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Abstract

Background—Chagas disease is caused by the parasite Trypanosoma cruz and endemic in
much of Latin America. With increased globalization and immigration, it is a risk in any country
due in part to congenital transmission. The frequency of congenital transmission is unclear.

Objective—To assess the frequency of congenital transmission of T. cruz.

Search Strategy—PubMed, Journals@Ovid Full Text, EMBASE, CINAHL, Fuente Academica
and BIREME databases were searched using seven search terms related to Chagas disease or
Trypanosoma cruzi and congenital transmission.

Selection Criteria—The inclusion criteria were the following: Dutch, English, French,
Portuguese or Spanish language; case report, case series or observational study; original data on
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congenital T. cruz infection in humans; congenital infection rate reported or it could be derived.
This systematic review included 13 case reports/series and 51 observational studies.

Data Collection and Analysis—Two investigators independently collected data on study
characteristics, diagnosis and congenital infection rate. The principal summary measure — the
congenital transmission rate — is defined as the number of congenitally infected infants divided by
the number of infants born to infected mothers. A random effects model was utilized.

Main Results—The pooled congenital transmission rate was 4.7% (95% confidence interval;
3.9-5.6%). Endemic countries had a higher rate of congenital transmission compared to non-
endemic (5.0% vs. 2.7%).

Conclusions—Congenital transmission of Chagas disease is a global problem. Overall risk of
congenital infection in infants born to infected mothers is about 5%. The congenital mode of
transmission requires targeted screening to prevent future cases of Chagas disease.
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Introduction

Chagas disease, or American trypanosomiasis, is caused by the protozoan parasite
Trypanosoma cruz. It is a major cause of morbidity and mortality in the Americas and an
estimated 9 million persons are currently infected.1:2 T. cruz is primarily transmitted by the
Triatomine insect vector (also called the kissing bug), blood transfusion, organ transplant,
congenital infection and oral transmission from food contaminated with insect feces.3
Reductions in vector-borne transmission risk in many countries due to large-scale vector
control* have focused attention on other modes of transmission such as congenital
transmission. This mode of transmission is of concern worldwide, due to the migration of
people from Chagas endemic countries of Latin America.®

The majority of pregnant women with Chagas is chronically infected and asymptomatic but
may be at increased risk of preterm birth, low-birth weight and stillbirth.® Infected newborns
can develop a symptomatic infection (congenital Chagas disease) after birth characterized by
hepato-splenomegaly, meningoencephalitis, myocarditis, anasarca or anemia; however, the
majority of infants present with asymptomatic congenital T. cruz infection, making it highly
unlikely they will be diagnosed unless the presence of the infection is specifically sought. As
many as 30% of infected infants will progress to the life-threatening cardiac or digestive
chronic stages of the disease.®” Additionally, female infants may perpetuate the
multigenerational, vertical transmission of Chagas disease.®

Congenital T. cruz transmission cannot be prevented by treating a mother during pregnancy
since the teratogenic risks of anti-parasitic treatment (benznidazole and nifurtimox) are not
well known and the risk of adverse reactions is high in adults.8 However, infected newborns
diagnosed and treated during the first year of life have nearly a 100% chance of
parasitological cure and low risk of adverse events.8-12 Thus, active screening of pregnant
women from endemic areas and early screening of infants is particularly important in
improving health outcomes of infants.

The rate of transmission from infected mother to infant remains to be summarized
quantitatively. In the Southern Cone countries of Latin America (the endemic region), the
reported rates of congenital T. cruz transmission vary from 1% to 12%.12 In contrast, very
little is known about congenital transmission rates in Mexico, Central America® and in non-
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endemic countries. A theoretical study estimated that about 40,000 pregnant women and
2,000 newborns could be infected by T. cruz in Canada, Mexico and the United States.14

Understanding the frequency of congenital T. cruz transmission is important for the
continued implementation of screening for pregnant women and early treatment programs
for infected newborns. The objectives of this study are to calculate a pooled congenital
transmission rate and to describe the rate of transmission by the endemicity of the region and
the method of diagnosis of congenital infection. This study systematically reviews the
literature for original observational studies and case reports that describe the frequency of
congenital T. cruz transmission.

Eligibility Criteria

The study population consisted of pregnant or recently pregnant women who are infected
with T. cruz and their infants. The objective is to assess how often the outcome - congenital
transmission of the parasite to their infants — is occurring. Studies included in this systematic
review and meta-analysis have different methods of diagnosing congenitally transmitted T.
cruz infection in infants. Definitive diagnosis can be made using one or a combination of
the following two techniques: (i) parasitological examination of umbilical cord blood or
venous blood of the infant at any time after birth and (ii) detecting T. cruzi-specific
antibodies using serological tests on an infant’s blood sample >8 months of age (when
maternal antibodies have disappeared).8 Other methods of diagnosis sometimes employed or
combined with the methods above are polymerase chain reaction (PCR) of the umbilical
cord or infant blood sample, hemoculture and xenodiagnosis.

All published research was considered regardless of publication type (e.g. abstract, poster,
and article). We included prospective and retrospective observational study designs, as well
as case reports. There were no restrictions on time period or limits placed on language at the
time of the search, which was completed on October 24, 2012.

Information Sources & Search Strategy

The databases PubMed, Journals@Ovid Full Text, EMBASE, CINAHL (EBSCO), Fuente
Academica (EBSCO) and BIREME were chosen for the literature search so as to include as
many Latin American studies as possible. The search terms used were “Trypanosoma cruzi
OR Chagas AND transmission AND pregnancy,” “congenital AND Trypanosoma cruzi
infection,” “congenital AND Chagas infection,” “vertical transmission AND Trypanosoma
cruzi,” “vertical transmission AND Chagas,” “maternal fetal transmission AND
Trypanosoma cruzi,” and “maternal fetal transmission AND Chagas.”

Refworks was used to merge retrieved citations and eliminate duplicates. Authors were
contacted if the full-text article could not be acquired by library services or when there were
questions about the study’s methods.

Study Selection Criteria

The following inclusion/exclusion criteria were used to select the studies: (i) study is in
Dutch, English, French, Portuguese, Spanish; (ii) study is a case report, case series, or
observational study (i.e., case-control, cross-sectional, cohort); (iii) study presents original
data on congenital T. cruz infection in humans; (iv) the congenital infection rate was
reported or it could be derived from data presented. Review articles and articles that
employed only placental histopathology as a method of diagnosis were excluded because the
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placental defenses are able to contend parasitic infection before it occurs in the neonate. The
presence of parasites in the placenta does not confirm a congenital infection.5

All database search results were considered for inclusion. First, duplicate records were
removed. Abstracts were reviewed to determine study eligibility, based upon the above
inclusion criteria. Finally, the full-text of the studies was compiled for final review. In an
effort to exclude articles with overlapping cohorts, all of the articles’ study populations, time
periods, and sample sizes were reviewed, given our knowledge of the co-authors and
affiliations. When articles with duplicate data were discovered, the article with the greatest
sample size was chosen for inclusion.

Data Collection Process & Data Items

A data abstraction form was created a priori and information relevant to the study research
question was extracted independently by two investigators. Where there were data
discrepancies, the investigators met for discussion until a consensus was made. The
following data was collected: author, publication year, and country, sample size, study
design (case report, case series, or comparative), study setting (hospital, multi-hospital,
population, multi-national, etc.), characteristics of the study (country, endemic/non-
endemic), method of diagnosis of congenital infection (e.g. parasitology, serology, PCR),
timing of diagnosis (e.g. birth, 8 months, 1 year of age), origin of the diagnostic blood
sample (e.g. umbilical cord, heel prick, venous blood), and the congenital infection rate (or
the data required to calculate it).

Comparative studies were distinguished as prospective or retrospective observational
studies. Non-endemic countries are defined as those where vector transmission to man either
does not occur or remains limited, as in the United States, Canada and European countries.

Bias Assessment

Study quality was assessed through stratification of studies during subgroup analysis. A
Begg’s funnel plot of the natural logarithm of the rates versus their standard errors was used
to assess for publication bias. An Egger’s regression test was also conducted.

Data Analysis

The principal summary measure is the congenital transmission rate, which is defined as the
number of congenitally infected infants divided by the number of infants born to infected
mothers. Where the transmission rate was not reported, the investigators calculated one from
the information reported. Case reports and case series were not included in the calculation of
a summary statistic. If the number of events and sample size could not be calculated, the
study could not be included in the meta-analysis.

The pooled congenital transmission rates and 95% confidence intervals (Cl) were first
calculated using a fixed effects model. The heterogeneity between studies was assessed with
the Dersimonian and Laird’s Q test and 12 statistic.1®> A random effects model was used
based on the results.

Two subgroup analyses were planned a priori considering the diagnostic method and
endemicity. In the first subgroup analysis, the studies were stratified into three groups based
on the diagnostic method that was used when diagnosing the congenital infection: (i)
parasitology at any time and/or serology after 8 months of age (the reference standards), (ii)
PCR and (iii) mixed or other methods. Any studies that performed the serological tests
before 8 months of age (without parasitology) were classified in the “mixed or other
methods” category due the possible presence of maternal antibodies and thus false positive
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tests.16 If the study reported multiple congenital transmission rates by different methods of
diagnosis, we averaged the method-specific rates for inclusion in the pooled analysis and
used the separated results in the appropriate subgroup analysis. For the second subgroup
analysis, the studies were compared by the endemicity of the country or region in which the
study was completed. This is important because individuals in non-endemic countries will
have no exposure/re-exposure to vector transmission, the primary mode of transmission,
thus decreasing the mother’s parasite load. A sensitivity analysis assessed the effect of
excluding studies that reported zero outcomes (congenital infections).

All statistical analyses were performed within Microsoft Excel using a previously
constructed spreadsheet for generating a descriptive summary statistic and forest plots.1” We
have adhered to the Preferred Reporting Items for Systematic Reviews and Meta-Analyses
(PRISMA) guidelines and Meta-analysis Of Observational Studies in Epidemiology
(MOOSE) checklist for reporting.18:19

Of the 256 abstracts retained after duplicates were removed, 96 were excluded because the
abstracts indicated the research was not a qualifying study design (case report, case series, or
comparative study) or was not completed in humans. One hundred sixty full-text articles
were assessed for eligibility. Ninety-five articles did not qualify for inclusion for the
following reasons: unoriginal data, not about congenital transmission of Chagas, or an
inability to calculate a rate from the data presented. Thirteen studies were case-reports or
case series. One study could not be included in the meta-analysis because the number of
events and sample size were not reported and could not be calculated. The systematic review
and meta-analysis included 64 and 51 articles, respectively (Figure 1).

Eleven case reports and two case series for a total of 14 congenital infections out of 18 births
are described in Table 1. Six of the reports are from non-endemic countries.20-2% One case
report summarized diagnosis in two of three triamniotic, dichorionic infants sharing a
placenta, which lends support to the placental mode of transmission.2 Most of the
diagnoses were made at birth or within one month of age (n=8); however, timing of
diagnosis ranged from prenatal?’ to 7 years of age.28 The method of diagnosis was mixed in
all but one case, where only serology was used.?? Nine case reports included direct
microscopy in combination with serology, PCR, culture, xenodiagnosis, and/or
symptomatology.

Twenty-one of the 51 observational studies were conducted in non-endemic countries, with
the majority (86%) from Spain. All but five of the studies used a prospective study design.
Five studies of the 51 studies provided more than one estimate of congenital transmission by
different methods of diagnosis. Twenty-two studies (43%) diagnosed congenital T. cruz
infection according to the reference standard: direct microscopy at any age and/or serology
at >8 months of age. PCR only was used by nine of the studies to assess the rate of
congenital infection. The remainder (n=27) made the diagnosis with other or mixed
methods, including one or a combination of direct microscopy, serology, PCR, hemoculture,
and xenodiagnoses. Sample sizes varied greatly from 130:31 to 4377 infants,32 while the
number of diagnosed congenital cases ranged from 0 (n=13 studies) to 267 infants.32 After
excluding the studies without congenital infections, the congenital transmission rates ranged
from 0.75%33 to 28.6%.34 Characteristics of the observational studies included in the meta-
analysis are presented in Table 2.
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Meta-analysis

Fifty-one studies were selected for inclusion in the meta-analysis. A fixed effects method of
analysis did not fit the data well, therefore, a random effects model was used with a
continuity correction of 0.5 added to each study with zero events (Q=45.5, P<0.01, 12=0,
df=50). We estimated a pooled congenital T. cruz transmission risk of 0.047 (95% ClI:
0.039-0.056) or 4.7% (95% CI: 3.9-5.6%) (Figure 2).

Subgroup & Sensitivity Analyses

The method of diagnosis subgroup analysis resulted in pooled, random effects estimates of
4.6% (95% CI: 3.4-5.7%) for the reference standard, 6.0% (95% CI: 4.3-7.7%) for PCR,
and 4.5% (95% CI: 3.4-5.5%) for mixed/other methods of diagnosis. Countries or regions
that are disease endemic with the potential for vector transmission were almost two times as
likely to have congenital transmission (5.0% vs. 2.7%). Removing the studies that reported
no cases of congenital transmission slightly increased the pooled estimate of congenital
infection risk compared to leaving the study in and adding a continuity correction (4.8% vs.
4.7%). The results of the subgroup and sensitivity analyses and their accompanying
heterogeneity statistics can be found in Table 3.

Bias Assessment

The 51 estimates of T. cruz congenital transmission were used to generate a Begg’s funnel
plot to assess for publication bias. This visual plot (Figure 3) shows a symmetrical
distribution of points (natural log transformed rates plotted against the standard error of the
rates. The plot and non-significant Egger’s regression test (p=0.20) indicate a lack of
publication bias.

Discussion
Main Findings

This systematic review included 13 case reports or case series and 51 observational studies.
We found a pooled rate of congenital transmission of 0.047. This means that in a population
of T. cruz infected mothers, 5% of the infants may be congenitally infected. This finding is
consistent with the widely accepted 1-12% range of congenital transmission rates that is
frequently reported in the literature.13 When studies with zero cases of congenital
transmission were excluded, the rate increased to 4.8% (95% CI: 4.0-5.7%) of infants.
Subgroup analysis by method of diagnosis found the greatest rate of transmission among
studies that used PCR, followed by direct microscopy and/or serology, and finally, mixed or
other techniques (6.0% vs. 4.6% vs. 4.5%, respectively). Studies conducted in endemic
countries or regions compared to non-endemic were more likely to find a higher rate of
congenital transmission (5.0% vs. 2.7%).

Interpretation

Our subgroup analysis estimate for studies that used direct parasitology and/or serology after
8 months for diagnosis represents a conservative estimate of the rate of congenital
transmission of T. cruz (4.6% (95% ClI: 3.4-5.7%)). Direct parasitological methods are
highly specific and definitively confirm congenital infection, but they can have a lower
sensitivity due to low parasitemia or an inexperienced technician.6:35 Additionally, loss to
follow-up results in fewer additional blood samples for microscopy detection and
confirmatory serology. Bern and colleagues estimated that one-half of all congenital
infections are missed.3°

BJOG. Author manuscript; available in PMC 2015 January 01.
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The pooled congenital transmission rate for studies utilizing PCR for diagnosis was higher
than that of the subgroup that used direct microscopy and/or serology (6.0% vs. 4.6%). This
finding is supported by recent literature suggesting that PCR is more sensitive and detects
congenital infections earlier than conventional techniques.10:36:37 However, PCR has not yet
been validated for clinical diagnosis of congenital infection.8 Positive PCR results on infant
blood indicate fetal exposure to T. cruz, however, trace amounts of parasite DNA, derived
from lysed parasites, may also trigger a positive test result. Additionally, it has been
suggested that some infected fetuses may be able to “self-cure” their infection.® Therefore, a
positive PCR result at birth can hardly be interpreted as indicative of an active infection.
Indeed, a positive PCR result can indicate an active infection, but this is not obligatory,
especially when only traces are detected. Direct examination and/or late serology after 8
months of age are needed to confirm congenital infection.8

Infected mothers can be either in the acute phase (a recent infection displaying mild or no
symptoms), characterized by easily detectable parasitemia, or the chronic phase where
relatively few parasites can be found in the blood. Although most studies did not report the
mothers’ phase of infection, most mothers in our included studies were likely in the chronic
phase since the acute phase only lasts a few months. Interestingly, the case series by Moretti
and colleagues reports three cases of acute maternal infection with one case of congenital
transmission occurring from a mother infected earlier in pregnancy.38 Other studies report
that mothers of infected infants had higher parasite loads than seropositive mothers of
uninfected infants.35:3940

On a similar note, during pregnancy, the maternal immune system becomes temporarily
depressed in order to prevent fetus rejection and continue the pregnancy.*! Mothers who
transmit T. cruz have lower specific T-cell-mediated immune responses and produce less
interferon gamma (IFN-y). This immune modulation could favor higher parasitemias in the
mothers and the subsequent congenital transmission.3? A strongly depressed immune system
may be responsible for the 100% congenital transmission rate observed among infants born
to HIV positive mothers (3 of 3) in our included study by Scapellato and colleagues.*2

Reduction of parasitemia and prevention of future congenital transmission may be feasible
through the etiological treatment of infected young women prior to pregnancy.*3 In this
study by Sosa-Estani and colleagues, which diagnosed congenital infection using the
reference standard, no cases of congenital infection were found in 32 infants born to 16
women previously treated with benznidazole.

In this analysis, studies of infants born in endemic countries were more likely to find
congenital transmission in their population. This may be partly due to vector transmission in
infants during the first few months after birth that are incorrectly attributed to congenital
transmission. Further analysis of the studies that used only direct microscopy in the first few
days of life (n=6) was not possible since all of the studies were in endemic regions (i.e. no
comparison rate could be calculated for non-endemic regions). However, more probable is
that continued exposure to infected vectors in endemic regions contributes to increases in
maternal parasitemia, which results in an increased risk of congenital
transmission.38:39.44-46 | the absence of vectors and infected blood transfusions, the
propagation of T. cruz infection is dependent upon transgenerational vertical transmission.
Burgos and colleagues described a case of triplets where two of the infants who shared a
placenta were born congenitally infected.26 Familial clustering has also been described
elsewhere.6:9.47-50

The included studies from non-endemic countries had a wider range of rates (0-28.6%)
compared to the endemic regions (0-17%), which may be the result of a combination of
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smaller sample sizes and random chance, but may also be related to the country of origin of
the immigrants in these non-endemic countries. Further research in this area is necessary.
Additionally, there is a paucity of studies on the congenital transmission of T. cruz in
Central America in the literature. This meta-analysis only identified two studies from
Mexico, both of which were very small. Therefore, the pooled transmission rate may not
describe the situation in Central America and Mexico, or other regions under-represented in
the literature.

Strengths and Limitations

The strengths of this systematic review include searching databases that are primarily
devoted to Latin American research and performing strict sub-group analyses by the method
of diagnosis. Also, there was no indication of publication bias which supports our thorough
search strategy. The limitations are that we did not always have explicit method and timing
of diagnosis information, which meant that some studies which may have used the reference
standard were included in the mixed/other subgroup analysis. Similarly, we did not stratify
the studies that used PCR by the age at which the test was done which may have resulted in
some heterogeneity. Often, the age at which the blood sample was taken for PCR analysis
was not stated.

A quality assessment of the selected studies was not completed due to lack of variation in
key indicators of quality. For instance, all the studies were observational; there were no
randomized trials and since the meta-analysis utilized rates, not ratios, there are no
unexposed groups to assess. Additionally, the outcome assessment for all studies was
objectively assessed even though the methods of diagnosis may have been different.

Another important limitation is the possibility of duplication of data. However, the included
studies’ methods were thoroughly reviewed for overlapping study populations and articles
were excluded as necessary. Even with studies from different time periods, it is possible that
the same women may be included in more than one study during different pregnancies, as
may be the case with the two studies by de Rissio and colleagues.32:5 Lastly, vector
transmission cannot be ruled out as a source of infant infection in many of our included
studies from endemic regions. This is a problem intrinsic to all studies diagnosing congenital
T. cruz infection, except those diagnosing infection with direct parasitological methods at
birth.

Conclusion

Congenital transmission of Chagas disease is a global problem. The subgroup and sensitivity
analyses provide confidence that congenital infection is occurring in about 5% of infants
born to infected mothers. Countries or regions that are disease endemic with the potential for
vector transmission to man may be more likely to have congenital transmission. While
continued vector control activities and surveillance of blood and tissue banks is beneficial,
the congenital mode of transmission requires targeted screening in order to prevent future
cases of Chagas disease.
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0 5 10 15 20 25 30 35 40 45 50 55 60 65 70 75 80 85 90 95 100

Forest plot of congenital T. cruz transmission rates of the included studies and effect
summary. A random effects model was used with a continuity correction of 0.5 added to
each study with zero events (Q=45.5, P<0.01, 12=0, df=50). The effect summary includes 51
estimates of congenital transmission, for a total of 819 cases of congenital transmission from
16,537 infants of infected mothers.

BJOG. Author manuscript; available in PMC 2015 January 01.



1duosnuey JoyIny vd-HIN 1duosnuey JoyIny vd-HIN

1duosnuey JoyIny vd-HIN

Page 17

Howard et al.

o -
QWO -
£
(@)
(&)
e
=2
(@)
£
[
(@)
o
*»—

/
'/
]
—
T
-6
Figure 3.

Funnel Plot
/N
o J|®
Ayl \\
//‘ Q\ *
;e o
% o ¢ ‘. ® 9
/ o\
/ \
// o \\
/ ® g \
/ ® \\
[ 1) [ | \..
\
\
® . ®
o0 ® o000 0 o
I I
-4 -2

In rate

Funnel plot, using data from 51 studies of the rate of T. cruzi congenital transmission plotted
against the standard error of the rate.

BJOG. Author manuscript; available in PMC 2015 January 01.



Page 18

Howard et al.

AB0]018S=S ‘11100JeWBYOIOIL=HAl ‘80U30S8I0N|JouNLULLI 19811pUl=o

‘uonoeal ureyd aselawAjod=4od ‘Aesseounwiwl swAzus=\S| 73 ‘uoneunnibbewsay 19811pul=\YH| ‘d]qe|IeAR 10U UOIJRULIOJUI=\YN

SY9IM ¢ d0d ‘Abojosss ‘Abojousesed | endsoH | modal ased /T | serels pauun 26¢T0C "19X|80A

yuiq HOd ‘a1nynd ‘yoodrewsyosotw | jendsoH | wuodas ased /T ureds 529002 ‘BIalY

syuow ¢ pue g HOd ‘aumynoowsay | |endsoH | wodai ased /T eIQWO|0D 166002 ‘BlARd
Asdoine ‘Aoueubaid ABojoysered | endsoH | 1iodas ased /T l1zeag 1z7002 "BInWn3O
SIeah g 40d ‘2 xwsI113 | reudsoH | uodai asen T ureds 424002 ‘Zouniy

yuiq (WHI ‘411 ‘wS113) ABoj0Jas ‘111001eWay0IIW VN | saues ased e/ eunuabiy 8eG00T ‘MBION

SHIM g ABojonsesed ‘swoydwAs | fendsoH | modas ased T/T eunusbiy 066667 ‘BIIISUBIN

yuIq 40d ‘Abojonsesed | endsoH | sewss ased e puelIaZIMS £z600C 'U0S}IeL

yuiq alnyno ‘ABojoysesed | endsoH | wuodai ased T ureds 22,00 ‘0lieno

yuiq ABojoyisered | endsoH | 1iodas ased 1/0 | serels pauun 12G66T ‘UoS|1D

sledh g1 ABojosas | rendsoH | uodas ase) T l1zeig 6z0T0C ‘ssid

sieak sisoubeipouax ‘ABojosas ‘swordwAs | endsoH | uodal ased /T lizeig | gzT00Z ‘OUId-EISOD-BQ

(S) sypuow 2 *(HIN) sAep o€ ‘(HIN) sAep 9T | ¥Dd '(WSI13 "WHI) ABojouss ‘yuoojewayodiw | [endsoH | 1odaissed | spydilg oz eunusbiy 926002 ‘sofiing
uo138jul eUBbuod Bunes ubsag azs Tea A

sisoubelp jo Bulwi JosisouBelp jo poyw N Apnis Apnis a|dwes A1unod uoleal|gnd ‘ loyiny

NIH-PA Author Manuscript

uonoaJuI IZnJo *| |enuabuod aqIasap Jey) SaLias ased pue suodal ased Pa)da|as JO SoNsIIgoeIRYD

T alqel

NIH-PA Author Manuscript

NIH-PA Author Manuscript

BJOG. Author manuscript; available in PMC 2015 January 01.



Page 19

Howard et al.

(s)
€S A syiuow z1-9 *(d) supuow zT-T | (411 'WHI 'wSIT3) ¢ x ABojouss ‘ABojonsesed | ,LLEV/L9C fendsoy-ninw | eunuebiy 260T0C ‘0IsSI 8p
(s) .
25T 60T syjuow Z1-9 ‘(d) suow g1-T (WS173 ‘WHI '411) ABojouss ‘ABojoysesed 192162 fendsou-pinu eunushiy 15600¢ "0ISSIy 3p
82t Teak T-yuig 4od 6€/S
76°0 0 Teak T-yniq (411 'ws1713) ABojosss ‘ainynaosy v€I0 fendsou-pinu elquiojoy 20¢T0C Bgnunany
An
657 L2 | (S)syow £ < (HIN/4Dd) yHig /VS1713) AB0J018S }1400)eWaY0IIIW 40 YOd 2L [endsoy ureds 190T0Z ‘®pU0d znio
9T s yuig ABojopsesed €5T/8 [endsoy elnljog »800¢ ‘smnig
20T LTT syuoW 29 KBojosas €//8 sanuNwWwWod — uonejndod eInIjog 052002 ‘sminig
(S742d) syow 6 ‘(4od »
600 0| /HW)Yuow T (4Od/HIN) yuiq AB0]018s “YOd ‘MI00rRWBYO.I S/0 [endsoy ureds 1651702 ‘03selg
(S/HIN) sywuow .
eTe TL 9 ‘syiow € ‘(HIN) shep og-ymig | (411 'wSIT3 'WHI) ABojoJas ‘JIo0lewayoIdIW GTE/9C [endsoy eunushiy 8s000¢ ‘0due|g
(019
ST Ly | (S)syuow g ‘(HIN) sAep g-yuiq uIBIS3M ‘vS1713) ABoj0Ias JI20FeWBY0IOIW v9/€ [endsoy eunushly v LT0C ‘0isig
sAep 0/ ‘sAep 08T ‘sAep
1¥'2 G'9 | 06 ‘shep og ‘sAep Tz 'shep £ ‘yuiq 0d ‘(w173 'd11) ABojouss ‘ABojoysesed ¥ST/0T [endsoy eInljog 6002 ‘uieg
620 0 WN ¥od 6/0 WN ureds 415102 "essed
(S) sypuow
2T “(S/40d) syuow 6-2 ‘(40d) sojdwes g x ,
08°€ L€ syluow €=z (S/40d/HW) yuig | ¥0d (wSIT13 ‘diI) ABojoss ‘J1d0reWBY0IOIW 922/8 fendsoy-ninw ureds 952102 ‘feliA-eUOIRg
) (S) sypuow 6-8 ‘(42d)
09°0 L9 | stuow T (S/40d) Neam T-yuig "0d ‘ABojoies 6T/T [endsoy ureds | g5¢T0Z 'INBauezly ejiny
60'T o] potlad [eyeuoau (WHI ‘411) ABojouas J1100reWAYOIOIW 8¢/, ¢ lendsoy eunuabiy y5E66T ‘1NBAUY
000 0 syuow 9 ABojouas T/0 lexdsoy-inw n1zeig 0¢6002 ‘olnesy
68'C s yuIg ¥0d ‘(vSI73 '411) ABojoaas *ABojoysered 0812 $191U80 Lfeay a11uD 4£50T0Z 1AV
€10 0 syjuow g ‘yuow T ‘yuiq AB0J0J3s ‘YDd ‘N01eWaYOIdIW 9/0 lendsoy-nnw Aren 26TT0Z ‘usgaybuy
500 98 yuIg ABojowoldwAs “YOd NI907RWAY0IIIW 12 [endsoy ureds e TTOZ "euba)y
(+W
ol jo g/+9)
ybem uonosyul uo13094ul [eyjueluod aziS fea A uolredljand
Apnis | renusbuo)d sisouBelp jo Bulwi | JosisouBelp Jo poye N a|dures Bunes Apnis A1unod ‘loyiny s.i14

NIH-PA Author Manuscript

uonoaJuI IZnJo *| [enuabuod JO SaIpNIS [RUOITRAISSGO PAPNIOUL JO SONSIIgoRIRYD

¢ ?olqel

NIH-PA Author Manuscript

NIH-PA Author Manuscript

BJOG. Author manuscript; available in PMC 2015 January 01.



Page 20

Howard et al.

870 0 1eah T ‘yung H0d ‘(411 ‘ws1713) ABojosss L/0 [endsoy ureds 08¢ 10T ‘sourey
ST0 ST yuIg 4od 6/T [endsoy ureds 6,270 'sebIA ojod
(d1oaud sunwiwr)
102 0 syuow / ‘(42d/HIN) yuow T—0 uonendioaid sunwiwil ‘4Dd ‘1I201eWay0IdIW 62/0 lexdsoy-inw ureds | ¢,800¢ ‘0Jake|a1-010Lied
99°0 0§ skep 12 ¥od 0z/1 [endsoy ureds 1,702 ‘04310
€10 0 yuiq dDd ‘ainynoowsay 9/0 lendsoy-nnw 02IXaN 9,9002 "IN BIBAIIO
(S) stpuow 2T ‘(40d/eInno) »
9.0 8'€T Syluow ZT ‘6 ‘9 ‘Yiuow z—0 (z x vSI13 'd11) ABojouss ‘4Od G9/6 [endsoy ureds .CT0C "BIRININ
(S) stpuow g *(s742d) supuow .
900 0 7 ‘(40d/HN) shep og-yuig | (d11 'wSI13) ABojodss “HOd ‘H100¥eWaY0IOIW /0 [endsoy ureds | ,2T0C ‘SBYINIA-ZOUN
(S) syuow g<
880 €L ‘(40d) Wuow T “(42d/d) yuig ABojodss ‘'z x Y0d ‘ABojoysered /€ fendsoy-pinu ureds £,6002 ‘Zounpy
) (WHI ‘411) ABojouss
6.1 07 (S/d) 3311 Jo 1eak 1T '(d) yMiq ‘ainy|ndoway ‘sisoubelpousx ‘pouiaL nons T12L/62 [endsoy eunushiy 2,686T "eAoN
79 sAep GT-yuIq 4od GEZ/ST
€9 sAep GT-yuIq ainynaotsy 182/81
19°€ 67 sAep GT-yuiq 111007eW8Y0I2IW 228 S191U82 Yljeay eunuabiy 9cG00C ‘BION
Ge'Z 0 syluow 6=/ ‘T ‘0 dod €€/0 [endsoy ureds 1,6002 ‘OULIBN
06'T vy () ow 6 < “(HW) yuIq (WS173 ‘WHI) ABojolss ‘Nio0.reWBYOIIL 89/€ pazess Jou eunuabiy 0,070 ‘1oeWl|[eN
gTT yuig dod Y0T/2T
8y'T Ll yuiq (vS173 'wHI) AGojouss ‘ABojoysered v0T/8 [endsoy-nnw | eunuabiy 6900 ‘049017
(S) stpuow
SLT L2 2T ‘stpuow 9 “(4Od/HIN) yuig AB0]0J3s *4Dd ‘NII0RWBYOINIW HLEI [endsoy ureds 06002 ‘sean-
90°0 052 (S) suuow 6 ‘(42d/d) yuig ABojodss ‘4Od ‘ABojonsesed 8/2 [endsoy | puepsezims 196002 ‘U0S>oer
670 8's sAep Z0T-yu1q (d11) ABojouss ‘ainynd ‘ABojonsesred LT/T [endsoy 1zeig 998L6T ‘HOH
900 0 sywuow QT (ofed-1e18 ‘2 x WS113) ABojoses /0 lexdsoy-inw 02IX3IN 5oTTOC ‘U0aT-BOqWED
89°¢ 9¢ VN ABojouas LS [endsoy-nynw ureds | 4relT0C ‘Z3ARYD-sBIOIS
A yuIg dod ¥01/6
122 LT yuIg 111907EWaY0JOIU v0T/Z [endsoy | eunuebiy £98002 ‘201
(+IN
ol jo g/+9)
ybem uo13994ul uo1199jul [eHusbuod azIS Jea A uoiredljgnd
Apnis | renusbuo)d swsoubelp jo Bulwi ] JosisouBelp Jo poy» N a|dwes Bues Apnis Anuno)d ‘loyiny s

NIH-PA Author Manuscript

NIH-PA Author Manuscript

NIH-PA Author Manuscript

BJOG. Author manuscript; available in PMC 2015 January 01.



Page 21

Howard et al.

ABojoyisered=d ‘A60]01as=S ‘111001eWaY0IIIW=HIA ‘Uonigiyul uoireunnibbewsy =|wH ‘@ouadsaionjjounwiwi
10911pUl=o]| ‘UonJeal Ureyd aselawAjod=yJd ‘Aesse Juagiosounwiwi paxul] awAzua =\yS|13 ‘uolreunn|bbewsay 19a11pul=\YH| ‘SI8410W Paidajul Jo SJuejul |[e/siuejul pajaasul=(+N J0 9/+9)

‘paje|nojed
paulodas ubisap Apnis 0cH
‘ubisap Apnis m>_uom%o:2+
‘9]qe1eAR 10U UOITRWIOJUI=\YN
eT'g 9y yuow T-yuiq "Dd ‘2inndowiay ‘111201 wWwayoIoIw LBEST/TL [endsoy elnljog 68G00C ‘021110 L
62'S G0 skep -0 ABojoysered 00v/e lendsoy eunuabiy ¢G/6T ‘UewpiezS
000 0 Yiow T ABojoysered 1/0 [endsoy Ay 166002 ‘18fowiyons
(11 ‘1wH) ABojouss
Sy 9'2 aJ1] 40 syuow sy ‘yuig ‘sisoufeipoua¥ Jo/pue ‘nons ‘Abojolisesed TvEl6 lendsoy eunuabiy ¢vG66T ‘18618.0S
70 0.1 (S) syuow 8 “(d) syuow g-yuiq AB0J0Jas “JLI01RWAY0IIIW /8 lendsoy eunuably g600C ‘1UBIS3-eS0S
(40d/s) supuow 6
600 0 | ‘(42d/d) skep o ‘(4Dd/d) umig 40d 'ABojouss ‘ABojonsered S/0 [endsoy ureds 180T0T ‘0J21qWoS
(uorreunnybbe xaje|
€01 8'€T (S) supuow 9< *(d) sypuow 9> ‘VSI13 "WHI) ¢ x ABojouas ‘¢ x ABojoyisesed v6/ET [endsoy | eunusbiy 2v600 '0rel|3deds
€00 0 VN d0d 'z x (¥SI13 '411) ABojosss €/0 [endsoy ureds 98TT0OC ‘Seles
€6y 15 yauow T ‘yuiq ABojopsesed vYTT/8G [endsoy elnljog 9vL00 ‘Seles
A ¥'E yuiq ABojoyisered Gz/e/S2T |endsoy-nnw eIAllOg g¢TOZ ‘ofine|D sefes
(-866T) sypuow
0L 9=< !(2—G66T) suuow 9-yuiq (411 'wsI13) ABojouss 8vZ1/68
(-866T) suiuow
vl 9=< :(/~G66T) Syuow 9 -yuiq 40d GT8/09
(-866T) suiuow
181 i a 9=< ‘(/—G66T) SYIUOW 9-yuiq Abojonsesred G8ET/0Z (sare1s) syuawiedap g Aenbe.ed +gG00Z ‘OpuewIOssSNY
(11 'vsI13)
880 0T syluow g-yuiq :saLea ABojouas ‘alnynoowsay ‘HYOd ‘Abojoyisered 85/9 |endsoy-nnw AenBeled £g866T ‘OpuBWIOSSNY
Ly v'T yuig poylaw Nons 612/ jendsoy eunuabiy 126667 ‘ZINy
aled
66°E oY yuiq 11100]eW8Y0IoIW 662/2T |eyeuslue 79 100p 0} Joop eiAljog 1g1T0Z ‘0Jawoy
(+W
ol jo g/+Q)
ybem uo1199ul uoo94ul feluebuoo azis Jea A uoleoljgnd
Apnis | reuusbuo)d ssoubelp jo Bulwi ] joswsoubelp Jo poyr A a|duwres Bunies Apnis Anunod floyiny s

NIH-PA Author Manuscript

NIH-PA Author Manuscript

NIH-PA Author Manuscript

BJOG. Author manuscript; available in PMC 2015 January 01.



Page 22

Howard et al.

NIH-PA Author Manuscript

v'eST  TL (10°0>d) 8'6€ (%L5-0'7) %87 8¢ suonoayut [e)usbuod 01z yum saipmis Buipnjox3
ssAfeuy ANanswes
7’95 0 (980=d) 9T (%5'€-6'T) %.L°C 1C 1Wapus-UoN
v'8eT 29 (100>d) 60¢€ (%09-0'7) %0'S 0 olwapu3
A1unoD Jo L1101 wepu3
G'e6 0 (90'0=d) €2 (%5'G-¥'€) %S V4 Jauypo/paxiN
€95 67 (Lco=d)v8 (%L L-€'7) %09 6 dod
9v8 §¥z (100>d)8'L¢ (%L'5-¥'€) %9 44 ABojoss 1o/pue ABojoysesred Joa11Q
ssoufelq Jo poyR N

WbeMms1084P @nea-d) (1D %S6)alel uoloslul  SsIpns

wopuey 4l oIsIEes O eyusbuod pajood JO 'ON

sasAjeuy Alanisuss pue dnoabgns Jo s1nsay
€9|qel

NIH-PA Author Manuscript

NIH-PA Author Manuscript

BJOG. Author manuscript; available in PMC 2015 January 01.



