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Abstract

Objective

To assess the influence of gender, time of the day and gestational age on fetal heart rate
(FHR) parameters between appropriate-for-gestational-age (AGA) and small-for-gestational
age (SGA) fetuses using a portable fetal ECG monitor employed in the home setting.

Methods

We analysed and compared the antenatal FHR data collected in the home setting on 61
healthy pregnant women with singleton pregnancies from 24 weeks gestation. Of the 61
women, 31 had SGA fetuses (estimated fetal weight below the tenth gestational centile) and
30 were pregnant with AGA fetuses. FHR recordings were collected for up to 20 h. Two 90
min intervals were deliberately chosen retrospectively with respect to signal recording qual-
ity, one during day-time and one at night-time for comparison.

Results

Overall, success rate of the fetal abdominal ECG in the AGA fetuses was 75.7% compared
to 48.6% in the SGA group. Based on randomly selected episodes of heart rate traces
where recording quality exceeded 80% we were able to show a marginal difference between
day and night-time recordings in AGA vs. SGA fetuses beyond 32 weeks of gestation. A
selection bias in terms of covering different representation periods of fetal behavioural
states cannot be excluded. In contrast to previous studies, we neither controlled maternal
diet and activity nor measured maternal blood hormone and heart rate as all mothers were
monitored in the home environment.
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Conclusion

Based on clinically unremarkable, but statistically significant differences in the FHR parame-
ters between the AGA and SGA group we suggest that further studies with large sample
size are required to assess the clinical value of antenatal fetal ECG monitoring.

Introduction

Antepartum cardiotocography (CTG) is widely used for the assessment of fetal well-being,
although there is no high-quality evidence to indicate that it improves perinatal outcomes [1,
2]. Such lack of evidence may be partly explained by the limited understanding of the influence
of gestational age, fetal weight, gender and time of the day on the interpretation of CTG pat-
terns. Nonetheless, some evidence of improved predictive performance has been reported with
the use of computer analysis, which is more objective and consistent [3].

Studies have shown changes in CTG parameters with gestation in appropriate-for-gesta-
tional-age (AGA) and small-for-gestational-age (SGA) fetuses [3-7]. In addition, some studies
suggest differences in fetal heart rate (FHR) patterns between male and female fetuses [1, 8]
and between the day or night recordings [9-12]. However, all previous studies were carried
out in hospital in clinical settings in which maternal activity is controlled rather than under
domestic conditions which are more likely to reflect normal day time maternal activities. Fur-
thermore, there is limited data on the FHR variables as most studies utilised visual rather than
computerised system analysis of FHR tracings. Furthermore, to our knowledge, no previous
study has compared the influence of gestational age, time of day and fetal gender on FHR pat-
terns between AGA and SGA fetuses concurrently.

The aim of our present study was to explore the effects of diurnal variation, gestational age
and gender on computerized CTG in a cohort of healthy pregnant women carrying AGA and
SGA fetuses in their home environment using a portable abdominal fetal ECG monitor (Mon-
ica Healthcare, Nottingham, UK).

Material and methods

This work was undertaken to analyze and compare FHR data published separately on normal
[6] and SGA fetuses [7] that were monitored in the home environment. Both prospective stud-
ies were carried out according to ethics approval from the University and Affiliated Teaching
Hospitals Research Ethic Board. The study on small for gestational age fetuses was approved
by North-West Preston NRES Research Ethics committee (15/NW/0278) and on appropriate
for gestational age fetuses was approved by Research Ethics Committee (REC reference num-
ber: 07/Q0108/127). A total of 61 maternal-fetal pairs between 24 and 40 weeks gestation pro-
vided the data for this study. Inclusion criteria for both groups were a maternal age of >18
years with a singleton pregnancy >24 weeks gestation confirmed by early ultrasound scan.
For the purpose of this study, we used the definition by the Royal College of Obstetricians
and Gynaecologists (RCOG) [13] which informs UK clinical practice, based on sonographic
estimated fetal weight (EFW) measurement <10 percentile to describe a fetus that has not
reached its target weight. Patients were divided into two groups for comparison; fetuses with
EFW below the 10™ percentile for gestational age (SGA) and fetuses with EFW >10" percen-
tile for gestation (AGA). Exclusion criteria were known fetal malformation, alcohol depen-
dence and any pharmacologically treated co-morbid conditions (e.g. diabetes, hypertension,
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thyroid diseases, and cardiac problems). None of the participants used medications including
B-blockers, central nervous system depressants, tocolytics or steroids which could possibly
affect the FHR. Information about each pregnancy, the characteristics of deliveries and new-
born outcomes were collected from the medical records.

Women provided informed, voluntary, written consent prior to participation. The fetal
ECG monitor (Monica AN24) was attached to the participant’s abdomen by placing five skin
electrodes in standardized positions [14]. Participants went home, carried on with day-to-
day activities whilst wearing the monitor and removed the monitor after 20 hours had
elapsed. They were advised to take off the monitor at any time if they experienced any dis-
comfort. The monitor was either collected from participant’s home by the research team or
returned by the participant the following day. Daily activity was to the discretion of the par-
ticipants. No protocol was followed nor were the times of maternal resting and activity
recorded.

Fetal electrophysiological data recorded by the monitor were downloaded later via USB
connection. The methodology used for signal extraction and analysis has been described in
detail by Cohen et al [15]. In order to investigate changes in FHR pattern between the day and
night times, three consecutive 30 min frames (90 min data) with FHR acquisition success rate
of >80% were selected randomly during the “day” (7:00-23:00) and “night” (23:00-7:00) peri-
ods of the same individual. The FHR parameters studied from the Dawes Redman analysis for
this study were:

o Basal FHR: baseline heart rate
« Long-term FHR variation (LTV): overall: minute-by-minute range of pulse intervals

« Short-term FHR variation (STV) overall: sequential epoch-to-epoch variation. Both the LTV
overall and the STV overall are measured in milliseconds (ms).

o Accelerations: increase in FHR above the baseline that lasted longer than 15 s and had an
amplitude greater than 10 bpm.

« Episodes of high FHR variation (corresponding to active fetal sleep cycles): episodes in
which the LTV in at least 5 out of 6 consecutive minutes was equal to or greater than 32 ms.

In contrast to the ultrasound-based CTG monitors, although the fetal ECG monitor (Mon-
ica AN24) uses different signals to acquire FHR data, the monitor relies on the same averaging
algorithm as introduced by Dawes and Redman [16] to calculate STV and other automated
FHR parameters. In all cases, FHR data selected for the analysis fulfilled the Dawes Redman
criteria.

Statistical analysis

Independent sample t-tests were used to compare the characteristics of mothers and babies
between the two groups.

Mean differences in day and night time measurements of FHR parameters were calculated
within the AGA and the SGA group. To compare differences between groups, linear models
were fitted with FHR as the dependent variable and fixed factors for time of measurement and
fetus size as independent variables. An interaction term between the two fixed factors was
included to test if there was a difference in the day and night time measurements between the
two groups. Generalised estimating equations were used to fit the models to allow for repeated
measurements on individuals [17]. Differences between groups and time of recording are visu-
ally displayed using marginal means from the fitted models.
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Mean differences between genders were calculated within the AGA and the SGA group. To
compare differences between genders, linear models were fitted with FHR measurement as the
dependent variable and fixed factors for gender and fetus size as independent variable. An
interaction term between the two fixed factors was included to test if there was a difference in
measurements between genders in the normal and the SGA group. Generalised estimating
equations were used to fit the models to allow for repeated measurements on individuals.

Linear models were used to examine the relationship between heart rate parameters mea-
sured at night and gestational age at time of recording. Models were fitted with FHR as the
dependent variable and a fixed factor for fetus size and gestational age covariate as indepen-
dent variables. An interaction term between the two independent variables was included to
allow for different relationships in the normal and the SGA group. Step wise model selection
was used to first test for the interaction, the difference between the two groups and finally the
linear trend. At each step, non-significant terms were removed.

Results

A total of 61 maternal-fetal pairs were studied; 30 participants carried AGA and 31 carried
SGA fetuses. The baseline characteristics of the participants and their fetuses are given in
Table 1. Although, the two groups were broadly comparable in terms of demographics and
gestations both at the time of recording and delivery, gender distribution was significantly dif-
ferent between the two groups with more male fetuses in the AGA group and a significantly
higher number of females in the SGA group (P = 0.027). As expected, birth weight was signifi-
cantly lower in the SGA group (P<0.001).

One hundred and twenty-two recordings (61 day and 61 night) made over 90min segments
were analysed from 30 AGA and 31 SGA fetuses. All the parameters from both AGA and SGA
fetuses were in the normal range at any times of the observations. Exact time of the day and
maternal activity during the recordings could not be reconstructed retrospectively.

Table 2 summarizes and compares day: night differences between the two groups. A signifi-
cant variation in day: night recording was observed in AGA fetuses with a fall in basal FHR
and an increase in STV, LTV, number of accelerations and time spent in high variation epi-
sode at night time (P < 0.05). The differences in STV, though, are within 1 millisecond of vari-
ation. However, SGA fetuses exhibited day: night difference only in basal FHR (P<0.001),
whereas STV, LTV, acceleration and time spent in HV remained unchanged (P>0.05). This
comparison is further illustrated in Fig 1.

With respect to gender, even though, the difference in STV between male and female
fetuses was higher both in the AGA and the SGA groups than the diurnal variation described
above, this observation did not reach statistical significance (Table 3).

Further analysis of the effect of gestational age on FHR parameters (Table 4) showed no sig-
nificant difference between AGA and SGA fetuses.

Table 1. Summary statistics for maternal and fetal demographic and obstetric characteristics between the AGA and the SGA.

Age (years)

Body mass index (kg/m?)
Gestational age at recording (weeks)
Gestational age at delivery (weeks)
Weight of baby (kg)

Sex of babyMaleFemale

https://doi.org/10.1371/journal.pone.0193908.t001

AGA (N =30) SGA (N =31) Difference (95% CI) P-Value

28.9 (5.6) 30.0 (6.1) -1.1(-4.1, 1.9) 0.456
26.3 (5.7) 25.2 (6.3) 1.1(-2.0, 4.2) 0.479
33.8(3.9) 35.1(3.2) -1.3(-3.1,0.5) 0.158
38.9 (2.4) 39.0 (1.8) -0.1(-1.1, 1.0) 0.918
3.46 (0.55) 2.93(0.51) 0.53(0.25, 0.80) <0.001
19 (63.3%)11 (36.7%) 10 (34.5%)19 (65.5%) 31.1(6.0,51.2) 0.027
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Table 2. Comparison of day and night fetal heart rate parameters in AGA and SGA fetuses.

AGA (N =30) SGA (N =31) Model Estimate' (95% | P-Value

DayMean NightMean Difference(95% | DayMean NightMean Difference(95% Cn

(SD) (SD) CI) (SD) (SD) CI)
bFHR (bpm) 136.1(9.2) 131.6(7.4) 4.6(1.5,7.7) 137.2(8.9) 129.0(6.6) 8.2(1.2, 5.6) -3.6(-7.1,-0.1) 0.045
STV (ms) 10.9(2.7) 11.8(2.8) -0.9(-1.7, -0.04) 11.0(2.8) 10.8(3.1) 0.2(-0.5, 1.0) -1.1(-2.2, -0.04) 0.043
LTV (ms) 58.3(14.0) 63.3(14.8) -5.0(-8.6, -1.4) 60.1(13.0) 59.4(15.2) 0.7(-3.2, 4.5) -5.6(-10.8, -0.5) 0.030
Accelerations 10.2(4.7) 13.2(5.6) -3.0(-4.5, -1.6) 7.3(2.3) 7.3(2.8) 0.1(-1.0, 1.1) -3.1(-4.8,-1.4) <0.001
(number)
HV (ms) 56.3(18.0) 61.6(14.9) -5.3(-11.6, 1.0) 58.7(19.1) 60.1(23.0) -1.5(-7.9, 4.9) -3.8(-12.2,4.7) 0.378

"The estimate from the model compares differences in measurements from day to night in the AGA and SGA groups.

https://doi.org/10.1371/journal.pone.0193908.t002

A significant negative correlation between gestational age and basal FHR (Fig 2; P = 0.003)
and a weak non-significant positive correlation between LTV, accelerations and time spent in
HYV and gestational age was observed in both groups (P>0.05).

Discussion

AGA fetuses exhibited a clinically unremarkable, but in our data statistically significant differ-
ence of the Dawes and Redman parameter set between daytime and nighttime recordings.
This difference could not be demonstrated in fetuses with known SGA. SGA fetuses showed
similar change in FHR pattern with gestational age as AGA fetuses. Gender did not influence
CTG interpretation in either group.

This is the first study to compare and report changes in day: night FHR parameters, gesta-
tional age and gender related differences in CTG in AGA and SGA fetuses in home environ-
ment. Our data was retrieved collecting recordings of the FHR in a home environment over 20
hours. Data quality was as such, that overall 3x30 min both during daytime and night-time
met the quality criteria for computerized Dawes and Redman analysis. This is most likely due
to the fact, that muscular activity during maternal movement is likely to obscure the fetal ECG
from the trans-abdominal recording to a significant proportion.

There are several limitations of this study. There is no consensus on the terminology and
diagnostic criteria of fetal growth restriction. The most widely used definition for fetal growth
restriction in the United States is an estimated fetal weight (EFW) <10™ percentile for gesta-
tional age [18]. However, the Royal College of Obstetricians and Gynaecologists (RCOG) con-
siders that fetuses with an EFW or abdominal circumference (AC) <10 percentile, as well as
infants with a birthweight <10™ percentile are SGA, which is different from fetal growth
restriction [13]. SGA includes: 1) babies that have not reached their target growth thorough
pathological restriction of the genetic growth potential and possible manifestations of fetal
compromise (Doppler abnormalities) and 2) babies that are constitutionally small [19]. Serial
ultrasounds can allow identification and differentiation between the two to assess severity and
timing of growth restriction. The likelihood of fetal growth restriction is higher in severe SGA
cases, defined as an EFW, AC or birthweight <3™ percentile [13]. In the present study,
although our SGA cohort did not show any evidence of Doppler changes nor was the EFW
below the 3™ percentile at the time of recruitment, our study did not take into account the lon-
gitudinal evolution of each fetus, and the existence of a single sonographic finding of EFW
measurement <10 centile with normal Doppler studies per fetus was employed for study
inclusion.
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Fig 1. Marginal means plosftc showing differences between day and night recordings of (A) basal fetal heart rate,

(B) short term variation, (C) long term variation, (D) accelerations, and (E) high variation.

https://doi.org/10.1371/journal.pone.0193908.9001
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Table 3. Comparison between AGA and SGA with respect to gender.

AGA (N =30) SGA (N =29) Model Estimate'(95% | P-Value

Male Mean Female Mean Difference(95% |Male Mean FemaleMean Difference(95% qn

(SD) (SD) CI) (SD) (SD) CI)
bFHR (bpm) 131.3(5.6) 132.0(10.0) -0.7(-7.7,6.4) 131.4(5.2) 128.4(7.1) 3.0(-2.2,8.2) -2.3(-10.2,5.7) 0.574
STV (ms) 11.9(2.6) 11.6(2.6) 0.3(-2.1,2.8) 11.1(2.3) 10.0(2.8) 1.0(-0.9, 3.2) -1.0(-4.0,2.1) 0.535
LTV (ms) 64.0(13.6) 62.0(17.2) 2.0(-9.6, 13.7) 61.1(11.7) 55.6(14.8) 5.5(-5.6,16.6) -3.8(-19.1,11.5) 0.627
Accelerations 13.4(4.4) 12.9(7.7) 0.5(-4.0, 5.0) 7.9(2.6) 6.8 (2.9) 1.1(-1.1, 3.4) -0.7(-5.7, 4.4) 0.796
(number)
HV (ms) 61.3(14.0) 62.1(16.6) -0.8(-12.3,10.8) 64.2(10.4) 55.2(26.8) 8.9(-9.2,27.1) -10.2(-28.0, 7.6) 0.260

"The estimate from the model compares differences in measurements between male and female fetuses in the AGA and SGA groups

https://doi.org/10.1371/journal.pone.0193908.t003

In the current study, SGA fetuses demonstrated the widely reported phenomenon of matu-
rational change and a similar trend of CTG parameters with increasing gestational age as do
the normal fetus. Over the last couple of decades, it has become clear that fetal growth restric-
tion can start early in pregnancy when it is termed as early onset of fetal growth restriction
[20]. Figueras and Gratacos [21] and Baschat [22] have reported different behaviors in fetuses
with growth restriction before and after 32 weeks gestation [23]. Early onset fetal growth
restriction follows a more severe trajectory in terms of neonatal outcome [20] and more pro-
nounced differences in the CTG parameters compared to the late onset growth restricted [24].
In this context, our study was limited and under-representative of SGA fetuses before 32
weeks gestation (only six in the study cohort) which could mean our observations may have
occurred by chance or due to selection bias. Due to small sample size we did not undertake
separate analysis on SGA <32 week’s gestation. However, when six SGA fetuses under 32
weeks were removed from the analysis, results did not change, implying that our study was
representative of less affected SGA that were not truly compromised and therefore remained
in utero until later gestational ages. This may explain our observation of a greater overlap in
CTG parameters between the normal and SGA fetuses, i.e. a significant decrease in basal FHR
and a progressive increase in FHR variation and acceleration with advancing gestation. This is
in agreement with the observation made by Soncini et al [25] who found a progressive increase
in FHR variability and accelerations with advancing gestational age in intra-uterine-growth
restricted (IUGR) fetuses with mild or no Doppler velocimetry abnormalities. However, in
more compromised fetuses that showed a greater impairment of placental perfusion, this mat-
uration process of FHR pattern was not observed [25]. A similar observation was made by

Table 4. Correlation between gestational age and fetal heart rate parameters.

InteractionP-Value' Group Difference’ Linear Relationship®
Estimate (95% CI) P-Value Estimate (95% CI) P-Value
bFHR (bpm) 0.840 1.5(-1.8,4.8) 0.375 -0.8 (-1.4,-0.3) 0.003
STV (ms) 0.653 1.0 (-6.1,2.6) 0.224 -0.03 (-0.3,0.2) 0.814
LTV (ms) 0.687 42 (-3.5,11.9) 0.286 0.1(-1.1, 1.3) 0.828
Accelerations (number) 0.516 6.4 (4.0, 8.6) <0.001 0.3 (-0.1, 0.6) 0.113
HV (ms) 0.700 1.4 (-7.9,10.8) 0.765 0.1(-1.5, 1.7) 0.896

! P-Value for interaction between gestational age and group
% Comparison between AGA and SGA groups. A positive value indicates that on average the AGA group have larger measurements

? Change in heart rate parameter per 1 week increase in gestational age

https://doi.org/10.1371/journal.pone.0193908.t004
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Amorim-Costa et al [5] who did not find a significant difference in the CTG parameters
between the normal and SGA fetuses with birthweight <10th percentiles. However, a pro-
nounced difference was noticed in the SGA group with birthweight <3rd percentiles.

Lack of information on fetal body movements, rest and activity cycles, fetal breathing,
maternal activity, diet intake and other physiological conditions that could influence FHR [10,
26, 27], was another limitation of the study. It is therefore not possible to comment on whether
the diurnal pattern in the fetus were autonomous or driven by maternal factors.

Another possible limitation of this study was related to the methodology. To assess the day:
night change in FHR parameter, we randomly selected the best 90 min FHR data from the day
and night recording. This limitation was related to the overall success rate of the recording in
the SGA group. The average overall success of acquiring fetal signals in the AGA group was
75.7%, however in the SGA group it was 48.6% which is lower than the success rate reported
by Stampalija et al [28]. One of the major problems associated with abdominal fetal ECG mon-
itoring is unpredictable acquisition of fetal signals at any particular point due to widely varying
signal: to noise ratio. Contributing factors for poor fetal signals with the abdominal fetal ECG
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include, maternal activity, environmental electrical noise, gestational age, insulating vernix
caseosa and amniotic fluid [14, 29-31]. A lower success rate meant that it was not possible to
analyse the whole 20hr recording, therefore we randomly selected the best 90 min data with
fetal signals >80% both during the day and night, implying that our study may have suffered
selection bias. A healthy fetus cycles between episodes of active and quiet sleep. Active sleep is
associated with high variation and quiet sleep is associated with low variation episode. Studies
have shown quiet sleep can last between 50-90 min, therefore selection of 90 min intervals
guaranteed the analysis of high variation episode [5, 32]. One of the Dawes and Redman crite-
ria for normality is the presence of at least one episode of high variation [33] and this normal-
ity criteria was met for all the selected FHR traces.

The diurnal pattern of FHR and its variation exists from 20 to 22 weeks onwards [11]. We
observed a significant day: night difference in basal FHR in both AGA and SGA fetuses. How-
ever, unlike AGA fetuses, SGA fetuses showed blunting of the diurnal pattern for STV, LTV,
accelerations and time spent in HV episode. The reason for the difference in behavior of the
SGA fetuses compared to their AGA counterparts is unclear. Our study predominantly com-
prised of SGA fetuses >32 weeks gestation, implying that gestational age did not affect the
altered diurnal pattern observed in SGA group. In addition, our study was designed to exclude
other conditions and treatments which could influence diurnal variation of FHR patterns. For
instance, studies have shown that in pregnancies complicated by pre-eclampsia, the develop-
ment of diurnal rhythm in the fetus is hampered [34, 35]. For the purpose of this study, we
therefore excluded women with SGA who had pre-eclampsia. In addition, during monitoring,
no woman received any medication that could have affected the CTG parameters [36, 37].
However, there were 10 smokers within the SGA group. Although, the information they pro-
vided indicates that they did not smoke during the monitoring session, the study relied on the
women to provide information on their smoking status rather than making an objective assess-
ment of tobacco exposure. Nicotine consumption has not only been shown to produce greater
effect in women but delays the diurnal peak of heart rate pattern [38]. This, may explain why
SGA fetuses did not demonstrate the same diurnal pattern in FHR parameters as the normal
fetuses’.

To date, only a few studies have evaluated the influence of gender on CTG parameters and
these have produced conflicting results. Lange et al [39] suggested that gender does not need
to be considered when assessing FHR variability, whereas Fleisher et al [40] and Amorim-
Costa et al [1] reported significant gender-related differences in FHR parameters at different
gestations. These studies were undertaken on normal fetuses. With regard to SGA pregnancies,
there is insufficient data. Kwon et al [8] assessed the influence of gender on FHR between 29
SGA and 385 non-SGA fetuses. Their data suggested no influence of gender in the normal
group, but a significant gender-related difference in FHR variability in the SGA group. Our
results differ from them, as we did not observe any influence of gender on either of the two
groups. This discrepancy can be explained by experimental setting and sample size. We exam-
ined the influence of gender on the fetal recordings during the antenatal period whereas,
Kwon et al [8] carried out their investigation during labour.

Conclusion

This study confirms that although SGA fetus with no evidence of Doppler velocimetry abnor-
malities exhibit similar changes in FHR pattern with gestation as do AGA fetuses, the CTG
pattern seems to be differing between the two groups when the time of day is taken into con-
sideration. Nonetheless, all our observations are in the range of normal findings. We did not
follow up on perinatal outcome, nor we analysed beat-to-beat information on the acquired
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FHR data, implying that may be the underlying difference in the STV between the AGA and
the SGA were masked by the use of averaged FHR data provided by the Monica AN24 leading
to the loss in temporal resolution. We suggest that further studies should be undertaken to
explore the value of true beat-to-beat information on FHR variability by employing Monica
AN24 before its clinical utility and more widespread adoption can be ascertained.
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