Gastroenterology

Baishideng Publishing Group Inc



/{/ (]‘ World Journal of
Gastroenterology

Contents Weekly Volume 24 Number 38 October 14, 2018

EDITORIAL
4297  Circadian rhythms in the pathogenesis of gastrointestinal diseases
Codoner-Franch P. Gombert M

4304 Challenge to overcome: Nonstructural protein 5A-P32 deletion in direct-acting antiviral-based therapy for
hepatitis C virus
Sato K, Uraoka T

REVIEW

4311 Management of bacterial and fungal infections in end stage liver disease and liver transplantation: Current
options and future directions
Righi E

MINIREVIEWS

4330 Towards hepatitis C virus elimination: Egyptian experience, achievements and limitaions
Omran D, Alboraie M, Zayed RA, Wifi MN, Naguib M, Eltabbakh M, Abdellah M, Sherief AF, Maklad S, Eldemellawy HH,
Saad OK, Khamiss DM, El Kassas M

ORIGINAL ARTICLE
Basic Study
4341 Temporal clinical, proteomic, histological and cellular immune responses of dextran sulfate sodium-
induced acute colitis
Nunes NS, Kim S, Sundby M, Chandran P, Burks SR, Paz AH, Frank JA

4356  Analysis of the nitric oxide-cyclic guanosine monophosphate pathway in experimental liver cirrhosis
suggests phosphodiesterase-5 as potential target to treat portal hypertension
Schaffner D, Lazaro A, Deibert P, Hasselblatt P, Stoll P, Fauth L, Baumstark MW, Merfort I, Schmitt-Graeff A, Kreisel W

4369  Sex-specific effects of Fugenia punicifolia extract on gastric ulcer healing in rats
Périco LL, Rodrigues VP, Ohara R, Bueno G, Nunes VV, Santos RC, Camargo AC, Justulin LA, de Andrade SF, Steimbach
VM, da Silva LM, da Rocha LR, Vilegas W, dos Santos C, Hiruma-Lima CA

Retrospective Study
4384  Practical fecal calprotectin cut-off value for Japanese patients with ulcerative colitis
Urushikubo J, Yanai S, Nakamura S, Kawasaki K, Akasaka R, Sato K, Toya Y, Asakura K, Gonai T, Sugai T, Matsumoto T

Observational Study
4393  Liver stiffness reversibly increases during pregnancy and independently predicts preeclampsia
Ammon FJ, Kohlhaas A, Elshaarawy O, Mueller J, Bruckner T, Sohn C, Fluhr G, Fluhr H, Mueller S

Raishidenge ~ WJG | www.wjgnet.com 1 October 14, 2018 | Volume 24 | Issue 38 |



/{/ (]‘ World Journal of
Gastroenterology

Contents Weekly Volume 24 Number 38 October 14, 2018

4403  Hepatitis C virus related cirrhosis decreased as indication to liver transplantation since the introduction of
direct-acting antivirals: A single-center study
Ferrarese A, Germani G, Gambato M, Russo FP, Senzolo M, Zanetto A, Shalaby S, Cillo U, Zanus G, Angeli P, Burra P

CASE REPORT

4412 FANCA D1359Y mutation in a patient with gastric polyposis and cancer susceptibility: A case report and
review of literature
Huang JP, Lin J, Tzen CY, Huang WY, Tsai CC, Chen CJ, Lu YJ, Chou KF, Su YW

Raishidenge ~ WJG | www.wjgnet.com I October 14, 2018 | Volume 24 | Issue 38 |



Contents

World Journal of Gastroenterology
Volume 24 Number 38 October 14, 2018

ABOUT COVER

Editorial board member of World Journal of Gastroenterology, Yasuhito Tanaka,
MD, PhD, Professor, Department of Virology and Liver Unit, Nagoya City
University Graduate School of Medical Sciences, Nagoya 467-8601, Japan

AIMS AND SCOPE

World Journal of Gastroenterology (World | Gastroenterol, W]G, print ISSN 1007-9327, online
ISSN 2219-2840, DOI: 10.3748) is a peer-reviewed open access journal. V]G was estab-
lished on October 1, 1995. It is published weekly on the 7% 14" 21% and 28" each month.
The WJG Editorial Board consists of 642 experts in gastroenterology and hepatology from
59 countries.

The primary task of WJG is to rapidly publish high-quality original articles, reviews,
and commentaries in the fields of gastroenterology, hepatology, gastrointestinal endos-
copy, gastrointestinal surgery, hepatobiliary surgery, gastrointestinal oncology, gastroin-
testinal radiation oncology, gastrointestinal imaging, gastrointestinal interventional ther-
apy, gastrointestinal infectious diseases, gastrointestinal pharmacology, gastrointestinal
pathophysiology, gastrointestinal pathology, evidence-based medicine in gastroenterol-
ogy, pancreatology, gastrointestinal laboratory medicine, gastrointestinal molecular biol-
ogy, gastrointestinal immunology, gastrointestinal microbiology, gastrointestinal genetics,
gastrointestinal translational medicine, gastrointestinal diagnostics, and gastrointestinal
therapeutics. WG is dedicated to become an influential and prestigious journal in gas-
troenterology and hepatology, to promote the development of above disciplines, and to
improve the diagnostic and therapeutic skill and expertise of clinicians.

INDEXING/ABSTRACTING

Waorld Journal of Gastroenterology (W] G) is now indexed in Current Contents®/Clinical Medicine,
Science Citation Index Expanded (also known as SciSearch™), Journal Citation Reports®, Index
Medicus, MEDLINE, PubMed, PubMed Central and Directory of Open Access Journals. The
2018 edition of Journal Citation Reports”® cites the 2017 impact factor for WJG as 3.300 (5-year
impact factor: 3.387), ranking ]G as 35" among 80 journals in gastroenterology and hepatol-

ogy (quartile in category Q2).

EDITORS FOR
THIS ISSUE

Responsible Assistant Editor: Xiang i
Responsible Electronic Editor: Shu-Yu Yin
Proofing Editor-in-Chief: Lian-Sheng Ma

Responsible Science Editor: Ruo-Yu Ma
Proofing Editorial Office Director: Ze-Mao Gong

NAME OF JOURNAL
World Journal of Gastroenterology

ISSN
ISSN 1007-9327 (print)
ISSN 2219-2840 (online)

LAUNCH DATE
October 1, 1995

FREQUENCY
Weekly

EDITORS-IN-CHIEF

Andrzej S Tarnawski, MD, PhD, DSc (Med),
Professor of Medicine, Chief Gastroenterology, VA
Long Beach Health Care System, University of Cali-
fornia, Irvine, CA, 5901 E. Seventh Str., Long Beach,
CA 90822, United States

EDITORIAL OFFICE

Ze-Mao Gong, Director

World Journal of Gastroenterology

Baishideng Publishing Group Inc

7901 Stoneridge Drive, Suite 501,

Pleasanton, CA 94588, USA

Telephone: +1-925-2238242

Fax: +1-925-2238243

E-mail: editorialoffice@wjgnet.com

Help Desk: http:/ /www.fGpublishing.com/helpdesk

COPYRIGHT

© 2018 Baishideng Publishing Group Inc. Articles pub-
lished by this Open-Access journal are distributed under
the terms of the Creative Commons Attribution Non-
commercial License, which permits use, distribution,
and reproduction in any medium, provided the original
work is properly cited, the use is non commercial and is
otherwise in compliance with the license.

http:/ /www.wjgnet.com SPECIAL STATEMENT
All articles published in journals owned by the Baishideng
PUBLISHER Publishing Group (BPG) represent the views and opin-

Baishideng Publishing Group Inc

7901 Stoneridge Drive, Suite 501,

Pleasanton, CA 94588, USA

Telephone: +1-925-2238242

Fax: +1-925-2238243

E-mail: bpgoffice@wignet.com

Help Desk: http:/ /www.fGpublishing.com/helpdesk

ions of their authors, and not the views, opinions or
policies of the BPG, except where otherwise explicitly
indicated.

INSTRUCTIONS TO AUTHORS
Full instructions are available online at http://www.
wignet.com/bpg/gerinfo/204

http:/ /www.wjgnet.com
EDITORIAL BOARD MEMBERS
All editorial board members resources online at http:// | PUBLICATION DATE ONLINE SUBMISSION
www.wignet.com/1007-9327/editorialboard.htm October 14, 2018 http:/ /www.f6publishing.com
Raishidenge ~ WJG | www.wjgnet.com 1 October 14, 2018 | Volume 24 | Issue 38 |



W J

World Journal of
Gastroenterology

Submit a Manuscript: http:/ /www.f6publishing.com

DOI: 10.3748 / wjg.v24.i38.4393

World | Gastroenterol 2018 October 14; 24(38): 4393-4402

ISSN 1007-9327 (print) ISSN 2219-2840 (online)

Observational Study
Liver stiffness reversibly increases during pregnancy
and independently predicts preeclampsia

ORIGINAL ARTICLE

Franziska J Ammon, Anna Kohlhaas, Omar Elshaarawy, Johannes Mueller, Thomas Bruckner, Christof Sohn,

Gabriele Fluhr, Herbert Fluhr, Sebastian Mueller

Franziska J Ammon, Christof Sohn, Herbert Fluhr, Department
of Obstetrics and Gynecology, University of Heidelberg,
Heidelberg 69120, Germany

Anna Kohlhaas, Omar Elshaarawy, Johannes Mueller,
Gabriele Fluhr, Sebastian Mueller, Department of Medicine and
Center for Alcohol Research, Liver Disease and Nutrition, Salem
Medical Center, University of Heidelberg, Heidelberg 69121,
Germany

Thomas Bruckner, Institute of Medical Biometry und Informatics,
University of Heidelberg, Heidelberg 69121, Germany

ORCID number: Franziska J] Ammon (0000-0002-8877-9711);
Anna Kohlhaas (0000-0001-7677-1619); Omar Elshaarawy
(0000-0002-6945-6204); Johannes Mueller (0000-0002-5205
-4129); Thomas Bruckner (0000-0001-9342-3456); Christof
Sohn (0000-0001-9430-4037); Gabriele Fluhr (0000-0001-7415
-2312); Herbert Fluhr (0000-0001-9300-4868); Sebastian Mueller
(0000-0002-3577-8491).

Author contributions: Fluhr H and Mueller S designed research;
Ammon FJ, Kohlhaas A and Fluhr G performed measurements;
Ammon FJ, Mueller J and Mueller S analyzed the data and wrote
the paper; Elshaarawy O revised the paper; Bruckner T reviewed
statistics; Elshaarawy O, Sohn C and Fluhr H reviewed the paper.

Supported by the Dietmar Hopp Foundation (in part, DFG), No.
MU 1373/9-1.

Institutional review board statement: The study was approved
by the Ethical Committee of the University of Heidelberg.

Informed consent statement: All participants of the study, or
their legal guardians, provided written informed consent prior to
study enrollment.

Conflict-of-interest statement: The authors have declared no
conflicts of interest.

Data sharing statement: Dataset and other information are
available from the corresponding author at sebastian.mueller@
urz.uni-heidelberg.de. Patients gave informed consent before

Baishidenge ~ WJG | www.wjgnet.com

inclusion in the study; the presented data are anonymized and the
risk of identification is very low.

STROBE Statement: The authors have read the STROBE
Statement-checklist of items, and the manuscript was prepared
and revised according to the STROBE Statement-checklist of
items.

Open-Access: This article is an open-access article which was
selected by an in-house editor and fully peer-reviewed by external
reviewers. It is distributed in accordance with the Creative
Commons Attribution Non Commercial (CC BY-NC 4.0) license,
which permits others to distribute, remix, adapt, build upon this
work non-commercially, and license their derivative works on
different terms, provided the original work is properly cited and
the use is non-commercial. See: http://creativecommons.org/
licenses/by-nc/4.0/

Manuscript source: Invited manuscript

Correspondence to: Sebastian Mueller, MD, PhD, Professor,
Department of Internal Medicine, Salem Medical Center and
Center for Alcohol Research and Liver Disease, University of
Heidelberg, Zeppelinstrale 11-33, Heidelberg 69121,

Germany. sebastian.mueller@urz.uni-heidelberg.de

Telephone: +49-6221-483210

Fax: +49-6221-484494

Received: August 1, 2018
Peer-review started: August 1, 2018
First decision: August 24, 2018
Revised: September 20, 2018
Accepted: October 5, 2018

Article in press: October 5, 2018
Published online: October 14,2018

Abstract

AIM
To study liver stiffness (LS) during pregnancy and its
association with complications during pregnancy.
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METHODS

In this observational, diagnostic study, 537 pregnant
women were prospectively enrolled at the Department
of Obstetrics and Gynecology, University hospital
Heidelberg and Salem Medical Center. LS was measured
using the Fibroscan device (Echosens, Paris) in all
women and in 41 cases 24 h after delivery. Clinical
and morphological data were recorded and abdominal
ultrasound and standard laboratory tests were
performed. No complications were observed in 475
women (controls) while preeclampsia and intrahepatic
cholestasis of pregnancy (ICP) developed in 22 and 40
women, respectively.

RESULTS

In controls, LS increased significantly from initially
4.5 + 1.2 kPa in the second trimester to 6.0 + 2.3
kPa (P < 0.001) in the third trimester. In the third
trimester, 41% of women had a LS higher than 6 kPa.
Elevated LS in controls was significantly correlated
with alkaline phosphatase, leukocytes, gestational age
and an increase in body weight and body mass index
(BMI). In women with pregnancy complications, LS
was significantly higher as compared to controls (P <
0.0001). Moreover, in multivariate analysis, LS was an
independent predictor for preeclampsia with an odds
ratio of 2.05 (1.27-3.31) and a cut-off value of 7.6 kPa.
In contrast, ICP could not be predicted by LS. Finally, LS
rapidly decreased in all women within 24 h after delivery
from 7.2 + 3.3 kPa down to 4.9 + 2.2 kPa (P < 0.001).

CONCLUSION

During pregnancy, LS significantly and reversibly
increases in the final trimester of pregnant women
without complications. In women with preeclampsia,
LS is significantly elevated and an independent non-
invasive predictor.

Key words: Pregnancy; Transient elastography; Liver
stiffness; Pregnancy complications; Hemolysis, elevated
liver enzymes and low platelets syndrome; Intrahepatic
cholestasis of pregnancy; Preeclampsia

© The Author(s) 2018. Published by Baishideng Publishing
Group Inc. All rights reserved.

Core tip: Liver stiffness (LS) was measured by transient
elastography during pregnancy in 537 healthy pregnant
women without complications and in 62 women with
pregnancy complications such as preeclampsia or
intrahepatic cholestasis of pregnancy. Our results show
that LS increases during pregnancy to levels above 6
kPa even in women without pregnancy complications
and rapidly normalizes within 24 h after delivery. LS was
significantly elevated in women with preeclampsia and,
moreover, an independent predictor for preeclampsia in
multivariate analysis. In conclusion, LS could be a novel
non-invasive screening parameter to identify pregnant
women at risk for complications of pregnancy.
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INTRODUCTION

Over the last decades, maternal mortality has been
drastically lowered in developed countries remaining
now stable at a level of approximately 1 death per
4000 deliveries', However, apart from postpartal
bleeding and embolic complications, hypertension and
preeclampsia remain the leading causes of maternal
morbidity and mortality™, In total, up to 3 % of all
pregnancies are complicated by liver disorders which
can be related or unrelated to pregnancy and can have
a high maternal and perinatal mortality*®!. Despite
enormous research activities in the last decades, still
little is known about the pathogenesis and efficient
treatment options of pregnancy- related liver diseases”’.
Except hyperemesis gravidarum, most of the hepatic
complications such as hemolysis, elevated liver enzymes
and low platelets (HELLP) syndrome and intrahepatic
cholestasis of pregnancy (ICP) typically occur in the
third trimester®?,

So far, rapid delivery is often the only choice to prevent
life-threatening complications in mother and child™”.
At present, obstetricians routinely monitor laboratory
markers such as aspartate transaminase (AST), alanine
transaminase (ALT) and gamma-glutamyltransferase
(GGT). Liver sonography is only performed if abnormalities
are found. However, these routine tests provide limited
information in predicting severe complications during
pregnancy™"’. Moreover, no established screening tests
exist for an early risk assessment of most of these
pregnancy complications'™'*%.

Over the last decade, liver stiffness (LS) as measured
by transient elastography (TE) has become the preferred
parameter to non-invasively assess liver fibrosis™***, TE
does not require dedicated ultrasound knowledge and
has a fast learning curve!™!, In contrast to liver biopsy,
TE is not only non-invasive but has a 10 times smaller
sampling error (3% vs 30%) and a better inter-observer
reliability rendering it ideal for follow-up studies™>*7",
While a physiological low LS below 6 kPa has an excellent
predictive power to rule out fibrosis, several studies in
adults have demonstrated an elevated LS in the absence
of fibrosis!*>*®21 by conditions such as inflammation,
cholestasis, congestion, elevated arterial pressure e.g.
during exercise, rapid changes of the portal flow and
food and alcohol intake!***®, Taken these observations
together, LS seems to represent the sum of fibrosis and
pressure-related factors being determined by the hepatic
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Screened
n =571
Liver disease fjnctomptllfte Controls Icp Preeclampsia
n=18 ata, other n =475 n=40 n=2
n=16
n=734 ‘ n = 537 before delivery ‘
Excluded ‘ ‘
Controls ICP Preeclampsia
n=26 n=9 n==6

n = 41 after delivery

Figure 1 Study design. ICP: Intrahepatic cholestasis of pregnancy.

inflow and outflow balance™®*”), In a preliminary study,
we had recently demonstrated a significant elevation of
LS during the third trimester and a rapid normalization in
four cases after delivery™.

We here present the final prospective data of LS in
a large cohort of pregnant women using Fibroscan with
the aim to investigate evolution of LS during pregnancy
in healthy pregnant women and the association
of LS to pregnancy complications. In addition, the
performance of Fibroscan and its potential association
with complications of pregnancy such as preeclampsia
and ICP was studied. Our extended study confirms that
LS is significantly elevated during the final trimester
in women with uncomplicated pregnancy and rapidly
normalizes after delivery. We further demonstrate,
however, that LS is significantly elevated in patients
with preeclampsia being an independent predictor of
this complication.

MATERIALS AND METHODS

The study protocol (435/2006 and S201/2015) was
reviewed and approved by the local Ethics Committee
and all patients gave written informed consent prior to
inclusion. The study conformed to the ethical guidelines
of the 1975 Declaration of Helsinki.

Prospective patient cohort

Figure 1 shows the study design. Three study aims
were pursued: The primary aim was to measure LS in
pregnant women with normal pregnancy and without
preexisting liver disease. Here, we also studied the
performance of both M and XL probes in order to obtain
valid LS measurements and potential confounders that
are correlated with an elevated LS. The second aim

Baishidenge ~ WJG | www.wjgnet.com

was to check whether LS is elevated in women with
pregnancy-related complications such as preeclampsia
or ICP and to analyze the associated conditions. Third,
we studied the response of elevated LS directly 24 h
after delivery.

Women were either recruited while undergoing
prenatal ultrasound screening during gestational week
12 to 33 or presented to the prenatal outpatient’s
department with prenatal complications or abnormalities
from gestational week 16 to 42.

Postpartum examination (n = 41) took place 24
h after delivery. For every participant of the study
general data i.e. weight and age as well as obstetric
and hepatic medical history were obtained in form of a
personal interview. The 571 participants were recruited
at the Department of Gynecology at the University of
Heidelberg (n = 468) and at Salem Medical Center in
Heidelberg (n = 103). Inclusion criteria were age > 18
years, informed and written consent by the participant
and an intact pregnancy at week 9 to 42 or status
postpartum (see Figure 1). Exclusion criteria were
presence of chronic liver disease either by the patient’s
history and in addition by ruling out serum markers
with evidence for viral hepatitis, autoimmune hepatitis,
hemochromatosis or Wilson’s disease. In addition, a
normal routine laboratory tests before pregnancy and
alcohol consumption less than 20 g/d were required.
Fatty liver in the ultrasound was no exclusion criterium
per se. Gynecological exclusion criteria included fatal
abnormalities of the fetus or patients being in labor
and maternal drug abuse. Patients were also excluded
if data were not complete. Altogether, 34 women were
excluded with evidence for preexisting liver disease in
the majority of cases (see Figure 1).
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Patients were considered as control group if no
complications occurred and delivery was normal during
follow-up. Preeclampsia (hypertonia during pregnancy
and proteinuria > 300 mg per day) and ICP (elevated
bile acids > 10 umol/L and pruritus or bile acids >
40 pmol/L) according to standard guidelines' were
considered as complications of pregnancy. Very rare
complications such as Acute Fatty Liver of Pregnancy
were not diagnosed during the inclusion period. Two
cases of HELLP syndrome were excluded since LS
could not be determined reliably due to intrahepatic
hematoma.

Laboratory parameters

Blood tests on liver enzymes, bile acids, common
electrolytes, coagulation and blood count were performed
by the general laboratory of the University Hospital
Heidelberg at the same day of TE measurement.

TE and transabdominal ultrasound

LS and controlled attenuation parameter (CAP) were
measured by transient elastography (Fibroscan,
Echosens, Paris, France) using both the M and XL
probes according to the manufacturer’s specifications
in fasting conditions for no less than two hours. Briefly,
TE was performed by physicians with at least 12 mo
of experience in abdominal ultrasound and TE on the
right lobe of the liver in intercostal position according to
established protocols™. The LS values represent the
median values of at least 10 consecutive measurements
together with the corresponding IQR. LS data obtained
by the XL probe was adjusted and standardized to M
probe data according to previous findings®®. In addition,
liver size, spleen size, degree of hepatic steatosis (0-3),
diameter of the vena cava inferior (VCI) and skin-to-liver
capsule distance (SCD) were assessed by abdominal
ultrasound.

Statistical analysis

The statistical analysis was performed using SPSS
Statistics version 23.0 (IBM, United States) and Excel
2016 (Microsoft, United States). For group comparisons
mean and standard deviations where calculated and to
compare means, the t-test and non-parametric Mann-
Whitney-U-test were used where appropriate. For
conduction of a correlation analysis, the Spearman rank-
order correlation coefficient was calculated. A nonlinear
curve fit on data with a Boltzmann function was
performed using OriginPro 8 (OriginLab Cooperation).
Receiver operating curve (ROC) analysis was performed
and to identify cutoff values the maximum of the
Youden index was calculated. Multivariate binary logistic
regression analysis was used to identify independent
predictors for pregnancy complications. The statistical
methods of this study were reviewed by Thomas
Bruckner from Institute of Medical Biometry und
Informatics, University of Heidelberg.
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RESULTS

Patient characteristics

Out of 571 screened pregnant women, 34 were excluded
either due to preexisting liver disease, insufficient
information prior to pregnancy or other more rare
exclusion criteria (Figure 1). Upon delivery and complete
follow-up, the remaining 537 patients were stratified
into a control group with uncomplicated pregnancies (n
= 475, 88%), preeclampsia (n = 22, 4.5%) and ICP (n
=40, 7.4%). Table 1 shows the patient characteristics of
the three different groups. Mean duration of pregnancy
at date of LS measurement was 192 + 67 d, 169 +
59 d and 237 + 18 d in controls, preeclampsia and
ICP, respectively. Transaminase levels and LS values
were significantly higher in both preeclampsia and
ICP groups. Both groups also had a higher degree of
steatosis as measured by ultrasound which could not be
confirmed using the CAP parameter. Of note, women
with preeclampsia had a significantly enlarged spleen
and a higher mean arterial pressure (MAP) while body
mass index (BMI) and levels of arterial pressure (AP)
were higher in the ICP group. Taken together, important
differences were observed with regard to LS between all
three groups.

Performance of LS measurements
In all women, 10 successful measurements could be
obtained. While 90.9% of women could be measured
with the M-probe, all women were measurable with the
XL-probe. Failure to measure LS with the M probe was
related to a skin capsule difference > 2.4 cm or a BMI
> 33.5 kg/m? (data not shown) while skin liver capsule
distance (SCD) was more accurate for predicting the
need for using the XL probe (Supplementary Table 1).
According to recently published criteria by Boursier
et al®, 16.7% of all measurements had an IQR to
Median LS ratio (IQR/M) less or equal 10% (very reliable
measurement), in 78.3%, IQR/M was between 10 and
30% (reliable measurement) and in 5.1% of cases,
IQR/M was greater than 30% (poorly reliable). However
and in line with previous findings™", all data were used
for further analysis. In summary, the Fibroscan device
performs well in most pregnant women using the M
probe and in all with the XL probe.

LS significantly increases in the third trimester of

normal pregnancy

An elevated LS > 6 kPa was seen in 25% of healthy
pregnant woman despite uncomplicated pregnancy.
LS was higher than 8 and 12.5 kPa in 6% and 1.5%,
respectively, the latter being typically regarded as cut-off
value for cirrhosis™™*?, LS increased almost exclusively in
the third trimester (Figure 2). Here, 105 of 256 women
(41%) showed an elevated LS > 6 kPa. Figure 2A shows
LS averaged per week over the course of pregnancy
and percentiles 5% and 95% calculated from the
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Table 1 Patient characteristics

Parameter Controls (7 = 475) Preeclampsia (7 = 22) °P value ICP (n = 40) °P value
Age (yr) 323+5.0 33429 0.3069 27.8+4.1 < 0.0001
Gestational age (d) 192 + 67 169 + 59 0.1330 237 £18 0.0007
Current BMI (kg/m?) 280%6.1 29.0+8.6 0.4601 320+83 0.0001
BMI before pregnancy (kg/m?) 247+58 259+78 0.3569 284+9.1 0.0002
MAP (kPa) 11.0+1.6 121+14 0.0279 104 +2.0 0.2747
Pruritus (present) 2% 0% 0.4948 53% < 0.0001
Nulliparous 45% 50% 0.6345 37% 0.1883
AST (U/L) 24+23 88 +122 <0.0001 105 +122 < 0.0001
ALT (U/L) 15+15 39435 <0.0001 174 +174 < 0.0001
AP (U/L) 134 +126 115+43 0.5955 179 + 69 0.0382
GGT (U/L) 24 +48 3552 0.4439 32+34 0.3863
Bilirubin total (mg/dL) 05+03 05+0.2 0.5374 05+03 0.2561
Creatinine (mg/dL) 06+0.1 0.6+0.1 0.1308 08+04 < 0.0001
Urea (mg/dL) 18+5 23+7 0.0006 2+7 0.0001
Uric acid (mg/dL) 38+1.1 50+14 0.0019 58+25 <0.0001
Total protein (g/L) 66.1+5.7 63.3+43 0.1114 66.9 +5.2 0.5143
Albumin (g/L) 36.0+£22 255+15.3 0.0046 364+55 0.7729
Leukocytes (1/nL) 11.9+4.2 9.6+4.6 0.0599 101+35 0.0158
Erythrocytes (1/pL) 39+04 42+04 0.0390 40+05 0.4560
Hemoglobin (g/dL) 11.7+13 124+09 0.0632 112+14 0.0313
Platelets (1/nL) 231+ 63 173 + 85 0.0022 231+ 55 0.9790
INR 0.91 +0.03 1.01+0.16 < 0.0001 0.91 +0.04 0.6616
Liver size (cm) 139+18 132+15 0.0786 144+11 0.0812
Spleen size (cm) 109+15 124+28 <0.0001 114+18 0.0954
Diameter VCI (cm) 1.6+0.3 1.8+0.6 0.0075 15+03 0.1713
Hepatic steatosis in sonography (0-3) 02+04 02+05 0.7334 04+05 0.0174
Liver stiffness (kPa) 53+20 17.9£20.7 <0.0001 69+21 <0.0001

> 6 kPa 120 (25%) 14 (63%) 23 (58%)

> 8 kPa 30 (6%) 10 (45%) 8 (20%)

>12.5 kPa 7 (1.5%) 9 (40%) 1(2.5%)
CAP (dB/m) 226 +43 228 +47 0.7843 215 + 40 0.1322

°P: P-value in comparison vs controls. ICP: Intrahepatic cholestasis of pregnancy; AST: Aspartate transaminase; ALT: Alanine transaminase; BMI: Body
mass index; CAP: Controlled attenuation parameter; GGT: Gamma-glutamyltransferase; MAP: Mean arterial pressure; AP: Arterial pressure; INR:
International normalized ratio; VCI: Vena cava inferior.
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Figure 2 Liver stiffness increased almost exclusively in the third trimester of normal pregnancy. A: Mean LS as a function of gestational week (9 to 42) of healthy
pregnant women without pregnancy complications. Displayed is the mean LS for every gestational week with 95% confidence bands from standard deviation and the
nonlinear regression function from a Boltzmann fit with y = 7.0 - 2.67 x (1/(1 + exp((gest.week - 32)/3.7))). From gestational week 26 on LS starts to increase and settles
at a plateau of 6.7 kPa at week 39. B: LS in healthy pregnant women without pregnancy complications such as preeclampsia or intrahepatic cholestasis dependent on the
trimester of pregnancy where the measurement took place. LS is significantly increased in women in the third trimester of pregnancy compared to women in the first or
second trimester. No significant difference between LS in the first and second trimester was observed. LS: Liver stiffness. *P < 0.05; ®P<0.01; °P<0.001.

standard deviation per week. LS stayed at mean values calculated the mean values at each week using a non-

of 4.5 kPa until week 26 and increased thereafter. The linear regression fitting (modified Boltzmann fit). The
values reached a plateau by gestational week 39 at a Boltzmann fit showed a good R? of 0.86.
mean value of 6.7 kPa. To represent those changes, we Figure 2B demonstrates the distribution of LS values
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Table 2 Associations with liver stiffness in all women, controls, preeclampsia and cholestasis patients

Spearman correlations All Control Preeclampsia ICP
General

Gestational age (d) 0.462° 0.499° -0.372 0.017
Age (yr) -0.071 -0.035 0.198 -0.249
Current body weight (kg) 0.296° 0.287 0.195 0.193
Body weight before pregnancy (kg) 0.182° 0.161° 0.315 0.175
Increase in body weight (kg) 0.314° 0.325° -0.184 0.233
Current BMI (kg/m?) 0.316° 0.313¢ 0.313 0.169
BMI before pregnancy (kg/m?) 0.188° 0.169° 0.686° 0.175
Increase in BMI (kg/m?) 0.322° 0.328° -0.118 0.269
MAP (kPa) 0.154° 0.03 0.082 0.464
pruritus 0.194° -0.034 0.471°
Nulliparous state 0.131° 0.129° 0.287 0.383°
Laboratory

Creatinine (mg/dL) 0.138 0.045 -0.478 0.048
Urea (mg/dL) 0.064 -0.068 -0.459 0.063
AST (U/L) 0.267° 0.04 0.588° 0.325°
ALT (U/L) 0.286° 0.103 0.354 0.28
AP (U/L) 0.297° 0.313° -0.091 0.128
GGT (U/L) 0.228" 0.164 0.717° -0.038
Bilirubin total (mg/dL) 0.027 -0.128 0.754° 0.257
Uric acid (mg/dL) 0.283° 0.152 -0.157 0.059
Total protein (g/L) -0.201° -0.350° -0.018 -0.018
Albumin (g/L) -0.199 -0.195 -0.5 -0.21
Leukocytes (1/nL) -0.346° -0.205° -0.834° -0.595°
Erythrocytes (1/pL) 0.169" 0.133 -0.473 0.181
Hemoglobin (g/dL) 0.024 0.073 -0.767° 0.064
Platelets (1/nL) -0.132 0.025 -0.790° -0.480°
Quick-test (%) -0.029 0.086 -0.814° 0.017
INR -0.013 -0.132 0.802° -0.038
Bile acid (umol/L) 0.698° 0.393 0.698°
Sonography

Liver size (cm) 0.031 0.027 0.357 -0.247
Spleen size (cm) 0.167° 0.112° 0.587° -0.071
Diameter VCI (cm) -0.009 -0.035 0.387 0.144
Level of hepatic steatosis (0-3) 0.211° 0.186° 0.343 0.309
CAP (dB/m) 0.075 0.081 0.775° 0.02
Cumulative estimated fetus weight (g) ~0.244° 0.223

°P < 0.05; °P < 0.01; °P < 0.001. ICP: Intrahepatic cholestasis of pregnancy; AST: Aspartate transaminase; ALT: Alanine transaminase; BMI: Body mass
index; CAP: Controlled attenuation parameter; GGT: Gamma-glutamyltransferase; MAP: Mean arterial pressure; AP: Arterial pressure; INR: International

normalized ratio; VCI: Vena cava inferior.

for all three trimesters as box plot. LS was significantly
elevated in the third trimester with a mean of 6.0 £ 2.3
kPa (P < 0.0001) in comparison to women in the first
or second trimester with mean LS values of 4.3 = 1.0
kPa and 4.5 * 1.2 kPa, respectively. Taken together, our
study demonstrates a significant increase of LS during
uncomplicated pregnancy almost exclusively in the third
trimester.

Parameters associated with LS elevation in healthy
pregnantwomen without complications

Focusing on the control group, we analyzed mor-
phological, laboratory and sonographic parameters to
identify potential confounders of elevated LS. Correlation
analysis (Table 2) showed that LS is not only positively
correlated with gestational age (0.50, P < 0.0001), but
also with related parameters such as increase in body
weight (0.28, P < 0.0001), change of BMI (0.33, P <
0.0001) and current BMI (0.31, P < 0.0001). In addition,
LS was also positively correlated with AP (0.31, P <
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0.001) and negatively with total protein (r = -0.35, P <
0.001). A weak association was seen with spleen size
and hepatic steatosis in ultrasound which could not be
confirmed based on the non- invasive CAP parameter. In
multivariate logistic regression analysis (Supplementary
Table 2), using the binary state LS > 6 kPa as dependent
variable, cumulative estimated fetus weight and
gestational age were independent predictors for LS > 6
kPa [odds ratios exp(B) = 1.003, P = 0.012 and exp(B)
= 1.016, P = 0.027, respectively], while nulliparous
state, current body weight and increase in body weight
were not significant.

LS is an independent predictor of preeclampsia

Women with preeclampsia and ICP had significantly
higher LS as compared to controls (5.3 + 1.9 kPa) with
mean LS values of 17.9 + 20.7 kPa (P < 0.0001) and
6.9 + 2.1 kPa (P < 0.0001), respectively. This was also
the case when only focusing on women in the third
trimester (Figure 3). In multivariate logistic regression
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Figure 3 Liver stiffness in women without pregnancy complications
and a measurement in the third trimester compared to liver stiffness in
women with preeclampsia and intrahepatic cholestasis of pregnancy.
LS is significantly higher in preeclampsia (17.9 + 20.7 kPa, P < 0.0001) and
cholestasis (6.9 + 2.1 kPa, P < 0.0001) even when compared to controls in
the third trimester (6.0 + 2.3 kPa), where LS increases also in uncomplicated
pregnancies. Two women with preeclampsia had LS measurements of 75 kPa,
which are not shown for design reasons. LS: Liver stiffness; ICP: Intrahepatic
cholestasis of pregnancy.

analysis, when comparing with important laboratory
screening markers during pregnancy (Supplementary
Figure 1A), LS and leukocyte count were independent
predictors for preeclampsia with an odds ratio of 2.05
(1.27-3.31) and 1.39 (1.03-1.88), respectively. In
contrast, the presence of pruritus and elevated ALT
levels were highly predictive for ICP while no additional
independent information could be obtained from LS. LS
predicted preeclampsia with a fairly good area under
the curve (AUROC) of 0.815 (0.722-0.907) and an
optimal cut-off value of 7.6 kPa (Supplementary Figure
2). Using these values, preeclampsia was detected
with a sensitivity of 0.55 (0.35-0.73) and specificity
of 0.92 (0.89-0.94). In summary, an elevated LS
seems to be an independent predictor of preeclampsia
that is superior to established criteria such as arterial
hypertension.

LS rapidly decreases after delivery

In a subgroup of 41 women, we were able to measure
LS in the third trimester of pregnancy and 24 h after
delivery (Figure 4). 26 women had uncomplicated
pregnancy while ICP and preeclampsia were seen in 9
and 6 cases, respectively (Figure 1). Due to the small
sample size, cases with preeclampsia and ICP are
combined and depicted as non-controls in Figure 4. LS
decreased significantly in all women after delivery from
7.2 + 3.3 kPa to 4.9 = 2.2 kPa (P < 0.001, Figure 3).
Significant differences were observed between controls
and non-controls after delivery but not before. Mean LS
before delivery was 6.7 + 2.7 kPa and 8.1 + 4.0 kPa in
controls and non-controls, respectively (P = 0.18). After
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Figure 4 Mean liver stiffness and standard deviation in the third trimester
of pregnancy. Twenty-four hours after delivery in healthy pregnant women
without complications (controls, n = 26) and in non-control women with
intrahepatic cholestasis of pregnancy (n = 9) and preeclampsia (n = 6). LS
decreases significantly in both groups after delivery. All controls decreased
after delivery to values < 6 kPa while two women with ICP and one woman with
preeclampsia stayed above the 6 kPa level. °P < 0.001 and °P < 0.05. LS: Liver
stiffness.

delivery, mean LS in controls was significantly lower as
compared to non-controls (4.2 + 1.0 kPa vs 5.6 + 1.3
kPa; P < 0.001). Of note, LS normalized in all controls to
values below 6 kPa while LS remained > 6 kPa in three
non-controls with 6.1, 8.1 and 16.8 kPa, respectively. In
summary, LS rapidly decreases after delivery. It even nor-
malized in all women without pregnancy complications.

DISCUSSION

We here show that LS can be easily measured in all
women during pregnancy. We demonstrate, first,
that LS significantly increases above 6 kPa in a large
fraction of pregnant women without complications
almost exclusively in the third trimester. Second,
women with preeclampsia show even higher LS values
and an elevated LS is an independent predictor of this
complication. Finally, elevated pregnancy- associated LS
rapidly decreased in all women after delivery.

Our data indicate that LS elevation during pregnancy
should be interpreted with caution and not be mistaken
for a manifest liver disease since it will most likely
be reversible after delivery. Second, the significant
elevation of a fundamental liver parameter such as LS
in such a large fraction of pregnant women suggests
that LS itself or its underlying causes could contribute
to some of the rare but often fatal complications
during late pregnancy'’. Indeed, elevated LS was
significantly higher in women with complications such as
preeclampsia or ICP. Moreover, an elevated LS > 7.6 kPa
was identified as independent predictor of preeclampsia
with a fairly good AUROC of 0.815 being superior to other
laboratory markers and arterial pressure. Thus, our data
suggest that LS could be a valuable non-invasive tool to
screen pregnant women for potential complications.
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What are the mechanisms that underlie elevated
LS during pregnancy? The rapid normalization of LS
after delivery is suggestive of e.g. mechanic, pressure-
related conditions of pregnancy in contrast to other
e.g. inflammatory or apoptotic conditions. Thus, liver
inflammation or apoptosis typically do not resolve within
24 h™, Indeed, in healthy women, we could not see
any association of LS with laboratory parameters such
as transaminases as observed in liver disease®"*.
The rapid decrease of LS rather suggests potential
mechanic factors such as an elevated intraabdominal
pressure and its hemodynamic consequences that would
rapidly normalize after deliver. Such an explanation
would also be in line with the recently proposed inflow/
outflow balance model of LS based on liver perfusion
through the incoming portal vein and hepatic artery
and the outflowing hepatic veins®®>**"), The significant
association of LS with spleen size could be a further
indirect link between portal hypertension and perfusion-
associated LS elevation. Unfortunately, our study does
not provide detailed insights into the hemodynamics
since no information on blood flow and resistance was
obtained.

Second, it is known for a long time that pregnancy
causes water retention that can contribute to a
large extent to weight gain in pregnant women. The
underlying mechanisms involve the RAAS system and
are comparable to heart failure and liver cirrhosis™".
In addition, LS can be drastically elevated by water
retention e.g. during heart failure® . Indirect evidence
can be derived from the negative correlation between
LS and serum protein levels. Unfortunately, however,
we could not clearly discriminate between weight gain
from water retention or obesity in our study.

Moreover, parameters of steatosis such as ultra-
sound (US) and CAP did not correlate significantly with
LS. It also remains unclear while indirect markers of
water retention such as an enlarged caval vein did not
show a significant association with LS although it was
related with complications. One explanation could be
the drastically elevated intraabdominal pressure in
pregnant women preventing an unfolding of the lower
caval vein®.,

Third, an increased cardiac output of pregnant
women may be also responsible for the elevated LS
since exercise and arterial pressure have been recently
identified as important determinants®®**!, Notably,
in our large study, no significant association could be
observed between MAP and LS although a recent small
study identified a relation between postpartum LS and
arterial pressure in women with eclampsia®®®. Here,
larger more detailed studies are required to shed light
on the role of arterial pressure on LS during pregnancy.

Fourth, the strong association of elevated LS with
parameters such as weight and BMI point towards an
important role of elevated intraabdominal pressure.
This is further underlined by the strong association
with child-related parameters such as fetus weight.
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However, we have recently shown that an elevated
intraabdominal pressure per se does not increase LS
in the absence of liver congestion™”. Thus, it is known
that the uterus can compress e.g. the inferior caval vein
during the continued growth of the fetus™®, Again, our
study was not able to provide further detailed insights
regarding liver congestion or impaired hepatic vein
outflow. Another fascinating argument for a mechanic
explanation of LS elevation during pregnancy is the
weak positive correlation of LS with the nulliparous
state. It is well established in the literature that
previous uncomplicated deliveries lower the risk for
birth complications. The fact that pregnant women
with their first pregnancy have a significantly higher LS
could point towards a mechanic training or mechanic
adaption that could be potentially obtained during the
first pregnancies.

In conclusion, we here show that LS can be obtained
easily in pregnant women. LS significantly increases
in the third trimester despite normal pregnancy and
rapidly normalizes after delivery. However, LS is
significantly increased in women with preeclampsia
and an independent predictor of this complication.
Some findings and especially the rapid normalization
of LS after delivery is highly suggestive for mechanic
e.g. hemodynamic reasons as underlying mechanism
while direct liver injury is less likely. More detailed
prospective studies are needed to clarify LS elevation
during pregnancy. Nevertheless, our data are highly
encouraging to more frequently use non-invasive LS
measurements in pregnant women with suspicion of
pregnancy-related complications.

ARTICLE HIGHLIGHTS

Research background

Hypertension and preeclampsia remain the leading causes of maternal morbidity
and mortality. Moreover, up to 3 % of all pregnancies are accompanied by liver
complications which can have a high maternal and perinatal mortality. So far,
no detailed studies existed on pregnancy and liver stiffness, a novel parameter
and gold standard to early screen for liver fibrosis and other pathologies. We
here present the first large cohort to study liver stiffness during pregnancy and
its association with complications during pregnancy. Our data show that liver
stiffness significantly and reversibly increases in the final trimester in pregnant
women without complications. In women with preeclampsia, liver stiffness is
significantly elevated and an independent non-invasive predictor. In conclusion,
we think that liver stiffness could be an easy to use and fast non-invasive tool
for the prediction and diagnosis of pregnancy complications.

Research motivation

Many liver-related complications during pregnancy are still poorly understood,
life threatening and difficult to diagnose. The main motivation for this study,
therefore, was to investigate the novel parameter liver stiffness for the first
time in a large cohort of pregnant women and its relation to pregnancy
complications. Based on first preliminary observations, it was our further goal
to provide the normal range of liver stiffness values during pregnancy and its
response to delivery.

Research objectives
The first aim was to test the performance and validity of liver stiffness
measurements using FibroScan in pregnant women with and without pregnancy

October 14, 2018 | Volume 24 | Issue 38 |



complications. The second aim was to investigate liver stiffness in women with
normal pregnancies at different gestational ages and its response to delivery.
We eventually demonstrate that liver stiffness can be measured in pregnant
women with sufficient accuracy using the XL probe. We further demonstrate
an elevated liver stiffness in the final trimester of pregnant women without
complications. Interestingly, liver stiffness can reach levels that could suggest
the presence of advanced liver fibrosis. Finally, we show that liver stiffness
is higher in patients with pregnancy complications such as preeclampsia or
intrahepatic cholestasis of pregnancy and can even predict these complications.
Our data pave the way for more detailed studies of liver stiffness in pregnant
women in the future e.g. with the aim to investigate associations with more rare
complications such as the hemolysis, elevated liver enzymes and low platelets
(HELLP)-syndrome or acute fatty liver of pregnancy.

Research methods

We prospectively recruited 537 pregnant women including 22 with preeclampsia
and 40 with intrahepatic cholestasis. Liver stiffness was measured by transient
elastography (FibroScan, Paris) with the M and XL-probe. Additionally,
transabdominal ultrasound and standard laboratory tests were performed. In
some patients, liver stiffness was also measured 24 h after delivery. This study
design allowed us to demonstrate elevated liver stiffness in the third trimester
during uncomplicated pregnancy and its normalization after delivery. In addition,
however, elevated liver stiffness was identified as sensitive and early prognostic
parameter of pregnancy complications such as preeclampsia and intrahepatic
cholestasis of pregnancy.

Research results

We first demonstrate that valid liver stiffness measurements can be obtained in
most women (> 95%) using the XL-probe. Second, liver stiffness increases from
ca. 4.5 kPa to 6 kPa (P < 0.001) in the third trimester of women with normal
pregnancy. Importantly, 41% of women in the third trimester showed a liver
stiffness above 6 kPa; in rare cases even higher than 20 kPa. Of note, elevated
liver stiffness here was significantly correlated with alkaline phosphatase,
leukocytes, gestational age and an increase in body weight and body mass
index (BMI). Women with pregnancy complications such as preeclampsia or
intrahepatic cholestasis had significantly higher liver stiffness measurements
than women with uncomplicated pregnancy (P < 0.0001). Results even stayed
significant when compared only to women in the third trimester (P < 0.01).
Moreover, in multivariate analysis, liver stiffness could be identified as an
independent predictor for preeclampsia with an odds ratio of 2.05 (1.27-3.31).
Finally, liver stiffness rapidly decreased in all women within 24 h after delivery
from 7.2 + 3.3 kPa down to 4.9 = 2.2 kPa (P < 0.001).

Research conclusions

For the first time, this study investigates liver stiffness in a large prospective
cohort of pregnant women prior and after delivery. It shows that liver stiffness
can be accurately measured in pregnant women. Surprisingly, liver stiffness
significantly increased in the final trimester but normalized after delivery. Thus,
an elevated liver stiffness during pregnancy should not be mistaken for a liver
disease and e.g. prompt to further invasive diagnostic measures. Furthermore,
liver stiffness is significantly higher in women with pregnancy complications and
it can independently predict complications such as preeclampsia. Although an
exact molecular cause of the liver stiffness elevation could not be identified,
its rapid normalization after delivery in the absence of inflammation highly
suggests mechanical factors e.g. hemodynamic changes as underlying cause.
The findings are also in line with our recently introduced sinusoidal pressure
hypothesis that highlights the role of pressure in modulating liver stiffness and
eventually causing liver complications. Based on our findings we also suggest
to routinely assess liver stiffness during pregnancy in order to early identify
women at risk of preeclampsia.

Research perspectives

Transient elastography is a promising non-invasive, easy to use method
to study liver stiffness during pregnancy. In future research, broader and
more detailed studies are needed to investigate the cause for liver stiffness
elevation in the third trimester and in complicated pregnancies and to
investigate other aspects such as HELLP-syndrome or acute fatty liver of
pregnancy.
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