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Abstract: Several studies have shown that children from pregnancies with estimated first-trimester
risk based on fetal nuchal translucency thickness and abnormal maternal serum pregnancy protein
and hormone levels maintain a higher likelihood of adverse outcomes, even if initial testing for
known genetic conditions is negative. We used the Finnish InTraUterine cohort (ITU), which is a
comprehensively characterized perinatal cohort consisting of 943 mothers and their babies followed
throughout pregnancy and 18 months postnatally, including mothers shortlisted for prenatal genetic
testing but cleared for major aneuploidies (cases: n = 544, 57.7%) and control pregnancies (n = 399,
42.3%). Using genome-wide genotyping and RNA sequencing of first-trimester and term placental
tissue, combined with medical information from registry data and maternal self-report data, we
investigated potential negative medical outcomes and genetic susceptibility to disease and their
correlates in placenta gene expression. Case mothers did not present with higher levels of depression,
perceived stress, or anxiety during pregnancy. Case children were significantly diagnosed more
often with congenital malformations of the circulatory system (4.12 (95% CI [1.22-13.93]) higher
hazard) and presented with significantly more copy number duplications as compared to controls
(burden analysis, based on all copy number variants (CNVs) with at most 10% frequency, 823 called
duplications in 297 cases versus 626 called duplications in 277 controls, p = 0.01). Fifteen genes
showed differential gene expression (FDR < 0.1) in association with congenital malformations in
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first-trimester but not term placenta. These were significantly enriched for genes associated with
placental dysfunction. In spite of normal routine follow-up prenatal testing results in early pregnancy,
case children presented with an increased likelihood of negative outcomes, which should prompt
vigilance in follow-up during pregnancy and after birth.

Keywords: chorionic villus sampling; congenital malformations; placenta; prenatal testing transcriptome
sequencing

1. Introduction

Prenatal screening in early pregnancy is instrumental in monitoring maternal health
and proper child development. Usually, women at risk for carrying babies with major
aneuploidies are identified using an assessment of risk by a combined first-trimester
screening battery that includes: fetal nuchal translucency (NT) thickness, maternal levels
of serum pregnancy-associated plasma protein A (PAPP-A) and free 3-human chorionic
gonadotropin (3-hCG) [1] in addition to maternal age, maternal weight and gestational
week. Although this screening test has proven to successfully identify risk for the major
chromosomal aneuploidies, several studies have shown that fetuses with elevated risk
at screening but cleared for the major aneuploidies in prenatal genetic testing remain
at higher risk for negative outcomes diagnosed before or after birth [2-4]. Bardi et al.
reported that 34% of congenital malformation cases would be missed if prenatal testing
only relied on the standard screening for major aneuploidies [2]. Zhang et al. [4] showed
that significantly more clinically relevant pathogenic copy number variants (CNVs) are
present in fetuses with NT between 2.5 mm and 3.5 mm, which is below the commonly
used threshold of 3.55 mm. Furthermore, low PAPP-A serum levels in the first trimester of
pregnancy have been associated with short stature in offspring and de-novo development
of maternal diabetes mellitus later in life [3]. This suggests that using these values on a
continuum rather than as a threshold in the context of other indicators of risk might provide
added value to the current clinical practices and detect individuals with underlying disease
susceptibility otherwise not identified in the prenatal period.

Chorionic villus sampling (CVS), amniocentesis, or noninvasive prenatal testing (NIPT)
of fetal DNA in combination with 11-to-13-week ultrasound examination, can detect major
negative developmental outcomes with 70-100% detection accuracy [5,6]. Invasive ap-
proaches have been available since the 1970s [7], while noninvasive approaches have only
become routine practice in developed countries in the last 10 years [6]. The latter have
rapidly developed into the method of choice, given the much lower risk for mother and fetus
compared to invasive techniques, and are being administered in more than half of pregnan-
cies in developed countries [5]. However, NIPT is a screening test, and invasive techniques
are still considered state-of-the-art in validating suspicious noninvasive results [6].

We set out to understand if children from pregnancies flagged for potential chromo-
somal aberrations but ultimately cleared for the major aneuploidies following CVS or
amniocentesis differed from children of inconspicuous pregnancies and how detection
of prevailing pathologies could be improved. To explore this question, we used a thor-
oughly characterized perinatal cohort, the Finnish InTraUterine cohort (ITU), consisting of
943 mothers and babies followed throughout pregnancy and postnatally until 18 months.
We used genome-wide high-throughput analyses at the level of RNA and DNA methylation
in cord blood, term placentas, and, to the best of our knowledge, in the largest sample
to date of CVS biopsies in the subset of pregnancies in which chromosomal testing was
performed. Our findings point to an enduring potential for concern for case children, with
increased risk for congenital malformations.
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2. Results
2.1. Case Mothers Do Not Differ from Controls in Psychological State across Pregnancy following
Trisomy Screening Clearance

As shown by Kvist et al. [8], mothers shortlisted for prenatal screening (cases, n = 544)
significantly differed from control mothers (n = 399): they were older, presented with higher
body mass index (BMI), had had more pregnancies and smoked more often. By design,
cases also significantly differed from controls with regards to NT, PAPP-A, and 3-hCG
levels as well as risk for Down syndrome or trisomy 18. The main characteristics of the
cohort and of the screening variables are presented in Table 1.

Table 1. Demographic information of the ITU cohort.

Maternal Characteristics Cases (n = 544) Controls (n = 399) p-Value 5

Age at delivery, years, mean (SD), CI 35.54 (5.5) [35.52-35.56] 33.71 (4.2) [33.69-33.73] 7.16 x 10~°

Antenatal corticosteroid treatment, n (%) 23 (4.2%) 9 (2.3%) 1.41 x 1071

Cesarean section, n (%) 120 (22.1%) 79 (19.8%) 448 x 107!

Diabetes Disorders in pregnancy, n (%) 120 (22.06%) 77 (19.3%) 3.43 x 1071
Early pregnancy BMI, median (IQR), CI 23.43 (5.23) [23.05-23.74] 22.65 (4.24) [22.27-23.03] 1.42 x 1073

Hypertensive Disorders in pregnancy, n (%) 46 (8.5%) 20 (5.0%) 5.50 x 1072
Primiparous, n (%) 221 (40.6%) 243 (60.9%) 1.15 x 10~°

Smoking during pregnancy 1 n (%) 36 (6.6%) 4 (1.0%) 1.83 X 1075

Thyroid disorders 2 1 (%) 9 (1.7%) 8 (2.0%) 8.79 x 1071

Child characteristics

Birth weight, g, median (IQR), CI 3533 (675) [3470-3585] 3562 (610) [3508-3620] 3.83 x 1071

Gestational age at birth, weeks, median (IQR), CI 40.00 (2.0) [40.00—40.14] 40.14 (1.7) [40.00-40.29] 517 x 1071

Preterm birth 3 (<37 weeks), n (%) 33 (6.1%) 13 (3.3%) 6.80 x 1072

Sex, girl, (%) 256 (47.1%) 204 (51.1%) 242 x 1071

Screening variables

B-hCG level (MoM, ug/L), median (IQR), CI 1.31 (1.17) [1.30-1.73] 0.98 (0.74) [0.93-1.08] 1.20 x 10~
NT, MoM mm, median (IQR), CI 1.80 (1.15) [1.58-1.88] 0.84 (0.32) [0.83-0.88] 1.58 x 10736
PAPP-A level, MoM, mU/L, median (IQR), CI 0.75 (0.80) [0.75-1.08] 1.12 (0.73) [1.09-1.20] 3.45 x 10718
Risk for Down syndrome 4, median (IQR), CI 0.65 (1.01) [0.63-0.89] 0.01 (0.2) [0.008-0.11] 3.06 x 10101
Risk for trisomy 18 4, median (IQR), CI 0.003 (0.01) [0.003-0.014] 0.001 (0.00) [0.001-0.001] 1.15 x 10— %

BMI: body mass index, calculated as weight in kg divided by height in meters squared. CI: confidence interval,
CI for median was calculated as suggested in [9]. IQR: interquartile range. MoM: multiple of median. NT:
nuchal translucency. SD: standard deviation. ! Women who quit smoking in the first trimester were counted
as non-smokers. 2 Thyroid disorders are based on ICD-10 codes E00-E07. ° Preterm birth was defined as birth
at gestational weeks < 37. 4 Risk for Down syndrome and for trisomy 18 were calculated as risk ratios based
on PAPP-A and (3-hCG levels, NT as well as maternal age, BMI and gestational weeks (see also Kvist et al. [8]).
5 Nominal p-value of testing phenotype in cases versus phenotype in controls, based on t-tests/Wilcoxon- tests
for quantitative traits and on chi-square tests for categorical traits, nominally significant p-values < 0.05 are
depicted in bold. Quantitative variables were checked for normality. If the Kolmogorov-Smirnow-test provided
no indication for deviation from normality, mean and SD are reported and p-values are based on t-tests. If the
variable was not normally distributed, median and IQR are reported and p-values are based on Wilcoxon tests.

Furthermore, we assessed whether maternal psychological state differed in relation
to case status, i.e., if mothers who had undergone prenatal testing possibly presented
with higher levels of depression, anxiety or perceived stress due to the testing or its
possible implications for the health of their child. Questionnaires on well-being throughout
pregnancy were completed by 613 women, at three time points roughly representative of
the three trimesters. We found no significant differences between cases and controls in any
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of the assessments during pregnancy (see Table 2) indicating that mothers did not differ in
their psychological state across pregnancy.

Table 2. Self-reported maternal psychological health in cases and controls.

Phenotype Cases (n = 260) Controls (n = 353) p-Value !

CESD 19 gestational weeks, median (IQR), CI 9 (9) [9-14] 9 (8) [9-11] 0.32
CESD 26 gestational weeks, median (IQR), CI 8 (10) [9-12] 9 (8) [9-11] 0.35
CESD 38 gestational weeks, median (IQR), CI 8 (9) [8-11] 9 (9) [9-10] 0.43
Cohen’s percewe;ll :erie;s; (sIcQai{e)ll?j igestatlonal weeks, 5 (4.06) [6-8] 6 (4) [6-7] 0.48
Cohen’s 26 gestational weeks, median (IQR), CI 5(5) [5-7] 5.5 (3) [6-6] 0.30
Cohen’s percewelclll Z’;l{ieasrs1 ?ICSII%?SC %estatlonal weeks, 5 (4) [5-6] 5 (4) [4.5-6] 0.87
STAI 19 gestational weeks, median (IQR). CI 37 (11) [39-42] 38 (9) [38.95-41] 0.74
STAI 26 gestational weeks, median (IQR), CI 36 (9) [37-40] 37 (10) [37-39] 0.38
STAI 38 gestational weeks, median (IQR), CI 36 (10.42) [36-39] 37 (10) [36-38] 0.70

CESD: Center for Epidemiological Studies Depression. CI: confidence interval, CI for median were calculated
as suggested in [9]. IQR: interquartile range. STAI: The State-Trait Anxiety Inventory. ! p-value: Due to the
non-normal distribution of the questionnaires, median and interquartile range (IQR) are presented, p-values are
based on Wilcoxon tests.

2.2. Children from Pregnancies Recommended for Follow-Up Prenatal Genetic Testing Carry
Higher Likelihood of Negative Developmental and Disease-Related Outcomes

2.2.1. Congenital Malformations

We examined whether cases and controls differed with regards to negative medical
outcomes and genetic susceptibility, starting with congenital malformations, as the first
indication of underlying disease risk. Of 943 children, 98 (68 cases, 12.5% and 30 controls,
7.5%) presented with any congenital malformations diagnosed up until 2017. We ran Cox
regression models to account for different diagnostic follow-up duration in the Finnish
nationwide Care Register for Healthcare (HILMO) for children born in different years.
Cox regression models showed no difference between groups in all malformation types
(p = 0.14, hazard ratio = 1.39, 95% CI[0.47-1.11]). However, in circulatory system congenital
malformations comprising 25 diagnoses (22 cases, 4.0%, and 3 controls, 0.8%), we found a
4.12 (95% CI [1.22-13.93]) higher hazard in the cases (p = 0.02, see Figure 1). The majority
of affected children (n = 17, 65.4%) presented with ventricular septal defects. Beyond
malformations of the circulatory system, there were some isolated cases of malformations
of the respiratory, musculoskeletal, genital, digestive, or nervous systems that were too
infrequent to permit statistical analysis.

In a next step, we investigated if congenital malformations of the circulatory system
were specifically associated with any of the screening variables. While there were no signifi-
cant associations with higher NT, higher 3-hCG levels or higher risk for trisomy 18, children
with congenital malformations of the circulatory system presented with significantly higher
estimated ratio for Down syndrome and lower, albeit not significantly different, PAPP-A
levels. These findings remained stable, even after correcting for case-control status, which
was itself defined using the screening variables (risk for Down syndrome: p = 0.021, PAPP-A
level: p = 0.058).
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Figure 1. Survival curve for congenital malformations of the circulatory system compared between
cases and controls. ‘Number at risk” indicates the number of cases and controls available for analysis
at 0-2.5 years of age. As cases presented with significantly longer follow-up time compared to
controls, we limited the follow-up time of cases to the age of the eldest child in the control group (see
also Methods).

2.2.2. Copy Number Variants

Given the importance of CNVs in disease susceptibility, including in association with
congenital malformations [10], and the association of sub-threshold screening results with
a higher number of CNVs [4], we next evaluated CNVs in our sample. We first called
CNVs across all participants. The large majority of CNVs, over 92%, was classified as not
pathogenic (see Methods). We found no significant differences between individuals with or
without congenital malformations (any or circulatory system specific), neither on single
CNV level nor based on burden analysis. This is possibly due to a reduced detection power
given the low number of congenital malformations. Since significantly more clinically
relevant pathogenic CNVs have been associated with risk-level prenatal screening variables
such as maternal age and NT abnormalities [4,11], we also tested this association at the
level of the entire cohort. In our cohort, cases presented with overall more duplications,
but not more deletions, as compared to controls (burden analysis, based on all CNVs with
at most 10% frequency, 823 called duplications in 297 cases versus 626 called duplications
in 277 controls, p = 0.01, based on 10,000 permutations, see Figure 2). This range of CNV
counts is in line with previous studies using similar technology and sample sizes [12,13].
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Figure 2. Differences in CNVs between cases and controls. Violin plot for numbers of called
duplications between controls and cases. The difference remains significant after exclusion of two
cases with more than 20 duplications (p = 0.03 based on 10,000 permutations).

2.3. The Placental Transcriptome in Early Pregnancy Carries Signatures of
Case-Control-Associated Negative Developmental Outcomes

Given the observed differences in congenital malformations within the circulatory
system and in CNVs, we next assessed if these were also associated with RNA expression
in early and late placental tissue. Gene expression derived from CVS tissue was available
for 266 case mothers who had undergone invasive prenatal testing via placental biopsies
in the first trimester. We found no differentially expressed genes to associate with CNVs
(number of duplications). However, 15 genes were significantly differentially upregulated
in individuals with circulatory system congenital malformations (10 individuals with and
256 without diagnosed congenital malformations; see Figure 3 and Table 3).

8 =

CRH
Q L
o 6 LEP
(@)
O 4t—-—-—————o——_RPSBEAS_ .

2
Log. fold change

Figure 3. Volcano plot of differential gene expression in CVS with congenital malformations of the
circulatory system. Genes differentially expressed at FDR of 0.10 are depicted in blue.
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Table 3. Differentially expressed genes in CVS with congenital malformations within the
circulatory system.

Gene! Position (hg19) 2 Log2 (FO) 3 p-Value 4 :‘_‘i};ﬂ:g CVSC:r:aei’iil;i:; ta
LEP chr7: 127,881,331-127,897,682 1.99 1.16 x 1076 5.28 x 1073 r=027,p=0.01
CRH chr8: 67,088,612-67,090,846 1.69 1.99 x 1078 1.81 x 107* r=014;p=017

FSTL3 chr19: 676,389-683,392 1.42 1.11 x 1075 1.68 x 1072 r=0.26;,p=0.01

PAPPA2 chrl: 176,432,307-176,811,970 1.26 1.79 x 1075 232 x 1072 r=0.30;p <0.01

INHBA chr7: 41,733,514-41,818,976 1.18 1.18 x 1074 7.36 x 1072 r=0.23;p=0.03

HTRAI1 chr10: 124,221,041-124,274,424 1.16 2.38 x 107° 7.22 x 1073 r=0.30;p <0.01

DHRS2 chr14: 24,105,573-24,114,848 1.11 416 x 107> 4.20 x 1072 r<0.01;,p =097

HS3ST3B1 chr17: 14,204,506-14,249,492 0.98 427 x 107° 9.71 x 1073 r=0.13;p=0.23
ANXA4 chr2: 69,969,127-70,053,596 0.78 7.15 x 1075 6.47 x 1072 r<0.01;p =097
MANIC1 chrl: 25,943,959-26,111,258 0.78 1.15 x 1074 7.36 x 1072 r=0.05;p=0.60
MROH1 chr8:145,202,919-145,316,843 0.70 9.64 x 107° 7.30 x 1072 r=-014;,p=0.17
SEMA7A chr15: 74,701,630-74,726,299 0.68 1.21 x 10~* 7.36 x 1072 r=0.07,p=053
FLT1 chr13: 28,874,483-29,069,265 0.56 8.27 x 107° 1.50 x 1072 r=0.32;p<0.01
RPS6KAS chr14: 91,337,167-91,526,993 0.56 4.06 x 107> 420 x 1072 r=0.30;p <0.01
HEXIM1 chr17: 43,224,684-43,229,468 0.45 7.83 x 107 6.47 x 1072 r<0.01;,p=0.97

! Gene: name of differentially expressed gene. 2 Position: gene position in hg19 coordinates. 3 Log2(FC): log2
(fold change) between cases and controls. * p-value: p-value for differential gene expression for congenital
malformations within the circulatory system, adjusted for surrogate variable (5V), maternal age, maternal BMI in
early pregnancy, smoking, parity, child’s sex, and gestational age at sampling. ° Adjusted p-value: p-value after
Benjamini-Hochberg correction for multiple testing (FDR). ® Correlation: Pearson’s correlation coefficient and
nominal p-value for correlation of gene expression between CVS and placental tissue (based on 93 individuals
with gene expression available in both tissues and 7357 genes available in both tissues).

Correlation of gene expression for these 15 genes between CVS and term placenta
(based on 93 individuals who had both tissues available) revealed significant, albeit weak to
moderate, positive correlations for 7 of these transcripts (r = 0.23 to r = 0.30, see Table 3). Of
these 15 genes, 11 had previously been shown to be dysregulated in pre-eclampsia [14-16].
This is significantly more than expected by chance (p = 9.91 x 107!, see Methods). Impor-
tantly, it should be noted that only one case presenting with congenital malformations of
the circulatory system also had a pre-eclampsia diagnosis. Removal of this case did not
change the effect direction of the 15 genes.

In term placenta, we found no significantly differentialy expressed genes with cir-
culatory system congenital malformations. However, it should be noted that only six
individuals with this phenotype and term placenta gene expression were available hence
this null result may be due to power issues.

Number of CNV duplications was associated with differential placental gene expres-
sion of RFLNB (based on 433 samples with information on CNVs and placental gene
expression, log2(FC) = 0.07, adjusted p-value = 3.72 x 1072, correlation with CVS gene
expression r = 0.16, p-value = 0.13). This result stayed significant after accounting for
case-control status with regard to prenatal screening.

3. Discussion

Advances in medical prenatal screening and care during early pregnancy have led to
life-saving effects, with infant mortality decreasing steadily over the past two decades, by
as much as three-fold in high-income countries and by half globally [17]. However, there
are still improvements to be made regarding access to state-of-the-art prenatal screening,
as well as improved interpretation of available diagnostic tools. While sampling of CVS
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tissue or amniotic fluid to test the fetal DNA for major chromosomal rearrangements has
been the gold standard for many decades, there is a significant risk for miscarriage linked
with these invasive techniques [6]. In addition, they could lead to false positive or false
negative outcomes in addition to sampling inaccuracy. Noninvasive prenatal screening
techniques based on whole-genome DNA sequencing have become increasingly common
and accurate and represent a suitable companion or replacement technique since they
can detect cell-free fetal DNA in the mother’s blood that is released from fetal placenta
apoptotic trophoblasts [6]. However, a major limitation of this approach is sensitivity,
given that circulating fetal DNA constitutes only a small fraction of the mother’s blood [6].
Nonetheless, genetic screening, in addition to combined first-trimester testing for fetal
NT and maternal PAPP-A and BhCG, has been very powerful in detecting individuals
susceptible to congenital disease. With this work, we show that beyond indicating risk for
major aneuploidies, common prenatal screening measurements can indicate the presence
of additional risk for disease.

An interesting resource for improving prenatal or early-life diagnostics is the incor-
poration of perinatal tissues such as the placenta and cord blood into the interpretation of
congenital and genetic risk of disease. In this manuscript, we investigated a case-control
cohort of 943 mother-baby dyads whereby the case mothers (n = 544) were initially screened
as having an increased risk for chromosomal abnormalities, but ultimately the children
were deemed normal in regard to major aneuploidies following invasive genetic testing
or NIPT. We compared these to a group of controls without any risk indicator at screen-
ing (n =399). We found significant differences at the level of perinatal child outcomes
regarding congenital malformations of the circulatory system, as well as CNV load. In
addition, we found an association between child outcomes and first-trimester but not term
placenta gene expression signatures. Interestingly, there was no difference in self-reported
maternal stress or anxiety during pregnancy, in spite of the case mothers being exposed to
the stressful experience of invasive prenatal testing and anticipation of results. However,
it bares noting that there was a disproportionately lower adherence in the case mothers
regarding the psychological self-assessment during pregnancy, which might influence the
outcome of these analyses. Future studies should assess the impact of a similar exposure in
additional cohorts.

We found an increased likelihood of a diagnosis of circulatory system congenital
malformation for case children, which supports previous research linking abnormal NT
results at screening with increased rates of congenital malformations and heart disease [2].
However, this study is the first to show that the congenital malformations phenotype
is associated with gene expression in the first-trimester placenta from CVS sampling.
A total of 15 genes showed differential expression association with circulatory system
congenital malformations in first-trimester placenta obtained from CVS. Correlations with
gene expression in placentas sampled at birth were weak to moderate, so we cannot directly
translate our findings to late pregnancy. Of these 15 genes, 11 had previously been shown
to be dysregulated in pre-eclampsia [14-16], significantly more than expected by chance.

A number of the genes differentially expressed in association with congenital mal-
formations in the CVS tissue have previously been shown to be important mediators
of placenta biology and associated with pregnancy diseases. The top-ranking gene by
fold change, Leptin (LEP), is a circulating hormone involved in metabolism and energy
homeostasis [18] and secreted primarily from adipose tissue but also from placenta cells
such as cytotrophoblasts, syncytiotrophoblasts, and villous vascular endothelial cells. This
hormone is upregulated in the placentas of mothers with pregnancy complications such
as pre-eclampsia [19], which is the same direction of effect we found for early placentas
from children with underlying congenital malformations. Secondly, corticotropin-releasing
hormone (CRH) is a major mediator of hypothalamic—pituitary—adrenal axis (HPA axis)
responses to stress and a key regulator of brain development. In addition to the paraven-
tricular nucleus (PVN) of the hypothalamus, CRH is also synthesized by the placenta
(pCRH) as early as post-conceptional week 7 and is found in both the maternal and the
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fetal compartments [20]. Down-regulation of this gene at the RNA level has been linked to
placenta inflammation, while up-regulation, as in the case of our analyses, has been linked
to motor dysfunctions [21] in children and pre-eclampsia in pregnancy [22]. Thirdly, ele-
vated levels of the follistatin-like 3 protein (FSTL3) gene, which encodes a protein secreted
by syncytiotrophoblast cells, have been linked to pre-eclampsia by several studies. In fact,
placentally-derived FSTL3 detected in the maternal serum has been proposed as a third-
trimester diagnostic biomarker of pre-eclampsia [23]. The next differentially expressed
genes by fold change were pregnancy-associated plasma protein A2 (PAPPA2) [24], inhibin
beta A subunit (INHBA) [25], and HtrA serine peptidase 1 (HTRA1I) [26]. All these genes,
in addition to several others identified through our analyses, were previously shown to be
elevated at the mRNA and protein level in pre-eclampsia with severe features, early-onset
pre-eclampsia, or fetal growth restriction. These findings may suggest that first-trimester
placental tissue of fetuses with congenital anomalies presents with signatures of placental
dysfunction with a possible additional impact on fetal health. Interestingly this signature
disappeared with the maturation of the placenta, and there was no increase in rates of
pre-eclampsia diagnoses.

Given the indication of existing susceptibility to disease in the early fetal placental
tissue, we used child DNA extracted from cord blood to further investigate complex
genetics that would not have been detected by prenatal genetic screening. We focused
on CNVs, given their association with both congenital malformations [10] and general
pregnancy risk factors such as advanced maternal age [11]. In addition to the previously
suggested associations of increased numbers of pathogenic CNVs with positive prenatal
screening [4], we demonstrated a novel connection whereby the cases presented with more
duplications overall. Together these findings suggest an overall increase in potentially
harmful genetic loading in the case children. Importantly, this detail of genetic variation
could not be detected with currently available prenatal genetic screening methods due to
limited fetal DNA amounts available at early stages.

The analyses described in this manuscript identified significant connections between
first-trimester placenta gene expression (CVS) and child outcomes, specifically regarding
congenital malformations. Conversely, associations to the number of CNV duplications
were only identified in the term placenta RNA, related to the gene RFLNB, which is en-
riched in Hofbauer cells and previously associated with early signs of pre-eclampsia in the
placental transcriptome [27]. This apparent discrepancy between first-trimester placentas
from CVS and term placentas could be due to different reasons. Primarily, samples with
CVS and term placenta tissue only partly overlap, and hence we cannot make robust
conclusions on the individual developmental trajectories. In fact, only one individual with
a circulatory system congenital malformation diagnosis also had both tissues available.
However, having access to early pregnancy tissues, as in the ITU cohort, is extremely valu-
able in establishing the connections between placenta biology and underlying child disease
risk. As mentioned above, our data may point to additional early placental dysfunction
in children with congenital malformations of the circulatory system. Functional studies
of early placental physiology could shed more light on the possible clinical relevance of
this finding.

Some of the limitations of this study highlight the need for even larger, well-characterized
longitudinal cohorts, where these findings can be independently replicated and extended
with measures of placental function. Importantly, extended follow-up of the children will
undoubtedly clarify and complete the picture of potential negative outcomes in this at-risk
population. The ITU cohort, with the ongoing characterization of participants in addition
to Finnish health registry data, will constitute a rich resource moving forward.

The findings identified in this study join other reports suggesting that children with
elevated risk but not meeting formal diagnostic thresholds during prenatal screening
maintain a higher likelihood of negative outcomes. Increased awareness is key at the
level of medical professionals as well as the general public with regard to potential early
indicators of underlying disease susceptibility and the prevention or intervention measures
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that can be taken to improve the outcome and quality of life of affected individuals. In our
cohort, cases were significantly older as compared to control women, which is in line with
what also Hayeems et al. reported [28]. Women of higher age are more likely to undergo
prenatal testing, and higher maternal age has been associated with a higher risk for fetal
aneuploidies [29]. Given that maternal age at first birth is shifting to older ages [30], this
will likely be an issue of increasing importance. Our findings point to a need for redefining
the risk classifications in relation to prenatal screening and more vigilance during prenatal
and postnatal follow-up of at-risk children.

4. Materials and Methods
4.1. Sampling and Phenotypes
4.1.1. Study Samples

The InTraUterine sampling in early pregnancy (ITU) cohort consists of 943 Finnish women
and their children born between 2012 and 2017. The cohort, described by Kvist et al. [8], is a
prospective, longitudinal pregnancy cohort study comprising a total of 943 women. Preg-
nant women were recruited at maternity clinics and through the Helsinki and Uusimaa Hos-
pital District Fetomaternal Medical Center in Finland. Eligibility criteria included singleton
pregnancy, no prenatal diagnosis of chromosomal abnormality, maternal age > 18 years,
and sufficient Finnish language ability to ensure informed consent. The ITU study com-
prises two study arms. Women in the chromosomal testing arm (cases, n = 544) had
been referred to the Helsinki and Uusimaa Hospital District Fetomaternal Medical Center
(FMC) because they had an increased risk of fetal chromosomal abnormalities based on
routine serum and ultrasound screening, age, and patient characteristics. The screening
is described in detail in Kvist et al. [8]. In brief, the screening program was a combina-
tion of serum screening and ultrasound examinations, including a nuchal translucency
scan. Women who had a positive screening result (i.e., an estimated risk of fetal chro-
mosomal abnormality >1:250, based on serum and ultrasound screening, age, maternal
height and weight, and prior history) were then offered fetal chromosomal testing (CVS or
amniocentesis followed by trisomy PCR, or noninvasive prenatal testing) at FMC. If the
chromosomal test indicated no fetal chromosomal abnormalities, those who had expressed
interest in participating were contacted for final recruitment. Those whose chromosomal
test results suggested a fetal chromosomal abnormality were not recruited. Women in the
no-chromosomal testing arm (controls, n = 399) were informed about ITU when attending
the same routine serum and ultrasound screening at maternity clinics as the women in
the chromosomal testing arm. Women who expressed interest in participating were con-
tacted for final recruitment into this study arm if they had not been referred to FMC for
fetal chromosomal testing. After careful inspection, one woman was excluded from the
analyses post hoc as she did not meet the clear-cut case-control definition. One woman
who had originally been accidentally coded as control was recoded as case. This resulted in
399 controls and 544 case women in the final analysis. Demographic information on the
ITU cohort, as well as on the screening variables, is presented in Table 1.

4.1.2. Phenotypes
Maternal Characteristics

Maternal characteristics are described in detail by Kvist et al. [8] and were extracted
from the Finnish Medical Birth Register (FMBR) as well as through self-report question-
naires on their depressive, anxiety, and perceived stress symptoms up to three times during
pregnancy. With regards to psychometric assessments, the mothers completed question-
naires on their depressive, anxiety, and perceived stress symptoms up to three times during
pregnancy, on average (median) at 19.3 [Standard Deviation (SD) = 3.7], 26.1 (SD = 3.1), and
38.1 (SD = 8.5) weeks of gestation, respectively. Depressive symptoms were assessed with
the Center for Epidemiologic Studies Depression Scale [31], perceived stress symptoms with
a 5-item version of the Cohen’s Perceived Stress Scale [32], and anxiety symptoms with the
Spielberger State Anxiety Inventory (STAI) [33]. All three are validated questionnaires [33],
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and the CESD and the STAI have also been validated among pregnant women [34]. In our
sample, the Cronbach’s alphas indicating the internal consistencies of the scales ranged
from 0.87 to 0.89 for CESD, from 0.94 to 0.95 for STAI, and from 0.69 to 0.71 for Cohen’s
Perceived Stress Scale.

Child Characteristics

Data on the child’s sex (girl/boy), gestation length (weeks), and birth weight (grams)
were extracted from the FMBR. We extracted data on diagnoses of congenital malforma-
tions and, more specifically, on malformations of the circulatory system from the Finnish
nationwide Care Register for Healthcare (HILMO). The HILMO healthcare register includes
primary and subsidiary diagnoses of all hospitalizations in Finland since 1969 and of all vis-
its in specialized outpatient care since 1998. Diagnoses have been entered into the HILMO
according to the International Statistical Classification of Diseases and Related Health
Problems, Eighth Revision (ICD-8) until 1986, according to ICD-9 from 1987 to 1995, and
according to ICD-10 since 1996. The HILMO is a validated tool for research [35]. We had
lifetime data from HILMO available until 31 December 2017. Diagnosis of any congenital
malformation, deformation, or chromosomal abnormalities was identified with ICD-10
diagnostic codes Q00-Q99. We also identified congenital malformations, specifically of
the circulatory system, with diagnostic codes Q20-Q28. These diagnoses were identified
from childbirth until 31 December 2017, when the children were between 2 days and
5.7 years old.

4.2. Biosampling, DNA/RNA Extractions

Placenta samples from the fetal side of the placenta, relatively close to the umbilical
cord, were collected after birth by midwives who took nine-site biopsies within 120 min
of delivery. The biopsies were stored in RNA storage solution (RNAprotect, Qiagen)
until frozen by research staff at —80 °C (within 24 h of delivery) for long-term storage.
Chorionic villus (CVS) biopsies were collected by experienced obstetricians in early preg-
nancy (weeks 8-12). After chromosomal analysis, surplus tissue was immediately stored
at —80 °C. DNA and RNA were extracted from CVS and delivery placenta, and DNA
was extracted from cord blood leukocytes using a bead-based method optimized by tissue
type (Chemagic 360 Perkin Elmer). Total CVS biospecimens were homogenized and split
40-60% for RNA-DNA extraction. Delivery placenta samples preserved in RNAprotect
reagent were thawed, and equal-sized aliquots were dissected, homogenized, and split
40-60% for RNA-DNA extraction. Quantification and quality assessments were performed
using a TapeStation Automated Electrophoresis system (Agilent) and an Epoch Microplate
Spectrophotometer (BioTek, Agilent). All extractions were performed at the BioPrep core
unit, Max Planck Institute for Psychiatry.

4.3. Genotyping, Imputation, and MDS Components

Genotyping was performed on Illumina GSA-24v2-0_Al arrays, according to the
manufacturer’s guidelines (Illumina Inc., San Diego, CA, USA). Quality control is described
in detail in Dieckmann et al. [36]. After quality control, genotypes from 592 individuals and
338,132 SNPs were subjected to imputation. Imputation was performed using shapeit2 [37]
and impute2 [38] based on the 1000 Genomes Phase III reference sample. After imputation,
SNPs with an info score below 0.6, a minor allele frequency below 0.01, or deviating from
Hardy-Weinberg equilibrium (p-value < 1 x 10~°) were excluded from further analysis
resulting in 9,826,011 SNPs. Multi-dimensional scaling (MDS) was performed in PLINK on
the genotyped dataset after linkage disequilibrium pruning.

4.4. CNV Calling

Quality control on individuals” SNP genotyping was performed as described in Dieck-
mann et al. [36]. Briefly, individuals presenting with callrates < 98% or being outliers in
the multi-dimensional scaling analysis were removed from the analysis. For calling of
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CNVs, raw .idat files of these 592 IDs were converted into vcf files and tabular input files
using gtc2vcf (https://github.com/freeseek/gtc2vcf, accessed on 9 July 2021), VCF-simplify
(https:/ /github.com/everestial / VCF-simplify, accessed on 9 July 2021), and R [39]. SNPs
were excluded if any of these conditions were met: callrate < 98%, cluster separation < 0.3,
AB R Mean <= 0.2, AB R Mean <= 0.2, BB R Mean <= 0.2, ABT Mean <= 0.1 or ABT
Mean > 0.9, Het Excess < —0.9 or Het Excess > 0.9, minor allele frequency > 0 and AB
Freq=0, AA Freq = 1 and AA T Mean > 0.3, AA Freq = 1 and AA T Dev > 0.06, BB
Freq =1 and BB T Mean < 0.7, BB Freq = 1 and BB T Dev = 0.06. These values were cho-
sen with regard to Illumina’s recommendation (https:/ /www.illumina.com/Documents/
products/technotes/technote_infinium_genotyping_data_analysis.pdf, accessed on 9 July
2021). Afterward, CNVs were called using PennCNV [40], correcting for GC content as
described in Diskin et al. [41]. Adjacent calls were merged and individuals with poor
quality parameters were removed, according to the default settings (fraction < 0.2, LRR
SD > 0.3, BAF drift > 0.01, WF > 0.05). Furthermore, CNV calls spanning less than 10 SNPs,
individuals with more than 100 CNVs, and spurious CNVs, which are likely in centromeric
and telomeric regions, were removed according to the recommendations of Lin et al. [42]
and Li et al. [43] This resulted in a final sample size of 574 IDs (277 controls and 297 cases)
and 9334 detected CNV calls including 3445 CNVs (2290 deletions and 1155 duplications).
We used ClassifyCNV (https://github.com/Genotek/ClassifyCNV, accessed on 13 July
2021), to classify detected CNVs according to guidelines [44] of the American College
of Medical Genetics and Genomics into the categories: benign, likely benign, uncertain
significance, likely pathogenic, or pathogenic. Of the called CNVs, 3382 could be defined
with ClassifyCNV, 239 CNVs were identified as likely pathogenic or pathogenic, 1177 as
benign and 1966 with uncertain significance. A detailed list of classified CNVs is given in
Supplementary Table S1.

4.5. RNA Sequencing

The QuantSeq 3’ mRNA-Seq Library Prep Kit (Lexogen) was used to generate messen-
ger RNA (mRNA) sequencing libraries from both term placenta and CVS RNA samples. All
libraries were multiplexed and sequenced on an [llumina HighSeq4000 system at a depth
of 10 million reads per mRNA library. Adapter sequences were trimmed using cutadapt
(https://cutadapt.readthedocs.io/en/stable/), and sequenced reads were aligned to the
human genome reference using the STAR aligner [45]. We performed featureCounts [46]
and filtered the datasets to genes presenting with a raw count of at least 10 in at least 90% of
the individuals, resulting in a final dataset including 8245 transcripts and 493 individuals
for the term placentas. For the CVS dataset, the same filtering led to 9089 transcripts
quantified in 266 individuals.

4.6. Statistical Analysis

All statistical analyses were performed in R version 4.0.4 and SPSS 28.0. p-value
thresholds are given separately for each sub-analysis.

4.6.1. Differences in Congenital Malformations Using Cox Regression

We checked if cases and controls nominal significantly differed with regards to the
hazard of congenital malformations using Cox regression models as implemented in the
R-package survival 3.2.13. The follow-up time of cases was significantly longer as compared
to controls (p = 5.52 x 108, Wilcoxon-test); hence, we limited the follow-up time of cases
to the age of the eldest child in the control group and individuals who had been diagnosed
with congenital malformations after that time, were set to not diagnosed.

First, we tested which covariates that were different between cases and controls were
also significantly nominally associated with congenital malformations using Cox regression
models. These covariates (none for any congenital malformation, maternal BMI in early
pregnancy for congenital malformations within the circulatory system: p = 0.004, hazard
ratio = 1.10 [1.03-1.18]) were then included in the final Cox regression model on case-
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control differences. Survival curves were plotted using the R-package survminer 0.4.9. All
p-values < 0.05 were considered significant.

4.6.2. Association of Congenital Malformations with Screening Variables

Association was tested using linear regression models, with the screening variables as
dependent, congenital malformations as independent variable, and case-control status as
covariate. Due to high skewness, screening variables were first log-transformed and then
Z-standardized, while risk percentages were transformed into normally distributed data
using inverse rank transformation. All p-values < 0.05 were considered significant.

4.6.3. CNV Associations

Associations with CNVs were computed in PLINK [47]. We calculated burden tests,
testing if the total number of detected CNVs differed between cases and controls or be-
tween carriers of congenital malformations and non-carriers. Due to the high number of
tests, empirical p-values, which are then already corrected for multiple testing, based on
10,000 permutations, were computed. Empirical p-values < 0.05 were considered significant.
Enrichment of CNV positions for GO terms and GWAS hits were tested using FUMA [48].
Positions of identified CNVs were not enriched for any GO terms or reported hits for
neurodevelopmental disorders (at a false discovery rate (FDR) of 0.05).

4.6.4. Differential Gene Expression

Analysis of differential gene expression was conducted in R [39]. Raw gene counts
were voom transformed [49], and afterward, differential gene expression was calculated
using the R-package eBayes function in the R-package limma [50]. Surrogate variable (SV)
analysis was used to correct for possible batch effects as well as cell type heterogeneity [51].
For both CVS and term placental tissue, the first SV was detected as significant (according
to the permutation procedure implemented in the package) and used as a covariate in the
subsequent analyses. Furthermore, those variables that were significantly different between
cases and controls, i.e., maternal age, maternal BMI in early pregnancy, as well as smoking,
and parity (uniparous vs. multiparous), were used as covariates. We also included the
child’s sex and gestational age (in weeks at sampling), as both have been associated with
placental gene expression [52]. Differential gene expression was calculated for congenital
malformations within the circulatory system and CNVs in both tissues. Within each
analysis, multiple testing correction was applied based on the Benjamini-Hochberg [53]
approach, and all p-values were considered significant at FDR of <0.1.

4.6.5. p-Values

All reported p-values are two-sided. For the association of congenital malformations
with screening variables, we hypothesized that individuals with congenital malformations
were comparable to cases with regard to their outcome in screening variables. Hence,
one-sided p-values are presented.

4.6.6. Enrichment for Pre-Eclampsia Genes

Of the 15 genes that were differentially expressed in CVS tissue with congenital
malformations within the circulatory, 11 genes had been associated with pre-eclampsia
before. To assess if this overlap was nominal significantly higher than expected by chance,
we assumed that 9% of all investigated genes are associated with pre-eclampsia, based on
the results for Saei et al. [14]. Using a binomial distribution, the chance to get at least 11 hits
out of 15 genes is 9.91 x 10711,

Supplementary Materials: The supporting information can be downloaded at: https://www.mdpi.
com/article/10.3390/ijms231911448 /s1.


https://www.mdpi.com/article/10.3390/ijms231911448/s1
https://www.mdpi.com/article/10.3390/ijms231911448/s1

Int. . Mol. Sci. 2022, 23, 11448 14 of 16

Author Contributions: Conceptualization, D.C., C.C., EK., H.L,, K.R. and E.B.B.; data curation,
M.L.-P,, MK, S.S. (Susann Sauer), M.R.-H., S.S. (Sara Sammallahti), E.K. and J.L.; formal analysis,
D.C., M.L.-P. and L.D,; funding acquisition, K.R.; investigation, D.C., C.C., M.K,, S.S. (Susann Sauer),
M.R.-H,, S.S. (Sara Sammallahti), H.L., ].L., K.R. and E.B.B.; methodology, C.C.; project administration,
S.S. (Sara Sammallahti), E.K. and H.L.; software, D.C.; supervision, K.R. and E.B.B.; validation, C.C.;
visualization, D.C.; writing—original draft, D.C. and C.C.; writing—review and editing, D.C., C.C,,
M.L.-P, L.D., M.K,, S.S. (Susann Sauer), M.R.-H., S.S. (Sara Sammallahti), E.K., H.L., J.L., K.R. and
E.B.B. All authors have read and agreed to the published version of the manuscript.

Funding: The ITU is funded by the Academy of Finland (award numbers: 284859, 312670, 1324596).
CC received funding from the Banting Postdoctoral Fellowship. ML-P receives funding from the
Academy of Finland, University of Helsinki Funds. The funders had no role in the design of the
study and collection, analysis, and interpretation of data and in writing the manuscript.

Institutional Review Board Statement: This study involves human participants. The ITU research
protocol has been approved by the Coordinating Ethics Committee of the Helsinki and Uusimaa
Hospital District (approval date: 18 May 2010, reference number: 269/13/03/00/09). The study
protocol follows the Helsinki Declaration.

Informed Consent Statement: Participants provided written informed consent to participate in the
study before taking part.

Data Availability Statement: Due to the sensitive nature of the patient data used in the current study
and consent, the data sets are not and cannot be made publicly available. However, an interested
researcher can obtain a de-identified data set after approval from ITU Study Board. Data requests
may be subject to further review by the national register authority and by the ethical committees.

Acknowledgments: We thank the BioPrep biobank core unit at MPI Psychiatry in Munich, Germany,
for their work on DNA and RNA extractions.

Conflicts of Interest: The authors declare no conflict of interest. The funders had no role in the design
of the study, in the collection, analyses, or interpretation of data, in the writing of the manuscript, or
in the decision to publish the results.

References

1.  Carlson, L.M.; Vora, N.L. Prenatal Diagnosis: Screening and Diagnostic Tools. Obstet. Gynecol. Clin. N. Am. 2017, 44, 245-256.
[CrossRef] [PubMed]

2. Bardi, F; Bosschieter, P.; Verheij, J.; Go, A.; Haak, M.; Bekker, M.; Sikkel, E.; Coumans, A.; Pajkrt, E.; Bilardo, C. Is there still a role
for nuchal translucency measurement in the changing paradigm of first trimester screening? Prenat Diagn. 2020, 40, 197-205.
[CrossRef] [PubMed]

3. Fruscalzo, A.; Cividino, A.; Rossetti, E.; Maurigh, A.; Londero, A.P,; Driul, L. First trimester PAPP-A serum levels and long-term
metabolic outcome of mothers and their offspring. Sci. Rep. 2020, 10, 5131. [CrossRef] [PubMed]

4. Zhang, Z.; Hu, T.; Wang, J.; Li, Q.; Wang, H.; Liu, S. Prenatal Diagnostic Value of Chromosomal Microarray in Fetuses with
Nuchal Translucency Greater than 2.5 mm. BioMed Res. Int. 2019, 2019, 6504159. [CrossRef]

5. Hui, L.; Hutchinson, B.; Poulton, A.; Halliday, J. Population-based impact of noninvasive prenatal screening on screening and
diagnostic testing for fetal aneuploidy. Genet. Med. 2017, 19, 1338-1345. [CrossRef] [PubMed]

6. Pos, O, Budis, J.; Szemes, T. Recent trends in prenatal genetic screening and testing. F1000Research 2019, 8, 764. [CrossRef]
[PubMed]

7. Nadler, H.L.; Gerbie, A.B. Role of Amniocentesis in the Intrauterine Detection of Genetic Disorders. N. Engl. J. Med. 1970,
282,596-599. [CrossRef] [PubMed]

8.  Kuvist, T.; Sammallahti, S.; Lahti-Pulkkinen, M.; Cruceanu, C.; Czamara, D.; Dieckmann, L.; Tontsch, A.; Roh, S.; Rex-Haffner, M.;
Wolford, E.; et al. Cohort profile: InTraUterine sampling in early pregnancy (ITU), a prospective pregnancy cohort study in
Finland: Study design and baseline characteristics. BMJ Open 2022, 12, €049231. [CrossRef] [PubMed]

9.  Conover, W.]. Pracitcal Nonparametric Statistics, 3rd ed.; Wiley: Hoboken, NJ, USA, 1999.

10. Southard, A.E.; Edelmann, L.J.; Gelb, B.D. Role of Copy Number Variants in Structural Birth Defects. Pediatrics 2012, 129, 755-763.
[CrossRef] [PubMed]

11. Zhang, R.; Chen, X.; Wang, D.; Chen, X.; Wang, C.; Zhang, Y.; Xu, M,; Yu, J. Prevalence of chromosomal abnormalities identified
by copy number variation sequencing in high-risk pregnancies, spontaneous abortions, and suspected genetic disorders. J. Int.
Med. Res. 2019, 47, 1169-1178. [CrossRef] [PubMed]

12.  Heo, Y,; Heo, J.; Han, S.-S.; Kim, W.J.; Cheong, H.S.; Hong, Y. Difference of copy number variation in blood of patients with lung

cancer. Int. ]. Biol. Mark. 2020, 36, 3-9. [CrossRef] [PubMed]


http://doi.org/10.1016/j.ogc.2017.02.004
http://www.ncbi.nlm.nih.gov/pubmed/28499534
http://doi.org/10.1002/pd.5590
http://www.ncbi.nlm.nih.gov/pubmed/31697852
http://doi.org/10.1038/s41598-020-61830-5
http://www.ncbi.nlm.nih.gov/pubmed/32198414
http://doi.org/10.1155/2019/6504159
http://doi.org/10.1038/gim.2017.55
http://www.ncbi.nlm.nih.gov/pubmed/28518169
http://doi.org/10.12688/f1000research.16837.1
http://www.ncbi.nlm.nih.gov/pubmed/31214330
http://doi.org/10.1056/NEJM197003122821105
http://www.ncbi.nlm.nih.gov/pubmed/4244215
http://doi.org/10.1136/bmjopen-2021-049231
http://www.ncbi.nlm.nih.gov/pubmed/35105615
http://doi.org/10.1542/peds.2011-2337
http://www.ncbi.nlm.nih.gov/pubmed/22430448
http://doi.org/10.1177/0300060518818020
http://www.ncbi.nlm.nih.gov/pubmed/30732499
http://doi.org/10.1177/1724600820980739
http://www.ncbi.nlm.nih.gov/pubmed/33307925

Int. . Mol. Sci. 2022, 23, 11448 150f 16

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.
34.

35.

36.

37.

38.

Redon, R.; Ishikawa, S.; Fitch, K.R.; Feuk, L.; Perry, G.H.; Andrews, T.D.; Fiegler, H.; Shapero, M.H.; Carson, A.R.; Chen, W.; et al.
Global variation in copy number in the human genome. Nature 2006, 444, 444-454. [CrossRef] [PubMed]

Saei, H.; Govahi, A.; Abiri, A.; Eghbali, M.; Abiri, M. Comprehensive transcriptome mining identified the gene expression
signature and differentially regulated pathways of the late-onset preeclampsia. Pregnancy Hypertens. 2021, 25, 91-102. [CrossRef]
van Uitert, M.; Moerland, P.D.; Enquobahrie, D.A.; Laivuori, H.; van der Post, J.A.; Ris-Stalpers, C.; Afink, G.B. Meta-Analysis
of Placental Transcriptome Data Identifies a Novel Molecular Pathway Related to Preeclampsia. PLoS ONE 2015, 10, e0132468.
[CrossRef] [PubMed]

Vennou, K.E.; Kontou, P.I; Braliou, G.G.; Bagos, P.G. Meta-analysis of gene expression profiles in preeclampsia. Pregnancy
Hypertens. Int. ]. Women's Cardiovasc. Health 2019, 19, 52-60. [CrossRef]

Paulson, K.R.; Kamath, A.M.; Alam, T.; Bienhoff, K.; Abady, G.G.; Abbas, J.; Abbasi-Kangevari, M.; Abbastabar, H.; Abd-Allah, E;
Abd-Elsalam, S.M.; et al. Global, regional, and national progress towards Sustainable Development Goal 3.2 for neonatal and child
health: All-cause and cause-specific mortality findings from the Global Burden of Disease Study 2019. Lancet 2021, 398, 870-905.
[CrossRef]

de Knegt, V.E.; Hedley, P.L.; Kanters, ] K.; Thagaard, I.N.; Krebs, L.; Christiansen, M.; Lausten-Thomsen, U. The Role of Leptin in
Fetal Growth during Pre-Eclampsia. Int. J. Mol. Sci. 2021, 22, 4569. [CrossRef]

Sitras, V.; Paulssen, R.; Grenaas, H.; Leirvik, J.; Hanssen, T.; Vartun, A.; Acharya, G. Differential Placental Gene Expression in
Severe Preeclampsia. Placenta 2009, 30, 424-433. [CrossRef]

Kassotaki, I.; Valsamakis, G.; Mastorakos, G.; Grammatopoulos, D.K. Placental CRH as a Signal of Pregnancy Adversity and
Impact on Fetal Neurodevelopment. Front. Endocrinol. 2021, 12, 714214. [CrossRef]

Leviton, A.; Allred, E.N.; Kuban, K.C.; O’Shea, TM.; Paneth, N.; Majzoub, J. ELGAN study investigators Brain disorders
associated with corticotropin-releasing hormone expression in the placenta among children born before the 28th week of gestation.
Acta Paediatr. 2015, 105, e7-el1. [CrossRef]

Karteris, E.; Vatish, M.; Hillhouse, E.-W.; Grammatopoulos, D.K. Preeclampsia Is Associated with Impaired Regulation of the
Placental Nitric Oxide-Cyclic Guanosine Monophosphate Pathway by Corticotropin-Releasing Hormone (CRH) and CRH-Related
Peptides. J. Clin. Endocrinol. Metab. 2005, 90, 3680-3687. [CrossRef]

Founds, S.A.; Ren, D.; Roberts, ].M.; Jeyabalan, A.; Powers, R.W. Follistatin-Like 3 Across Gestation in Preeclampsia and
Uncomplicated Pregnancies Among Lean and Obese Women. Reprod. Sci. 2014, 22, 402-409. [CrossRef] [PubMed]

Macintire, K.; Tuohey, L.; Ye, L.; Palmer, K.; Gantier, M.; Tong, S.; Kaitu'U-Lino, T.J. PAPPAZ2 is increased in severe early onset
pre-eclampsia and upregulated with hypoxia. Reprod. Fertil. Dev. 2014, 26, 351-357. [CrossRef] [PubMed]

Gurusinghe, S.; Wallace, E.M.; Lim, R. The relationship between Activin A and anti-angiogenic factors in the development of
pre-eclampsia. Pregnancy Hypertens. Int. |. Women’s Cardiovasc. Health 2014, 4, 3-6. [CrossRef] [PubMed]

Liu, C,; Xing, F; He, Y.; Zong, S.; Luo, C.; Li, C.; Duan, T.; Wang, K.; Zhou, Q. Elevated HTRA1 and HTRA4 in severe preeclampsia
and their roles in trophoblast functions. Mol. Med. Rep. 2018, 18, 2937-2944. [CrossRef]

Founds, S.; Conley, Y.; Lyons-Weiler, |.; Jeyabalan, A.; Hogge, W.A.; Conrad, K. Altered Global Gene Expression in First Trimester
Placentas of Women Destined to Develop Preeclampsia. Placenta 2009, 30, 15-24. [CrossRef]

Hayeems, R.Z.; Campitelli, M.; Ma, X.; Huang, T.; Walker, M.; Guttmann, A. Rates of prenatal screening across health care regions
in Ontario, Canada: A retrospective cohort study. CMA] Open 2015, 3, E236-E243. [CrossRef]

Zhu, H.; Jin, X,; Xu, Y.; Zhang, W.; Liu, X,; Jin, ].; Qian, Y.; Dong, M. Efficiency of non-invasive prenatal screening in pregnant
women at advanced maternal age. BMC Pregnancy Childbirth 2021, 21, 86. [CrossRef]

Kim, Y.-N.; Choi, D.-W.; Kim, D.S,; Park, E.-C.; Kwon, J.-Y. Maternal age and risk of early neonatal mortality: A national cohort
study. Sci. Rep. 2021, 11, 814. [CrossRef]

Radloff, L.S. The CES-D Scale: A Self-Report Depression Scale for Research in the General Population. Appl. Psychol. Meas. 1977,
1, 385-401. [CrossRef]

Cohen, S.; Kamarck, T.; Mermelstein, R. A global measure of perceived stress. ]. Health Soc. Behav. 1983, 24, 385-396. [CrossRef]

Spielberger, C.D. State-Trait Anxiety Inventory: Bibliography, 2nd ed; Consulting Psychologists Press: Washington, DC, USA, 1989.
Natamba, B.K.; Achan, J.; Arbach, A.; Oyok, T.O.; Ghosh, S.; Mehta, S.; Stoltzfus, R.].; Griffiths, ].K.; Young, S.L. Reliability
and validity of the center for epidemiologic studies-depression scale in screening for depression among HIV-infected and
-uninfected pregnant women attending antenatal services in northern Uganda: A cross-sectional study. BMC Psychiatry 2014,
14, 303. [CrossRef] [PubMed]

Sund, R. Quality of the Finnish Hospital Discharge Register: A systematic review. Scand. ]. Public Health 2012, 40, 505-515.
[CrossRef]

Dieckmann, L.; Lahti-Pulkkinen, M.; Kvist, T.; Lahti, J.; DeWitt, P.E.; Cruceanu, C.; Laivuori, H.; Sammallahti, S.; Villa, PM.;
Suomalainen-Konig, S.; et al. Characteristics of epigenetic aging across gestational and perinatal tissues. Clin. Epigenet. 2021,
13, 97. [CrossRef]

Delaneau, O.; Marchini, J.; Zagury, J.-F. A linear complexity phasing method for thousands of genomes. Nat. Methods 2011,
9,179-181. [CrossRef] [PubMed]

Marchini, J.; Howie, B.; Myers, S.; McVean, G.; Donnelly, P. A new multipoint method for genome-wide association studies by
imputation of genotypes. Nat. Genet. 2007, 39, 906-913. [CrossRef]


http://doi.org/10.1038/nature05329
http://www.ncbi.nlm.nih.gov/pubmed/17122850
http://doi.org/10.1016/j.preghy.2021.05.007
http://doi.org/10.1371/journal.pone.0132468
http://www.ncbi.nlm.nih.gov/pubmed/26171964
http://doi.org/10.1016/j.preghy.2019.12.007
http://doi.org/10.1016/S0140-6736(21)01207-1
http://doi.org/10.3390/ijms22094569
http://doi.org/10.1016/j.placenta.2009.01.012
http://doi.org/10.3389/fendo.2021.714214
http://doi.org/10.1111/apa.13174
http://doi.org/10.1210/jc.2004-2210
http://doi.org/10.1177/1933719114529372
http://www.ncbi.nlm.nih.gov/pubmed/24700053
http://doi.org/10.1071/RD12384
http://www.ncbi.nlm.nih.gov/pubmed/23484525
http://doi.org/10.1016/j.preghy.2013.09.002
http://www.ncbi.nlm.nih.gov/pubmed/26104245
http://doi.org/10.3892/mmr.2018.9289
http://doi.org/10.1016/j.placenta.2008.09.015
http://doi.org/10.9778/cmajo.20140110
http://doi.org/10.1186/s12884-021-03570-6
http://doi.org/10.1038/s41598-021-80968-4
http://doi.org/10.1177/014662167700100306
http://doi.org/10.2307/2136404
http://doi.org/10.1186/s12888-014-0303-y
http://www.ncbi.nlm.nih.gov/pubmed/25416286
http://doi.org/10.1177/1403494812456637
http://doi.org/10.1186/s13148-021-01080-y
http://doi.org/10.1038/nmeth.1785
http://www.ncbi.nlm.nih.gov/pubmed/22138821
http://doi.org/10.1038/ng2088

Int. . Mol. Sci. 2022, 23, 11448 16 of 16

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

R Development Core Team. R: A Language and Environment for Statistical Computing; R Foundation for Statistical Computing:
Vienna, Austria, 2017.

Wang, K.; Li, M.; Hadley, D.; Liu, R; Glessner, ].; Grant, S.F.; Hakonarson, H.; Bucan, M. PennCNV: An integrated hidden Markov
model designed for high-resolution copy number variation detection in whole-genome SNP genotyping data. Genome Res. 2007,
17,1665-1674. [CrossRef]

Diskin, S.J.; Li, M.; Hou, C; Yang, S.; Glessner, J.; Hakonarson, H.; Bucan, M.; Maris, ] M.; Wang, K. Adjustment of genomic waves
in signal intensities from whole-genome SNP genotyping platforms. Nucleic Acids Res. 2008, 36, €126. [CrossRef]

Lin, C.-F; Naj, A.C.; Wang, L.-S. Analyzing Copy Number Variation Using SNP Array Data: Protocols for Calling CNV and
Association Tests. Curr. Protoc. Hum. Genet. 2013, 79, 1-27. [CrossRef]

Li, Y.R.; Glessner, ].T.; Coe, B.P; Li, J.; Mohebnasab, M.; Chang, X.; Connolly, J.; Kao, C.; Wei, Z.; Bradfield, J.; et al. Rare copy
number variants in over 100,000 European ancestry subjects reveal multiple disease associations. Nat. Commun. 2020, 11, 255.
[CrossRef]

Riggs, E.R.; Andersen, E.F,; Cherry, A.M.; Kantarci, S.; Kearney, H.; Patel, A.; Raca, G.; Ritter, D.L; South, S.T.; Thorland, E.C.; et al.
Technical standards for the interpretation and reporting of constitutional copy-number variants: A joint consensus recommenda-
tion of the American College of Medical Genetics and Genomics (ACMG) and the Clinical Genome Resource (ClinGen). Genet.
Med. 2020, 22, 245-257, Correction in Genet. Med. 2021, 23, 2230. [CrossRef]

Dobin, A.; Davis, C.A.; Schlesinger, F.; Drenkow, J.; Zaleski, C.; Jha, S.; Batut, P.; Chaisson, M.; Gingeras, T.R. STAR: Ultrafast
universal RNA-seq aligner. Bioinformatics 2013, 29, 15-21. [CrossRef]

Liao, Y.;; Smyth, G.K.; Shi, W. feature Counts: An efficient general purpose program for assigning sequence reads to genomic
features. Bioinformatics 2014, 30, 923-930. [CrossRef]

Purcell, S.; Neale, B.; Todd-Brown, K.; Thomas, L.; Ferreira, M.A.R.; Bender, D.; Maller, J.; Sklar, P.; de Bakker, PI.W.;
Daly, M.]; et al. PLINK: A Tool Set for Whole-Genome Association and Population-Based Linkage Analyses. Am. ]. Hum.
Genet. 2007, 81, 559-575. [CrossRef]

Watanabe, K.; Taskesen, E.; van Bochoven, A.; Posthuma, D. Functional mapping and annotation of genetic associations with
FUMA. Nat. Commun. 2017, 8, 1826. [CrossRef] [PubMed]

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

Ritchie, M.E.; Belinda, P.; Wu, D.; Hu, Y.; Law, C.W,; Shi, W.; Smyth, G.K. limma powers differential expression analyses for
RNA-sequencing and microarray studies. Nucleic Acids Res. 2015, 43, e47. [CrossRef]

Leek, ].T.; Johnson, W.E.; Parker, H.S.; Jaffe, A.E.; Storey, ].D. The sva package for removing batch effects and other unwanted
variation in high-throughput experiments. Bioinformatics 2012, 28, 882-883. [CrossRef]

Gong, S.; Gaccioli, F.; Dopierala, J.; Sovio, U.; Cook, E.; Volders, PJ.; Martens, L.; Kirk, PD.W.; Richardson, S.; Smith, G.C.S.; et al.
The RNA landscape of the human placenta in health and disease. Nat. Commun. 2021, 12, 2639. [CrossRef]

Benjamini, Y.; Hochberg, Y. Controlling the False Discovery Rate: A Practical and Powerful Approach to Multiple Testing. J. R.
Stat. Soc. Ser. B 1995, 57, 289-300. [CrossRef]


http://doi.org/10.1101/gr.6861907
http://doi.org/10.1093/nar/gkn556
http://doi.org/10.1002/0471142905.hg0127s79
http://doi.org/10.1038/s41467-019-13624-1
http://doi.org/10.1038/s41436-019-0686-8
http://doi.org/10.1093/bioinformatics/bts635
http://doi.org/10.1093/bioinformatics/btt656
http://doi.org/10.1086/519795
http://doi.org/10.1038/s41467-017-01261-5
http://www.ncbi.nlm.nih.gov/pubmed/29184056
http://doi.org/10.1186/gb-2014-15-2-r29
http://doi.org/10.1093/nar/gkv007
http://doi.org/10.1093/bioinformatics/bts034
http://doi.org/10.1038/s41467-021-22695-y
http://doi.org/10.1111/j.2517-6161.1995.tb02031.x

