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Figure 6. Overview of molecular ctDNA profiling results in 3 selected infants <18 months with
neuroblastoma. Shown is the timeline from diagnosis through therapeutic interventions including
drug therapies and surgery. Selected images reflect the tumor burden at initial diagnosis for patients
B8 (left panel), B67 (middle panel) and B93 (right panel). Time points of bone marrow assessment
by (immuno)cytology and droplet digital PCR (ddPCR) are summarized below the timelines. Sample
volumes and cfDNA content available for ddPCR are also indicated. N4, chemotherapy regimen
according to the NB2016 registry: doxorubicin, vincristine, cyclophosphamide; VAC, chemotherapy
regimen according to the Cooperative Soft Tissue Sarcoma Study Group of the German Society
of Pediatric Hematology and Oncology (GPOH): vincristine, actinomycin-D, cyclophosphamide.
B, biopsy; BM, bone marrow; BW, body weight; R, resection; DD, disease detectable; NDD, no
disease detectable.

Almost complete tracheal compression (Figure 6, right panel) required the emergency
application of a systemic chemotherapy block in the absence of a histologically confirmed
diagnosis followed by additional cycles of chemotherapy for low-risk disease, in line with
NB2016 Registry guidelines. Molecular tumor tissue analysis detected neither MYCN nor
ALK copy-number alterations nor ALK hotspot mutations (Figure 6, right panel). Analysis
of blood- and bone marrow-derived cfDNA collected on days 3 and 6 of chemotherapy
detected an ALK p.R1275Q mutation at 0.32% MAF (Figure 6, right panel). The data indicate
that cfDNA analysis detected ALK p.R1275Q-mutated tumor clones or subclones that were
not reflected in the tumor biopsy used to characterize molecular disease. No disease was
detectable in standard bone marrow diagnostics, implying the high sensitivity ddPCR-
based diagnostics using bone marrow-derived cfDNA. The ALK p.R1275Q mutation was
undetectable in blood-derived cfDNA collected on day 31 (Figure 6, right panel), again
indicating the rapid clearance of molecular markers from the bloodstream after therapy
response. A minimal blood plasma volume of 1.3 mL, which contained 12.2 ng purified
total cfDNA, and a minimal bone marrow plasma volume of 0.8 mL, containing 101.0 ng
total purified cfDNA, were sufficient to perform this analysis (Figure 6, right panel). We
conclude that absolute cfDNA amounts as low as 8 ng are sufficient to longitudinally
monitor patient-specific tumor markers in infants with neuroblastoma, thus providing
proof of concept that liquid biopsy-based circulating tumor DNA diagnostics can also
contribute to disease monitoring and druggable target identification in infants diagnosed
with neuroblastoma (graphical abstract provided in Figure 7).
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4. Discussion

This study provides molecular-based guidelines to support biofluid sample biobank-
ing from infants, children, and adolescents with neuroblastoma. Biofluid biobanking is
minimally invasive and supports longitudinal sample collection at multiple time points
during therapy and follow-up to sustainably expand current exclusively tissue-based
biobanking and molecular pathological disease profiling. The DNA size distribution and
cfDNA concentrations reported here for more than 600 biofluid samples collected at a single
center under standard operating procedures reflecting international experience [37] provide
the molecular basis for decision-making about how much sample volume to store for effi-
cient down-stream analysis. The “the more the better” principle is opposed to the low body
weight of infants and children, requiring careful technical and regulatory considerations.
While the 7.5 mL blood volume routinely collected from adult patients with different cancer
entities [47] is not applicable in the pediatric population, the recommendations provided
here (1 mL of blood and bone marrow plasma, 2 mL of CSF, complete urine portions) reflect
not only molecular requirements but are fully in line with clinical feasibility.

Schmelz et al. reported high spatial and temporal heterogeneity in somatic muta-
tions and copy-number alterations that were mirrored on the transcriptomic level in a
transcriptomic and genomic profiling study of multiregional biopsies from 10 patients with
neuroblastoma [48]. We recently investigated whether cfDNA-based diagnostics can detect
intratumor heterogeneity not reflected in single neuroblastoma biopsies by comparing
marker profiles in matched blood and tumor tissue samples [21]. Our findings supported
that neuroblastoma is spatially genetically heterogeneous and that this clonal heterogeneity
is reflected in circulating cfDNA [21]. This finding has direct implications for ALK-inhibitor
therapy selection [49], so far the most promising targeted therapy for approximately 7% of
neuroblastomas that are driven by activating ALK mutations [50]. Altogether, these studies
underline the urgent need to provide molecular profiling of the dynamic changes in the
molecular landscape of neuroblastoma caused by endogenous competition of genetically
divergent tumor cell clones and the exogenous pressure exerted on tumor cells by multi-
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modal cancer therapy. Such comprehensive analyses require sophisticated liquid biopsy
biobanking approaches, as outlined in this study.

Characterization of DNA size distribution in blood plasma underlines the importance
to assess every single sample. In line with previous reports [18], approximately 24%
of samples did not contain primarily cfDNA, despite the exclusive use of EDTA blood
collection tubes and a sample processing time of 1 h. Neither a reddish appearance of
the blood plasma indicative of red blood cell lysis nor a cloudy appearance of the blood
plasma pointing towards elevated blood lipid levels correlated with poorer cfDNA quality,
suggesting that such samples should not automatically be excluded. DNA purified from
bone marrow plasma differs from the profile found in blood plasma. The overall higher
total DNA content may reflect the high cellular content in the bone marrow niche recently
shown to comprise as many as 45 different cell types [51]. The proportion of samples
containing primarily cfDNA was larger among patients with neuroblastoma compared
to healthy individuals. The potential of bone marrow plasma-based cfDNA profiling
for minimal residual disease monitoring warrants further investigation. The absolute
quantities of cfDNA in cerebrospinal fluid are as low as reported for patients with primary
CNS tumors [52], but sufficient to serially assess minimal residual disease in patients
with high-risk neuroblastoma and central nervous system metastases [21,53]. Only low
circulating cell-free tumor DNA levels circulate in blood from these individuals, possibly
due to the blood–brain barrier [25]. The studies employed low-coverage whole-genome
sequencing, digital PCR, and targeted amplicon sequencing, altogether demonstrating
that both targeted and untargeted approaches can be employed to decode the molecular
information embedded in cerebrospinal fluid [21,25,52,53]. The least invasively collected
biosample, urine, contains similarly low amounts of cfDNA as CSF. Urine-based DNA
fragment size spans a broad spectrum between 100 and 1000 bp, leading to a characteristic
broad peak in the electropherogram [54]. Urine from patients with neuroblastoma contains
higher amounts of DNA spanning a broad spectrum of fragment lengths compared to urine
collected from pediatric controls. This observation based on a comparatively small sample
number deserves further investigation.

Systemic inflammatory response syndrome and infection trigger an increased release
of cfDNA from various organs through apoptosis and necrosis [5]. These conditions
may contribute to the undulating blood-based cfDNA concentrations observed during
longitudinal monitoring in individual patients. The correlation between total cfDNA
concentration and disease activity has been extensively studied by Sue et al. [29,30] and was
partly confirmed in our study. Total cell-free DNA content may be suitable for integration
into a panel containing additional specific markers for disease activity. Altogether, specific
markers for disease activity are expected to be most sensitive for disease monitoring.

Cell-free DNA studies in patients with neuroblastoma have mostly focused on high-
risk disease, for which the need for improved diagnostics and therapies is most urgent [5,6].
We demonstrate that the promise of liquid biopsies is not restricted to these cases. The small
volumes of blood plasma available from infants with localized disease are sufficient to
detect and monitor neuroblastoma-specific markers. While this study exclusively focused
on cfDNA, several other tumor surrogates in liquid biopsies such as cfRNA, proteins,
metabolites, extracellular vesicles, and circulating tumor cells are gaining increasing inter-
est [5,6]. Some of these tumor surrogates require specific and immediate sample processing
prior to first cryopreservation, adding an additional layer of complexity to successful liquid
biopsy biobanking.

5. Conclusions

Biofluids are a less invasive source of biomarkers to monitor cancer in patients and
support therapeutic decision-making than surgically acquired tumor tissue. Collection and
biobanking of biofluids require exact knowledge of tumor surrogate content. Otherwise,
elaborately collected samples may not be banked in sufficient volumes to be suitable for
downstream analysis. Based on the analysis of 600 DNA electropherograms of biofluid



Cancers 2022, 14, 2080 16 of 19

samples, we report recommendations for the sampling of blood plasma, bone marrow
plasma, cerebrospinal fluid, and urine from patients with neuroblastoma for cfDNA-based
studies. The recommendations provided here (1 mL of blood and bone marrow plasma,
2 mL of CSF, complete urine portions) reflect not only molecular requirements but are
fully in line with clinical feasibility. Optimal liquid biopsy biobanking is an indispensable
step before the power of liquid biopsies can be wielded to revolutionize clinical care for
infants and children with neuroblastoma in prospective studies accompanying multi-center
clinical trials.

Supplementary Materials: The following supporting information can be downloaded at: https:
//www.mdpi.com/article/10.3390/cancers14092080/s1, Figure S1: Influence of sample processing
time on blood-based DNA characteristics; Table S1: Patient and tumor characteristics in the high-risk
neuroblastoma study subpopulation.

Author Contributions: Conceptualization, M.L. and H.E.D.; methodology, M.L., A.S. and H.E.D.;
software, M.L., J.W., M.G., A.S. and D.T.; validation, M.L., M.G., A.S. and H.E.D.; formal analysis,
M.L., J.W., R.B.L., J.F.H., D.T. and H.E.D.; investigation, M.L., J.W., T.M.T.-K., M.G., A.S., R.B.L. and
J.F.H.; clinical resources, T.M.T.-K., A.K., J.H.S., E.L., T.E., P.H. and T.S.; data curation, M.L., J.W.,
A.S. and M.G.; writing—original draft preparation, M.L. and H.E.D.; writing—review and editing,
M.L., K.A., A.E. and H.E.D.; visualization, M.L., K.A. and H.E.D.; supervision, M.L., A.E. and H.E.D.;
project administration, M.L. and H.E.D.; funding acquisition, M.L., A.E. and H.E.D. All authors have
read and agreed to the published version of the manuscript.

Funding: This work was supported by the Berlin Institute of Health (BIH) through the collaborative
research consortium CRG-04 TERMINATE-NB to A.K., J.H.S., A.E., and H.E.D., through the Trans-
lational Oncology program of the German Cancer Aid within the ENABLE consortium (70112951)
to A.K., J.H.S., A.E., and H.E.D., by the European Union and the Federal Ministry of Education and
Research through the TRANSCAN-2 consortium, LIQUIDHOPE (01KT1902), to H.E.D., and by the
German Cancer Consortium (DKTK) partner site Berlin to M.L., A.K., J.H.S., A.E., and H.E.D. A.K.
and H.E.D. are supported by the Advanced Clinician Scientist Program funded by the Charité—
Universitätsmedizin Berlin and BIH. A.E. and H.E.D. are members of the consortium MSTARS
(031L0220A) financed through the Federal Ministry of Education and Research (BMBF) as part of the
National Research Cores for Mass Spectrometry in Systems Medicine (MSCoreSys).

Institutional Review Board Statement: All studies involving human subjects were conducted in
accordance with the Declaration of Helsinki. Patients were registered in the German NB2004 Trial
(EudraCT 20661) or the NB 2016 Registry. Informed written patient/parent consent was obtained
during trial/registry participation. Liquid biopsy sampling was approved by the Ethics Committee
of Charité—Universitätsmedizin Berlin (protocol codes: EA2/055/17, date of approval 5 May 2017;
EA2/131/11, date of approval 1 November 2011; EA4/132/17, date of approval 23 October 2017).

Informed Consent Statement: Informed written consent was obtained from all subjects/parents
involved in the study.

Data Availability Statement: Original TapeStation electropherogram and droplet digital PCR data
presented in this study are available on request from the corresponding author.

Acknowledgments: The authors thank the patients and their parents who agreed to take part in this
study. The MRI image of patient B67 was kindly provided by R. Rossi (Vivantes Klinik Neukölln,
Berlin, Germany).

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

References
1. Park, J.R.; Eggert, A.; Caron, H. Neuroblastoma: Biology, prognosis, and treatment. Hematol. Oncol. Clin. N. Am. 2010, 24, 65–86.

[CrossRef] [PubMed]
2. Matthay, K.K.; Maris, J.M.; Schleiermacher, G.; Nakagawara, A.; Mackall, C.L.; Diller, L.; Weiss, W.A. Neuroblastoma. Nat. Rev.

Dis. Primers 2016, 2, 16078. [CrossRef] [PubMed]
3. Maris, J.M.; Hogarty, M.D.; Bagatell, R.; Cohn, S.L. Neuroblastoma. Lancet 2007, 369, 2106–2120. [CrossRef]
4. Berthold, F.; Spix, C.; Kaatsch, P.; Lampert, F. Incidence, Survival, and Treatment of Localized and Metastatic Neuroblastoma in

Germany 1979–2015. Pediatric Drugs 2017, 19, 577–593. [CrossRef] [PubMed]

https://www.mdpi.com/article/10.3390/cancers14092080/s1
https://www.mdpi.com/article/10.3390/cancers14092080/s1
http://doi.org/10.1016/j.hoc.2009.11.011
http://www.ncbi.nlm.nih.gov/pubmed/20113896
http://doi.org/10.1038/nrdp.2016.78
http://www.ncbi.nlm.nih.gov/pubmed/27830764
http://doi.org/10.1016/S0140-6736(07)60983-0
http://doi.org/10.1007/s40272-017-0251-3
http://www.ncbi.nlm.nih.gov/pubmed/28786082


Cancers 2022, 14, 2080 17 of 19

5. Andersson, D.; Fagman, H.; Dalin, M.G.; Stahlberg, A. Circulating cell-free tumor DNA analysis in pediatric cancers. Mol. Asp.
Med. 2020, 72, 100819. [CrossRef]

6. Van Paemel, R.; Vlug, R.; de Preter, K.; van Roy, N.; Speleman, F.; Willems, L.; Lammens, T.; Laureys, G.; Schleiermacher, G.;
Tytgat, G.A.M.; et al. The pitfalls and promise of liquid biopsies for diagnosing and treating solid tumors in children: A review.
Eur. J. Pediatric 2020, 179, 191–202. [CrossRef]

7. Combaret, V.; Audoynaud, C.; Iacono, I.; Favrot, M.C.; Schell, M.; Bergeron, C.; Puisieux, A. Circulating MYCN DNA as a
tumor-specific marker in neuroblastoma patients. Cancer Res. 2002, 62, 3646–3648.

8. Gotoh, T.; Hosoi, H.; Iehara, T.; Kuwahara, Y.; Osone, S.; Tsuchiya, K.; Ohira, M.; Nakagawara, A.; Kuroda, H.; Sugimoto, T.
Prediction of MYCN amplification in neuroblastoma using serum DNA and real-time quantitative polymerase chain reaction. J.
Clin. Oncol. 2005, 23, 5205–5210. [CrossRef]

9. Combaret, V.; Bergeron, C.; Noguera, R.; Iacono, I.; Puisieux, A. Circulating MYCN DNA predicts MYCN-amplification in
neuroblastoma. J. Clin. Oncol. 2005, 23, 8919–8920. [CrossRef]

10. Combaret, V.; Hogarty, M.D.; London, W.B.; McGrady, P.; Iacono, I.; Brejon, S.; Swerts, K.; Noguera, R.; Gross, N.;
Rousseau, R.; et al. Influence of neuroblastoma stage on serum-based detection of MYCN amplification. Pediatric Blood Cancer
2009, 53, 329–331. [CrossRef]

11. Kojima, M.; Hiyama, E.; Fukuba, I.; Yamaoka, E.; Ueda, Y.; Onitake, Y.; Kurihara, S.; Sueda, T. Detection of MYCN amplification
using blood plasma: Noninvasive therapy evaluation and prediction of prognosis in neuroblastoma. Pediatric Surg. Int. 2013,
29, 1139–1145. [CrossRef] [PubMed]

12. Yagyu, S.; Iehara, T.; Tanaka, S.; Gotoh, T.; Misawa-Furihata, A.; Sugimoto, T.; London, W.B.; Hogarty, M.D.; Teramukai, S.;
Nakagawara, A.; et al. Serum-Based Quantification of MYCN Gene Amplification in Young Patients with Neuroblastoma:
Potential Utility as a Surrogate Biomarker for Neuroblastoma. PLoS ONE 2016, 11, e0161039. [CrossRef] [PubMed]

13. Chicard, M.; Boyault, S.; Daage, L.C.; Richer, W.; Gentien, D.; Pierron, G.; Lapouble, E.; Bellini, A.; Clement, N.; Iacono, I.; et al.
Genomic Copy Number Profiling Using Circulating Free Tumor DNA Highlights Heterogeneity in Neuroblastoma. Clin. Cancer
Res. 2016, 22, 5564–5573. [CrossRef] [PubMed]

14. Lodrini, M.; Sprussel, A.; Astrahantseff, K.; Tiburtius, D.; Konschak, R.; Lode, H.N.; Fischer, M.; Keilholz, U.; Eggert, A.;
Deubzer, H.E. Using droplet digital PCR to analyze MYCN and ALK copy number in plasma from patients with neuroblastoma.
Oncotarget 2017, 8, 85234–85251. [CrossRef]

15. Van Roy, N.; van der Linden, M.; Menten, B.; Dheedene, A.; Vandeputte, C.; van Dorpe, J.; Laureys, G.; Renard, M.; Sante, T.;
Lammens, T.; et al. Shallow Whole Genome Sequencing on Circulating Cell-Free DNA Allows Reliable Noninvasive Copy-
Number Profiling in Neuroblastoma Patients. Clin. Cancer Res. 2017, 23, 6305–6314. [CrossRef]

16. Chicard, M.; Colmet-Daage, L.; Clement, N.; Danzon, A.; Bohec, M.; Bernard, V.; Baulande, S.; Bellini, A.; Deveau, P.;
Pierron, G.; et al. Whole-Exome Sequencing of Cell-Free DNA Reveals Temporo-spatial Heterogeneity and Identifies Treatment-
Resistant Clones in Neuroblastoma. Clin. Cancer Res. 2018, 24, 939–949. [CrossRef]

17. Peitz, C.; Sprussel, A.; Linke, R.B.; Astrahantseff, K.; Grimaldi, M.; Schmelz, K.; Toedling, J.; Schulte, J.H.; Fischer, M.; Messer-
schmidt, C.; et al. Multiplexed Quantification of Four Neuroblastoma DNA Targets in a Single Droplet Digital PCR Reaction. J.
Mol. Diagn. 2020, 22, 1309–1323. [CrossRef]

18. van Paemel, R.; Vandeputte, C.; Raman, L.; van Thorre, J.; Willems, L.; van Dorpe, J.; van der Linden, M.; de Wilde, J.; de Koker, A.;
Menten, B.; et al. The feasibility of using liquid biopsies as a complementary assay for copy number aberration profiling in
routinely collected paediatric cancer patient samples. Eur. J. Cancer 2022, 160, 12–23. [CrossRef]

19. Kobayashi, K.; Mizuta, S.; Yamane, N.; Hamabata, T.; Maihara, T.; Usami, I.; Heike, T. Cell-free DNA Oncogene Copy Number as
a Surrogate Molecular Biomarker in ALK/MYCN-coamplified Neuroblastoma. J. Pediatric Hematol. Oncol. 2021, 43, e165–e168.
[CrossRef]

20. Kahana-Edwin, S.; Cain, L.E.; McCowage, G.; Darmanian, A.; Wright, D.; Mullins, A.; Saletta, F.; Karpelowsky, J. Neuroblastoma
Molecular Risk-Stratification of DNA Copy Number and ALK Genotyping via Cell-Free Circulating Tumor DNA Profiling.
Cancers 2021, 13, 3365. [CrossRef]

21. Lodrini, M.; Graef, J.; Thole-Kliesch, T.M.; Astrahantseff, K.; Sprussel, A.; Grimaldi, M.; Peitz, C.; Linke, R.B.; Hollander, J.F.;
Lankes, E.; et al. Targeted analysis of cell-free circulating tumor DNA is suitable for early relapse and actionable target detection
in patients with neuroblastoma. Clin. Cancer Res. 2022; online ahead of print. [CrossRef]

22. Combaret, V.; Iacono, I.; Bellini, A.; Brejon, S.; Bernard, V.; Marabelle, A.; Coze, C.; Pierron, G.; Lapouble, E.; Schleiermacher, G.; et al.
Detection of tumor ALK status in neuroblastoma patients using peripheral blood. Cancer Med. 2015, 4, 540–550. [CrossRef]
[PubMed]

23. Duan, C.; Wang, H.; Chen, Y.; Chu, P.; Xing, T.; Gao, C.; Yue, Z.; Zheng, J.; Jin, M.; Gu, W.; et al. Whole exome sequencing reveals
novel somatic alterations in neuroblastoma patients with chemotherapy. Cancer Cell Int. 2018, 18, 21. [CrossRef] [PubMed]

24. Sausen, M.; Leary, R.J.; Jones, S.; Wu, J.; Reynolds, C.P.; Liu, X.; Blackford, A.; Parmigiani, G.; Diaz, L.A., Jr.; Papadopoulos, N.; et al.
Integrated genomic analyses identify ARID1A and ARID1B alterations in the childhood cancer neuroblastoma. Nat. Genet. 2013,
45, 12–17. [CrossRef]

25. Bettegowda, C.; Sausen, M.; Leary, R.J.; Kinde, I.; Wang, Y.; Agrawal, N.; Bartlett, B.R.; Wang, H.; Luber, B.; Alani, R.M.; et al.
Detection of circulating tumor DNA in early- and late-stage human malignancies. Sci. Transl. Med. 2014, 6, 224ra224. [CrossRef]

http://doi.org/10.1016/j.mam.2019.09.003
http://doi.org/10.1007/s00431-019-03545-y
http://doi.org/10.1200/JCO.2005.02.014
http://doi.org/10.1200/JCO.2005.04.0170
http://doi.org/10.1002/pbc.22009
http://doi.org/10.1007/s00383-013-3374-9
http://www.ncbi.nlm.nih.gov/pubmed/24022278
http://doi.org/10.1371/journal.pone.0161039
http://www.ncbi.nlm.nih.gov/pubmed/27513929
http://doi.org/10.1158/1078-0432.CCR-16-0500
http://www.ncbi.nlm.nih.gov/pubmed/27440268
http://doi.org/10.18632/oncotarget.19076
http://doi.org/10.1158/1078-0432.CCR-17-0675
http://doi.org/10.1158/1078-0432.CCR-17-1586
http://doi.org/10.1016/j.jmoldx.2020.07.006
http://doi.org/10.1016/j.ejca.2021.09.022
http://doi.org/10.1097/MPH.0000000000001720
http://doi.org/10.3390/cancers13133365
http://doi.org/10.1158/1078-0432.CCR-21-3716
http://doi.org/10.1002/cam4.414
http://www.ncbi.nlm.nih.gov/pubmed/25653133
http://doi.org/10.1186/s12935-018-0521-3
http://www.ncbi.nlm.nih.gov/pubmed/29467591
http://doi.org/10.1038/ng.2493
http://doi.org/10.1126/scitranslmed.3007094


Cancers 2022, 14, 2080 18 of 19

26. Klega, K.; Imamovic-Tuco, A.; Ha, G.; Clapp, A.N.; Meyer, S.; Ward, A.; Clinton, C.; Nag, A.; van Allen, E.; Mullen, E.; et al.
Detection of Somatic Structural Variants Enables Quantification and Characterization of Circulating Tumor DNA in Children
With Solid Tumors. JCO Precis. Oncol. 2018, 2, 1–13. [CrossRef]

27. Kurihara, S.; Ueda, Y.; Onitake, Y.; Sueda, T.; Ohta, E.; Morihara, N.; Hirano, S.; Irisuna, F.; Hiyama, E. Circulating free DNA as
non-invasive diagnostic biomarker for childhood solid tumors. J. Pediatric Surg. 2015, 50, 2094–2097. [CrossRef]

28. Wang, X.; Wang, L.; Su, Y.; Yue, Z.; Xing, T.; Zhao, W.; Zhao, Q.; Duan, C.; Huang, C.; Zhang, D.; et al. Plasma cell-free DNA
quantification is highly correlated to tumor burden in children with neuroblastoma. Cancer Med. 2018, 7, 3022–3030. [CrossRef]

29. Su, Y.; Wang, L.; Wang, X.; Yue, Z.; Xing, T.; Zhao, W.; Zhao, Q.; Duan, C.; Huang, C.; Han, Y.; et al. Dynamic alterations of plasma
cell free DNA in response to chemotherapy in children with neuroblastoma. Cancer Med. 2019, 8, 1558–1566. [CrossRef]

30. Su, Y.; Wang, L.; Jiang, C.; Yue, Z.; Fan, H.; Hong, H.; Duan, C.; Jin, M.; Zhang, D.; Qiu, L.; et al. Increased plasma concentration
of cell-free DNA precedes disease recurrence in children with high-risk neuroblastoma. BMC Cancer 2020, 20, 102. [CrossRef]

31. Yagyu, S.; Gotoh, T.; Iehara, T.; Miyachi, M.; Katsumi, Y.; Tsubai-Shimizu, S.; Kikuchi, K.; Tamura, S.; Tsuchiya, K.;
Imamura, T.; et al. Circulating methylated-DCR2 gene in serum as an indicator of prognosis and therapeutic efficacy in patients
with MYCN nonamplified neuroblastoma. Clin. Cancer Res. 2008, 14, 7011–7019. [CrossRef] [PubMed]

32. Van Zogchel, L.M.J.; van Wezel, E.M.; van Wijk, J.; Stutterheim, J.; Bruins, W.S.C.; Zappeij-Kannegieter, L.; Slager, T.J.E.;
Schumacher-Kuckelkorn, R.; Verly, I.R.N.; van der Schoot, C.E.; et al. Hypermethylated RASSF1A as Circulating Tumor DNA
Marker for Disease Monitoring in Neuroblastoma. JCO Precis. Oncol. 2020, 4, 291–306. [CrossRef] [PubMed]

33. Van Zogchel, L.M.J.; Lak, N.S.M.; Verhagen, O.; Tissoudali, A.; Nuru, M.G.; Gelineau, N.U.; Zappeij-Kannengieter, L.; Javadi, A.;
Zijtregtop, E.A.M.; Merks, J.H.M.; et al. Novel Circulating Hypermethylated RASSF1A ddPCR for Liquid Biopsies in Patients
with Pediatric Solid Tumors. JCO Precis. Oncol. 2021, 5, 1738–1748. [CrossRef] [PubMed]

34. Applebaum, M.A.; Barr, E.K.; Karpus, J.; West-Szymanski, D.C.; Oliva, M.; Sokol, E.A.; Zhang, S.; Zhang, Z.; Zhang, W.;
Chlenski, A.; et al. 5-Hydroxymethylcytosine Profiles in Circulating Cell-Free DNA Associate with Disease Burden in Children
with Neuroblastoma. Clin. Cancer Res. 2020, 26, 1309–1317. [CrossRef]

35. Combaret, V.; Brejon, S.; Iacono, I.; Schleiermacher, G.; Pierron, G.; Ribeiro, A.; Bergeron, C.; Marabelle, A.; Puisieux, A.
Determination of 17q gain in patients with neuroblastoma by analysis of circulating DNA. Pediatric Blood Cancer 2011, 56, 757–761.
[CrossRef]

36. Yagyu, S.; Iehara, T.; Gotoh, T.; Miyachi, M.; Katsumi, Y.; Kikuchi, K.; Tsuchiya, K.; Osone, S.; Kuroda, H.; Sugimoto, T.; et al.
Preoperative analysis of 11q loss using circulating tumor-released DNA in serum: A novel diagnostic tool for therapy stratification
of neuroblastoma. Cancer Lett. 2011, 309, 185–189. [CrossRef]

37. Gerber, T.; Taschner-Mandl, S.; Saloberger-Sindhoringer, L.; Popitsch, N.; Heitzer, E.; Witt, V.; Geyeregger, R.; Hutter, C.;
Schwentner, R.; Ambros, I.M.; et al. Assessment of Pre-Analytical Sample Handling Conditions for Comprehensive Liquid Biopsy
Analysis. J. Mol. Diagn. 2020, 22, 1070–1086. [CrossRef]

38. Simon, T.; Hero, B.; Schulte, J.H.; Deubzer, H.; Hundsdoerfer, P.; von Schweinitz, D.; Fuchs, J.; Schmidt, M.; Prasad, V.;
Krug, B.; et al. 2017 GPOH Guidelines for Diagnosis and Treatment of Patients with Neuroblastic Tumors. Klin. Pediatric 2017,
229, 147–167. [CrossRef]

39. Fan, H.C.; Blumenfeld, Y.J.; Chitkara, U.; Hudgins, L.; Quake, S.R. Noninvasive diagnosis of fetal aneuploidy by shotgun
sequencing DNA from maternal blood. Proc. Natl. Acad. Sci. USA 2008, 105, 16266–16271. [CrossRef]

40. Armbruster, D.A.; Pry, T. Limit of blank, limit of detection and limit of quantitation. Clin. Biochem. Rev. 2008, 29 (Suppl. 1), S49–S52.
41. Bennett, C.W.; Berchem, G.; Kim, Y.J.; El-Khoury, V. Cell-free DNA and next-generation sequencing in the service of personalized

medicine for lung cancer. Oncotarget 2016, 7, 71013–71035. [CrossRef] [PubMed]
42. Koeppel, F.; Blanchard, S.; Jovelet, C.; Genin, B.; Marcaillou, C.; Martin, E.; Rouleau, E.; Solary, E.; Soria, J.C.; Andre, F.; et al.

Whole exome sequencing for determination of tumor mutation load in liquid biopsy from advanced cancer patients. PLoS ONE
2017, 12, e0188174.

43. Bos, M.K.; Angus, L.; Nasserinejad, K.; Jager, A.; Jansen, M.; Martens, J.W.M.; Sleijfer, S. Whole exome sequencing of cell-free
DNA—A systematic review and Bayesian individual patient data meta-analysis. Cancer Treat. Rev. 2020, 83, 101951. [CrossRef]
[PubMed]

44. Leon, S.A.; Shapiro, B.; Sklaroff, D.M.; Yaros, M.J. Free DNA in the serum of cancer patients and the effect of therapy. Cancer Res.
1977, 37, 646–650.

45. Eisenhauer, E.A.; Therasse, P.; Bogaerts, J.; Schwartz, L.H.; Sargent, D.; Ford, R.; Dancey, J.; Arbuck, S.; Gwyther, S.;
Mooney, M.; et al. New response evaluation criteria in solid tumours: Revised RECIST guideline (version 1.1). Eur. J. Cancer 2009,
45, 228–247. [CrossRef]

46. Brodeur, G.M. Spontaneous regression of neuroblastoma. Cell Tissue Res. 2018, 372, 277–286. [CrossRef]
47. Liebs, S.; Eder, T.; Klauschen, F.; Schutte, M.; Yaspo, M.L.; Keilholz, U.; Tinhofer, I.; Kidess-Sigal, E.; Braunholz, D. Applicability of

liquid biopsies to represent the mutational profile of tumor tissue from different cancer entities. Oncogene 2021, 40, 5204–5212.
[CrossRef]

48. Schmelz, K.; Toedling, J.; Huska, M.; Cwikla, M.C.; Kruetzfeldt, L.M.; Proba, J.; Ambros, P.F.; Ambros, I.M.; Boral, S.;
Lodrini, M.; et al. Spatial and temporal intratumour heterogeneity has potential consequences for single biopsy-based neu-
roblastoma treatment decisions. Nat. Commun. 2021, 12, 6804. [CrossRef]

http://doi.org/10.1200/PO.17.00285
http://doi.org/10.1016/j.jpedsurg.2015.08.033
http://doi.org/10.1002/cam4.1586
http://doi.org/10.1002/cam4.2045
http://doi.org/10.1186/s12885-020-6562-8
http://doi.org/10.1158/1078-0432.CCR-08-1249
http://www.ncbi.nlm.nih.gov/pubmed/18980997
http://doi.org/10.1200/PO.19.00261
http://www.ncbi.nlm.nih.gov/pubmed/32923888
http://doi.org/10.1200/PO.21.00130
http://www.ncbi.nlm.nih.gov/pubmed/34820594
http://doi.org/10.1158/1078-0432.CCR-19-2829
http://doi.org/10.1002/pbc.22816
http://doi.org/10.1016/j.canlet.2011.05.032
http://doi.org/10.1016/j.jmoldx.2020.05.006
http://doi.org/10.1055/s-0043-103086
http://doi.org/10.1073/pnas.0808319105
http://doi.org/10.18632/oncotarget.11717
http://www.ncbi.nlm.nih.gov/pubmed/27589834
http://doi.org/10.1016/j.ctrv.2019.101951
http://www.ncbi.nlm.nih.gov/pubmed/31874446
http://doi.org/10.1016/j.ejca.2008.10.026
http://doi.org/10.1007/s00441-017-2761-2
http://doi.org/10.1038/s41388-021-01928-w
http://doi.org/10.1038/s41467-021-26870-z


Cancers 2022, 14, 2080 19 of 19

49. Fischer, M.; Moreno, L.; Ziegler, D.S.; Marshall, L.V.; Zwaan, C.M.; Irwin, M.S.; Casanova, M.; Sabado, C.; Wulff, B.;
Stegert, M.; et al. Ceritinib in paediatric patients with anaplastic lymphoma kinase-positive malignancies: An open-label,
multicentre, phase 1, dose-escalation and dose-expansion study. Lancet Oncol. 2021, 22, 1764–1776. [CrossRef]

50. Mosse, Y.P. Anaplastic Lymphoma Kinase as a Cancer Target in Pediatric Malignancies. Clin. Cancer Res. 2016, 22, 546–552.
[CrossRef]

51. Triana, S.; Vonficht, D.; Jopp-Saile, L.; Raffel, S.; Lutz, R.; Leonce, D.; Antes, M.; Hernandez-Malmierca, P.; Ordonez-Rueda, D.;
Ramasz, B.; et al. Single-cell proteo-genomic reference maps of the hematopoietic system enable the purification and massive
profiling of precisely defined cell states. Nat. Immunol. 2021, 22, 1577–1589. [CrossRef] [PubMed]

52. McEwen, A.E.; Leary, S.E.S.; Lockwood, C.M. Beyond the Blood: CSF-Derived cfDNA for Diagnosis and Characterization of CNS
Tumors. Front. Cell Dev. Biol. 2020, 8, 45. [CrossRef] [PubMed]

53. Kimoto, T.; Inoue, M.; Tokimasa, S.; Yagyu, S.; Iehara, T.; Hosoi, H.; Kawa, K. Detection of MYCN DNA in the cerebrospinal fluid
for diagnosing isolated central nervous system relapse in neuroblastoma. Pediatric Blood Cancer 2011, 56, 865–867. [CrossRef]
[PubMed]

54. Streleckiene, G.; Reid, H.M.; Arnold, N.; Bauerschlag, D.; Forster, M. Quantifying cell free DNA in urine: Comparison between
commercial kits, impact of gender and inter-individual variation. Biotechniques 2018, 64, 225–230. [CrossRef] [PubMed]

http://doi.org/10.1016/S1470-2045(21)00536-2
http://doi.org/10.1158/1078-0432.CCR-14-1100
http://doi.org/10.1038/s41590-021-01059-0
http://www.ncbi.nlm.nih.gov/pubmed/34811546
http://doi.org/10.3389/fcell.2020.00045
http://www.ncbi.nlm.nih.gov/pubmed/32133357
http://doi.org/10.1002/pbc.22925
http://www.ncbi.nlm.nih.gov/pubmed/21370425
http://doi.org/10.2144/btn-2018-0003
http://www.ncbi.nlm.nih.gov/pubmed/29793362

	Introduction 
	Materials and Methods 
	Patient Samples 
	Genomic and Cell-Free DNA Preparation 
	Droplet Digital PCR 
	Statistical Analysis 

	Results 
	Cell-Free DNA Content Varies among Different Biofluids from Patients 
	Multiple cfDNA Assays Can Be Conducted from 1 mL Collected Blood or Bone Marrow Plasma 
	Favorable Treatment Response in Patients with High-Risk Neuroblastoma Is Associated with a Rapid Decrease in Peripheral Blood-Derived cfDNA 
	Peripheral Blood-Derived cfDNA Is Suitable for Molecular Neuroblastoma Profiling in Infants 

	Discussion 
	Conclusions 
	References

