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Abstract Background Liquid biopsy is mainly used to identify tumor cells in pulmonary
neoplasms. It is more often used in research than in clinical practice. The BL-MOL-AR
study aims to investigate the efficacy of next-generation sequencing (NGS) and clinical
interpretation of the circulating free DNA (cfDNA) levels. This study reports the
preliminary results from the first samples analyzed from patients affected by various
neoplasms: lung, intestinal, mammary, gastric, biliary, and cutaneous.
Methods The Biopsia Liquida-Molecolare-Arezzo study aims to enroll cancer patients
affected by various malignancies, including pulmonary, intestinal, advanced urothelial,
biliary, breast, cutaneous, and gastricmalignancies. Thirty-nine patientswere included in
this preliminary report.
At time zero, a liquid biopsy is executed, and two types of NGS panels are performed,
comprising 17 genes in panel 1, which is already used in the routine tissue setting, and
52 genes in panel 2. From the 7thmonth after enrollment, 10 sequential liquid biopsies
are performed up to the 17th month. The variant allele frequency (%) and cfDNA levels
(ng/mL) are measured in every plasmatic sample.
Results The NGS results obtained by different panels are similar even though the
number of mutations is more concordant for lung pathologies. There are no significant
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Background

The improvement of diagnostic techniques and progression
monitoring of solid tumors are today the most important
challenges in oncological research. In recent decades, the
focus of the scientific community has been on diagnostic
tools considering the critical issues in practices such as
tissue biopsy.1,2 It is now an established concept that
reduction of mortality in cancer patients can be partly
achieved by an analysis of samples more representative of
the tumor genotype obtained with less invasiveness than
tissue biopsy practices.3–5 Investigation targets of liquid
biopsy such as circulating tumor cells (CTCs), circulating
tumor deoxyribonucleic acid (ctDNA), proteins, metabolites,
exosomes, messenger ribonucleic acids (RNAs), and micro-
RNAs are increasingly being studied in the translational
setting.6–15

The gold standard for the study of tumor profile is tissue
biopsy, but this technique presents a highly debated series of
critical issues. In general, tissue biopsy is invasive, risky, and
not easy to perform for specific anatomical locations. Anoth-
er critical aspect is the clonal heterogeneity of the tumor.
Tumors are characterized by various cellular subpopulations
presenting various alterations. Furthermore, over time, due
to the nature of the neoplasm and the iatrogenic effect of
therapy, these cells undergo genetic and epigenetic varia-
tions. This scenario increases the possibility of discrepancies
between primary and metastatic lesions, making it difficult
to monitor and evaluate response to adequate therapy.16,17

The appropriateness of liquid biopsy and extension of this
method to various oncological settings are still hotly debat-
ed. Various current guidelines suggest the use of liquid
biopsy in all cases in which obtaining a tissue sample is
not possible (a more frequent event in the pulmonary
setting), but it is also true that this technique is not yet
codified and widely used, and very little data are available in
the literature.17–19

Methods

Patients and Design of the Study
The multicenter study BL-MOL-AR was approved by the
Regional Ethics Committee for Clinical Trials of the Tuscany
Region (Protocol no.: 2021/000310). The patients were
recruited by the Oncology Department of the South East
Tuscany Local Health Unit at the hospitals of San Donato in
Arezzo and Misericordia in Grosseto.

The two participating centers, Clinical Molecular Pathol-
ogy sectors of the Analysis Laboratory and Pathological
Anatomy, investigated the biological samples. Clinical Mo-
lecular Pathology sectors performed molecular examina-
tions on plasma samples and tissue material, whereas
pathological anatomy processed the tissue material in terms
of embedding and section selection. The BL-MOL-AR study
aims to evaluate the validity of the use of liquid biopsy in the
personalized therapy setting of choice in cancer patients
(melanoma, colon, lung, breast, gastric cancer, cholangiocar-
cinoma, and advanced urothelial cancer). In particular, it is
proposed to evaluate the validity of molecular assays on
ctDNA through investigation methods such as next-genera-
tion sequencing (NGS) and digital droplet polymerase chain
reaction (ddPCR).

The study involves selecting patients in the diagnostic and
therapeutic frameworks for melanoma; colon, lung, breast,
and gastric cancer; cholangiocarcinoma; and advanced uro-
thelial cancer.

We expected to enroll a total of at least 100 to 120patients for
the study. These patients were selected by oncologists and after
obtaining their informed consent, they were to be included in a
monitoring program that will use the conventional methods
recognized by the respective guidelines and themolecular inves-
tigation techniques applied for the analysis of ctDNA.

Patients included the studymust be younger than 80 years
andmust have one of the pathological conditions or be in the
following clinical stages:

• Diagnosis, in naive patients with advanced lung cancer, in
the cases where standard lung biopsies have failed to
provide an adequate quantity/quality of material for
molecular analysis.

• At the time of disease progression to epidermal growth
factor receptor (EGFR) tyrosine kinase inhibitors (EGFR-
TKIs) in patients with advanced non-small-cell lung can-
cer (NSCLC).

• In the monitoring/staging/diagnosis of neoplastic lung or
intestinal or skin disease (melanoma).

• In cases of diagnosis of estrogen receptor positive (ERþ )
and negative human epidermal growth factor receptor 2
(HER2–) breast cancer.

• At the time of diagnosis or progression of cases of gastric
cancer.

• At the time of diagnosis or progression of cases of
cholangiocarcinoma.

• In clinical cases of metastatic urothelium carcinoma.

differences in the actionability levels of the identified variants. Most of the molecular
profiles of liquid biopsies reflect tissue data.
Conclusions Preliminary data from this study confirm the need to clarify the
limitations and potential of liquid biopsy beyond the lung setting. Overall, parameters
related to cfDNA levels and variant allele frequency could provide important indications
for prognosis and disease monitoring.
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In the enrolled patients, after the first therapeutic/che-
motherapy cycle, in the post-therapeutic staging phase, at
the same time as complete radiological monitoring with
program variation of more or less 3 days after radiological
investigations or in any case starting from the 7th month
from time zero (T0), monthly liquid biopsy samples are taken
up to a total of 10 months of monitoring, that is, the 17th
month from T0. It should be noted that venous blood
sampling is always provided for oncological patients for
routine investigations for clinical use; during these checks,
liquid biopsy envisaged by the protocol in question can be
done simultaneously.

Molecular tests on ctDNA extracted at T0 were done using
the NGS technology by applying two distinct panels, one for
diagnostic setting, CE-IVD (European Conformity, In Vitro
Diagnostics) marked, targeting 17 genes (henceforth
denominated panel 1) and another for research use only
(RUO) consisting of 52 (44 for DNA targeting) target genes,
which is henceforth referred to as panel 2 (see NGS material
and methods section for specific details).

The cfDNA levels of each liquid biopsy sample collected in
the study were also measured. In pathogen-negative
patients, probably pathogenic patients, or those with var-
iants of uncertain significance (VUS), fluctuation of cfDNA
levels was analyzed as the only laboratory monitoring pa-
rameter (►Fig. 1).

In the cases where it is possible to perform NGS analyses
through CE-IVD panel on tissuematerial (biopsies or surgical
pieces), a method normally used in diagnostic routine, these
molecular results will be compared with those obtained
through the same NGS panel on the plasma of the liquid
biopsies performed in the study.

Patients
In this preliminary phase of the study, 39 patients were
analyzed, and the study population is distributed according
to the neoplastic pathology diagnosis as follows: 14 intesti-
nal metastatic (colon), 17 lung metastatic, 3 gastric, 3
breasts, 1 biliary tract (cholangiocarcinoma), and 1 skin
(melanoma; ►Fig. 2). Informed written consent was
obtained from all the patients who participated in the study.

DNA Extraction, Purification, and Quality Estimation
Methods
All peripheral blood samples in the study were taken by
appointment by expert staff. To reduce in vitro hemolysis,
plasma purification steps were done within 30minutes of
collection. The peripheral blood samplewas subjected to two
centrifugation cycles. The first at 1,400 g for 15minutes for
plasma recovery and the second at 3,000 g for purification of
poor plasma.20,21 The cfDNA extraction was performed with
the Maxwell RSC Extractor, code AS4500, using the Maxwell
RSC ccfDNA Plasma Kit, code AS1480 (Promega SRL, Milan,
Italy).22

The amount of extracted cfDNA was measured spectro-
photometrically (NanoDrop 2000, Thermo Fisher Scientific
Inc, Waltham, United States) and the data were further
validated using a capillary electrophoresis system, theFig. 2 Distribution of tumor origin in the study population.

Fig. 1 Workflow concerning the analysis of cfDNA on enrolled patients. The NGS analysis, performed with Panels 1 and 2, is executed on the
circulating DNA of the first sampling at time zero (T0). The sequential collecting starts from the seventh month to monitor the variants of clinical
significance found in the NGS analysis. The quantification of cfDNA is performed on all liquid biopsies. cfDNA, circulating free DNA; ddPCR,
droplet digital polymerase chain reaction; NGS, next-generation sequencing.
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4150 TapeStation System, and Cell-free DNA ScreenTape
reagents (Agilent Technologies Inc, Santa Clara, United
States). The purity of the extracted material was evaluated
by measuring the amount of DNA with a molecular weight
between 180 and 200bp.23,24

ddPCR Analysis
ddPCR analysis was performed using the QX200 instrument
platform (Bio-Rad Laboratories, Inc, United States). The assays
used in this phase of the study are the ddPCR KRAS G12/G13
Screening Kit (#1863506), which consists of a mixture of
probes for simultaneous detection of the KRAS variant p.
(Gly12Ala) (code dHsaMDV2510586), p.(Gly12Cys) (code
dHsaMDV2510584), p.Gly12Asp (code dHsaMDV2510596),
p.(Gly12Arg) (code dHsaMDV2510590), p.(Gly12Ser) (code
dHsaMDV2510588), p.(Gly12Val) (code dHsaMDV2510592),
p.codedHsaMDV2510598), andfinally thesingleassayKRASp.
(Gly12Cys), c.34G>T (code dHsaCP2500584).

In the case of poor cfDNA samples, we performed the
analysis in duplicate or triplicate to reach at least 10,000
events and to accurately quantify fractional abundance
(corresponding to allele frequency).25,26

NGS Material and Methods
NGS analysis was performed using two different instrument
platforms and genomic panels. The list of gene targets and
the technical specifications are presented in ►Table 1. Panel
1 is used for the laboratory diagnostic setting, and is based on
a CE-IV-labeled assay, and panel 2 for research use only.

The applied analysis criteria for the variant calling are the
following:

• Panel 1: “compliant sample” as defined by analysis soft-
ware; variants over 1% variant allele frequency (VAF)
threshold with at least 500x reading.

• Panel 2: “compliant sample” as defined by analysis soft-
ware; variants over 0.5% VAF threshold with at least
1,000x reading and at least 200 molecular coverage.

Results

Liquid Biopsies: Global NGS Results
The first reported datum is the positivity for significant
variants from a clinical point of view, classified as pathoge-
netic or probably pathogenetic or VUS.27

Of the 39 liquid biopsies analyzed at T0 using panel 1, 7/14
(50%) were positive among the cases of intestinal neoplasia,
7/17 (41%) were positive among lung neoplasms, and 2/8
(25%) were positive among all other cases of malignancies.
The same samples analyzed with panel 2 resulted in 9/14
(64%) positive cases among intestinal neoplasms, 7/17 (41%)
among lung neoplasms, and 4/8 (50%) among all the other
cases of tumors.

The global incidence of positivity obtained considering all
positives identified through one or both NGS panels consists
of 9/14 (64%) for intestinal neoplasms, 11/17 (65%) for
pulmonary, and 5/8 (62%) for all other pathologies. In panel
1, 19/39 (49%) positive cases of the study population were
identified and in panel 2 we detected 20/39 (51%) positive
cases (►Table 2).

Liquid Biopsies andMetastatic Pulmonary Cancer: NGS
Results
The analysis conducted through panel 1 on the extracted
ctDNA from cases of metastatic lung cancer identified 10
variants, 5 of which were exclusive for sequencing gene
coverage and 5 communal to panel 2. Panel 2 identified 10
variants, 5 exclusive for sequencing gene coverage and five
communal to panel 1. Using two panels allowed identifying
five variants commonly covered by the two analysis systems.
EveryNGS panel allowed the detection of 10 variants, and the

Table 1 Technical specifications of the two NGS systems used for ctDNA analysis

Panel 1 Panel 2

NGS assay Myriapod NGS Cancer panel DNA, code:
NG033 (Diatech Pharmacogenetics SRL, Jesi,
Italy)

Oncomine Pan-Cancer Cell-Free Assay, code:
A37664 (Thermo Fisher Scientific Inc,
Waltham, United States)

Genes list sequenced in
hotspot regions

ALK, BRAF, EGFR, ERBB2, FGFR3, HRAS, IDH1,
IDH2, KIT, KRAS, MET, NRAS, PDGFRA,
PIK3CA, POLE, RET, ROS1

AKT1, ALK, APC, AR, ARAF, BRAF, CHEK2,
CTNNB1, DDR2, EGFR, ERBB2, ERBB3, ESR1,
FBXW7, FGFR1, FGFR2, FGFR3, FGFR4, FLT3,
GNA11, GNAQ, GNAS, HRAS, IDH1, IDH2, KIT,
KRAS, MAP2K1, MAP2K2, MET, MTOR, NRAS,
NTRK1, NTRK3, PDGFRA, PIK3CA, PTEN,
RAF1, RET, ROS1, SF3B1, SMAD4, SMO, TP53

No. of sequenced genes 17 44a

Certification CE-IVD Research Use Only (RUO)

Instrument MiSeq Dx (Illumina, San Diego, United States) Ion GeneStudio S5 System (Thermo Fisher
Scientific Inc, Waltham, United States)

Analysis tool Myriapod NGS Data Analysis Software, code:
NG900-SW, 5.0.7 version

Ion Reporter Software, 5.18 version

Abbreviations: ctDNA, circulating tumor DNA; NGS, next-generation sequencing.
aMaximum coverage of gene targets for DNA analysis.
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combined use of these two platforms identified globally 16
distinct ones (►Table 3).

Analysis conducted with panel 1 revealed five PIK3CA
variants, three of which were located in exon 2 (D64G, L94P
and K111R) and two in exon 10 (N526D and E545K). Two
mutations were detected in exon 18 of the EGFR gene (L704V
and E709_T710delinsD).

Finally, it has been possible to reveal globally three variants
for the following three genes: NRAS, KRAS, and ERBB2, located
in exon 4 (Q99R), exon 2 (G12C), and exon 20 (A775_G776in-
sYVMA), respectively. Panel 2 sequencing revealed three var-
iants in exon 5 (P177_C182del and R156P) and exon 4 (P152L)
of the TP53 gene, two in exon 19 (E746_A750delELREA) and
exon 18 (E709_T710delinsD) of the EGFR, and only one for the
following three genes: PIK3CA, KRAS, and ERBB2, located in
exon10 (E545L), in exon2 (G12C), and exon20 (A775_G776in-
sYVMA), respectively. The two systems detected all the var-
iants common to the coverage of the twopanels except PIK3CA
L94P and E746_A750delELREA (►Table 4). There is no statisti-
cally significant difference in the allelic frequency measure-
ments of four variants (ERBB2 A775_G776insYVMA, KRAS
G12C, PIK3CA E545K, and EGFR E709_T710delinsD) identified
by both panels (p.0.4734).

Liquid Biopsies and Metastatic Intestinal Cancer: NGS
Results
The analysis conducted through panel 1 on the extracted
ctDNA from cases of metastatic intestinal cancer allowed
identifying eight variants; one is exclusive for sequencing
gene coverage and seven are communal to panel 2. Panel 2
application made it possible to identify 13 variants, 4 exclu-
sive for sequencing gene coverage, and 9 communal to panel
1. The sequencing performed with panel 2 allowed us to

detect a greater absolute number of variants than the panel 1
application (13 vs. 8; ►Table 5).

Analysis conducted with panel 1 revealed four KRAS
variants, three of which are located in exon 2 (G12C, G12D,
and G12A) and one in exon 3 (Q61L). Two mutations were
detected in exon 5 of PIK3CA (N345K and N350G) and only
twovariants resulted in exon 15 of the BRAF gene (K601E and
V600E). Panel 2 sequencing revealed 5 variants in exon 2
(G13D, G12D, G12C, and G12A) and exon 3 (Q61L) of the
KRAS gene, 1 each in exon 5 (N345K) and exon 9 (E545K) of
PIK3CA, and only 1 for the following three genes, SF3B1, APC,
and BRAF, respectively, located in exon 15 (K700E), in exon
15 (R1450Ter), and only 1 for the following three genes,
SF3B1, APC, and BRAF, all located in exons 15 and are
respectively: K700E, R1450Ter, and V600E. Most of the
variants common to the coverage of the two panels were
detected by the two systems except in two (G13D and G12D)
KRAS-positive samples, one K601E BRAF, and one E545K
PIK3CA (►Table 6). There is no statistically significant differ-
ence in the allelic frequency measurements of the six var-
iants (KRAS G12C, G12D, Q61L, G12A, PIK3CA N345K, and
BRAF V600E) identified in both panels (p. 0.9150).

Liquid Biopsies and Other Cancers (Gastric, Mammary,
Cholangiocarcinoma, and Melanoma): NGS Results
The analysis conducted through panel 1 on the extracted
ctDNA from cases of various cancers allowed identifying two
communals covering panel 2 variants. These common cover-
age variants (CCVs) are detected byNGS panel 1, and only one
of these is revealed by NGS panel 2. On the other hand, this
last panel allows the detection of three exclusive coverage
variants. The total genomic alterations detected by two NGS
systems are two for panel 1 and four for panel 2 (►Table 7).

Table 2 The number of NGS-positive cases and relative incidence in order of sites of tumor origin and type of used panel

Panel 1 Panel 2 Global positivity incidence for tumor type

Intestine 7/14 (50%) 9/14 (64%) 9/14 (64%)

Lung 7/17 (41%) 7/17 (41%) 11/17 (65%)

Others 2/8 (25%) 4/8 (50%) 5/8 (62%)

Global positivity incidence for panel type 16/39 (41%) 20/39 (51%)

Abbreviations: NGS, next-generation sequencing.
Note: The maximum incidence values per pathology category are shown in bold.

Table 3 The number of variants detected on ctDNA of pulmonary neoplasms using both NGS panels

Tumor origin Lung Panel 1 Panel2

NGS panels’ common variants, n (%) Detected 5 (31%) 5 (31%)

Not detected 1 (6%) 1 (6%)

NGS panel–related exclusive variants (n) Detected 5 (31%) 5 (31%)

Total variants detected by each panel 10 (62%) 10 (62%)

Total detected variants 16 (100%)

Abbreviations: ctDNA, circulating tumor DNA; NGS, next-generation sequencing.
Note: These are classified considering exclusive and communal ones for panel design.
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The use of panel 1 allowed the detection of two common-
design variants. These mutations are classified as pathogenic
and are located in exon 10 of the PIK3CA gene (E545K) and
exon 15 of BRAF (V600E). Panel 2 revealed only one of the
common-design variants, which is located in exon 10 of the
PIK3CA gene (E545K); nevertheless, this analytical applica-
tion highlighted three variants of exclusive coverage, one
classified as probably pathogenetic, present in exon 4 of the
FGFR3 (F384L), and two as pathogenetic in exon 8 of the ESR1
gene (Y537N) and exon 4 of the TP53 gene
(R175H; ►Table 8). A sufficiently high number was not
reached to compare the statistical significance between the
VAF values of the common variants detected by the two
panels.

Comparison NGS Results
The study population has been analyzed considering subdi-
vision into pulmonary, intestinal, and other pathologies
(►Fig. 3). The mean number of mutations (MNM) was
evaluated and is defined by the total number of mutations
identified in these cohorts divided by the number of cases
analyzed. The median MNM is higher among intestinal cases
(n¼0.78) than pulmonary (n¼0.67) and other origin
(n¼0.44) cases. The median MNM values are higher for
the intestine setting (0.75) and lower for lung and other
neoplasms (0.59 and 0.38, respectively).

CCVs have been detected using two different panels. We
have found 15 by panel 2 use and 14 by panel 1 (►Table 9).
Most of the CCVs detected by panel 1 are confirmed by panel

Table 4 List of variants detected in the ctDNA of the metastatic pulmonary cases using panels 1 and 2

Panel 1 Panel 2

Case no. NGS result: gene and
variant

Variant
annotation

VAF (%) Exon NGS result: gene
and variant

Variant
annotation

VAF (%) Exon

1 No Variant Detected / / / NVD / /

2 PIK3CA p.(Asp64Gly) VUS 1.53 2 NVD / /

3 NVD / / / NVD / /

4 PIK3CA p.(Leu94Pro) LP 1.07 2 NVD / /

5 NVD / / / EGFR p.(Glu746
_Ala750delELREA)

P 1.3 19

FGFR3 p.Phe384Leu LP 51 9

6 NVD / / / NVD / /

7 ERBB2 p.
(Ala775_Gly776
insTyrValMetAla)

LP 1.4 20 ERBB2 p.(Ala775
_Gly776insTyr
ValMetAla)

LP 0.63 20

8 NVD / / / NVD / / /

9 PIK3CA p.(Asn526Asp) P 1.07 10 NVD / / /

EGFR p.(Leu704Val) LP 2.13 18

NRAS p.(Gln99Arg) VUS 1.12 4

10 PIK3CA p.(Lys111Arg) LP 1.42 2 NVD / / /

11 NVD / / / NVD / / /

12 NVD / / / TP53 p.(Pro152Leu) P 3.8 4

13 KRAS p.(Gly12Cys) P 8.27 2 KRAS p.(Gly12Cys) P 4.6 2

TP53 p.
(Pro177_Cys182del)

P 2.9 5

14 NVD / / TP53 p.(Pro278Thr) P 1.5 8

15 PIK3CA p.(Glu545Lys) P 11.07 10 PIK3CA p.(Glu545Lys) P 12.8 10

EGFR p.
(Glu709_Thr710
delinsAsp)

P 10.04 18 EGFR p.
(Glu709_Thr710
delinsAsp)

P 42.4 18

16 NVD / / / TP53 p.(Arg156Pro) P 3.4 5

17 NVD / / / NVD / /

Abbreviations: ctDNA, circulating tumor DNA; LP, likely pathogenic; NGS, next-generation sequencing; P, pathogenic; VAF, variant allele frequency;
VUS, variant of uncertain significance.
Note: The variants written in bold are covered by the design of the two panels. The variability, in terms of the inaccuracy of the measurement for VAF
value, is 10% (95% confidence interval).
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2 (79%) and the mean VAF has been higher for panel 2
findings than those for panel 1 (11.22 vs. 6%). Both panels
detect the same number of PIK3CA and ERBB2 variants.
Different quotes are revealed for KRAS (n¼7 and 5 using,
respectively, panels 2 and 1), EGFR (n¼2 and 1 for panels 2
and 1, respectively), and for BRAF (n¼3 for panel 1 and n¼1
for panel 2).

Data Comparison between Liquid Biopsy and Tissue
Analysis
For 13 patients enrolled in the study, it was possible to
compare the data obtained with NGS analyses on plasma

and tissue material with nonsynchronous sampling times.
These are eight cases of intestinal neoplasia, four pulmonary,
and onemelanoma. For seven patients of this cohort, wehave
a complete agreement (CA) analytical result (five intestinal,
one pulmonary, and one melanoma case). There is a partial
agreement (PA) sequencing for two patients (intestinal and
pulmonary).

In an intestinal case, KRAS Q61L variant was detected in
both plasma and tissue, but only in tissue has it been possible
to detect PIK3CA mutation (G545L). The other PA result is a
pulmonary case where the ERBB2 A775_G776insTVMA vari-
ant was detected in both samples, but the PIK3CA K111N

Table 5 The number of variants detected on ctDNA of intestinal neoplasms using both NGS panels

Tumor origin Intestine Panel 1 Panel2

NGS panels’ common variants, n (%) Detected 7 (47%) 9 (60%)

Not detected 3 (20%) 1 (7%)

NGS panel–related exclusive variants, n (%) Detected 1 (7%) 4 (27%)

Total variants detected by each panel 8 (53%) 13 (87%)

Total detected variants 15 (100%)

Abbreviations: ctDNA, circulating tumor DNA; NGS, next-generation sequencing.
Note: These are classified considering exclusive and communal ones for panel design.

Table 6 List of the variants detected in the ctDNA of the metastatic intestinal cases using panels 1 and 2

Panel 1 Panel 2

Case no. NGS result: gene and
variant

Variant
annotation

VAF (%) Exon NGS result: gene and
variant

Variant
annotation

VAF (%) Exon

1 NVD / / / NVD / / /

2 NVD / / / KRAS p.(Gly13Asp) P 0.89 2

/ TP53 p.(Arg175His) P 1.2 4

3 NVD / / / KRAS p.(Gly12Asp) P 1.2 2

4 KRAS p.(Gly12Cys) P 6.92 2 KRAS p.(Gly12Cys) P 0.85 2

TP53 p.(Arg175His) P 1.6 4

5 BRAF p.(Lys601Glu) P 1.11 15 SF3B1 p.(Lys700Glu) P 3.5 15

6 PIK3CA Asn345Lys P 1.19 5 PIK3CA p.(Asn345Lys) P 16.67 5

KRAS p.(Gly12Asp) P 3.41 2 KRAS p.(Gly12Asp) P 3.9 2

7 PIK3CA Asp350Gly VUS 1.19 5 PIK3CA p.Glu545Lys) P 0.89 9

8 NVD / / / NVD / / /

9 NVD / / / NVD / / /

10 NVD / / / NVD / / /

11 KRAS p.(Gln61Leu) P 2.0 3 KRAS p.(Gln61Leu) P 3.12 3

12 NVD / / / NVD / / /

13 KRAS p.(Gly12Ala) P 28.79 2 KRAS p.(Gly12Ala) P 20.8 2

14 BRAF p.(Val600Glu) P 6.7 15 BRAF p.(Val600Glu) P 7.2 15

APC p.(Arg1450Ter) P 11.2 15

Abbreviations: ctDNA, circulating tumor DNA; LP: likely pathogenic; P, pathogenic; VAF, variant allele frequency; VUS, variant of uncertain
significance.
Note: The variants written in bold are covered by the design of the two panels. The variability, in terms of the inaccuracy of the measurement for VAF
value, is 10% (95% confidence interval).
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mutationwas found only in tissue. The discordant results (D)
were found in four cases, two in intestinal and two in
pulmonary cases. The latter were negative in plasma, one
tissue was positive for the NRAS A59T variant and the other
was positive for KRAS G12C mutation. One of the two
intestinal discordant results was discordant for PIK3CA
variants (D350G in plasma and G545K in tissue) and for
detecting KRAS G12D mutation only in the tissue sample.
The 1 INT casewas negative in the ctDNA sample but positive

for NRAS Q61K and KRAS A59E in the tissue matrix
(►Table 10).

Monitoring Data
The yield of cfDNA extraction was evaluated (see section
Methods). The cfDNAmean (ng/mL) has been considered and
registered by tumor origin and collection times (T0–T10). At
the cfDNA, the mean is highest for pulmonary pathologies
(976.8) than for intestinal and other pathologies (306.5 and
550.7, respectively). There is no statistically significant dif-
ference in the cfDNA mean among the three patient groups
(p¼0.21). For this time of collection, the cfDNAmedian value
is higher in the “other” neoplasms (263.5) than intestinal
(182.0) and pulmonary (167.0) neoplasms. During this pre-
liminary phase of the study, the greatest monitoring sample
collection has been realized for the intestinal pathologies
(n¼55) followed by the pulmonary (n¼46) and other
pathologies (n¼16; ►Table 11).

In this phase of the study, it has been possible to monitor
four cases of KRAS-positive intestinal neoplasia for which
at least five samples had already been collected (patient 2
INT with G13D variant, 3 INT, and 6 INT with G12D and
case 4 INT with G12C). In the 6 INT case, we performed
nine monitoring points (T0–T9), and the patient was lost

Table 7 The number of variants detected on ctDNA of other various neoplasms using both NGS panels

Tumor origin Various (stomach, breast, biliary tract, skin) Panel 1 Panel 2

NGS panels’ common variants, n (%) Detected 2 (100%) 1 (50%)

Not detected 0 (0%) 1 (50%)

NGS panel-related exclusive variants (n) Detected 0 3

Total variants detected 2 4

Abbreviations: ctDNA, circulating tumor DNA; NGS, next-generation sequencing.
Note: These are classified considering exclusive and communal ones for panel design.

Table 8 List of variants detected in the ctDNA from cancer patients with various tumor origins (stomach, breast, biliary tract, skin)
using panels 1 and 2

Panel 1 Panel 2

Case
no.

Localization NGS result: gene and
variant

Variant
annotation

VAF
(%)

Exon NGS result: gene and
variant

Variant
annotation

VAF
(%)

Exon

1 Breast NVD / / FGFR3 p.Phe384Leu) LP 57.9 4

2 Breast NVD / / ESR1 p.Tyr537Asn) P 1.8 8

3 Breast PIK3CA p.(Glu545Lys) P 4.3 10 PIK3CA p.(Glu545Lys) P 2.6 10

1 Skin BRAF p.(Val600Glu) P 1.7 15 NVD / / /

1 Stomach NVD / / / TP53 p.(Arg175His) P 11.7 4

2 Stomach NVD / / / NVD / / /

3 Stomach NVD / / / NVD / / /

1 Biliary tract NVD / / / NVD / / /

Abbreviations: ctDNA, circulating tumor DNA; LP, likely pathogenic; NGS, next-generation sequencing; P, pathogenic; VAF, variant allele frequency.
Note: The variants written in bold are covered by the design of the two panels. The variability, in terms of the inaccuracy of the measurement for VAF
value, is 10% (95% confidence interval).

Fig. 3 The mean number of mutations among the three cancer
population cohorts (intestine, lung, and another origin). These values
are calculated for every next-generation sequencing (NGS) panel
type.

Global Medical Genetics Vol. 10 No. 3/2023 © 2023. The Author(s).

BL-MOL-AR Project, Preliminary Results about Liquid Biopsy Pancrazzi et al. 179



at T10 due to a cardiovascular stroke. The 4 INT patient has
not complied with the collection of samples at T4 and T7,
the 2 INT rejected T4 and T7 biopsies, and 3 INTwas lost at

T5 point. In every collection, plasmatic cfDNA levels
(ng/mL) and VAF (%) have been measured, and all these
data are reported in ►Table 12.

Table 9 The number of common-design variants detected by two NGS panels, classified for gene type, mean VAF, and concordance
performance

No. of common variant/s detected per
gene

Common
variants
identified (n)

Confirmed
by the other
NGS panel (n)

Mean VAF
common
variants (%)

PIK3CA ERBB2 KRAS EGFR BRAF Common variants
globally identified
(n)

Panel 1 14 11 (79%) 6.00 4 1 5 1 3 17

Panel 2 15 11 (73%) 11.22 4 1 7 2 1

Abbreviations: cfDNA, circulating free DNA; NGS, next-generation sequencing; VAF, variant allele frequency.

Table 10 NGS results obtained by panel 1 on plasma and tissue of enrolled patients

cfDNA analysis Tissue analysis

Case cfDNA
conc.
(pg/µL)

cfDNA
purity
(%)

DT LB
(d)

Variant Variant
type

VAF
(%)

Variant Variant
type

VAF (%) Agreement

12 Int 43 79 6 No variant detected / / No variant detected / / CA

13 Int 22.9 87 –13 KRAS p.(Gly12Ala) P 28.8 KRAS p.(Gly12Ala) P 37.0 CA

14 Int 21.4 100 362 BRAF p.(Val600Glu) P 6.7 BRAF p.(Val600Glu) P 19.8 CA

15 Lung 162 72 14 EGFR p.
(Glu709_Thr710
delinsAsp)

P 10.0 EGFR p.
(Glu709_Thr710
delinsAsp)

P 15.0 CA

PIK3CA p.
(Glu545Lys)

P 11.1 PIK3CA p.
(Glu545Lys)

P 4.0

1 Mel 24.6 75 –21 BRAF p.(Val600Glu) P 1.7 BRAF p.(Val600Glu) P 2.2 CA

4 Int 35.7 73.52 –22 KRAS p.(Gly12Cys) P 6.9 KRAS p.(Gly12Cys) P 27.0 CA

10 Int 43 79 15 No variant detected / / NO VARIANT
DETECTED

/ / CA

11 Int 285 84.41 15 KRAS p.(Gln61Leu) P 2.0 KRAS p.(Gln61Leu) P 9.3 PA

PIK3CA p.
(Glu545Lys)

P 3.6

7 Lung 50.9 74 –111 ERBB2 p.(Ala775
_Gly776insTyrVal
MetAla)

LP 1.4 ERBB2 p.(Ala775
_Gly776insTyrVal
MetAla)

LP 23.0 PA

PIK3CA 2. p.
(Lys111Asn)

LP 10.0

7 Int 71.9 80.14 112 PIK3CA p.
(Asp350Gly)

VUS 1.2 PIK3CA p.
(Glu545Lys)

P 24.4 D

KRAS p.(Gly12Asp) P 23.5

1 Int 25.3 82.01 –7 No variant detected / / NRAS p.(Gln61Lys) VUS 10.5 D

KRAS p.(Ala59Glu) P 10.7

11 Lung 17 78.9 14 No variant detected / / NRAS p.(Ala59Thr) LP 21.5 D

16 Lung 84.9 72.15 928 No variant detected / / KRAS p.(Gly12Cys) P 51.0 D

Abbreviations: CA, complete agreement; cfDNA, circulating free DNA; D, discordance; LP, likely pathogenic; NGS, next-generation sequencing; P,
pathogenic; PA, partial agreement; VAF, variant allele frequency; VUS, variant of uncertain significance.
Note: The table shows the dosages of cfDNA in picograms per microliter (cfDNA conc.), the purity in percentage (cfDNA purity), the time difference
expressed in days by the liquid biopsy execution to the tissue collecting (DT LB), the variants detected with the VAF and their classification.
These data are reported for plasma and tissue. The agreement estimates of the results relating to the single variants are also reported. The variability,
in terms of the inaccuracy of the measurement for VAF value, is 10% (95% confidence interval) and that for other values is 5% (95% confidence
interval).
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Discussion

The number of variants found through NGS technology,
applied to the three patient populations (lung, intestinal,
and other neoplasms), was globally higher for pulmonary
than for others (►Table 2). The two NGS panels seem equally
efficient in cases of lung cancers (►Fig. 3), and this point is
probably due to a similar coverage design for pulmonary
target-therapy variants, a crucial aspect of every commercial
NGS panel.28 We found some differences in the number of
variants identified by the two panels used. Panel 2 seems
more effective in the intestinal setting, probably because the
higher number of sequenced genes than panel 1 allows us to
realize a more efficient investigation of these genomically
unstable pathologies. This consideration is also supported by
data on detecting the NGS panel–related exclusive variants.
The number of these variants detected by panel 2 is greater
than the ones found by panel 1 in intestinal cases (4 vs. 1) and
other malignancies (3 vs. 0), but there are no quantitative
differences in the lung cases (see ►Tables 3, 5, and 7).

All the variants identified in ctDNA by NGS methods can
be classified on the basis of the ESMO Scale for Clinical
Actionability of molecular Targets (ESCAT) actionability.29

No significant differences emerged with the use of the two
NGS panels as regard the operability of the identified var-
iants. These data confirm the clinical impact value of the use
of small low-throughput panels (<50 genes) such as panel
1.30 Most of the identified mutations lack evidence for
actionability (X tier). On the other hand, tiers I to III consti-
tute half of the observed molecular alterations (►Fig. 4).
These last data confirm significant liquid biopsy value as a
tool to identify high clinical valence molecular data.

The validity of the two used NGS panels in the analysis of
liquid biopsies can be further appreciated by considering the
number of cases for which there was complete molecular
response agreement (CA) versus those for which there was
only partial (PA) or discordance (D) agreement. The percent-
age of CA cases is 51% (n¼20), and this rises to 59%

(n¼20þ3) if we consider the real difference in molecular
data among the PA ones (►Table 13A). The PA cases are one
pulmonary and two intestinal. In this set, panel 2 allowed the
detection of further variants in addition to the druggable
KRAS and BRAF mutations, two TP53, and one APC
(►Table 13B). These additional alterations did not impact
therapeutic decision-making compared to KRAS and BRAF
events. The global molecular response for these PA cases had
the same clinical value as the other CA cases.

The study made it possible to compare the predictivity of
the liquid biopsy by comparing the NGS result (panel 1) of 13
tissue samples with the respective circulating DNA samples
(►Table 10). Considering this subset, we realize that the
ctDNA investigation can confirm tissue data (7/13 samples,
54%). The PA cases (2/13, 15%) have in common the lack of
detection on the plasma of minority (evidently subclonal)
variants. The (D) cases demonstrate that liquid biopsy should
be used as a complementary and not an alternative tool. The
discordance data incidence (4/31, 31%) confirmed previous
studies investigating this topic.31

Regarding the ctDNA level analysis, we could conclude that
there are no statistically significant differences among the
groups of pathologies andmonitoring kinetic points. The data
confirmthat thelevelsofcirculatingDNAcannotbeconsidered
individually valid as a diseasemonitoring tool.19Nevertheless,
the plasmatic recorded fluctuations can be elaborated with
other molecular parameters as the VAF of the single variants
detected in the tumor genotype. Considering the intestinal
cases that carried out at least five monitoring points (the
pulmonary setting had low follow-up compliance due to
disease lethality or poor patient openness to come to the
hospital during the COVID period), suggestive data emerge
bycomparing thectDNAlevelsand theVAFwithdiseasecourse
based on radio diagnostic data and clinical signs. It is known
that the plasma levels of circulating DNA are strongly influ-
enced by a series of factors, such as the patient’s age, therapy,
preanalytical variables, and clinical status (e.g., inflammation,
infections, etc.). Trying to reduce these confounding effects,we

Table 11 The mean and median cfDNA dosage values and the number of collected samples were subdivided by tumor origin
(intestinal, pulmonary, and other sites) and recorded for the various monitoring times (T0–T10)

T0 T1 T2 T3 T4 T5 T6 T7 T8 T9 T10

cfDNA meana

(ng/mL)
Lung 976.8 157.0 193.3 275.0 248.6 186.0 170.0 / / / /

Intestine 306.5 299.0 693.4 537.2 1,562.6 293.2 193.7 300.0 506.0 1,115.5 250.0

Others 550.6 96.6 286.0 228 218 211 / 416 / / /

Samples (n) Lung 17 5 8 3 5 3 2 3 0 0 0

Intestine 14 7 5 6 5 4 4 3 3 3 3

Others 8 3 1 1 1 1 0 1 0 0 0

cfDNA mediana

(ng/mL)
Lung 167.0 170.0 194.0 275 265.0 186.0 170.0 / / / /

Intestine 182.0 237.0 294.0 245.5 213.0 284.0 212.0 300.0 506.0 1,115.5 289.0

Others 263.5 109.0 286.0 228.0 218.0 211.0 / 416.0 / / /

Abbreviations: cfDNS, circulating free DNA.
aThe variability, in terms of the inaccuracy of the measurement for cfDNA mean and median values, is 5% (95% confidence interval).

Global Medical Genetics Vol. 10 No. 3/2023 © 2023. The Author(s).

BL-MOL-AR Project, Preliminary Results about Liquid Biopsy Pancrazzi et al. 181



Ta
b
le

1
2

M
on

it
or
in
g
ki
ne

ti
cs

fo
r
fo
ur

ca
se
s
of

in
te
st
in
al

ne
op

la
si
a
(6

In
t
in

se
ct
io
n
A
,
4
In
t
in

B,
2
In
t
in

C
,
an

d
3
In
t
in

D
)

(A
)

C
as
e:

6
IN
T

Ti
m
in
g

T0
T1

T2
T3

T4
T5

T6
T7

T8
T9

T1
0

LB
VA

F
(%

)
3
�
0.
1

2.
5
�
0.
1

1.
6
�
0.
1

5.
6
�
0.
3

0.
5
�
0.
0

0.
0

1
1.
3
�
0.
1

1.
8
�
0.
1

3.
7
�
0.
2

/

cf
D
N
A
(n
g/
m
L)

24
9
�
12

.4
72

7
�
36

.3
29

8
�
15

17
4
�
8.
7

21
3
�
10

.7
28

4
�
14

.2
21

2
�
10

.6
45

2
�
22

.6
59

3
�
29

.7
1,
65

0
�

82
.5

/

C
lin

ic
al

ou
tc
om

e
/

PR
PD

PD
PD

PD
PD

SD
SD

SD
Lo

st

(B
)

C
as
e:

4
IN
T

Ti
m
in
g

T0
T1

T2
T3

T4
T5

T6
T7

T8
T9

T1
0

LB
VA

F
(%

)
7
�
0.
3

0.
6
�
0.
0

2.
2
�
0.
1

1.
2
�
0.
1

0.
6
�
0.
0

0.
0

0.
2
�
0.
0

M
is
si
ng

M
is
si
ng

M
is
si
ng

0.
0

cf
D
N
A
(n
g/
m
L)

73
.5
2
�
3.
7

23
3
�
11

.7
29

0
�
14

.5
14

0
�
7

67
�
3.
3

44
2
�
22

.1
15

5
�
7.
7

28
9
�
14

.4

C
lin

ic
al

ou
tc
om

e
/

PR
PR

PR
PR

SD
SD

SD
SD

SD
SD

(C
)

C
as
e:

2
IN
T

Ti
m
in
g

T0
T1

T2
T3

T4
T5

T6
T7

T8
T9

T1
0

LB
VA

F
(%

)
2
�
0.
1

0.
9
�
0.
5

0.
0

0.
3
�
0.
2

M
is
si
ng

0.
0

2.
3
�
0.
1

M
is
si
ng

0.
15

�
0.
0

0.
0

0
�
0

cf
D
N
A
(n
g/
m
L)

18
2
�
9.
1

24
1
�
12

.0
23

7
�
12

31
7
�
16

26
1
�
13

23
8
�
12

41
9
�
21

58
1
�
29

38
0
�
19

C
lin

ic
al

ou
tc
om

e
/

SD
SD

SD
SD

SD
SD

SD
SD

PD
PD

(D
)

C
as
e:

3
IN
T

Ti
m
in
g

T0
T1

T2
T3

T4
T5

T6
T7

T8
T9

T1
0

LB
VA

F
(%

)
1
�
0.
0

43
�
2.
2

51
.1

�
2.
6

63
.7

�
3.
2

43
�
2.
2

M
is
si
ng

/
/

/
/

/

cf
D
N
A
(n
g/
m
L)

25
.3

�
1.
3

61
0
�
30

.5
2,
45

0
�
12

2.
5

1,
78

0
�
89

5,
72

0
�
28

6
/

/
/

/
/

C
lin

ic
al

ou
tc
om

e
/

PD
PD

PD
PD

Lo
st

/
/

/
/

/

A
bb

re
vi
at
io
ns

:
cf
D
N
S,

ci
rc
u
la
ti
ng

fr
ee

D
N
A
;
Lo

st
,
de

at
h;

M
is
si
ng

,
th
e
pa

ti
en

t
di
d
no

t
re
ac
h
th
e
vi
si
t;
PD

,
pr
og

re
ss
io
n
di
se
as
e;

PR
,
pa

rt
ia
lr
es
po

ns
e;

SD
,
st
ab

le
di
se
as
e.

N
ot
e:
Fo

re
ac
h
ca
se
,r
es
ul
ts

co
rr
es
po

nd
in
g
to

ev
er
y
bl
o
od

dr
aw

ar
e
re
po

rt
ed

:c
fD

N
A
le
ve

ls
,v
ar
ia
nt

al
le
le
fr
eq

ue
nc

y
(V
A
F)

m
ea

su
re
d
by

dr
o
pl
et

di
gi
ta
lp

ol
ym

er
as
e
ch

ai
n
re
ac

ti
o
n
(d
d
PC

R)
as
sa
y,
an

d
cl
in
ic
al
ou

tc
om

e
ba

se
d
on

ra
d
io
lo
gi
ca
lr
es
po

ns
e
an

d
ge

ne
ra
lp

at
ie
nt

co
nd

it
io
n.

Global Medical Genetics Vol. 10 No. 3/2023 © 2023. The Author(s).

BL-MOL-AR Project, Preliminary Results about Liquid Biopsy Pancrazzi et al.182



evaluated the percentage change in the amount of ctDNA
compared to the previous sampling (VAR % cfDNA). Consider-
ing this parameter with the percentage variation of the VAF of
the specific variant identified (VAR % VAF) compared to the
previoussampling, a trendemerges that canbeassociatedwith
the progress of disease (►Figs. 5 and 6). The 6 INT case analysis
(KRAS G13D positive) revealed a significant increasing trend for
the VAR % VAF and VAR % cfDNA. This trend is followed by a
negative clinical progression culminating in the patient’s death
at the10thmonthofmonitoring (►Fig. 5a). Instead, for the4 INT
case (KRASG12C positive), a clear decreasing trend of the VAR%
VAF and the VAR % cfDNA is observed. For this patient, there is a
partial response (PR) up to disease stability (SD; ►Fig. 5b).

Regarding the 2 INT case (KRAS G13D positive), the trend
for the VAR%VAF is decreasing and the VAR% cfDNAdecrease
is not so clear. The allelic frequency levels in the circulation
are relatively low, but the cfDNA levels are decidedly high
compared to the normal population (►Table 12C). From a
clinical point of view, the disease remains stable for six
monitoring cycles, and disease progression is recorded in
the T9 and T10 phases. For this patient, it can be concluded
that the levels of the circulating mutated clone and the
overall cfDNA load do not have a homogeneous trend. The
result appears to be slowgrowth after a relatively long period
of stable disease (►Fig. 6a).

Case 3 INT (KRAS G12D positive) has a decreasing trend
for both VAR % VAF and VAR % cfDNA. Nevertheless, the
absolute levels of T1–T4 cfDNA are markedly high (from 610
to 5,720ng/mL), and the allele frequency of the circulating
variant is always higher than 40% (►Table 12D). The consis-
tent presence of circulating neoplastic clones probably de-
termined the molecular response, even if the data should be
considered a sign of advanced disease status. The patient
died during the fifth month of monitoring (►Fig. 6b).

The broad inclusiveness of this study could be considered
a bias to the interpretation of the results. On the other hand,
this data heterogeneity could be fit for understanding the
complexity of the patient cohort typically managed by the
oncology sector.Most studies on liquid biopsy enroll patients
at the time of diagnosis and those with early-stage disease,
but confounding effects can arise precisely in these samples.
Analysis of cfDNA and associated gene sequencing is an area
that plausibly has a different sensitivity than the radiological
staging system. The same patient staged for the early-stage
disease may already be in a relatively advanced molecular
stage. This aspect is valid for the patient in complete remis-
sion or PR. Studying patients with different degrees of
disease allows us to distinguish several molecular character-
istics and limitations of the analytical methods among the
various groups.

Fig. 4 ESMO Scale for Clinical Actionability of molecular Targets (ESCAT) tiers of the identified mutations in the plasma of patient cohort
(n¼ 39). (a) The results are classified according to the NGS panel results. All the mutations are included among I to IV and X ESCAT tiers. (b,c) The
pie charts show the percentual incidence of these variant types by each NGS panel result.
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Conclusions

Comparison of different NGS panels in this study has cur-
rently highlighted that even small-size panels (<50 genes)
can be considered highly reliable, especially for the pulmo-
nary setting. Unfortunately, use ofmedium or small-size NGS
panels is not as effective in identifying targets for therapeutic
purposes in neoplasms such as the biliary, gastric, and
urothelial tract neoplasms.

The BL-MOL-AR study confirmed the relatively high con-
cordance of analytical results between liquid biopsy and
tissue analysis (about 60% of cases). The rest of the uncon-
firmed cases lead us to recommend LB as an additional rather
than as an alternative tool for tissue investigation.

Although these data from the BL-MOL-AR study are
preliminary and further studies will be necessary, especially
for lung pathologies and other “nonintestinal” neoplasms,
some conclusions can be drawn on the importance of liquid

Fig. 5 The graphics of the two sections show the trend of the molecular response in terms of percentage change in variant allele frequency (VAF)
compared to the previous measurement (VAR% VAF) starting from T1 for (a) case 6 INT and (b) case 4 INT. The graphics at the bottom of the
two sections show the trend of the molecular response in terms of percentage change in the levels of cfDNA compared to the previous
measurement (VAR% cfDNA). At the various monitoring points, the global clinical status of the patient is indicated. LOST, patient’s death;
PR: partial response; PD, disease progression; SD, stable disease.

Fig. 6 The graphics above of the two sections show the VAR % VAF starting from T1 for case 2INT (a) and case 3INT (b). The graphics at
the bottom of the two sections show VAR % cfDNA. At the various monitoring points, the global clinical status of the patient is indicated. cfDNA,
circulating free DNA; LOST, patient’s death; PD, disease progression; SD, stable disease; VAR. variant).
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biopsy. The difficulty of obtaining tissue samplehas led to the
wide acceptance of the use plasma as an analysis matrix in
pulmonary neoplasms. In pulmonary neoplasms, the NGS
panels allow us to investigate multiple targets beyond the
EGFR and to increase analytical predictivity and effective-
ness. On the other hand, ddPCR is fit for monitoring. This
technique can provide suggestive information about disease
progression, but only if it is correlated with the quantifica-
tion of the cfDNA levels. This study confirmed that liquid
biopsy data should be exclusively interpreted with other
information. The cfDNA analysis probably will be able to add
prognostic information and disease progression together
with data obtained from clinical case management practices
such as radiodiagnostic and clinical signs of the patient. It is
necessary to encourage studies researching the importance
of liquid biopsy in cancer patients to determine the appro-
priate use of this tool.

Ethics Approval and Consent to Participate
The current study was performed in accordance with the
ethical guidelines established by the Declaration of Hel-
sinki. All participants in this study provided informed
consent as approved by the ethics committee of the South
East Tuscany local health unit.

Consent for Publication
Not applicable.

Availability of Data and Materials
Datasets and custom scripts are available upon request.

Author Contributions
FB and PB organized the recruitment agenda and FB
together with CB, SG, MPR, SD, CM, and RS carried out
the visits. AM, FP, MR, and SB performed the primary
analyses of the NGS data. AC, NLD, VV, AB, FB, RO, LP, LL,
and AC examined the histological preparations. RP, SV, SL,
FR, and CR processed the blood samples and set up the
molecular investigations. DV carried out the radio diag-
nostic investigations. AD and SDprovided the facilities. AO
conceived the project and AP wrote it, processed and
interpreted the data, and wrote the manuscript. All the
authors read and approved the final manuscript.

Funding
This work was supported through equipment donations by
CALCIT, the Independent Committee for the Fight against
Tumors from Arezzo, and the Committee for Life from
Grosseto. Resources were also used from the structural
fund of the Department of Laboratory and Transfusion
Medicine of the South East Tuscany local health unit (BL-
MOL-AR project, CINECA registration number: 16609).

Conflict of Interest
None declared.

Acknowledgments
We thank CALCIT, the Independent Committee for the
Fight against Tumors of Arezzo, and the Committee for Life
of Grosseto for the equipment donations, Gianluca Bar-
bieri (Diatech Pharmacogenetics) for the consultancy, and
Francesca Bulgarelli for her commitment during the ac-
tivity of training internship.

References
1 Malapelle U, Pisapia P, Addeo A, et al. Liquid biopsy from research

to clinical practice: focus on non-small cell lung cancer. Expert
Rev Mol Diagn 2021;21(11):1165–1178

2 The global challenge of cancer. Nat Cancer 2020;1(01):1–2
3 Gao W, Huang T, Yuan H, et al. Highly sensitive detection and

mutational analysis of lung cancer circulating tumor cells using
integrated combined immunomagnetic beads with a droplet
digital PCR chip. Talanta 2018;185:229–236

4 Balaji SA, ShanmugamA, Chougule A, et al. Analysis of solid tumor
mutation profiles in liquid biopsy. Cancer Med 2018;7(11):
5439–5447

5 SchwaederleM,HusainH, Fanta PT, et al. Detection rate of actionable
mutations in diverse cancers using a biopsy-free (blood) circulating
tumor cell DNA assay. Oncotarget 2016;7(09):9707–9717

6 Mattox AK, Bettegowda C, Zhou S, Papadopoulos N, Kinzler KW,
Vogelstein B. Applications of liquid biopsies for cancer. Sci Transl
Med 2019;11(507):eaay1984

7 Thomsen CB, Hansen TF, Andersen RF, Lindebjerg J, Jensen LH,
Jakobsen A. Monitoring the effect of first line treatment in
RAS/RAF mutated metastatic colorectal cancer by serial analysis
of tumor specific DNA in plasma. J Exp Clin Cancer Res 2018;37
(01):55

8 Malczewska A, Oberg K, Bodei L, et al. NETest liquid biopsy is
diagnostic of lung neuroendocrine tumors and identifies progres-
sive disease. Neuroendocrinology 2019;108(03):219–231

9 Endzeliņš E, Berger A, Melne V, et al. Detection of circulating
miRNAs: comparative analysis of extracellular vesicle-incorpo-
rated miRNAs and cell-free miRNAs in whole plasma of prostate
cancer patients. BMC Cancer 2017;17(01):730

10 Malentacchi F, Vinci S, Melina AD, et al. Urinary carbonic anhy-
drase IX splicing messenger RNA variants in urogenital cancers.
Urol Oncol 2016;34(07):292.e9–292.e16

11 Zedan AH, Hansen TF, Assenholt J, Madsen JS, Osther PJS. Circu-
lating miRNAs in localized/locally advanced prostate cancer
patients after radical prostatectomy and radiotherapy. Prostate
2019;79(04):425–432

12 Okajima W, Komatsu S, Ichikawa D, et al. Circulating microRNA
profiles in plasma: identification of miR-224 as a novel diagnostic
biomarker in hepatocellular carcinoma independent of hepatic
function. Oncotarget 2016;7(33):53820–53836

13 Sestini S, Boeri M, Marchiano A, et al. Circulating microRNA
signature as liquid-biopsy to monitor lung cancer in low-dose
computed tomography screening. Oncotarget 2015;6(32):
32868–32877

14 Keup C, Mach P, Aktas B, et al. RNA profiles of circulating tumor
cells and extracellular vesicles for therapy stratification of meta-
static breast cancer patients. Clin Chem 2018;64(07):1054–1062

15 Zhou B, Xu K, Zheng X, et al. Application of exosomes as liquid
biopsy in clinical diagnosis. Signal Transduct Target Ther 2020;5
(01):144

16 Ilié M, Hofman P. Pros: can tissue biopsy be replaced by liquid
biopsy? Transl Lung Cancer Res 2016;5(04):420–423

17 Martins I, Ribeiro IP, Jorge J, et al. Liquid biopsies: applications for
cancer diagnosis and monitoring. Genes (Basel) 2021;12(03):349

Global Medical Genetics Vol. 10 No. 3/2023 © 2023. The Author(s).

BL-MOL-AR Project, Preliminary Results about Liquid Biopsy Pancrazzi et al.186



18 Pinzani P, D’Argenio V, Del Re M, et al. Updates on liquid
biopsy: current trends and future perspectives for clinical
application in solid tumors. Clin Chem Lab Med 2021;59
(07):1181–1200

19 Pascual J, Attard G, Bidard FC, et al. ESMO recommendations on
the use of circulating tumourDNA assays for patientswith cancer:
a report from the ESMO Precision Medicine Working Group. Ann
Oncol 2022;33(08):750–768

20 Ungerer V, Bronkhorst AJ, Holdenrieder S. Preanalytical variables
that affect the outcome of cell-free DNA measurements. Crit Rev
Clin Lab Sci 2020;57(07):484–507

21 AIOM Raccomandazioni 2020 per l’esecuzione di Test Molecolari
su Biopsia Liquida in Oncologia. Accessed July 2, 2023 at: https://
www.aiom.it/wp-content/uploads/2020/07/2020_Raccomanda-
zioni_Biopsia_Liquida.pdf

22 Sorber L, Zwaenepoel K, Deschoolmeester V, et al. A comparison of
cell-free DNA isolation kits: isolation and quantification of cell-
free DNA in plasma. J Mol Diagn 2017;19(01):162–168

23 Thierry AR, El Messaoudi S, Gahan PB, Anker P, Stroun M. Origins,
structures, and functions of circulating DNA in oncology. Cancer
Metastasis Rev 2016;35(03):347–376

24 Hench IB, Hench J, Tolnay M. Liquid biopsy in clinical
management of breast, lung, and colorectal cancer. Front Med
(Lausanne) 2018;5:9

25 BIO-RAD Rare mutation detection. Accessed July 2, 2023 at:
https://www.bio-rad.com/webroot/web/pdf/lsr/literature/Bulle-
tin_6628.pdf

26 van Ginkel JH, Huibers MMH, van Es RJJ, de Bree R, Willems SM.
Droplet digital PCR for detection and quantification of circulating
tumor DNA in plasma of head and neck cancer patients. BMC
Cancer 2017;17(01):428

27 Richards S, Aziz N, Bale S, et al; ACMG Laboratory Quality Assurance
Committee. Standards and guidelines for the interpretation of
sequence variants: a joint consensus recommendation of the Amer-
ican College of Medical Genetics and Genomics and the Association
for Molecular Pathology. Genet Med 2015;17(05):405–424

28 Cainap C, Balacescu O, Cainap SS, Pop LA. Next generation
sequencing technology in lung cancer diagnosis. Biology (Basel)
2021;10(09):864

29 Mateo J, Chakravarty D, Dienstmann R, et al. A framework to rank
genomic alterations as targets for cancer precision medicine: the
ESMO Scale for Clinical Actionability of molecular Targets
(ESCAT). Ann Oncol 2018;29(09):1895–1902

30 Durães C, Gomes CP, Costa JL, Quagliata L. Demystifying the
discussion of sequencing panel size in oncology genetic testing.
EMJ 2022;7(02):68–77

31 JungA, Kirchner T. Liquid biopsy in tumor genetic diagnosis. Dtsch
Arztebl Int 2018;115(10):169–174

Global Medical Genetics Vol. 10 No. 3/2023 © 2023. The Author(s).

BL-MOL-AR Project, Preliminary Results about Liquid Biopsy Pancrazzi et al. 187

https://www.aiom.it/wp-content/uploads/2020/07/2020_Raccomandazioni_Biopsia_Liquida.pdf
https://www.aiom.it/wp-content/uploads/2020/07/2020_Raccomandazioni_Biopsia_Liquida.pdf
https://www.aiom.it/wp-content/uploads/2020/07/2020_Raccomandazioni_Biopsia_Liquida.pdf
https://www.bio-rad.com/webroot/web/pdf/lsr/literature/Bulletin_6628.pdf
https://www.bio-rad.com/webroot/web/pdf/lsr/literature/Bulletin_6628.pdf

