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Introduction

Introduction Venous thromboembolism (VTE) is a significant cause of maternal
mortality with the greatest risk postpartum. Mode of delivery influences VTE risk, with
emergency caesarean section (CS) associated with the highest risk (CS). Thrombopro-
phylaxis is recommended for selected women to reduce the risk of VTE.

We aimed to investigate the impact of mode of delivery and thromboprophylaxis on
hypercoagulability as measured by thromboelastometry (TEM) and thrombin genera-
tion (TG) in women at high VTE risk.

Materials and Methods Blood was collected from 99 pregnant women with VTE risk
factors at up to five time points from pre- (T1) and post (T2)-delivery to 6 weeks
postpartum (T5). Multiple linear regression was utilised to compare TG and TEM
between those with vaginal delivery (VD) and CS at each time point. Paired sample t-
test with post hoc Bonferroni correction was utilised to compare laboratory markers
over time.

Results Women in both groups had a median of three postpartum VTE risk factors,
with higher body mass index and parity post-VD. In both the groups, TG and TEM
parameters suggested hypercoagulability at T2 compared with T1, with resolution at
T5. There were minimal differences between groups, apart from T2 with shorter clot
formation time and higher maximum clot firmness in the VD group.

Conclusion TG and TEM illustrate hypercoagulability associated with pregnancy and
delivery. The pattern of postpartum hypercoagulability seen in women with VTE risk
factors was similar irrespective of mode of delivery. Further research is required to
establish the effect of labour on TG/TEM in the absence of low molecular weight
heparin use.

VTE peaks in the postpartum period, with a fivefold increase
in risk.2 Identification of the at-risk woman and provision of

Venous thromboembolism (VTE) remains the leading cause
of direct maternal mortality associated with pregnancy in
the United Kingdom.' The incidence of pregnancy-associated
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thromboprophylaxis is key to reducing morbidity and mor-
tality associated with VTE. The Royal College of Obstetricians
and Gynaecologists (RCOG) recommends all pregnant
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women are risk assessed for VTE both antenatally at booking,
during any hospitalisation and postdelivery.>* The risk
assessment incorporates both maternal risk factors (e.g.
increased age or body mass index [BMI]) and those specific
to pregnancy (e.g. twin pregnancy, emergency caesarean
section [CS]). There is evidence to support mode of delivery
as impacting on VTE risk; with elective CS associated with
twofold increase in risk compared with vaginal delivery (VD)
and further twofold increase in risk following emergency
€S.>® In England, the RCOG recommends all women follow-
ing emergency CS, with BMI > 40 or with two VTE risk factors
receive postpartum anticoagulant thromboprophylaxis for
7 days.? Those at very high risk including those with a
personal history of VTE, high-risk thrombophilia or with
three or more persistent risk factors should be offered
extended postpartum thromboprophylaxis (anticoagulant
and anti-embolism stockings [AES]) for 6 weeks.

Global coagulation assays such as thrombin generation and
thromboelastometry (TEM) may provide a useful measure of
hypercoagulability associated with pregnancy. TEM has dem-
onstrated a hypercoagulable state in healthy pregnant women
compared with age-matched controls’ and with changes
reflecting hypercoagulability increasing significantly in
the second and third trimesters.®? Similarly, thrombin gener-
ation has been demonstrated to increase from first to second
trimester with a subsequent plateau in the third trimester.' 0-13

In this study, we aimed to measure hypercoagulability in
women requiring postpartum thromboprophylaxis at the
time of delivery with thrombin generation and TEM, and to
evaluate the impact of mode of delivery and thrombopro-
phylaxis on these parameters. Specifically, we aimed to
disprove or confirm the following null hypotheses:

1. There is no difference in thrombin generation between
women with delivery by VD compared with CS in the peri-
and postpartum period.

2. There are no differences in thrombin generation within
the VD and CS groups over time (peri-/postpartum).

3. There is no difference in coagulability as measured by
TEM between women delivering by VD versus by CS in the
peri- and postpartum period.

4. There are no differences in TEM parameters within the VD
and CS groups over time (peri-/postpartum).

Materials and Methods

Participants

Pregnant women were recruited from antenatal clinics where
an indication for postnatal thromboprophylaxis was evident,
from preassessment clinics prior to planned CS, and women
admitted to the labour ward. The inclusion criteria were aged
over 18 years with planned hospital delivery. Exclusion criteria
were inability to provide informed consent, antenatal throm-
boprophylaxis or long-term anticoagulation, inability to
return to follow-up, non-local residence, no indication for
postpartum thromboprophylaxis or a contraindication to
low molecular weight heparin (LMWH), AES or intermittent
pneumatic compression devices (IPCDs). Data on patient
demographics, VTE and bleeding risk factors, delivery and its
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complications were collected. The height and weight of all
participants were measured to enable calculation of BML

Women were prescribed weight-based enoxaparin throm-
boprophylaxis (40 mg daily for weight 51-99 kg; 80 mg daily
for weight 100-150 kg) on the basis of their postpartum VTE
risk assessment (see =Supplementary Material) for 7 days or
6 weeks. Women delivering by CS had IPCD (Covidien,
Hampshire, United Kingdom) applied while in theatre and
until mobile on the ward, in addition to thigh length AES
(Covidien). AES were provided to all women at high risk of VTE
to continue for the same duration as enoxaparin, based on VTE
risk assessment. Blood samples were collected at five time
points: (T1/antepartum) on presentation in labour, at induc-
tion or prior to planned CS, (T2/postdelivery) after delivery,
(T3/post-enoxaparin) at least 4hours after first dose of
enoxaparin, (T4/d7 postdelivery) at 7 days postdelivery, and
(T5/6w postpartum) at 6 weeks postdelivery.

The study was approved by the London Riverside Research
Ethics Committee (REC reference: 12/LO/1763) and King’s
College Hospital NHS Foundation Trust Research and Devel-
opment department. All participants provided informed
written consent prior to data and sample collection.

Sample Collection

Blood was collected with 23G butterfly winged infusion sets
into syringes (Greiner Bio-One, Kremsmiinster, Austria),
following an initial 5 mL discard draw, and then immediately
dispensed into trisodium citrate vacuettes (0.109 mol/L)
(VACUETTE, Greiner Bio-One). Corn trypsin inhibitor (CTI;
Cambridge Biosciences, Cambridge, United Kingdom) was
added to one vacuette prior to blood collection to give a final
CTI concentration of 18.3 ug/mL. The first 5 mL of blood was
divided into one K2E ethylenediaminetetraacetic acid vacu-
ette (VACUETTE, Greiner Bio-One) and any other samples
required as part of their routine clinical care.

Laboratory Analysis

Plasma for international normalised ratio (INR), activated
partial thromboplastin time (APTT), D-dimer, Clauss fibrino-
gen, anti-Xa activity and platelet-poor plasma (PPP) for throm-
bin generation was prepared as previously described.' In
brief, PPP was prepared by double centrifugation (Hettich
46R Rotina Centrifuge, Tuttlingen, Germany) at 4,750 x g for
10 minutes, at room temperature. Following the first centrifu-
gation, the top three-quarters of supernatant was decanted
into a polypropylene tube and centrifuged a second time. The
top three-quarter of the resulting supernatant was decanted
into a plastic tube, frozen immediately and stored at -40°C
within 60 minutes of sample collection. Standard coagulation
assays were performed by senior biomedical scientists in the
haematology laboratory as previously reported.' INR and
APTT were measured by coagulation-based assays, with STA-
Neoplastine and STA-Cephascreen, respectively. D-dimer was
measured with a latex photometric immunoassay, using STA-
Liatest. Fibrinogen was measured by the Clauss method, with
STA-Fibrinogen. Anti-Xa activity was measured after thawing
in a water bath at 37°C immediately prior to testing, with the
STA-Rotachrom heparin colorimetric assay within 4 weeks of
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collection. Reagents were purchased from Diagnostica Stago
(Asnieres, France) and assays were performed as per manu-
facturer’s instructions on the fully automated STA-R Evolution
analyser (Diagnostica Stago).

Thrombin generation was measured with calibrated auto-
mated thrombography (CAT) (Thrombinoscope BV, Maastricht,
the Netherlands) as previously described in triplicate,'® using
the reconstituted PPP-LOW reagent to initiate thrombin gen-
eration (final concentration of 1 pM tissue factor and 4uM
phospholipids) (PPP-Reagent LOW, Thrombinoscope BV).
Thrombin generation was measured in samples with and
without CTI within 6 weeks of sample collection. The param-
eters measured were lag time, time to peak, peak thrombin and
endogenous thrombin potential (ETP). Intra-assay variability
was < 5% for all parameters and inter-assay variability was
< 17% for all parameters.

TEM was performed on whole blood collected in 0.109 M
trisodium citrated tubes following incubation at 37°C. All
analyses were commenced within 30 minutes of sample
collection. Reagents purchased from the manufacturer
were used with the assay performed on the ROTEM Delta
(Pentapharm GmbH, Miinich, Germany) following manufac-
turer’s instructions. Three assays were performed; INTEM,
EXTEM and FIBTEM as previously described.'® The param-
eters of interest were clotting time (CT), clot formation time
(CFT) and maximum clot firmness (MCF).

Statistical Analysis

Continuous variables are given as means and standard devia-
tion or median and interquartile range (IQR) for normal and
non-normal data, respectively. The means of continuous nor-
mally distributed variables were compared with the indepen-
dent t-test between women with VD and CS with 95%
confidence interval given for the difference in means. Non-
normal data were compared between groups utilising inde-
pendent the Mann-Whitney rank-sum test. Fisher’s exact test
was employed to compare nominal data between groups. A
paired samples t-test was used to compare parameters within
each group across different time points, with post hoc Bon-

117 women recruited

ferroni correction. To calculate the Bonferroni corrected o
level, the original a-value (in this case 0.05) was divided by
the number of analyses (a/n). For the comparison of CATresults
by mode of delivery, an a-value of < 0.0025 was assigned, as
this hypothesis involved 20 analyses. For the comparison of
CAT variables between time points, an a-value of < 0.001 was
applied, as the hypothesis involved a total of 80 tests (40 for VD
and 40 for CS). For the comparison of TEM results by mode of
delivery, an a-value of < 0.001 was assigned, as this hypothesis
involved 35 analyses. For the comparison of CAT variables
between time points, an a-value of < 0.001 was applied, as
the hypothesis involved a total of 140 tests (70 for VD and 70 for
CS). Predelivery (T1/antepartum) laboratory variables were
compared with T2 (postdelivery) and T5 (6w postpartum)
variables only. Comparisons were made between all postde-
livery variables (T2-T5). Linear regression was undertaken to
adjust for potential confounders (BMI, parity, active labour at
T1, time from enoxaparin at T3) and for baseline coagulation
parameters (6-week postpartum, T5 sample). Thrombin gen-
eration and TEM parameters were the dependent variable in
all analyses. Further exploratory analyses were conducted to
investigate the effect of labour and comparing VD to elective
and emergency CS separately. Statistical significance was
assumed at p < 0.05 for all exploratory analyses. All statistical
analyses were undertaken on IBM SPSS version 21.0 software
(SPSS, Chicago, Illinois, United States).

Results

One hundred and seventeen women were recruited; 99
provided blood samples both before and after enoxaparin
administration (at least one of T1 or T2 and one of T3-T5) and
were included in the study (=Fig. 1). There were 32 VD
(including 7 instrumental deliveries) and 67 CS (42 elective,
25 emergency); at the time of emergency CS, 16 women were
in active labour. Baseline characteristics are summarised in
=Table 1. The proportion of women with two or more
antenatal risk factors was higher in the VD group compared
with CS (78.1% vs. 52.2%, p=0.01); the proportion of women

16 excluded

Research team not contacted prior to administration of

Postnatal thromboprophylaxis not indicated, n = 2

LMWH ,n=10
Withdrawal of consent,n =3
Antenatal care transferred elsewhere,n =3

99 women participated
Pre-delivery sample, n = 84
Post delivery sample, n = 88
Post enoxaparin sample, n =95
Week 1 sample, n = 63
Week 6 sample,n=78

Fig. 1 Study flow diagram.
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Table 1 Baseline characteristics

Characteristic Whole Vaginal Caesarean
cohort deliveries | sections
n=99 n=32 n=67

Mean age (SD) 35.8 (5.0) | 36.5 (5.4) | 35.4 (4.8)

Ethnicity, n (%)

White European 64 (64.6) 19 (59.3) | 45(70.3)
African-Caribbean 33 (33.3) 13(19.4) | 20 (29.8)
Other 2 (2.1) 0 2 (3.0)

Mean BMI, kg/m? (SD) | 29 (7.3) | 31.2(8.1) | 27.9(6.8)

Current smoker, n (%) 3(3.0) 1(3.1) 2 (3.0)

Parity, predelivery, n (%)

0 33(33.3) | 5(15.6) | 28 (41.7)
1 30 (30.3) 8 (25.0) 22 (32.8)
2 23 (23.2) 10 (31.3) | 13 (19.4)
3 13 (13.1) 9 (28.1) 4 (6)

Other VTE risk factors

Assisted conception, | 11 (11.15) | 3(9.4) 8(11.9)
n (%)

Multiple pregnancies, | 13 (13.1) | 4(12.5) 9(13.4)
n (%)

Pre-eclampsia, n (%) | 35 (35.4) 11 (34.4) | 24 (35.8)
Infection, n (%) 10 (10) 5(15.6) 5(7.5)
PPH, n (%) 8 (8) 2(6.3) 6 (9)

Median postpartum 3(2-4) 3(2-3) 3(2-4)

risk factors, n (IQR)

Breastfeeding 75 (75.8) | 28 (87.5) | 47 (70.1)

at T4, n (%)

Planned enoxaparin

duration, n (%)

7d 75 (75.8) | 20 (62.5) | 55 (82.1)
6 wk 24(24.2) | 12(37.5) | 12 (17.9)

Abbreviations: BMI, body mass index; IQR, interquartile range; PPH,
postpartum haemorrhage; SD, standard deviation; VTE, venous
thromboembolism.

with two or more postnatal risk factors was not significantly
different between groups (96.9% vs. 92.5%, respectively,
p=0.7). The median number of postpartum VTE risk factors
in both groups was 3, with higher parity in the VD group
(parity > 2, 59.4% vs. 25.4% in the CS group, p=0.001). No
other significant differences in the prevalence of risk factors
were seen. Of note, none of the women had known throm-
bophilia. All women were prescribed enoxaparin for at least
7 days, with the majority receiving 40mg daily (n=76,
76.7%). Enoxaparin 80 mg daily was prescribed for 24 women
(based on weight > 100 kg). The median time to first dose of
enoxaparin postdelivery was 11 hours (IQR, 8-16). Twenty-
four (24.2%) women continued enoxaparin for 6 weeks (21 on
40 mg daily and 3 on 80 mg daily). There were no thrombotic
events during the study period.

Samples were provided at T1 (antepartum) by 84 (84.8%)
women, T2 (postdelivery) by 88 (88.9%), at T3 (post-enox-
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aparin) by 95 (96%), at T4 (d7 postdelivery) by 63 (63.6%) and
by 78 (78.8%) women at T5 (6w postpartum). T2 (postdeli-
very) samples were collected at a median of 3 (IQR, 2-6) hours
postdelivery, with T3 (post-enoxaparin) at a median of 24 (IQR,
20-27) hours postdelivery and 14 (IQR, 6-17) hours post-
enoxaparin. T4 (7d postdelivery) was collected at a mean of
8 (£1) days postdelivery at a median of 29 (IQR, 15-25) hours
post-enoxaparin. T5 (6w postpartum) samples were collected
at a median of 46 (IQR, 42-53) days postdelivery. The collec-
tion time at T3 (post-enoxaparin) was significantly sooner
after enoxaparin administration in the VD group compared
with the CS group (9.9 hours, IQR, 4.4-14.1 vs. 15.2 hours, IQR,
9.8-17.6; p=0.001). There were otherwise no significant
differences in time of sample collection between groups
(data not shown).

Standard Coagulation Assays

INR and APTTwere within normal limits at all time points with
no significant differences detected between groups or time
points (data not shown). D-dimer was significantly increased
at T1 to T4 in both groups, with values peaking at T2 (postde-
livery) and results within normal range at T5 (6w postpartum).
Clauss fibrinogen was increased in both groups at T1 to T4 with
results within reference range at T5 (6w postpartum). There
were differences by mode of delivery over time as shown in
=Table 2. Median anti-Xa activity at T3 (post-enoxaparin) and
T4 (d7 postdelivery) were 0.07 IU/mL (IQR, 0.04-0.14) and
0.06 IU/mL (0.04-0.10), respectively.

Thromboelastometry

TEM profiles were hypercoagulable at T1 (antepartum) and
T2 (postdelivery) with shortened CT, CFT and increased MCF
on INTEM and FIBTEM MCF compared with T5, refer to
~Fig. 2. These changes were attenuated following the first
dose of enoxaparin (T3, post-enoxaparin). There were no
significant differences in TEM parameters between VD and
CS at T5 (6w postpartum). Similar changes were seen with
EXTEM parameters (data not shown).

The differences in parameters by mode of delivery are
summarised in =Table 3, and suggest hypercoagulability in
the VD group at T2 (postdelivery), compared with CS. At
6 weeks postdelivery, INTEM MCF and FIBTEM MCF were
significantly reduced in both groups compared with prede-
livery. Changes in TEM profiles throughout testing period are
shown in ~Fig. 2.

Thrombin Generation

Changes in thrombin generation measured in the absence of
CTI are shown in =Fig. 3. Thrombin generation profiles at T2
(postdelivery) were hypercoagulable with reduced lag time,
time to peak and increased peak thrombin and ETP compared
with T1 (antepartum). These changes were attenuated post
first dose of enoxaparin (T3). At T5 (6w postpartum), lag time
and time to peak were significantly longer compared with T2
(postdelivery) with reduced peak thrombin and ETP, suggest-
ing a return to baseline levels. The pattern seen was similar in
samples collected both with and without CTI (data not
shown).



Table 2 Comparison of median D-dimer and mean Clauss fibrinogen between women with vaginal delivery compared with

caesarean section
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N Median D-dimer, pg/mL (IQR) Mean fibrinogen, g/dL (SD)
T1/antepartum 85
Vaginal delivery 1780 (1010-2115) 5.4 (0.6)
Caesarean section 2140 (1402.5-2827.5) 4.9 (0.8)
Mean difference (95% Cl) - -0.5(-0.9, -0.1)
p-Value 0.063 0.007
T2/postdelivery 85
Vaginal delivery 2730 (2190-3670) 5.0 (0.6)
Caesarean section 3859 (2705-6755) 4.3 (1.0)
Mean difference (95% Cl) - -0.7 (-1.1, —-0.3)
p-Value 0.006 0.001
T3/post-enoxaparin 95
Vaginal delivery 1725 (1047-2297.5) 5.0 (0.7)
Caesarean section 2690 (1650-3940) 5.2 (0.8)
Mean difference (95% Cl) - 0.3 (-0.1, 0.6)
p-Value < 0.001 0.12
T4/d7 postpartum 63
Vaginal delivery 1060 (644-3182.5) 4.5 (0.7)
Caesarean section 2230 (1310-3720) 5.1 (0.9)
Mean difference (95% Cl) - 0.6 (0.2, 1.0)
p-Value 0.021 0.013
T5/6w postpartum 78
Vaginal delivery 305 (270-480) 3.3(0.9)
Caesarean section 350 (270-492.5) 3.5(0.7)
Mean difference (95% Cl) - 0.1 (-0.2, 0.5)
p-Value 0.404 0.5

Abbreviations: Cl, confidence interval; IQR, interquartile range; SD, standard deviation; -, not applicable.

The differences in parameters by mode of delivery in non-
CTI samples are summarised in =Table 4, with no significant
differences between groups detected at any time point post-
Bonferroni correction. Changes in thrombin generation
parameters over time are illustrated in =Fig. 3.

Effect of Labour on Haemostatic Markers

AtT1 (antepartum), 16 (VD = 12) women were in active labour
at the time of blood sampling. These women exhibited signifi-
cantly increased Clauss fibrinogen (5.4 + 0.6 vs. 4.9+ 0.8 g/L;
p=0.028), FIBTEM MCF (28 + 5 vs. 25 + 4 mm; p = 0.004), ETP
(1950281 vs. 1628 +402nM/min; p=0.004) and peak
thrombin (337 & 64 vs. 225 483 nM; p < 0.001) and shortened
time to peak (9.1 4 1.3 vs. 10.6 + 2.3 minutes; p = 0.012) com-
pared with women not in labour. At T2 (postdelivery), of the 88
women providing samples, 36 women had been in active
labour predelivery (including 8 women with CS). Active labour
prior to delivery was associated with significantly increased
Clauss fibrinogen (5.0 + 0.6 vs. 4.2 + 1.0 g/L; p=0.001), INTEM
MCF (73 +3vs.70 +3 mm; p =0.001), FIBTEM MCF (29 4 9 vs.

23+4mm; p=0.001), ETP (19754+360 vs. 1756+ 360
nM/min; p=0.009) and peak thrombin (362+66 vs.
206 +73nM; p=0.001) with significantly shorter INTEM
CFT (4949 vs. 57+ 11seconds; p=0.001) compared with
women without prior active labour at T2 (postdelivery). No
correlations were seen between duration of labour and hae-
mostatic markers. At T3 (post-enoxaparin) and T4 (7d post-
partum), there were no differences in any haemostatic
markers between women with or without prior active labour.

Further exploratory sub-group analyses considering emer-
gency and elective CS separately were attempted. Of note, the
emergency CS numbers were small (T1 n=18; T2 n=14; T3
n=18;T4n=12;T5n=13). Women with emergency CS had a
significantly more hypercoagulable thrombin generation pro-
file compared with women with elective CS at T1 (predelivery)
only (~Supplementary Table S1), with no significant differ-
ences in thrombin generation at later time points (data not
shown). Comparing elective CSto VD revealed the same pattern
as the main analyses, with significant differences only at T5 (6w
postpartum; data not shown). When the emergency CS group

TH Open  Vol. 4 No. 1/2020

e5



E

=

300 s 150
s 1

WITI1,

}

T
@
e
ﬁﬂ

-
g

" v T
o 4 p D

e6 Mode of Delivery Does Not Influence Postpartum Hypercoagulability ~Guimicheva et al.

= -y I_i,_|
—
AL - - —
= —
p—
L
E
o gwg i
5 ¥ og $ 8,
: g8y
. -:"‘ £ 4: {: «:' = e 4.; A\; -\""- -.‘:
=&
[rm—r—
e ! ?
- s 1 ';“‘
i I_h?l_I ® f—|“.._‘|—*—|‘

A <> e Ak s L
e ——
am .
—
& i =
G o " o —
=%
Oy z’ﬂ o - a T : T 1
a0 e i |
E g g g b B
B 8 A% ¥ ¥ ¥
= =
o o
o o
B LB - B S - ol - R -

s I & P
Ew 2 g ;"u mg
S8E%E lewBis
Y i

Fig. 2 INTEM and FIBTEM parameters in women before (T1) and after vaginal delivery (A) or caesarean section (B) (T2), following enoxaparin
(T3), at 1 week postpartum (T4) and 6 weeks postpartum (T5). *p <0.001, *p > 0.001 and < 0.05. Following a Bonferroni correction, significance

was assumed at o <0.001.

was compared with the VD group, there were no significant
differences in thrombin generation between the groups at any
time point, suggesting that active labour may play a part in the
coagulation profile. The differences in Clauss fibrinogen seen in
the main analysis were replicated on comparing VD with
elective CS, but for VD compared with emergency CS, there
were no significant differences in fibrinogen (data not shown).
There were no significant differences in fibrinogen across time
points between women with emergency CS compared with
elective CS (data not shown). On subgroup analysis of D-dimer
between VD with emergency and elective CS, there were
similar findings to the main analysis (=Supplementary
Table S2). Additionally, D-dimer was significantly higher in
women with subsequent emergency CS compared with VD at
T1 (antepartum). There were no significant differences in D-
dimer between women with elective versus emergency CS.
Differences in TEM parameters between VD, elective and
emergency CS were similar to the main analysis
(=~Supplementary Tables S3 and S4). There were no significant
differences in TEM parameters between elective and emergen-
cy CS (data not shown).

Discussion

We investigated markers of hypercoagulability around the
time of delivery in women qualifying for postpartum throm-
boprophylaxis. To our surprise, mode of delivery had little
impact on thrombin generation or TEM parameters, with the
key findings being evidence of hypercoagulability on TEM in
women with VD immediately postdelivery. These women
also exhibited higher peak and ETP at 6 weeks postpartum
(T5) compared with those with CS (but without reaching
significance). Further exploratory analyses separating emer-
gency and elective CS, suggested a similar pattern of hyper-
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coagulability to the main analysis but was limited by the
small numbers of women undergoing emergency CS.

Additionally, we report the evolution of hypercoagulability
in the peri-/postpartum period and the effect of enoxaparin;
there was evidence of hypercoagulability immediately post-
delivery with shortened lag time, time to peak and increased
peak thrombin and ETP. These changes were attenuated
following enoxaparin and continued to resolve at 1 week
postdelivery. Similarly, TEM demonstrated hypercoagulability
on the INTEM and FIBTEM assay in both groups immediately
postdelivery with persistent changes at 1 week postpartum. At
6 weeks postpartum, hypercoagulability had resolved on both
assays (compared with earlier time points) in keeping with
prior reports.%1217-19

In contrast, D-dimer was higher in women with CS
following delivery until 6 weeks postpartum, with in-
creased fibrinogen 1 week postpartum. Fibrinogen was
increased in women with VD predelivery and immediately
postdelivery compared with women with CS. These differ-
ences had resolved by 6 weeks. D-dimer has been previous-
ly reported to increase following delivery with subsequent
return to normal levels by 4 weeks postpartum, and with
more marked increase following CS compared with vD.20
Fibrinogen has also been reported to increase following
delivery with normalisation by day 19."® Previous disparity
between D-dimer and thrombin generation has been
reported in other settings, for example, following major
orthopaedic surgery.?’ This is likely due in part to D-dimer
reflecting prior in vivo clot formation, in contrast to throm-
bin generation which measures the ex vivo potential of
plasma to generate thrombin. Increased thrombin-anti-
thrombin levels have been reported post-CS compared
with VD suggesting increased in vivo activation of coagula-
tion and supporting this hypothesis.??
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Fig.3 Thrombin generation parameters in women before (T1) and after vaginal delivery (A) or caesarean section (B) (T2), following enoxaparin
(T3), at 1 week postpartum (T4) and 6 weeks postpartum (T5). *p < 0.001, **p > 0.001 and < 0.05. Following a Bonferroni correction, significance

was assumed at a <0.001.

Strengths and Weaknesses
The strengths of our study include prospective recruitment
of high VTE risk women, high rate of study completion
(78.8%) and the use of global coagulation assays sensitive
to the hypercoagulable state.?> Thrombin generation has an
established role as a research tool in demonstrating hyper-
coagulability with recognised independent associations with
risk of both first and recurrent VTE?4~%® and sensitivity to
hypercoagulable states including pregnancy, increasing age,
ethnicity, obesity, heritable thrombophilia and hormone
replacement theralpy.u‘m’zg‘31

Limitations of our study include the lack of control group,
small number of women in active labour at the time of CS,
variable timing of sample collection postdelivery/administra-
tion of enoxaparin and incomplete sample provision at each
time point. Given the standard of care in England is to provide
thromboprophylaxis to women with two or more postpartum
risk factors following VD (and this was a study inclusion
criterion), it would have been unethical to include a ‘no
treatment’ arm. However, it is possible that the use of enox-
aparin in all participating women masked a later differentia-
tion in hypercoagulability. We included women delivering by
elective CSirrespective of other risk factors in keeping with our
local VTE guidance to offer postpartum thromboprophylaxis
for all CS; of note in our cohort 98.5% of women had at least one
additional VTE risk factor. We previously reported 93.6% of
women delivering by elective CS qualified for anticoagulant
prophylaxis with RCOG risk stratification; supporting our
approach to offer it to all such women.>2 We did not recruit
a ‘low VTE risk’ group. While we attempted additional explor-
atory analyses of the effect of active labour on haemostatic
markers, we were limited by the small number of women in
labour at the time of sampling. Active labour was associated
with both TEM and thrombin generation markers of hyperco-
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agulability prepartum and immediately postpartum. The
longer duration of labour for VD may contribute to hyperco-
agulability both directly (which was adjusted for in analyses)
and potentially indirectly through factors such as dehydration
(which were not measured/adjusted for). Thus, further study
incorporating a low risk group would be valuable to evaluate
whether the changes found are secondary to labour alone or
moderated by the presence of VTE risk factors. Finally, it was
not possible to standardise the sample collection time
postdelivery/LMWH administration, due to variation in time
of delivery. We therefore took a pragmatic approach to collect-
ing when possible, and adjusted for timing when appropriate.

Interpretation
TEM has been previously reported to demonstrate hyperco-
agulability in pregnancy.>? Results from our cohort fall
within previously proposed normal ranges for the peri-
partum period but were skewed towards the proposed
upper/lower limit of normality.>> This is not unexpected
given that we recruited women at high risk of VTE. TEM was
insensitive to prophylactic enoxaparin; while INTEM CT was
prolonged in the CS group at T3 (post-enoxaparin), there was
no correlation between INTEM CT and anti-Xa activity (data
not shown). A recent study utilising thromboelastography
(TEG) to investigate the effect of prophylactic tinzaparin
supports our findings; no detectable anticoagulant effect
was seen at 4 to 10 hours following administration (with
undetectable anti-Xa activity).3 An in vitro study investi-
gating the effect of dalteparin in whole blood collected from
pregnant women revealed a dose-dependent effect on TEG
only when anti-Xa activity was greater than 0.25 U/mL.283°
The changes in thrombin generation seen over time in our
study compare with that previously reported in women
receiving LMWH'%'? with attenuation of hypercoagulability
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Table 4 Comparison of CT parameters between women with vaginal delivery compared with those with caesarean section,
showing the means =/- 1 SD for the values in each group

Lag time (min)

ETP (nM/min)

Peak thrombin (nM)

Time to peak (min)

T1/antepartum
Vaginal delivery 6.4 (1.5) 1887 (402.9) 306.7 (89.8) 9.7 (2.2)
Caesarean section 6.4 (1.6) 1608.6 (373) 222.7 (80.5) 10.6 (2.2)

Difference between
groups (95% Cl)

0 (~0.73 to 0.8)

278.4 (—464.7 to —92.2)

84 (124.8 to —43.6)

~0.9(~0.17 to 1.9)

p-Value 0.90 0.005 (0.86 adj) 0.001 (0.17 adj) 0.10
T2/postdelivery

Vaginal delivery 4.9 (1.1) 1972 (385) 363.6 (70.1) 7.4 (1.5)
Caesarean section 4.8 (1) 1794 (355.6) 314 (72) 7.8 (1.4)

Difference between
groups (95% Cl)

0.1(—0.5 to0 0.5)

178 (—347.4 to —8.6)

49.6 (~82.2 to —16.1)

~0.4(—0.3 to 0.99)

p-Value 0.90 0.04 (0.567 adj) 0.004 (0.897 adj) 0.30
T3/post-enoxaparin

Vaginal delivery 6.8 (2.7) 1663.8 (425.9) 271.1 (105.8) 10.1 (3.4)
Caesarean section 6.7 (2) 1613.8 (378.7) 255.7 (87) 10.1 (2.6)
Difference between 0.1(-1.2t0 0.9) 50 (—227.8 to 127.8) 15.4 (-57.3 to 26.5) 0(-1.3to1.3)
groups (95% Cl)

p-Value 0.75 0.58 0.47 0.96

T4/d7 postdelivery

Vaginal delivery 8.8 (4) 1544.7 (411) 247 (90.7) 12.3 (4)
Caesarean section 8.9 (2.7) 1357.7 (378) 206.3 (105) 12.7 (10.4)

Difference between
groups (95% Cl)

~0.1(~1.7to 1.9)

187 (~406.5 to 32.3)

40.7 (~97 to 15.6) —0.4 (—1.6 to 2.4)

p-Value 0.93 0.09 (0.94 adj) 0.15 0.67

T5/6w postpartum

Vaginal delivery 6.0 (1) 1443 (361.5) 226.6 (84) 9.7 (1.3)
Caesarean section 6.2 (1) 1192.7 (318.7) 156.3 (72.6) 10.6 (1.5)
Difference between ~0.2 (~0.4 to 0.6) 250.3 (—415.7 to —84.9) | 70.3 (~108.4 to —32.4) ~0.9 (0.2-1.6)
groups (95% Cl)

p-Value 0.67 0.004 (0.042 adj) < 0.001 (0.009 adj) 0.10

Abbreviations: BMI, body mass index; Cl, confidence interval; CT, calibrated automated thrombography; ETP, endogenous thrombin potential; SD,

standard deviation; T1-T5, time point 1-5.

Note: Confidence intervals of the mean difference and p-values reported for comparison of means using t-test, and following adjustment for BMI,
active labour prior to sampling at T1, duration of labour and baseline values (as defined as T5). Following a Bonferroni correction, significance was

assumed at o < 0.0025.

following first dose of enoxaparin (T3), and further at 1 week
postdelivery. This may reflect physiological resolution of
hypercoagulability in addition to anticoagulant effect. In
contrast to our findings, Ismail et al reported higher ETP
and peak thrombin in women with low VTE risk following VD
compared with those following elective CS.2? There was no
significant change in thrombin generation pre- to post-CS
and they did not measure predelivery thrombin generation
in the VD group. It is therefore unclear whether the changes
reported relate to mode of delivery, labour or other patient
characteristics. It may be that global assays do not fully
reflect underlying VTE risk given our findings do not support
the well-established risk profile associated with mode of
delivery5’6 (highest with emergency CS and lowest with VD).

This may be explained by additional factors not measured
with these assays such as micro-trauma to pelvic vascula-
ture, endothelial activation and consumption of coagulation
factors intra-operatively. Measurement of thrombin-anti-
thrombin levels may help elucidate this further.

Six-week postpartum (T5) thrombin generation parameters
suggested hypercoagulability in women with VD compared
with CS (but did not reach significance post-Bonferroni correc-
tion). This was not explained by ‘single factors’ but may result
from synergy between multiple non-significant factors, with a
greater proportion of women in this group having two or more
VTE risk factors prior to delivery. The persistence of hyperco-
agulability at 1 week postpartum in our and former studies
supports the role for extended thromboprophylaxis in women
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with very high VTE risk.'>'7~'® The optimal duration of
thromboprophylaxis remains unknown with laboratory data
suggesting 6 weeks may be excessive. However, clinical studies
suggest the increased risk of VTE persists for up to 12 weeks

postpartum.

36

Conclusion

We have demonstrated that women with VTE risk factors post-
VD have a similar pattern of postpartum hypercoagulability to
women with CS. Further research is required to better define
peri-partum hypercoagulability; specifically examining the
effect of labour on haemostatic markers and TEM/thrombin
generation profiles in the absence of LMWH use.

Funding

The work presented in this article was supported by an
unrestricted researcher-initiated grant from Covidien/
Medtronic/Cardinal Health as successive owners of the
Kendall SCD Compression product line.

Conflict of Interest
None declared.

Acknowledgements

We thank the biomedical scientists in the haematology
laboratory at King’s College Hospital NHS Foundation
Trust for performing routine coagulation assays and all
participating women for their cooperation.

References

1

N

w

wv

N]

o

TH Open

Knight M, Kenyon S, Brocklehurst P, Neilson ], Shakespeare ],
Kurinczuk JJ, eds. on behalf of MBRRACE. Saving Lives, Improving
Mothers’ Care - Lessons Learned to Inform Future Maternity Care
from the UK and Ireland Confidential Enquiries into Maternal
Deaths and Morbidity 2009-12. National Perinatal Epidemiology
Unit, University of Oxford, Oxford; 2014

Heit JA, Kobbervig CE, James AH, Petterson TM, Bailey KR, Melton
LJ Il Trends in the incidence of venous thromboembolism during
pregnancy or postpartum: a 30-year population-based study. Ann
Intern Med 2005;143(10):697-706

Royal College of Obstetrics & Gynaecology, Reducing the Risk of
Thrombosis and Embolism during Pregnancy and the Puerperi-
um, in Greentop guideline 37; 2009

Royal College of Obstetrics & Gynaecology. Reducing the risk
of Venous Thromboembolism during the Pregnancy and
Puerperium, Greentop guideline 37a, in Greentop guidelines;
2015

Liu S, Liston RM, Joseph KS, Heaman M, Sauve R, Kramer MS;
Maternal Health Study Group of the Canadian Perinatal Surveil-
lance System. Maternal mortality and severe morbidity associat-
ed with low-risk planned cesarean delivery versus planned
vaginal delivery at term. CMAJ 2007;176(04):455-460

Jacobsen AF, Skjeldestad FE, Sandset PM. Ante- and postnatal risk
factors of venous thrombosis: a hospital-based case-control
study. ] Thromb Haemost 2008;6(06):905-912

Armstrong S, Fernando R, Ashpole K, Simons R, Columb M. Assess-
ment of coagulation in the obstetric population using ROTEM®
thromboelastometry. Int ] Obstet Anesth 2011;20(04):293-298
Huissoud C, Carrabin N, Benchaib M, et al. Coagulation assessment
by rotation thrombelastometry in normal pregnancy. Thromb
Haemost 2009;101(04):755-761

Vol. 4 No. 1/2020

9

10

1

12

13

14

15

16

17

18

19

20

21

22

23

24

25

26

27

van Rheenen-Flach LE, Zweegman S, Boersma F, Lenglet JE, Twisk
JW, Bolte AC. A prospective longitudinal study on rotation
thromboelastometry in women with uncomplicated pregnancies
and postpartum. Aust N Z ] Obstet Gynaecol 2013;53(01):32-36
Chowdary P, Adamidou D, Riddell A, et al. Thrombin generation
assay identifies individual variability in responses to low molec-
ular weight heparin in pregnancy: implications for anticoagulant
monitoring. Br ] Haematol 2015;168(05):719-727

Dargaud Y, Hierso S, Rugeri L, et al. Endogenous thrombin
potential, prothrombin fragment 142 and D-dimers during preg-
nancy. Thromb Haemost 2010;103(02):469-471

Patel JP, Patel RK, Roberts LN, et al. Changes in thrombin genera-
tion and D-dimer concentrations in women injecting enoxaparin
during pregnancy and the puerperium. BMC Pregnancy Child-
birth 2014;14:384

Rosenkranz A, Hiden M, Leschnik B, et al. Calibrated automated
thrombin generation in normal uncomplicated pregnancy.
Thromb Haemost 2008;99(02):331-337

Bagot CN, Marsh MS, Whitehead M, et al. The effect of estrone on
thrombin generation may explain the different thrombotic risk
between oral and transdermal hormone replacement therapy. ]
Thromb Haemost 2010;8(08):1736-1744

Hemker HC, Giesen P, Al Dieri R, et al. Calibrated automated
thrombin generation measurement in clotting plasma. Pathophy-
siol Haemost Thromb 2003;33(01):4-15

Bennett SA, Bagot CN, Appiah A, et al. Women with unexplained
recurrent pregnancy loss do not have evidence of an underlying
prothrombotic state: experience with calibrated automated
thrombography and rotational thromboelastometry. Thromb
Res 2014;133(05):892-899

Maybury HJ, Waugh JJS, Gornall A, Pavord S. There is a return to
non-pregnant coagulation parameters after four not six weeks
postpartum following spontaneous vaginal delivery. Obstet Med
2008;1(02):92-94

Saha P, Stott D, Atalla R. Haemostatic changes in the puerperium ‘6
weeks postpartum’ (HIP Study) - implication for maternal throm-
boembolism. BJOG 2009;116(12):1602-1612

Rossetto V, Spiezia L, Dabrilli P, Gavasso S, Simioni P. Effect on
thrombin generation of the “in vitro” addition of low-dose LMWH
to plasma of healthy pregnant and nonpregnant women. Clin
Appl Thromb Hemost 2012;18(03):331-333

Epiney M, Boehlen F, Boulvain M, et al. D-dimer levels during delivery
and the postpartum. ] Thromb Haemost 2005;3(02):268-271
Green L, Lawrie AS, Patel S, et al. The impact of elective knee/hip
replacement surgery and thromboprophylaxis with rivaroxaban
or dalteparin on thrombin generation. Br ] Haematol 2010;151
(05):469-476

Ismail SK, Norris L, Muttukrishna S, Higgins JR. Thrombin gener-
ation post elective caesarean section: effect of low molecular
weight heparin. Thromb Res 2012;130(05):799-803

van Veen J], Gatt A, Makris M. Thrombin generation testing in
routine clinical practice: are we there yet? Br ] Haematol 2008;
142(06):889-903

van Hylckama Vlieg A, Baglin CA, Luddington R, MacDonald S,
Rosendaal FR, Baglin TP. The risk of a first and a recurrent venous
thrombosis associated with an elevated D-dimer level and an
elevated thrombin potential: results of the THE-VTE study. ]
Thromb Haemost 2015;13(09):1642-1652

Hron G, Kollars M, Binder BR, Eichinger S, Kyrle PA. Identification
of patients at low risk for recurrent venous thromboembolism
by measuring thrombin generation. JAMA 2006;296(04):
397-402

Lutsey PL, Folsom AR, Heckbert SR, Cushman M. Peak thrombin
generation and subsequent venous thromboembolism: the Lon-
gitudinal Investigation of Thromboembolism Etiology (LITE)
study. ] Thromb Haemost 2009;7(10):1639-1648

Tripodi A, Legnani C, Chantarangkul V, Cosmi B, Palareti G,
Mannucci PM. High thrombin generation measured in the



28

29

30

31

Mode of Delivery Does Not Influence Postpartum Hypercoagulability Guimicheva et al.

presence of thrombomodulin is associated with an increased risk
of recurrent venous thromboembolism. ] Thromb Haemost 2008;
6(08):1327-1333

Besser M, Baglin C, Luddington R, van Hylckama Vlieg A, Baglin
T. High rate of unprovoked recurrent venous thrombosis is
associated with high thrombin-generating potential in a pro-
spective cohort study. ] Thromb Haemost 2008;6(10):1720-
1725

Dargaud Y, Trzeciak MC, Bordet ]-C, Ninet ], Negrier C. Use of
calibrated automated thrombinography +/- thrombomodulin to
recognise the prothrombotic phenotype. Thromb Haemost 2006;
96(05):562-567

Haidl H, Cimenti C, Leschnik B, Zach D, Muntean W. Age-depen-
dency of thrombin generation measured by means of calibrated
automated thrombography (CAT). Thromb Haemost 2006;95(05):
772-775

Roberts LN, Patel RK, Chitongo P, Bonner L, Arya R. African-
Caribbean ethnicity is associated with a hypercoagulable state
as measured by thrombin generation. Blood Coagul Fibrinolysis
2013;24(01):40-49

32

33

34

35

36

Omunakwe HE, Roberts LN, Patel JP, Subramanian D, Arya R. Re: a
comparison of the recommendations for pharmacologic throm-
boembolism prophylaxis after caesarean delivery from the major
guidelines: impact on thromboprophylaxis rates of implementing
Royal College of Obstetricians and Gynaecologists’ guidance for
reducing the risk of ante- and postnatal venous thromboembo-
lism. BJOG 2017;124(05):831-832

de Lange NM, van Rheenen-Flach LE, Lancé MD, et al. Peri-partum
reference ranges for ROTEM(R) thromboelastometry. Br | Anaesth
2014;112(05):852-859

Griffiths S, Woo C, Mansoubi V, et al. Thromboelastography
(TEG®) demonstrates that tinzaparin 4500 international units
has no detectable anticoagulant activity after caesarean section.
Int ] Obstet Anesth 2017;29:50-56

Chow L, Carr A, MacKenzie L, Walker A, Archer D, Lee A. The effect
of dalteparin on thromboelastography in pregnancy: an in vitro
study. Int ] Obstet Anesth 2016;28:22-27

Kamel H, Navi BB, Sriram N, Hovsepian DA, Devereux RB, Elkind
MSV. Risk of a thrombotic event after the six week post-partum
period. N Engl ] Med 2014;370:1307-1315

TH Open  Vol. 4 No. 1/2020

ell



