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Editorial on the Research Topic
Unravelling the basis of non-invasive prenatal screening results

The presence of circulating cell-free DNA (cfDNA) from the placenta in the maternal
circulation was first demonstrated by Lo et al. (Lo et al., 1997). Since its commercial launch in
2011, cfDNA-based non-invasive prenatal testing (NIPT) has permitted screening for T21,
T18, and T13 with high specificity and sensitivity in both high-and low-risk populations (La
Verde et al., 2021).

Circulating cell-free DNA in pregnant women is a mixture of maternal and placental cell-
free DNA, in which the maternal fraction is on average ten times the fetal one (fetal fraction,
FF). Hence, false-positive, false-negative as well as non-reportable cases exist and may due to
technical issues or may be attributable to biological causes such as low fetal fraction, feto-
placental mosaicism, or vanishing twin (Grati, 2014; 2016; Bianchi and Chiu, 2018; Deng and
Liu, 2022). This Research Topic Unravelling the basis of non-invasive prenatal screening
results collect some recent papers focused on discordances between non-invasive prenatal
screening result and fetal karyotype with emphasis on chromosomal mosaicisms.
Chromosomal mosaicism (CM) is a biological phenomenon in human and is found in
approximately 1%–4% of prenatal diagnosis performed by chorionic villus sampling and in
about 0.1%–0.3% of amniocentesis (Hsu et al., 1996; Grati et al., 2017; Lund et al., 2020). As
reported by Li et al., CM is still one of the main difficult Research Topic in prenatal diagnosis
due to the uncertainty outcome, especially when fetal ultrasonographic features appear normal
and the use of multiple methods, such as a combination of karyotyping, and fluorescent in situ
hybridization (FISH) was recommended. Moreover, CMA combined with karyotyping can be
recommended as the preferred method of prenatal diagnosis for cases where NIPS results
indicate a high risk in pregnancy as suggested by Bu et al. In this context the classic karyotype
analysis and NIPT analysis are limited in determining the mosaic sex chromosomal
abnormalities (Ma et al., 2021). On the contrary, single nucleotide polymorphism (SNP)
array is validated in detecting the chromosomal syndromes, mosaic chromosomal syndromes
as well as chromosomal deletions/duplications with high accuracy and high resolution
(Samango-Sprouse et al., 2013). Wang et al. reported a retrospective investigation of sex
chromosomes anomalies in Fujian Province cohort by SNP array, showing the importance of
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using different technologies to define segmental aneuploidies. False
negative NIPT results, that have the highest clinical impact on patients
and clinicians, are mainly due to placental mosaicisms. Feresin et al.,
reported two cases of feto-placental mosaicism of trisomy 21, both
with a low-risk NIPT result, identified by ultrasound signs and a
subsequent amniocentesis consistent with a trisomy 21. In both cases,
cytogenetic and/or cytogenomic analyses were performed on the
placenta and fetal tissues, showing in the first case a mosaicism of
trisomy 21 in both the placenta and the fetus, but a mosaicism in the
placenta and a complete trisomy 21 in the second case. In addition,
Bonanni et al., reported a case of CPM in which a NIPT false-positive
result for trisomy 13 required two further invasive diagnostic tests–an
amniocentesis and a cordocentesis–to rule out the fetal aneuploidy. In
this paper the authors showed that given the trophoblastic origin of cf-
DNA, NIPT is a screening test and the real benefit of cfDNA analysis
lies, therefore, in its complementary use with ultrasound scan,
Therefore, NIPT remains a powerful tool allowing non-invasive
access to the cytotrophoblast. In this regard, Kleinfinger et al.
showed that genome-wide NIPT can be used to characterize the
supernumerary marker chromosomes (SMCs) revealed by
karyotyping of chorionic villi, effectively guiding the choice of
further genomic analyses and reducing the period of uncertainty
for the patient. They were able to carry out targeted FISH resulting in
rapid, effective, and accurate characterization of the SMCs and their
distribution in the fetoplacental unit, ultimately allowing
determination of their clinical significance. In contrast to chorionic
villus sampling (CVS), an invasive diagnostic technique that samples a
small region of the placenta, NIPT noninvasively assesses the genetic
status of the cytotrophoblast as a whole. These cases emphasize the
need for accurate and complete pre-test NIPT counselling, as well as
for molecular studies of placenta and fetal tissue in order to
discriminate between placental, fetal and feto-placental mosaicism,
and between complete or mosaic fetal chromosomal anomalies.

As the cfDNA in the maternal plasma fraction originates from the
cytotrophoblast of chorionic villi (CV), a high-risk call for a rare
autosomal aneuploidy (RAA) may be indicative of confined placental
mosaicism (CPM) and not true fetal aneuploidy. In more recent years,
the use of cfDNA screening has been expanded to genome-wide
screening for RAAs and partial deletions and duplications (i.e., copy
number variants, including selected microdeletions) and an increasing
number of studies have described the test performance and the clinical
validity of these applications (Pescia et al., 2017; Pertile et al., 2021;
Soster et al., 2021; van Prooyen Schuurman et al., 2022). The screen-
positive rate for RAAs has been shown to range from 0.12% (Scott
et al., 2018) to 1.1% (Van Opstal et al., 2020). In this Research Topic
Mossfield et al. described a cohort of pregnancies with a NIPT high
risk result for the presence of a RAA. Follow up information was
available in 68% (74/109) of the patients with a concordance rate of
20.3%, i.e., the presence of a RAAwas confirmed in 15/74. Intrauterine
fetal demise, fetal growth restriction, and preterm birth, were observed
both in patients with fetal or placental confirmation of the presence of
a RAA, as well as patients that did not undergo fetal and/or placental
diagnostic testing. Furthermore, the Authors proposed that genome-
wide cfDNA screening for RAA can in some cases provide useful
information for pregnancy management and counselling giving a
possible explanation for adverse pregnancy outcome.

Although the recent ACMG guidelines note that at this time
there is insufficient evidence to either recommend or not

recommend NIPT for the identification of RAA and CNV
(Dungan et al., 2023), and the ISPD position statement not
recommend NIPT for the identification of RAA and CNV for the
routine care of unselected populations (Hui et al., 2023), some
studies explored the attitudes and preferences of patients
regarding expanded NIPT. In this Research Topic Dubois et al.
examined the attitudes and preferences on expanded NIPT of
pregnant women having first-tier cfDNA screening at a private
prenatal clinic in Canada, including the main factors influencing the
decision-making process undergoing expanded cfDNA screening.
Their findings suggest that with appropriate pre-test counseling,
pregnant women may choose NIPT for an expanding list of
conditions, even if, they should be made aware of both the
benefits and limitations of expanded NIPT and the possibility of
discordant/inconclusive results.

Therefore, development of reliable synthetic materials available for
NIPS is necessary for validation steps and quality assessment in
laboratories providing this test. Although synthetic positive plasmas
are commercially available, they are usually insufficient for the initial
validation due to limited abnormality types and sample quantity. In the
paper Qi et al., described a simple method of making synthetic positive
plasmas that are reliable and excellent alternatives of positive maternal
plasmas for validation and monitoring NIPS performance.

Another interesting topic is the application of NIPT in multiple
pregnancies. The rates of twin pregnancies have increased over the
last four decades in many countries, likely due to several factors
including increased maternal age at birth and the increased use of
assisted reproductive techniques (Pison et al., 2015; Palomaki et al.,
2021). Multifetal pregnancies are at increased risk for a broad range
of pregnancy complications and adverse outcomes, and the primary
associated risk factor for a poor pregnancy outcome in twin
pregnancies is the chorionicity. Zygosity can be established using
NIPT and this can be particularly useful when there are concerns
about chorionicity or determining whether one versus two fetuses
are affected (Norwitz et al., 2019; Benn and Rebarber, 2021). Guo
et al., presented a rare case in which an IVF-ET twin pregnancy gave
birth to a partial trisomy 21 chimera girl in which both Nuchal
translucency (NT) and NIPT had limitations in detecting the
trisomy 21 mosaicism in a twin pregnancy. Hence, the results
from this case report indicate that IVF-ET pregnancies should be
strictly monitored by ultrasound and obstetric follow up also to
exclude false negative results.
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