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CONTRIBUTION in twin pregnancy is underevaluated, while serum

What are the novel findings of this work?

This retrospective study of the performance of
non-invasive cell-free DNA-based prenatal screening for
trisomy 21 in a general population of twin preg-
nancies assessed one of the largest cohorts reported
to date. We found high sensitivity 100% (95% CI,
54.1-100%) of screening for trisomy 21 at an extremely
low false-positive rate (0.23% (95% CI, 0.06-0.59%)).
Additionally, women can be advised that the risk of fail-
ure is very low (< 5%) for assays using a dynamic fetal
fraction threshold.

What are the clinical implications of this work?
Non-invasive prenatal screening for trisomy 21 can
be considered as a primary screening strategy in twin
pregnancy.

ABSTRACT

Objectives The performance of non-invasive prenatal
screening using cell-free DNA testing of maternal blood

marker-based strategies yield poor results. This study
aimed to assess the performance of non-invasive prenatal
screening for trisomy 21 in twin pregnancy as a first-tier
test. Secondary objectives were to assess its failure rate
and factors associated with failure.

Methods This retrospective cobort study included twin
pregnancies in which non-invasive prenatal screening
using cell-free DNA was performed as the primary
screening strategy between May 2017 and October 2019.
We used the NIPT VeriSeq® test for in-vitro diagnosis
and set a fetal fraction cut-off of 4% for monochorionic
pregnancies and 8% for dichorionic ones. Clinical data
and pregnancy outcome were collected from physicians
or midwives via a questionnaire or were retrieved directly
on-site. We calculated the performance of non-invasive
cell-free DNA screening for trisomy 21, analyzed its
failure rate and assessed potentially associated factors.

Results Among 1885 twin pregnancies with follow-up,
there were six (0.32%) confirmed cases of trisomy 21.
The sensitivity of non-invasive prenatal screening for
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trisomy 21 was 100% (95% CI, 54.1-100%) and the
false-positive rate was 0.23% (95% CI, 0.06-0.59%).
The primary failure rate was 4.6%, with 4.0% being
due to insufficient fetal fraction. A successful result was
obtained for 65.4% of women who underwent a new
blood draw, reducing the overall failure rate to 2.8%.
Maternal body mass index, gestational age at screening as
well as chorionicity were significantly associated with the
risk of failure.

Conclusion This study provides further evidence of the
high performance, at an extremely low false-positive rate,
of non-invasive prenatal screening in twins as part of
a primary screening strategy for trisomy 21. © 2023
The Authors. Ultrasound in Obstetrics & Gynecology
published by John Wiley & Sons Ltd on behalf of
International Society of Ultrasound in Obstetrics and
Gynecology.

INTRODUCTION

Compared with that in singleton pregnancy, conventional
prenatal screening for trisomy 21 in twin pregnancy,
based on measurement of nuchal translucency thickness
and first-trimester biochemical serum markers (free
B-subunit of human chorionic gonadotrophin and
pregnancy-associated plasma protein-A), is less effective.
In a meta-analysis, the pooled sensitivity of such
a combined screening strategy was 89.3% (95% CI,
79.7-94.7%) and the false-positive rate was 5.4%
(95% ClI, 4.3-6.7%)!, compared with 92-94% and
3-5%, respectively, in singleton pregnancies”. This leads
to the performance of unnecessary invasive procedures,
although recent studies suggest that the risk of induced
fetal loss in twin pregnancy, when weighted by the
background risk, is less than that originally reported3-.

The discovery of cell-free fetal DNA (cfDNA) in
maternal blood” allowed the development of non-invasive
prenatal screening (NIPS) tests®’. Because of their
high-performance metrics in singleton pregnancy!%!1,
NIPS assays are now part of the prenatal screening scheme
for this population, as either a first- or second-line test in
many countries'>~14, leading to a significant decrease in
the rates of invasive procedures!>~18. In France, since the
introduction of this test, invasive procedures have been
more than halved (from 31422 in 2015 to 15249 in
2020)%.

Many studies have shown that ¢fDNA-based NIPS is
efficient as a replacement for screening using biochem-
ical markers in singletons, and even outperforms it,
but far smaller cohorts have been evaluated for twin
pregnancy??=24, particularly for the commercial assays
which are now being used widely?’. These studies report
variable performance results?®?2. Consequently, interna-
tional guidelines recommend unequivocally ¢fDNA NIPS
and approve its clinical utility in singleton pregnan-
cies, while their statement for twins is less consensual:
some remain silent on this point (reviewed by Palo-
maki et al.?%), while other statement positions have been

© 2023 The Authors. Ultrasound in Obstetrics & Gynecology published by John Wiley &

Claudel et al.

reviewed and now endorse cfDNA screening in twin preg-
nancies, for example the International Society of Prenatal
Diagnosis and the American College of Obstetricians and
Gynecologists. Additionally, performing NIPS in multiple
pregnancies raises specific questions, such as regarding the
impact of chorionicity, pregnancy origin or fetal fraction
(FF) on performance or failure rate?”-?8.

The primary objective of our study was to assess the
performance of a paired-end polymerase chain reaction
(PCR)-free NIPS assay for trisomy 21 as part of the
primary screening strategy, in a large cohort of twin
pregnancies. Secondary objectives were to assess the
failure rate and investigate potential associated factors.

METHODS
Study design and population

This retrospective cohort study included pregnant women
referred to one of the 13 maternity units of the AP-HP
(Assistance Publique des Hopitaux de Paris; Parisian
Hospitals) and for whom NIPS was performed in the
context of twin pregnancy, between May 2017 and
October 2019. Pregnancies with nuchal translucency
thickness > 3.5 mm or any other ultrasound abnormality
and higher-order multiple pregnancies were not included.
We excluded pregnancies with a vanishing twin.

Clinical data were collected from either physicians
or midwives using a questionnaire, or were retrieved
directly on-site. These included the patient’s weight and
height, mode of conception (spontaneous or following
assisted reproduction), chorionicity (as determined by
first-trimester sonography?’®), fetal karyotype, when
available, and pregnancy outcome until birth. The study
was approved by the local ethics committee under the
following number: AAA-2022-08005.

In addition, NIPS performance as well as failure rate and
reasons for failure were compared to those of a population
of high- to moderate-risk singleton pregnancies in which
NIPS was performed during the same study period.
This consecutive population was composed of singletons
referred because of a risk > 1/1000 following biochemical
marker screening, history of a previous pregnancy with a
common trisomy or a paternal Robertsonian translocation
involving chromosome 21 or 13.

Non-invasive prenatal screening

cfDNA-based screening for trisomy 21 was performed
at the AP-HP NIPS Ilaboratory. This is a public
laboratory located in one of the AP-HP hospitals and
it performs NIPS analyses for patients from all AP-HP
maternity units. Our laboratory has implemented NIPS
since 2015, initially using an inhouse protocol® and,
since May 2017, using the NIPT VeriSeq workflow.
We used the NIPT VeriSeq® assay (Illumina, San
Diego, CA, USA), which has been approved for in-vitro
diagnostic use in Europe, in line with the requirements of
French policy. Following blood collection in a ¢fDNA
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¢fDNA screening in twin pregnancy

blood collection tube (Streck®, Omaha, NE, USA),
sample transportation and processing until a result was
obtained were performed following the manufacturer’s
recommendations and protocol. DNA extraction and
PCR-free library preparation were performed using
the Microlab STAR system (Hamilton©, Reno, NV,
USA). Paired-end sequencing was performed using the
NextSeq500 system (Illumina) and sequencing data were
analyzed with the NIPT VeriSeq® analysis software.
A log likelihood ratio was calculated by integrating a
normalized chromosomal score and the estimated FF.

The NIPS result was either negative for the three
common trisomies (T21, T18, T13), positive for one
of them, or failed for one of the following reasons:
insufficient FF regarding sequencing coverage; abnormal
representation of at least one chromosome other than
chromosome 21, 18 or 13, suggesting complete or
partial aneuploidy of that chromosome; or abnormal
distribution of read size, which may reflect contamination
with maternal genomic DNA from cell lysis. Since sex
chromosomal analysis during NIPS is not recommended
in France, this was not performed.

Fetal fraction estimation and threshold

FF was estimated by the NIPT VeriSeq® analysis software
based on read size distribution, as described previously3°.
The threshold is dynamic depending on coverage for each
sample based on previous work showing the link between
FF, coverage and trisomy risk3!->2, At the time when this
study started, the NIPT VeriSeq® test was newly mar-
keted and no data existed on the reliability of a dynamic
FF threshold for NIPS for trisomy 21 in twin pregnancy.
Most studies applied a fixed FF threshold of 4% in single-
tons although some argued for a lower threshold?3. We
therefore decided to play it safe by not reporting NIPS
results for which the FF was <4% for monochorionic
pregnancies and < 8% for dichorionic ones, assuming
that, in monochorionic pregnancy, cfDNA is released by
a single placenta, as it is in singletons, and that these
pregnancies are mainly monozygotic, while dichorionic
pregnancies are always dizygotic. Besides, studies com-
paring FF in dichorionic/dizygotic (mainly dichorionic)
and monochorionic/monozygotic pregnancies showed no
significant difference between these groups**3%, consistent
with our results (monochorionic vs dichorionic: 13.7% vs
14.1% (SD=4.5% in both), P=0.1148). This supports
the fact that, in twin pregnancy, each placenta releases
equivalent total amounts of ¢fDNA. Finally, our choice
of FF cut-off is in line with general practice, accord-
ing to which the FF cut-off is set twice as high in twins
than in singletons for non-single nucleotide polymorphism
(SNP)-based NIPS tests and twice as high in dizygotic than
monozygotic twins when a SNP-based NIPS test is per-
formed?33%37, For the few cases in which chorionicity
was unknown, the threshold was set to the maximum, i.e.
8%. For singletons, however, the threshold was dynamic
and determined by the NIPT VeriSeq® analysis software
according to coverage.

© 2023 The Authors. Ultrasound in Obstetrics & Gynecology published by John Wiley &
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Invasive procedure and pregnancy outcome

Invasive sampling following positive or failed NIPS results
consisted of amniotic fluid withdrawal from each amniotic
sac. For positive NIPS results, fluorescence in-situ
hybridization on amniotic cell nuclei and fetal karyotyping
following cell culture were performed according to
standard protocols, while, in case of NIPS failure,
DNA microarray analysis was performed in addition to
conventional cytogenetics.

For all pregnancies for which fetal karyotyping was
not available (negative NIPS, or failed or positive NIPS
following which the woman rejected invasive sampling),
we collected information on the pregnancy outcome (mis-
carriage, (selective) termination of pregnancy, in-utero
fetal death, stillbirth, neonatal death, healthy or affected
newborn), as well as the clinical examination at birth or
postnatal karyotyping. Reason for in-utero death or ter-
mination of pregnancy was noted when available. When
a positive NIPS was not confirmed by fetal karyotyp-
ing from amniotic cells, we requested placenta samples
at birth, but were not always able to obtain them. It is
difficult for the clinical teams to organize such sampling
systematically for these situations.

Data analysis and statistics

Descriptive analysis included calculation of mean (£ SD),
median and range for quantitative parameters and per-
centages for qualitative ones. It is worth noting that
we use the term ‘positivity rate’ to refer to the per-
centage of positive NIPS (both true and false) among
all NIPS performed, while the ‘detection rate’ corre-
sponds to the rate of positives correctly detected among
the true-positive ones. We calculated performance met-
rics of NIPS, including sensitivity, specificity, positive
and negative predictive values and false-positive rate,
based only on pregnancies for which strong evidence was
available. Hence, we excluded pregnancies which under-
went miscarriage, in-utero death, stillbirth or neonatal
death, without undergoing prenatal invasive cytogenetic
investigation to define chromosomal status, leaving for
analysis 1747 twin pregnancies and 3877 singletons in
the control population. The corresponding 95% Cls were
calculated using the ‘exact’ binomial confidence interval
(Clopper—Pearson method). In addition, the failure rate
and reason for failure were compared between twin and
singleton pregnancies, and between monochorionic and
dichorionic pregnancies, using Fisher’s exact test for 2 x 2
contingency tables. Given the low incidence of trisomy
13 and trisomy 18, we did not calculate their perfor-
mance metrics. Comparison of population characteristics
between twin and singleton pregnancies, and between
mono- and dichorionic twin pregnancies, was carried out
using either Wilcoxon—Mann—Whitney tests (for quan-
titative variables) or Fisher’s exact test (for qualitative
variables). Analysis of NIPS failure was performed using
logistic regression, on cases with complete data; P-values
were obtained using the asymptotic chi-square law of the
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likelihood-ratio test for nested models. Univariate and
multivariate analyses were carried out using all variables
reported in the literature to be associated with NIPS fail-
ure (chorionicity, maternal age, body mass index (BMI),
mode of conception, gestational age) except for FF, since
this is a major cause of failure and its integration would
lead to instable regressions and quasiseparation.

All analyses were conducted using R Statistical
Software (v4.1.2; R Core Team 2021, R Foundation for
Statistical Computing, Vienna, Austria. http://www.R
-project.org/). All tests were performed at a Type-I error
rate of 0.05 (P <0.05); all confidence intervals are at
95%; P-values and confidence intervals are given without
multiplicity corrections.

RESULTS
Study population

During the study period, 2577 women with multiple
pregnancy had a NIPS test. After exclusions, 2223 patients
were included in the study (Figurel1). Among these,
pregnancy outcome was successfully collected for 1885
(85%) women (with 3770 fetuses), allowing analysis of
NIPS results in this population. During the same period,
8444 singleton pregnancies were referred for NIPS and
included in this study. Because this number of singletons
was so large, with the difficulty in collecting pregnancy
outcome information retrospectively, we were able to
obtain follow-up for only 3877 (46%) singletons.

The descriptive characteristics of both twin and
singleton pregnancies and their comparison are provided
in Table1. Maternal age was significantly higher in
singletons. As expected, conception following the use of
assisted reproductive technology was more frequent in the
twin group. There was a statistically significant, but not
clinically relevant, difference in gestational age at NIPS
(median (range), 15 (11-34) weeks and 15 (10-37) weeks
in twins and singletons, respectively). It is of note that the
gestational-age range at screening was large for both
populations; this corresponds to reality.

Claudel et al.

Multiple pregnancies

(n=2577)
Pregnancies ongoing at
» time of study
(n=134)
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Deliveries
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Twin pregnancies
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(n=1786) (T21, n=10; T13, n=2) (n=87)

Figure 1 Flowchart summarizing study population of twin
pregnancies. T13, trisomy 13; T21, trisomy 21.

Table 1 Description of twin and singleton pregnancy populations which underwent non-invasive prenatal screening (NIPS)

Twin pregnancy (n = 1885)

Singleton pregnancy (n = 8444)

Parameter n Value n Value P
MA (years) 1873 8403 <0.0001*
Mean +SD 33.0+5.4 35.6+4.9
Median (range) 33 (17-56) 36 (15-50)
Maternal BMI (kg/m?) 1827 8209 0.2923%
Mean & SD 24.4+4.8 24.6+5.1
Median (range) 23.4 (15.1-44.5) 23.5(15.0-58.3)
Conception following ART (7 (%)) 1572 464 (29.5) 7619 622 (8.2) <0.0001t
GA at NIPS (weeks) 1848 8357 <0.0001*
Mean £ SD 16.2+4.2 16.3+4.0
Median (range) 15 (11-34) 15 (10-37)
Chorionicity (1 (%)) 1868 — — —
Monochorionic 426 (22.8)
Dichorionic 1442 (77.2)

*Wilcoxon—Mann—Whitney test for independent samples. TFisher’s exact test for 2 x 2 contingency tables. ART, assisted reproductive
technology; BMI, body mass index; GA, gestational age; MA, maternal age at presentation.

© 2023 The Authors. Ultrasound in Obstetrics & Gynecology published by John Wiley &
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¢fDNA screening in twin pregnancy

NIPS results and performance metrics

The overall rate of positive NIPS for the common
trisomies in twin pregnancies was 0.64% (trisomy 21,
n=10; trisomy 13, n=2; trisomy 18, 7 =0). Four (0.2%)
false-positive calls were reported for trisomy 21 (three
dichorionic and one monochorionic) and two (0.1%) were
reported for trisomy 13 (both dichorionic). Among the six
true-positive results for trisomy 21, only one of the twins
was affected in five (83.3%) and all of these pregnancies
were dichorionic. Both twins were affected in the one
pregnancy that was monochorionic. Five of these women
opted for selective termination of pregnancy (dichorionic
pregnancy) or termination of pregnancy (monochorionic
pregnancy), while one wished to pursue the pregnancy
(dichorionic pregnancy with one affected twin). The
calculated performance metrics for trisomy 21, in both
twin and singleton pregnancies, are provided in Table 2.

Although we were unable to calculate the performance
metrics of screening for trisomies 13 and 18 because of
their low prevalence in this population, it is important to
highlight that, among the 3770 fetuses that were analyzed,
we did not observe any false-negative result for either of
these trisomies as based on neonatal clinical examination
and/or karyotyping.

The overall rate of positive NIPS for the common
trisomies in dichorionic pregnancies was 0.69% (10/1442)

811

compared with 0.47% (2/426) in monochorionic ones
(P=0.06) (Table 3). The false-positive rates, for trisomies
overall, were 0.35% (5/1442) and 0.23% (1/426),
respectively (P =0.79). It is worth noting that this study
was not powered for such analysis. The gestational age at
testing for the false-positive cases was 33 weeks and above.

Analysis of NIPS failures

The primary failure rate after a first NIPS test was 4.6 %
(87/1885) in twin pregnancies vs 1.4% (115/8444) in
singletons (P < 0.0001). Among the 87 women for whom
NIPS failed, 52 (59.8%) chose to undergo secondary
NIPS on a new sample, two (2.3%) decided to undergo
chorionic villus sampling and the remaining 33 (37.9%)
women opted for regular pregnancy follow-up. We
obtained a successful result for 34 of the 52 (65.4%)
women who underwent a second NIPS, reducing the
overall failure rate to 2.8% (53/1885).

The rate of NIPS failure due to insufficient FF
was significantly higher in twin pregnancies compared
with singletons (4.0% (76/1885) vs 0.7% (55/8444);
P <0.0001). NIPS failure due to insufficient FF was
also significantly higher in dichorionic compared with
monochorionic pregnancies (68/1442 (4.7%) vs 8/426
(1.9%), respectively; P =0.00761). However, conclusions

Table 2 Performance of non-invasive prenatal screening for trisomy 21 in twin compared with singleton pregnancy

Parameter Twin pregnancy (n = 1747) Singleton pregnancy (n = 3877)
Sensitivity (%) 100 (54.1-100) 98.2 (90.3-99.6)
Specificity (%) 99.8 (99.4-99.9) 99.8 (99.6-99.9)
Positive predictive value (%) 60.0 (26.2-87.8) 88.5 (77.8-95.3)
Negative predictive value (%) 100 (99.8-100) 100 (99.9-100)
False-positive rate (%) 0.23 (0.06-0.59) 0.18 (0.07-0.38)

Values in parentheses are 95% CI.

Table 3 Comparison between dichorionic and monochorionic twin pregnancies which underwent non-invasive prenatal screening (NIPS)

Dichorionic (n = 1442)

Monochorionic (n = 426)

Parameter n Value n Value P
MA (years) 1430 426 <0.0001*
Mean £ SD 33.3+£5.3 32.0+5.3
Median (range) 33 (18-56) 32 (17-48)
Maternal BMI (kg/mz) 1398 415 0.0659*
Mean + SD 24.4+4.8 24.0+4.8
Median (range) 23.5 (15.6-44.5) 23.2 (15.1-42.2)
Conception following ART (n (%)) 1204 408 (33.9) 361 56 (15.5) <0.00011
GA at NIPS (weeks) 1412 419 0.0043*
Mean + SD 16.3+4.2 15.7+4.1
Median (range) 15 (11-34) 14 (11-33)
Fetal fraction (%) 1437 425 0.1148*
Mean + SD 14.1+4.5 13.7+4.5
Median (range) 13.7 (2.3-37.0) 13.1 (1.9-35.0)
Positivity rate (% (n)) 1442 0.69 (10) 426 0.47 (2) 0.0592+
False-positive rate (% (7)) 1442 0.35 ($) 426 0.23 (1) 0.7907t
Primary failure rate (% (7)) 1442 5.27 (76) 426 2.58 (11) 0.0207t

*Wilcoxon—Mann—Whitney test for independent samples. tFisher’s exact test for 2 x 2 contingency tables. ART, assisted reproductive
technology; BMI, body mass index; GA, gestational age; MA, maternal age at presentation.

© 2023 The Authors. Ultrasound in Obstetrics & Gynecology published by John Wiley &
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Table 4 Analysis of predictors of failure of non-invasive prenatal screening (NIPS) in twin pregnancies with known chorionicity

Univariate analysis Multivariate analysis (n = 1497)

Failed NIPS ~ Successful NIPS

Parameter (n=87) (n=1781) n OR (95%CI) P OR (95%CI) p
MA (years) 1856 0.0520 0.9533
Mean £ SD 34.1+6.1 33.0+£5.3 1.040 0.999
Median (range) 34 (24-56) 33 (17-54) (1.000-1.082) (0.951-1.047)
Maternal BMI (kg/m?) 1831 <0.0001 <0.0001
Mean + SD 27.7+£5.6 24.2+4.7 1.127 1.125
Median (range) 26.7 (19-43.7) 23.4 (15.1-44.5) (1.084-1.171) (1.077-1.174)
Conception following 28 435 1565 1.478 0.1190 1.246 0.4327
ART (n)* (0.902-2.380) (0.715-2.136)
GA at NIPS (weeks) 1831 0.0880 0.0069
Mean £ SD 15.4+2.8 16.2+4.3 0.952 0.911
Median (range) 15 (11-26) 15 (11-34) (0.896-1.007) (0.842-0.976)
Chorionicity (7)* 1868 0.0138 0.0019
Monochorionic 11 415 2.099 3.293
Dichorionic 76 1366 (1.153-4.214) (1.499-8.701)
Fetal fraction (%) 1879 <0.0001 —7 —7
Mean + SD 9.4+4.6 14.3+4.4 8.82 x 1071¢

Median (range) 8.7 (2.8-23.9) 13.8 (1.9-37.0)

(4.00 x 107" t0 1.20 x 107 12)

*References for statistical analyses were spontaneous pregnancy and monochorionic twins, respectively. TExcluded from multivariate
analysis. ART, assisted reproductive technology; BMI, body mass index; GA, gestational age; MA, maternal age at presentation; OR, odds

ratio.

should be drawn with caution because of the small number
of failures in the monochorionic pregnancies.

If we considered a dynamic FF threshold according
to coverage, as calculated by the VeriSeq® software,
all 76 tests that failed because of insufficient FF had
a FF above the dynamic threshold, which would have
resulted in a primary failure rate of 0.6% (11/1885).
The corresponding calls of the 76 original failures due to
insufficient FF were negative for the common trisomies,
and pregnancy outcome and birth were uneventful except
in two cases for which in-utero fetal death was reported
without any evidence of a chromosomal anomaly.

All univariate and multivariate analyses were limited
to pregnancies with known chorionicity (7 =1868,
including 87 NIPS failures) and complete data. The
final multivariate analysis was performed on 1497 twin
pregnancies (including 69 NIPS failures). According to
univariate analysis, factors predicting failure were BMI,
chorionicity and FF (Table 4). However, after multivariate
analysis, from which FF was excluded because of its high
dependence on the test itself, earlier gestational age at
testing, higher BMI and dichorionicity were shown to be
factors predictive of failure (Table 4).

DISCUSSION

In this academic study, we assessed the performance
of a PCR-free NIPS test, which is approved for
in-vitro diagnosis, as a primary screening strategy in
twin pregnancies with no ultrasound anomaly and a
normal first-trimester nuchal translucency measurement.
Our findings support high performance of NIPS in
this population of twin pregnancies, with a sensitivity
for trisomy 21 of 100% (95% CI, 54.1-100%), a
specificity of 99.8% (95% CI, 99.4-99.9%), a positive

© 2023 The Authors. Ultrasound in Obstetrics & Gynecology published by John Wiley &

predictive value of 60.0% (95% CI, 26.2-87.8%) and
a false-positive rate of 0.23% (95% CI, 0.06-0.59%).
Our population was at lower risk than those in most
previous reports, which were conducted in high-risk
populations?$:38=41 or in mixed populations and thus
had an inherent bias in the proportions of high-risk vs
low- or moderate-risk pregnancies>?:2%25-2733:42=48 ' Thjg
may explain the lower proportion of trisomy cases and
higher false-positive rate in our study compared with
the findings of a recent meta-analysis??, particularly as
placenta-confined mosaicism, which is a major source
of false positives, may be more frequent in low-risk
populations. Our calculated performance was also close
to that reported by a recent meta-analysis of NIPS results
in early-gestation twins?’, which found a detection rate of
99.0% (95% CI, 92.0-99.9%) and a false-positive rate of
0.02% (95% CI, 0.001-0.43%). Additional large studies
in the general twin population are needed to improve the
performance estimation.

In their meta-analysis evaluating the performance of
first-trimester screening markers in twin pregnancies,
Prats etal.! found a sensitivity of 89.3% (95% CI,
79.7-94.7%),  specificity of < 94.6%  (95% CI,
93.3-95.7%) and 5.5% false-positive rate. For
second-trimester screening markers, the results were even
worse, with a sensitivity of 63.0% (95% CI, 44.8-81.2%)
and a 10.8% false-positive rate*’. Our findings, along
with previously published results, suggest that, in twin
pregnancy, NIPS outperforms the conventional screening
strategy based on first- or second-trimester maternal
serum markers.

None of the traditional serum markers has proven
efficient in screening for trisomy 13 or trisomy 18 in
twin pregnancy. Assessing the performance of NIPS in
detecting these less common trisomies is difficult, because
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of their low prevalence in the general population. In
two recent meta-analyses, Gil etal.?? and Judah etal.?’
were unable to assess the performance of NIPS for these
trisomies because the number of cases was too small.
In our study population, the prevalence was even lower,
since NIPS was performed in the general twin population
at 15 weeks, on average, excluding cases with elevated
first-trimester nuchal translucency or any other ultrasound
abnormality, while trisomy 13 and trisomy 18 are usually
associated with such features. This likely explains our
lower positivity rates for the common trisomies compared
with some previous reports (0.64% (12/1885) in our
cohort compared with 2.58% in the combined cohorts
in the meta-analysis of Gil etal.??). Although we were
unable to calculate performance for trisomies 13 and
18, indirect evidence suggests that NIPS could perform
well for these trisomies. In fact, its performance for such
trisomies in singleton pregnancy is well established and
considered reasonably good, in particular for trisomy
1819, It is reasonable to expect similar to slightly lower
performance metrics for trisomies 13 and 18 in twin
compared with singleton pregnancies.

The primary NIPS failure rate in our cohort was 4.6 %,
the majority of cases being failures due to insufficient
FF (4.0%). This failure rate is three times higher than
that in our singleton population (1.4%), in which the
failure rate due to low FF was 0.7% of pregnancies
(P <0.0001). Previous studies have also reported a higher
failure rate in twins compared with singletons?®#? and
FF is usually reported as a major contributing factor?®.
In our study, the difference was magnified because of the
higher FF cut-offs that we adopted for twins (4% per
chorion) compared with singletons (dynamic threshold
according to coverage), choosing to err on the side of
caution. It is worth noting that all cases with FF below
4% per chorion passed the NIPT VeriSeq FF dynamic
threshold and were negative for the three main trisomies,
in line with pregnancy follow-up and birth clinical data.
Applying a dynamic FF threshold brought the failure rate
down to levels similar to those in singletons. However,
the implications of this in terms of detection rate need to
be evaluated. In addition, one should keep in mind that
FF measurements and test failure rates vary depending
on the technology, so these results may not apply to all
providers.

In terms of factors predicting NIPS failure, our mul-
tivariate analysis validates maternal BMI, gestational
age and chorionicity as major factors associated with
failure, in accordance with some previously published
results?”-2842:46 " and discards maternal age and preg-
nancy origin, in contrast with previously published
results?’2842:46  However, the study of the impact of
pregnancy origin in our cohort may have been limited
by the high proportion (16%) of data missing for this
variable. BMI and gestational age have been shown to be
correlated with FF (reviewed by Deng and Liu’?), which
was the main reason for failure in our cohort. This may
explain why these two parameters were significant pre-
dictors of NIPS failure.

© 2023 The Authors. Ultrasound in Obstetrics & Gynecology published by John Wiley &
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The strengths of our study are its large size, the
high rate of pregnancy follow-up in the twin cohort,
the high proportion of clinical data available, including
chorionicity, and the comprehensive data on FF and
failure (primary and secondary rates as well as cause
of failure). This valuable source of data can be integrated
into future meta-analyses or systematic studies evaluating
NIPS in twin pregnancy. However, there were some
limitations, including the small number of positive cases,
the difference in risk level between twins and singletons
and the small number of failures in monochorionic
pregnancies. Analysis of additional, similarly large cohorts
is needed to improve the estimation of NIPS performance.

To conclude, our study adds further evidence that
implementing NIPS as the primary prenatal screening
strategy in twin pregnancies enables highly efficient
screening for trisomy 21, and that BMI, gestational age
and chorionicity are predictors for NIPS failure in twin
pregnancy.
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