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1. Introduction
Purpose: Damage to the uterosacral ligaments is an important contributor to

uterine and vaginal prolapse. The aim of this study is to identify differentially
expressed proteins (DEPs) in the uterosacral ligaments of women with and

Pelvic organ prolapse (POP) is defined as
“the descent of one or more aspects of
the vagina and uterus: the anterior vagi-

without pelvic organ prolapse (POP) and analyze their relationships to cellular nal wall, posterior vaginal wall, the uterus
mechanisms involved in the pathogenesis of POP. (cervix), or the apex of the vagina (vaginal
Experimental design: Uterosacral ligament connective tissue from four vault or cuff scar after hysterectomy)”.!"

POP is a common, costly, and debilitating
disorder that negatively impacts the qual-
ity of life of many women. It has been re-
ported that approximately 3% of women

patients with POP and four control women undergo iTRAQ analysis followed
by ingenuity pathway analysis (IPA) of DEPs. DEPs are validated using
Western blot analysis.

Results: A total of 1789 unique protein sequences are identified in the in the United States had symptoms of
uterosacral ligament connective tissues. The expression levels of 88 proteins vaginal bulging;” however, the preva-
are significantly different between prolapse and control groups (>1.2-fold, lence of POP identified by pelvic exami-

nation was much higher, up to 40-50% in
some studies.’! Although its symptoms
are not life threatening, it is a significant

p < 0.05). IPA demonstrates the association of 14 DEPs with “Connective
Tissue Function.” Among them, fibromodulin, collagen alpha-1 (XIV) chain,

calponin-1, tenascin, and galectin-1 appear most likely to play a role in the health burden and is associated with a
etiology of POP. significant economic impact.

Conclusions and clinical relevance: At least six proteins not previously The etiology of POP appears to be re-
associated with the pathogenesis of POP with biologic functions that suggest lated to connective tissue genetics and

a plausible relationship to the disorder are identified. These results may be .H.letabo.l 1S G.enormc analysis of fam-
ilies with a high penetrance of POP

helpful for furthering the understanding of the pathophysiological has yielded important insights into the
mechanisms of POP. molecular and cellular mechanisms that

may be involved in the development
of POP.) However, genomic techniques
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have some limitations when attempting to understand the dy-
namic relationship of multiple protein functions in normal and
affected tissues, and the correlation between mRNA and protein
levels is insufficient to predict protein expression levels.P! Direct
assessment of the proteins involved in a target biological func-
tion can be valuable for the understanding of biological systems.
Proteomic techniques may elucidate complex patterns of protein
expression which can help fill the gap between genomics and
phenotypes.l In 2015, Sun et al. analyzed the uterosacral liga-
ment in postmenopausal women with and without POP using
2D gel-based proteomic tools. They identified eight downregu-
lated proteins in the POP group by MALDI-MS.! 2DE has been
used for more than 25 years and was the first technique capable
of supporting the concurrent quantitative analysis of large num-
bers of gene products. However, studies have revealed that the
dynamic range of 2DE technique is limited.®) In addition, some
studies have revealed that 2DE identified only the most abundant
proteins.?!

The aim of this study was to investigate the differential expres-
sion of proteins in the uterosacral ligament of women with or
without POP, and analyze their relationships to cellular mecha-
nisms already known to be involved in the pathogenesis of POP.
We applied HPLC-MS/MS using the iTRAQ analysis method to
identify differentially expressed proteins (DEPs) between the two
groups. We analyzed the DEPs with respect to molecular func-
tion, biological processes, and signaling pathways using ingenu-
ity pathway analysis (IPA). IPA is a knowledge database relying
on published literature related to protein function, localization,
relevant interactions, and biological mechanisms. Disease analy-
sis, pathway analysis, and network generation can be performed
using IPA. HPLC-MS/MS, iTRAQ analysis, and IPA were uti-
lized to investigate the proteomics of the etiology and pathogen-
esis of POP.

2. Experimental Section

2.1. Clinical Specimen Collection

The study was endorsed by the Hangzhou Women’s Hos-
pital Ethics Committee (docket#2015-001-03) and written in-
formed consent was obtained from each subject. Uterosacral lig-
ament tissues were collected during hysterectomy procedures
at Hangzhou Women’s Hospital (Hangzhou, China) between
March and August 2016. The subjects consisted of eight women
with stage III or stage IV prolapse based on the POP quan-
tification (POP-Q) examination and eight controls with stage
0-1 prolapse and no history of prolapse surgery. All of the
patients were postmenopausal. Patients with a history of con-
nective tissue diseases such as Marfan or Ehlers—Danlos syn-
dromes were excluded. None of the subjects had received any
hormonal treatment in the 3 months prior to surgery. Pa-
tient demographics and clinical characteristics are presented
in Table 1. The full thickness specimens were taken from
the uterosacral ligaments near their insertion into the cervix.
The specimens were 0.5-1 cm long. No specimen had any
gross evidence of fracture or other damage. Uterosacral liga-
ment samples were washed in a cold phosphate buffered saline
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Clinical Relevance

Damage to the uterosacral ligaments is associated with uterine
and apical vaginal prolapse. The cellular and molecular patho-
genesis of pelvic organ prolapse (POP) is not well understood.
OuriTRAQ analysis demonstrated 14 differentially expressed
proteins that were associated with “Connective Tissue Func-
tion.” Among them, fibromodulin, collagen alpha-1 (XIV) chain
,calponin-1, tenascin, and galectin-1appear most likely to play
arole inthe etiology of POP. Further investigation of the pos-
sible role of these proteins and their associated pathways may
help focus further research on the cellular mechanisms of POP.

solution to eliminate blood. Tissue samples were then snap
frozen in liquid nitrogen and stored at —80 °C within 30 min of
excision.

2.2. Protein Extraction and Digestion

A total of 0.1 mg of each ligament tissue sample was ground
into a powder in liquid nitrogen and homogenized in extraction
buffer (4% SDS, 1 mm DTT, and 150 mwm Tris-HCI, pH 8.0).
Protein extraction was performed by cell lysis buffer at 95 °C
for 5 min, followed by sonication on ice. The crude extract was
then incubated at 95 °C again and cleared by centrifugation at
14 000 x g for 30 min at 15 °C. Thereafter, the supernatant
was collected and the protein concentration was measured by
the BCA protein assay reagent from Pierce (Pierce, Rockford, IL,
USA).

Protein digestion was performed using the filter-aided sample
preparation (FASP) method as previously described.'” Briefly,
200 pg of total protein samples were diluted in 30 pL of solu-
tion including 4% SDS, 100 mwm Tris-HCI pH 8.0, and 100 mm
dithiothreitol, and were heated at 95 °C for 5 min. After each
sample was cooled to room temperature, the sample was loaded
onto an ultrafiltration filter (cutoff 10 kDa, Sartorius, Goettin-
gen, Germany). Two hundred microliters of UT buffer (8 m urea
and 150 mwm Tris-HCI, pH 8.0) was added to the filter and cen-
trifuged it at 14 000 x g at 20 °C for 30 min. Subsequently,
100 pL of iodoacetamide solution (50 mm iodoacetamide in UT
buffer) was added for blocking reduced cysteines and the sam-
ples were incubated for 20 min in darkness. Then the filters
were centrifuged at 14 000 x g at 20 °C for 20 min. The fil-
ters were washed with 100 pL UT buffer at 14 000 x g for
20 min. This step was repeated twice. Then, 100 pL dissolution
buffer (AB Sciex, Framingham, MA, USA) was added to the fil-
ter and it was centrifuged at 14 000 x g at 20 °C for 30 min and
this step was repeated twice. Finally, 40 pL of trypsin (Promega,
Madison, WI, USA) buffer (2 pg trypsin in 40 pL dissolution
buffer) were added and the samples were digested overnight at
37 °C. Each filter unit was transferred to a new tube and cen-
trifuged at 14 000 x g at 20 °C for 30 min. The resulting pep-
tide concentrations were estimated by UV light spectral density at
OD;s0.
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Table 1. Comparison of characteristics between the two groups.
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Items Control Experiment t/Z Value p-Value
n X=*s M n X=*s M
Age 8 63.25 + 8.03 64.50 8 64.63 + 8.33 64.00 —0.336 0.742
BMI 8 25.58 + 3.34 25.55 8 23.19 + 2.40 23.65 1.646 0.122
Age of menopause 8 50.00 + 3.93 49.50 8 51.25 £ 1.58 51.50 —0.835% 0.425
FSH 8 47.41 £ 23.87 47.60 8 57.48 £ 15.26 57.55 —1.005 0.332
LH 8 18.83 £ 10.30 19.88 7 24.15 £ 8.13 20.79 0.400% 0.442
E2 8 41.50 £+ 61.88 18.50 8 23.63 £ 14.44 19.50 0.8754 0.878
T 8 0.25 + 0.07 0.28 8 0.28 £+ 0.20 0.24 0.3434 0.382
P 8 2.30 + 5.04 0.71 8 0.49 + 0.33 0.46 0.4004 0.442
Glucose 8 5.21 £ 1.21 4.85 8 4.86 £ 0.51 4.81 0.674% 0.721
Hb 8 121.13 £ 10.74 120.50 8 129.71 £ 14.56 135.00 —-1.313 0.212
Parity 8 2.38 £ 1.06 2.50 8 1.88 £ 0.99 2.00 0.2964 0.328

) Equal variances not assumed, adjusted t-test is used, A normal distribution not assumed, Wilcoxon test is used.

2.3. Protein Digestion and iTRAQ Labeling

The resulting peptide mixture was labeled using the 8-plex
iTRAQ reagent according to the manufacturer’s instructions (AB
Sciex, Framingham, MA, USA). The four control group (C) sam-
ples were labeled with mass 113, 114, 115, and 116 isobaric tags,
while the four samples from the POP group were labeled with
mass 117, 118, 119, and 121 isobaric tags. The labeling solu-
tion was incubated at room temperature for 2 h before further
analysis.

2.4. Strong Cationic-Exchange Chromatography Fractionation

The combined sample was acidified with 1% trifluoroacetic acid
before being subjected to strong cationic-exchange chromatog-
raphy (SCX) fractionation using a PolySULFOETHYL column
(4.6 x 100 mm, 5 um, 200 A, Poly LC Inc., Columbia, MD, USA).
Solvent A consisted of 10 mm KH,PO, in 25% v/v ACN, and sol-
vent B was solvent A with 500 mym KCl added. The solvents were
applied using a gradient of 0-10% solvent B for 2 min, 10-20%
solvent B for 25 min, 20-45% solvent B for 5 min, and 50-100%
solvent B for 5 min. The elution was monitored by absorbance at
214 nm and fractions were collected every 1 min. Finally, these
samples were combined into ten fractions based on the quantity
of peptide and then desalted on C18 cartridges (Sigma, Stein-
heim, Germany). Each SCX salt step fraction was dried in a
vacuum centrifuge and reconstituted with 40 pL 0.1% v/v triflu-
oroacetic acid.

2.5. LC-ESI-MS/MS Analysis

A volume of 5 pg of peptide mixture from each fraction was
subjected to nano LC-MS/MS analysis. Peptide mixtures were
loaded onto the Thermo EASY-nLC column (Thermo Finnigan,
San Jose, CA, USA) (100 mm x 75 pm, 3 um) in solvent C (0.1%
formic acid) and separated with a linear gradient of solvent D
(80% acetonitrile with 0.1% v/v formic acid) at a flow rate of
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300 nL min~! over 120 min: 0-100 min with 0-45% solvent D;
100-108 min with 45-100% solvent D; 108-120 min with 100%
solvent D.

The Q-Exactive (Thermo Finnigan, San Jose, CA, USA) mass
spectrometer acquired data in the positive ion mode, with a se-
lected mass range of 300-800 mass/charge (m/z) ratio. Dynamic
exclusion was used with 40.0 s duration. Q-Exactive survey scans
were set as 70 000 at m/z 200 and 17 500 at m/z 200 of resolu-
tion for HCD spectra. MS/MS data were acquired using a data-
dependent acquisition method using the top ten most abundant
precursor ions. The normalized collision energy was 30 eV and
the underfill ratio was defined as 0.1% on the Q-Exactive.

2.6. Protein Identification and Quantification

Protein identifications were performed using the MASCOT
search engine (version 2.2.1; Matrix Science, London, UK) em-
bedded into Proteome Discoverer 1.3 (Thermo Electron, San
Jose, CA, USA), searching against the Uniport database of hu-
man protein sequences (03-2013, 133 549 entries, downloaded
from: http://www.uniprot.org/) and the decoy database. Search
parameters were set as follows: monoisotopic mass, peptide mass
tolerance at +20 ppm and fragment mass tolerance at 0.1 Da,
trypsin as the enzyme, and allowing up to two missed cleavages.
Variable modifications were defined as oxidation of methionine
and iTRAQ 8-plex labeled tyrosine while lysine and N-term of
peptides labeled by iTRAQ 8-plex and carbamidomethylation on
cysteine were specified as fixed modifications. False discovery
rate (FDR) of both protein and peptide identification was set to
Dbe less than 0.01. Protein identification was supported by at least
one unique peptide identification.

2.7. Western Blot

For Western blot analysis, the protein samples of uterosacral
ligament were prepared from four control subjects and four

© 2018 WILEY-VCH Verlag GmbH & Co. KGaA, Weinheim
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Figure 1. A) Hierarchical clustering of significant differentially expressed proteins in uterosacral ligament tissue. The bright red color indicates upregula-
tion, the deep green color indicates downregulation, and black portrays no change. B) Validation of the differential expression of three selected proteins
by Western blot analysis: FMOD, MYL6, and MIF. Data are presented as mean £ SD (n = 4). p < 0.05 compared to the corresponding controls.

POP patients. Human uterosacral ligament sample was homog-
enized in 500 pL 1 x RIPA buffer containing protease inhibitors
(1 pg mL™! leupeptin and 1 pg mL~! phenylmethylsulfonyl flu-
oride). Samples were loaded at 30 pg per lane and separated in a
10% SDS gel. The separated samples were transferred to a nitro-
cellulose membrane (Bio-Rad, Hercules, CA, USA). After incu-
bating for 1 h with blocking buffer, the membrane was incubated
overnight at 4 °C with primary antibodies against fibromodulin
(FMOD) (Abcam ab226934, Cambridge, UK; 1:1000), MYL6 (Ab-
cam ab174169, Cambridge, UK; 1:1000), MIF (Abcam ab187064,
Cambridge, UK; 1:1000), and B-actin (Santa Cruz Biotechnology
sc1616, Santa Cruz, CA, USA; 1:1000). After three washes with
1 x TBST, pH 7.4, each membrane was incubated with the appro-
priate secondary antibody (1:1000) at room temperature for 1 h.
After additional three washes, protein intensities were visualized
with the ECL detection system (Beyotime, Beijing, China).

2.8. Bioinformatics Analysis

IPA (www.ingenuity.com, Qiagen, Hilden, Germany) included
a manually annotated database of protein interactions and
metabolic reactions obtained from scientific literature. Gene
names of all identified proteins and their corresponding mean
fold change values were imported into IPA and processed using
the shortest path algorithm. The IPA generated a rank order of
significance of protein association.

2.9. Statistical Analysis

All the statistical analyses of this study were carried out using
Prism 6 from GraphPad (San Diego, CA, USA). Statistical signif-
icance for comparison of baseline group characteristics was de-
termined by using appropriate non-parametric tests. All samples
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were tested in triplicate, and the data are expressed as means +
SD. p < 0.05 was considered significant.

2.10. Data Availability

The mass spectrometry proteomics data have been deposited
to the ProteomeXchange Consortium via the PRIDEM
partner repository with the dataset identifier PXD011467
(https://doi.org/10.6019/PXD011467).

3. Results

3.1. Protein Profiles of Ligament Tissue

In this study, the two groups appeared similar with respect to
age, age at menopause, and body mass index. Using untargeted
proteomic analysis, we identified 1789 non-redundant proteins
(Table 1, Supporting Information) in human uterosacral liga-
ment with high confidence (one or more unique peptides with
an FDR less than 1%). Among them, 88 proteins were found
to be differentially expressed using the threshold of (>1.2-fold,
p < 0.05) (Table 2, Supporting Information), including 30 upreg-
ulated proteins and 58 downregulated proteins in the samples
from subjects with prolapse. The hierarchical clustering of these
DEPs is visualized in a heat map (Figure 1A).

3.2. Western Blot Validation

After the iTRAQ analysis, we performed Western blot analy-
sis to verify three of the most interesting DEPs discovered by
iTRAQ analysis. Western blot demonstrated statistically signif-
icant changes in FMOD, MYL6, and MIF expression in the
uterosacral ligaments of women with POP (Figure 1B). The di-
rection and magnitude of differential expression were consistent

© 2018 WILEY-VCH Verlag GmbH & Co. KGaA, Weinheim
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Figure 2. Downstream effect analysis of specific differentially expressed proteins associated with “Connective Tissue Disorders” by the iterative ingenuity
pathway analysis. For this developmental disease network, genes or gene products are represented as nodes, and the biological relationship between
two nodes is represented as an edge. All edges are supported by at least one publication as stored in the Ingenuity Knowledge database. The intensity of

the node color indicates the degree of up- (red) or down- (green) regulation.

with the iTRAQ analysis results. Because several DEPs were re-
lated to “Connective Tissue Function,” we further analyzed the
association of these proteins with Connective Tissue Function
(Figure 3).

3.3. Disease and Function Analysis

All 88 DEPs were further analyzed by IPA, and these DEPs clus-
tered in subcategories of “Disease and Disorder” and in “Physi-
ological System Development and Functions.” According to the
overlapping p-values, these DEPs were significantly related to 28
subcategories of “Disease and Disorder” (Figure 1, Supporting
Information) and 27 subcategories of “Physiological System De-
velopment and Functions” (Figure 2, Supporting Information).
Accordingly, based on “Disease and Disorder” analysis of the
gene list, 7 DEPs were associated with “Connective Tissue Dis-
orders” (Figure 2), and based on “Physiological System Devel-
opment and Functions” analysis, 14 DEPs were associated with
“Connective Tissue Function” (Figure 3).

3.4. Network Analysis

To better understand the potential roles of these DEPs, the
data were further analyzed using network analysis. Hypothetical
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networks were built between the experimentally found proteins
and the IPA database proteins. The relevant pathway maps were
then prioritized according to their statistical significance (p <
0.001) and networks were graphically visualized as hubs (pro-
teins) and edges (the relationship between proteins). The best
matching network involved 17 DEPs. It was associated with the
IPA functions including “Drug Metabolism,” “Protein Synthe-
sis,” and “Small Molecule Biochemistry” (Figure 3, Supporting
Information).

4, Discussion

Proteomics complements other functional and genomic ap-
proaches for understanding the physiology and pathophysiology
of diseases. Integration of these datasets can improve our under-
standing of both gene regulation and downstream protein func-
tion. In this study, we generated a proteome profile of human
uterosacral ligament tissue in women with or without POP using
iTRAQ methodology and identified a set of DEPs unique in com-
parison to a previous study using MALDI-MS methodology.”
Because the methodology is different from MALDI-MS, it is
not surprising that the DEPs identified in our study were dif-
ferent from the previous analysis of uterosacral ligament.”! We
used IPA to further analyze the potential biologic significance
of DEPs, in terms of possible downstream effects and upstream
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Figure 3. Downstream effect analysis of specific differentially expressed proteins associated with “Connective Tissue Function” by the iterative ingenuity
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between two nodes is represented as an edge. All edges are supported by at least one publication as stored in the Ingenuity Knowledge database. The
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regulators, which has provided useful insights into the pathobi-  Development and Function." We believe that the most promis-
ology of POP. ing DEPs for further investigation regarding their potential in-

Using the “disease and disorders” network IPA we found volvement in the pathobiology of POP are: collagen alpha-1 (XIV)
seven DEPs associated with "Connective Tissue Disorders.” In  chain (COL14A1), fibromodulin (FMOD, calponin-1 (CNN-1),
“Function analysis,” 14 DEPs are involved in “Connective Tissue  tenascin (TNC), and galectin-1 (LGALS1). COL14A1l plays a
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role in integrating collagen bundles. It is probably associated
with the surface of interstitial collagen fibrils.'”2 FMOD af-
fects the rate of fibril formation and may have a primary role
in collagen fibrillogenesis.¥) CNN-1 is a smooth muscle thin
filament-associated protein that is implicated in the regulation
and modulation of smooth muscle contraction. It is capable of
binding to actin, calmodulin, troponin C, and tropomyosin.'
The interaction of calponin with actin inhibits the actomyosin
Mg-ATPase activity.') TNC is implicated in the guidance of mi-
grating neurons as well as axons during development, as well as
neuronal regeneration. TNC promotes neurite outgrowth from
cortical neurons grown on a monolayer of astrocytes.®l Stimu-
lation via mechanical stretch may promote the synthesis of TNC
and bone marrow stromal cell (BMSC) differentiation into pelvic
ligament fibroblasts.l'”) LGALS1 plays a role in regulating apop-
tosis, cell proliferation, and cell differentiation. Lectin that binds
beta-galactoside and a wide array of complex carbohydrates may
inhibit CD45 protein phosphatase activity and therefore induces
the dephosphorylation of Lyn kinase.'¥ In addition, MYL6 and
MIF may also play an important role in the pathogenesis of POP.
MYLG6 is a regulatory light chain of myosin. Myosin regulatory
light chains are required to maintain the stability of myosin IT and
cellular integrity.’” Migration inhibitory factor (MIF) is a proin-
flammatory cytokine involved in the innate immune response to
bacterial pathogens. The expression of MIF at sites of inflam-
mation suggests a role as mediator in regulating the function of
macrophages in host defense.?"

We also employed IPA Upstream Regulator Analysis to iden-
tify upstream regulators that may be involved in the regulation
of these candidate proteins. In the upstream analysis, MGEAS,
miR-3121-5p, miR-22-3p, and miR-344a-5p were predicted to be
in an inhibited state in the women with POP, and TGFB1, miR-
4690-5p, miR-4640-5p, and miR-4512 were predicted to be in
an activated state. Beta-estradiol may play a regulatory role for
FMOD that was predicted to be in an activated state, suggesting
amechanism whereby beta-estradiol may affect the pathogenesis
of POP.

Compared with MALDI-MS and 2DE methodology, the iTRAQ
method used in the present study has superior breadth and pre-
cision in identification of DEPs, and iTRAQ analysis can provide
relative quantification simultaneously with the process of gener-
ating peptide sequences. We identified more candidate DEPs in
the uterosacral ligament of women with POP than those iden-
tified in the previous published reports by using MALDI-MS
and 2DE."! We demonstrated that 14 DEPs were associated with
“Connective Tissue Function” using IPA which is encouraging.
However, our study also has some weaknesses. All mass spec-
trometry analysis methods have significant potential for false-
positives, therefore additional confirmatory testing is required to
increase confidence in the iTRAQ analysis results. In addition,
this investigation only showed the association of the change in
protein abundance with POP that does not allow us to understand
whether these DEPs are a cause or effect of prolapse. Studies
at the organism level, for instance, the production of transgenic
mice, will help us to clarify roles of these DEPs in the cellular
pathogenesis and development of POP.

In conclusion, by using iTRAQ methodology, 21 DEPs were
identified in the uterosacral ligament of women with POP. IPA
analysis showed that five DEPs might be more likely to be
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associated with biologically plausible areas of connective tissue
function and disease. Further investigation of the candidate pro-
teins we identified in this study may expand our understanding
of the pathological processes underlying POP.
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Supporting Information is available from the Wiley Online Library or from
the author.
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