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Abstract

Uterine fibroid (UFs) affect 77% of women by menopause and account for $9.4 billion in yearly
healthcare costs. We recently replicated findings from the first UF genome-wide association study
(GWAS), conducted in the Japanese. Here we tested these GWAS-discovered SNPs for
association with UF characteristics to further assess whether risk varies by sub-phenotypes of UFs.
Women were enrolled in Right from the Start (RFTS) and the BioVU DNA Repository (BioVU).
UF status was determined by pelvic imaging. We tested the top GWAS-associated SNPs for
association with UF characteristics (RFTS: type, number, volume; BioVVU: type) using covariate
adjusted logistic and linear regression. We also combined association results of UF type using
meta-analysis. 456 European American (EA) cases and 1,549 controls were examined.
Trinucleotide repeat containing 6B ( TVRC6B) rs12484776 associated with volume in RFTS (Beta
=0.40, 95% CI1 0.05 to 0.75, p = 0.024). RFTS analyses evaluating stratified quartiles of volume
showed the strongest OR at rs12484776 for the largest volume (16.6 to 179.1 cc, odds ratio
[OR]=2.19, 95% confidence interval [CI] 1.07 to 4.46, p = 0.031). Meta-analysis showed a strong
association at blocked early in transport 1 homolog (BETIL) rs2280543 for intramural UFs (meta-
OR = 0.51, standard error [SE] = 0.14, Q= 0.590, /=0, p = 2.48x107), which is stronger than the
overall association with UF risk. This study is the first to evaluate these SNPs for association with
UF characteristics and suggests these genes associate with increasing UF volume and protection
from intramural UF in EAs.
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Introduction

Uterine leiomyomata, or fibroids (UFs), are the most common female pelvic tumor.
Prevalence estimates range from 20% to 77%, increasing with age up to menopause.(Cramer
and Patel, 1990;Marshall et al., 1997;Vollenhoven, 1998) UF account for $9.4 billion in
healthcare costs each year, due in large part to surgeries resulting from symptomatic
fibroids. (Cardozo et al., 2012) Symptomatic or severe UF are most often determined by UF
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location in the uterus (most common type: submucous [beneath endometrium of uterus],
intramural [within wall of uterus], and subserous [underneath mucosal layer of the uterus]),
size, and/or number of UFs present. Known risk factors for UFs include African American
(AA) race,(Baird et al., 2003;Cramer and Patel, 1990;Faerstein et al., 2001;Marshall et al.,
1997;0jeda, 1979) early age-at-menarche, (Dragomir et al., 2010;Faerstein et al.,
2001;Lumbiganon et al., 1996;Marshall et al., 1998;Samadi et al., 1996;Wise et al., 2004)
high body mass index (BMI),(Moore et al., 2008; Takeda et al., 2008) and increased age.
(Baird et al., 2003) In addition, a protective effect for UFs has also been observed with
higher parity, likely due to pregnancy-related hormonal and physical changes including
postpartum uterine involution.(Baird and Dunson, 2003;Laughlin et al., 2010a;Laughlin et
al., 2011)

Multiple lines of evidence have shown that UFs are influenced by genetic risk factors. First,
UFs are highly heritable with evidence from twin-pair and familial aggregation studies.
(Luoto et al., 2000;Treloar et al., 1992) Heritability studies of UFs in several European
populations have observed that between 26 and 69% of UF risk is due to genetic factors.
(Kurbanova et al., 1989;Luoto et al., 2000;Snieder et al., 1998) Further supporting a genetic
contribution to risk are the observed racial disparities in UF age of onset, number, size, and
lifetime incidence by menopause.(Baird et al., 2003) Genetic epidemiology studies to date
have been largely limited to small-scale or single marker studies of steroid hormones,
particularly estrogen, as it is potentially the most critical regulator of fibroid growth.(Flake
et al., 2003) Also other growth factors,(Sozen and Arici, 2002) reproductive factors,
(Parazzini et al., 1996) dysregulation of microRNAs,(Marsh et al., 2008) shortening of
telomeres,(Bonatz et al., 1998) excessive production of disorganized extracellular matrix,
(Malik et al., 2010;Sozen and Arici, 2002) and acquired chromosomal aberrations have been
noted in UF studies.(EIl-Gharib and Elsobky, 2010)

Our group recently replicated, using a U.S. European American (EA) population of all
imaged subjects,(Edwards et al., 2013) associations observed in a recent a genome-wide
association study (GWAS) of UFs among a clinical population of Japanese women.(Cha et
al., 2011) The single nucleotide polymorphisms (SNPs) associated in the prior GWAS
mapped to three chromosomal regions (10q24.33, 11p15.5, and 22¢13.1) that included SNPs
on or nearby the genes STE20-like kinase (SLK), trinucleotide repeat containing 6B
(7NRC6B), and blocked early in transport 1 homolog (BET1L). Although our group was
able to replicate these associations, recent studies by other groups using populations of AAs
and European ancestry (U.S. and Australia) subjects with self-reported UF status were
unable to replicate association at these SNPs.(Eggert et al., 2012;Wise et al., 2012) The
inability to replicate these findings may be due to our EA population and the prior GWAS
population representing clinical cohorts and these SNPs being more associated with sub-
phenotypes of UFs. In efforts to further understand these associations we examined the three
previously associated SNPs for association with UF characteristics, including UF type
(submucous, intramural, and subserous), UF volume, and UF number. To conduct this
analysis we used two cohorts of EA women, all of whom had pelvic imaging performed to
detect the presence of UFs. Imaging is critical, because many women with UFs are
asymptomatic and without imaging, studies may misclassify as many as 51% of women.
(Baird et al., 2003;Myers et al., 2012) The primary goal of this study was to determine if
gene variants within the previously associated gene regions associate with UF characteristics
or UF sub-phenotypes in EA U.S. populations.
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Right from the Start (RFTS)—RFTS is a community-based pregnancy cohort that
enrolled study participants between 2001 and 2012. RFTS enrolled participants from
Galveston, Texas; Memphis, Nashville, Knoxville, and Chattanooga, Tennessee; and the
Research Triangle region (Raleigh, Durham, and Chapel Hill) in North Carolina. These
analyses included RFTS participants who were 18 years or older and non-Hispanic EAs. As
a part of participation, consent was obtained to review study participant medical records.
Direct marketing and recruitment strategies have been previously described.(Promislow et
al., 2004) The institutional review board (IRB) of VVanderbilt University, Nashville,
Tennessee approved this study.

At enrollment, a research transvaginal ultrasound was conducted to assess embryonic
development for the study pregnancy and to systematically examine the uterus for presence
of UFs. The UF measurement protocol required three separate sets of measurements for each
UF, with assessment of three perpendicular diameters: length, width, and depth. RFTS
includes UFs as small as 0.5 centimeters (cm) in maximum diameter.(Laughlin et al., 2009)
Multiple still images of each UF with caliper markings of each diameter were recorded and a
UF map was completed indicating the location and type (most common types submucous,
intramural, and subserous) of all UF(s).

Participants completed an intake interview at enrollment and a computer assisted telephone
interview at the end of the first trimester. The intake and first trimester interviews provided
information on reproductive history and candidate confounders. DNA samples were
obtained either in person or by mail during follow-up using Oragene saliva DNA kits (DNA
Genotek Inc., Ontario, Canada).

The BioVU DNA Repository—The BioVU Repository (2007 — present) is located at
Vanderbilt University, Nashville, TN and was designed to link clinical data available from
de-identified electronic medical records to DNA specimens.(Pulley et al., 2010) The BioVU
Repository consists of de-identified blood samples obtained from patients at Vanderbilt
University Medical Center Hospital, including all clinics that are part of the hospital system.
De-identified data from multiple sources are available within BioVU, including diagnostic
and procedure codes, basic demographics, discharge summaries, nursing notes, progress
notes, health history, multi-disciplinary assessments, laboratory values, echocardiogram
diagnoses, imaging reports, electronically derived data, and inpatient medication orders. All
subjects (both UF cases and controls) selected from BioVU had diagnostic imaging with
ultrasound, magnetic resonance imaging (MRI), or computed tomography (CT). The
majority of both cases and controls ( 80%) had ultrasound imaging for confirmation of
fibroid status. Included as UF cases were women who had diagnostic imaging and either a
diagnosis of a UF, as indicated by physician diagnosis of UFs or a surgical procedure for UF
removal. For controls, two or more instances of pelvic imaging on separate dates were
required. Initial chart review of a small subset of controls suggests that a large proportion of
imagining information comes from prior pregnancy ultrasounds. Women with hysterectomy,
myomectomy, or other procedures for UFs were excluded as controls. Controls were density
matched to UF cases based on date of diagnostic imaging, where controls second imaging
date had to be within a three to five year window of those cases. Both cases and controls
were 18 to 65 years of age. We did not limit controls for age, but did perform secondary
analyses limiting controls to those greater than 50 years of age to reduce the possibility that
some women might develop a UF after imaging was performed. Our sampling algorithm to
define UF cases and controls is informed by a published UF algorithm by Hartmann and
colleagues using electronic medical records.(Hartmann et al., 2006) Covariate data and UF
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type information was abstracted using natural language processing algorithms of study
participant electronic medical records, as well as from diagnostic and procedure codes. The
IRB of VVanderbilt University, Nashville, TN approved this study.

DNA Extraction and Genotyping

Genotyping BioVU—BioVU DNA samples were isolated from whole blood using the
Autopure LS system (QIAGEN Inc., Valencia, CA). In BioVU we genotyped the top three
associated SNPs from the previously published GWAS (rs7913069, rs2280543, and
rs12484776) using a TagMan allelic discrimination assay.(Cha et al., 2011)

RFTS Genotyping—DNA for RFTS saliva samples was extracted using Oragene DNA
(Genotek Inc., Ontario, Canada) manufacturer recommended DNA extraction procedures.
The three GWAS index SNPs were genotyped using the Sequenom MassARRAY
genotyping platform (Sequenom Inc., San Diego, CA). All SNPs in BioVU and RFTS had
genotyping call rates of 95% or better (mean call rates of 98%) and QC sample match rates
of 100%.

Statistical Analysis

Tests for deviations from Hardy Weinberg Equilibrium (HWE) were performed using
PLINK statistical software.(Purcell et al., 2007) Statistical significance for these analyses
was determined using p values from Fisher's exact tests. Descriptive statistics of
demographic data were expressed as means and standard deviations for continuous
covariates and as frequencies and proportions for categorical data, and compared between
cases and controls (women with and without UFs) with unadjusted linear or logistic
regression using STATA 11.0 statistical software (College Station, TX).

Single locus tests of association with UF characteristics utilizing UF cases and controls were
performed using linear, ordinal, and logistic regression assuming an additive genotypic
model (0 (homozygous major allele) versus 1 (heterozygous) versus 2 (homozygous minor
allele)). All sub-phenotype analyses in both BioVU and RFTS were performed using
subjects with no UF controls and stratified categories of UF characteristics as cases.
Characteristics examined as outcomes (dependent variable) in RFTS included: UF type (any
submucous UF, any intramural UF, and any subserous UF), UF number analyzed with
ordinal and logistic regression (one UF, two or more UF), total UF volume stratified by
quartiles analyzed both with ordinal and logistic regression (units in cubic centimeters [cc],
top quartile volume [0.003-0.7], second quartile volume [0.7-3.6], third quartile volume
[3.6-13.3], and fourth quartile [16.6-179.1]), and log transformed total UF volume as a
continuous outcome (limiting to fibroid cases). BioVU data was analyzed only for UF type
with logistic regression using no UFs as controls and stratified categories of UF type (any
submucous UF, any intramural UF, any subserous UF) as outcomes. Independent variables
included in statistical models were SNP, age, and BMI. Beta's or odds ratios (ORs) and
confidence intervals (CI) were reported for SNPs from all statistical models. We reported
results from regression models adjusted for potential confounders: age (continuous) and
BMI (continuous). Unadjusted models are presented in Supplemental Table 1 and 2. STATA
statistical software (College Station, TX) was used to perform single locus tests of
association.

Single locus association analyses of UF type in RFTS and BioVVU were further analyzed
together with fixed-effects meta-analyses using PLINK, as well as METAL.(Purcell et al.,
2007;Willer et al., 2010) We only considered the fixed effects results among EAs from
RFTS and BioVVU. Thereby, we sought out only loci with consistent evidence between the
two populations using this approach.
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Fourteen percent of women from RFTS had UFs (n = 89). Age greater than or equal to 30
years was associated with increased risk for UFs (Table 1A). The majority of the
participants with UFs had one and/or intramural UFs. None of the SNPs deviated from
HWE. Single SNP associations with UF risk in RFTS and BioVU at these three SNPs have
been previously reported.(Edwards et al., 2013) Several associations were observed for
TINFRC6B rs12484776 for UF type as outcome (any submucous UF odds ratio [OR] = 2.05,
95% confidence interval [CI] 1.00 to 4.20, p = 0.049; any subserous UF OR = 1.95, 95% CI
1.14 t0 3.33, p = 0.015), UF number (one UF OR = 1.74, 95% CI 1.14 to 2.64, p = 0.010)
and increasing UF total volume (ordinal UF by quartiles, OR = 1.66, 95% Cl 1.13-2.44, p =
0.009; continuous UF Volume, Beta = 1.97, 95% CI 0.21 to 3.74, p = 0.028). Further
evaluation of the association between this SNP and total UF volume by individual quartiles
showed the strongest evidence for association for the largest volume (16.6 to 179.1 cc, OR =
2.19, 95% CI 1.07 to 4.46, p = 0.031) with effect sizes across quartiles showing an
increasing risk with increasing total UF volume. TNVFRC6B rs12484776 SNP also
associated with UF characteristics in unadjusted analyses (Supplemental Table 1A).

BioVU participants were on average older than RFTS study participants (Table 1B). Similar
to women from RFTS, older age was associated with increased risk for UFs (Table 1).
Greater proportions of women from BioVU had higher BMIs or were older than women in
RFTS; this reflects RFTS samples coming from a younger cohort while BioVVU represents a
clinical population. The majority of women with UFs had an intramural UF and had a
subsequent reported hysterectomy in the EMR.

None of the SNPs examined significantly deviated from HWE. Among the three index SNPs
examined for association with UF type, two showed strong evidence for association with
intramural UF (BET1L rs2280543 OR = 0.50, 95% CI 0.27 to 0.91, p = 0.023; TNRC6B
rs12484776 OR = 1.44, 95% CI 1.12 to 1.86, p = 0.004) (Table 2). The association of these
SNPs with intramural UFs is stronger than the overall association with UF risk in our prior
studies, and the effects sizes observed for intramural UFs are not within the CI's of the
overall associations with UF risk. This unadjusted association analyses with UFs type is on
Supplemental Table 1b.

RFTS BioVU meta-analyses

Meta-analyses across RFTS and BioVU samples at these SNPs for UF type showed the
strongest evidence of association with intramural UFs at BETIL rs2280543 (meta OR =
0.51, SE =0.14, Q = 0.593, I = 0, p = 2.48x107), which was stronger than the overall
RFTS-BioVU meta-analysis results at this SNP for association with UF risk (Table 3). A
statistically significant association was also shown for intramural UF at 7TNVRC68
rs12484776 (meta OR = 1.41, SE = 0.16, Q =0.777, 1 = 0, p = 0.033) and for subserous UF
at BETIL rs2280543 (meta OR = 0.59, SE — 0.20, Q =0.386, | = 0, p = 0.009) (Table 3).
We further evaluated RFTS participants with intramural for the association with rs2280543,
in order to determine if the association was due to intramural fibroids being smaller in size.
We did not observe evidence of association for rs2280543 and total fibroid volume when
limiting to intramural fibroid cases (Beta = 0.24, 95% CI -0.76 to 1.24, p = 0.628).
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Discussion

This study is the first to evaluate UF characteristics for association with the previously
observed GWAS index SNPs in EA U.S. cohorts, and is enhanced by pelvic imaging for
cases and controls. We observed strong evidence of association of BET1L rs2280543 with
intramural UFs in meta-analyses across RFTS and BioVU and increasing UF volume for
TNRC6B 512484776 in RFTS. We again did not observe associations with any UF
characteristics at rs7913069 within RFTS or BioVU. This is due to the lack of power to
detect an association at this SNP in EA populations, as this SNP had a MAF of 0.01 EAs
while among the Japanese population the MAF was between 0.07 and 0.11.(Cha et al., 2011)

Although these GWAS index SNPs did not associate with UF risk in a cohort of AA women
from the Black Women's Health Study (BWHS) and were not among the top associations
reported in a recent association study using women of European ancestry (U.S. European
Americans and Australians), it may be that the inability to replicate is due to population or
race specific effects, or these cohorts not coming from comparable clinical populations, as
these cohorts relied on self-reported UF status.(Eggert et al., 2012;Wise et al., 2012)
Misclassification of controls is more common among self-reported UFs and as a result
cohorts that use self-report may have reduced power to replicate the associations observed at
these SNPs discovered in a clinical cohort. Since clinical populations are more likely to have
subjects with symptomatic or severe UFs, we evaluated UF characteristics available from
our cohorts that included a prospective cohort with standardized ultrasounds for all
participants (RFTS) and another that is a clinical population (BioVVU). The association we
observed with increasing UF volume for TNRC6B rs12484776 in RFTS would suggest that
the association at this SNP may be due to UF sub-phenotypes and subsequent detection
rather than solely on overall UF risk, as the analyses showed an increasing effect size with
increasing UF volume. We did not have abstracted UF volume for Bio\VVU participants to
confirm the association.

Meta-analyses across RFTS and BioVU for UF type strongly supported an association with
intramural UFs at BET1/ rs2280543, with an effect size that was stronger than the
association with UF risk alone. Intramural UFs are the most common UF with a prevalence
ranging from 65-69%.(Eldar-Geva et al., 1998;Exacoustos and Rosati, 1993;Ramzy et al.,
1998;Rosati et al., 1989) Although the biological mechanisms underlying the associations
between UF volume and BETIL and TNRC6B and intramural UFs are unclear, it may
suggest women with particular anatomical UF characteristics and more severe UFs have
distinct genetic risks for UFs. Prior studies have shown that quantitative trait loci within the
region of TNMRC6B associate with age-at-menarche and early age-at-menarche, which is an
established risk factor for UF.(Dragomir et al., 2010;Faerstein et al., 2001;Guo et al.,
2006;Lumbiganon et al., 1996;Marshall et al., 1998;Samadi et al., 1996;Wise et al., 2004) It
may be that the same biological mechanisms involved in the association between TNRC68
and early age-at-menarche lead to larger UF volume; however, further research is required
to further understand this potential relationship.

A strength of our study is that all women were systematically screened for UFs using a
standardized protocol and endovaginal ultrasounds for RFTS and various forms of pelvic
imaging for BioVU. As a result, misclassification of UFs within our cohorts should be very
low. Additionally, although BioVU participants had a higher mean age than RFTS
participants who were primarily in their 20s. It may be that women with UFs in the RFTS
cohort represent a group with an early onset of the condition because estimates of age-
specific cumulative incidence suggest that many women develop UFs later in their
reproductive years.(Laughlin et al., 2010b) As a result of RFTS having a lower mean age,
the overall population prevalence of UF was lower than would be expected for a cohort of
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older women that included women passed reproductive age. Furthermore, because of the
nested case-control design used by BioVU it is not possible to assess the overall prevalence
of UF in this population.

Few studies have evaluated the associations between UF characteristics and genetic risk for
UFs. We evaluated UF characteristics to better understand the role of UF sub-phenotypes in
the associations previously observed in the GWAS by Cha and colleagues.(Cha et al., 2011)
Our findings support that there is interindividual variation in genetic risk for UFs and it is
derived, in part, from differences in UF characteristics, including UF volume and type.
Meta-analysis results for intramural UFs across cohorts have a level of statistical
significance that exceeds the canonical genome-wide threshold for multiple testing, and our
association results for total UF volume in RFTS for the BET1L show a clear pattern of
increasing risk for UFs with increasing volume. Our findings support the associations
previously observed at BET1L and TNRC6B in the prior Japanese GWAS and further
suggest that the associations may be driven in part by UF sub-phenotypes; however, further
research is necessary in order to assess the etiology of BET1L and TNRC6B UF risk.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.

Acknowledgments

The field research for Right from the Startwas supported by grants from the National Institute of Child and Human
Development (RO1HD043883 and RO1HD049675) and the American Water Works Association Research
Foundation (2579). Additional funds were provided by the Building Interdisciplinary Research Careers in Women's
Health career development program (2K12HD043483-11) to DRVE, the Vanderbilt Clinical and Translational
Research Scholar Award 5KL2RR024977 to TLE from the National Center for Advancing Translational Sciences,
the Vanderbilt CTSA award UL1TR000445 from the National Center for Advancing Translational Sciences, and
the BioVU dataset used for the analyses described was obtained from Vanderbilt University Medical Center's
BioVU which is supported by institutional funding and by the Vanderbilt CTSA grant ULTR000445 from NCATS/
NIH. The content of this manuscript are solely the responsibility of the authors and do not necessarily represent
official views of the National Center for Advancing Translational Sciences or the National Institutes of Health. No
co-authors have any conflicts of interest to disclose and the material submitted for publication has not been
previously reported and is not under consideration for publication elsewhere.

References

Baird DD, Dunson DB. Why is parity protective for uterine fibroids? Epidemiology. 2003; 14:247—
250. [PubMed: 12606893]

Baird DD, Dunson DB, Hill MC, Cousins D, Schectman JM. High cumulative incidence of uterine
leiomyoma in black and white women: ultrasound evidence. Am J Obstet Gynecol. 2003; 188:100—
107. [PubMed: 12548202]

Bonatz G, Frahm SO, Andreas S, Heidorn K, Jonat W, Parwaresch R. Telomere shortening in uterine
leiomyomas. Am J Obstet Gynecol. 1998; 179:591-596. [PubMed: 9757957]

Cardozo ER, Clark AD, Banks NK, Henne MB, Stegmann BJ, Segars JH. The estimated annual cost of
uterine leiomyomata in the United States. Am J Obstet Gynecol. 2012; 206:211-219. [PubMed:
22244472]

Cha PC, Takahashi A, Hosono N, Low SK, Kamatani N, Kubo M, Nakamura Y. A genome-wide
association study identifies three loci associated with susceptibility to uterine fibroids. Nat Genet.
2011; 43:447-450. [PubMed: 21460842]

Cramer SF, Patel A. The frequency of uterine leiomyomas. Am J Clin Pathol. 1990; 94:435-438.
[PubMed: 2220671]

Dragomir AD, Schroeder JC, Connolly A, Kupper LL, Hill MC, Olshan AF, Baird DD. Potential risk
factors associated with subtypes of uterine leiomyomata. Reprod Sci. 2010; 17:1029-1035.
[PubMed: 20693498]

Hum Genet. Author manuscript; available in PMC 2014 December 01.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Edwards et al.

Page 8

Edwards, Michels; artmann, K.; KE, Velez; Edwards, D. Replication of fibroid GWAS associations in
10024.33, 11p15.5, and 22q13.1 in a U.S. population of reproductive aged women. Hum Genet.
2013 Aprl; Epub ahed of print.

Eggert SL, Huyck KL, Somasundaram P, Kavalla R, Stewart EA, Lu AT, Painter JN, Montgomery
GW, Medland SE, Nyholt DR, Treloar SA, Zondervan KT, Heath AC, Madden PA, Rose L, Buring
JE, Ridker PM, Chasman DI, Martin NG, Cantor RM, Morton CC. Genome-wide linkage and
association analyses implicate FASN in predisposition to Uterine Leiomyomata. Am J Hum Genet.
2012; 91:621-628. [PubMed: 23040493]

El-Gharib MN, Elsobky ES. Cytogenetic aberrations and the development of uterine leiomyomata. J

Obstet Gynaecol Res. 2010; 36:101-107. [PubMed: 20178534]

Eldar-Geva T, Meagher S, Healy DL, MacLachlan V, Breheny S, Wood C. Effect of intramural,
subserosal, and submucosal uterine fibroids on the outcome of assisted reproductive technology
treatment. Fertil Steril. 1998; 70:687-691. [PubMed: 9797099]

Exacoustos C, Rosati P. Ultrasound diagnosis of uterine myomas and complications in pregnancy.
Obstet Gynecol. 1993; 82:97-101. [PubMed: 8515934]

Faerstein E, Szklo M, Rosenshein NB. Risk factors for uterine leiomyoma: a practice-based case-
control study. Il. Atherogenic risk factors and potential sources of uterine irritation. Am J
Epidemiol. 2001; 153:11-19. [PubMed: 11159140]

Flake GP, Andersen J, Dixon D. Etiology and pathogenesis of uterine leiomyomas: a review. Environ
Health Perspect. 2003; 111:1037-1054. [PubMed: 12826476]

Guo Y, Shen H, Xiao P, Xiong DH, Yang TL, Guo YF, Long JR, Recker RR, Deng HW. Genomewide
linkage scan for quantitative trait loci underlying variation in age at menarche. J Clin Endocrinol
Metab. 2006; 91:1009-1014. [PubMed: 16394082]

Hartmann KE, Birnbaum H, Ben-Hamadi R, Wu EQ, Farrell MH, Spalding J, Stang P. Annual costs
associated with diagnosis of uterine leiomyomata. Obstet Gynecol. 2006; 108:930-937. [PubMed:
17012456]

Kurbanova MK, Koroleva AG, Sergeev AS. Genetic-epidemiologic analysis of uterine myoma:
assessment of repeated risk. Genetika. 1989; 25:1896-1898. [PubMed: 2620816]

Laughlin SK, Baird DD, Savitz DA, Herring AH, Hartmann KE. Prevalence of uterine leiomyomas in
the first trimester of pregnancy: an ultrasound-screening study. Obstet Gynecol. 2009; 113:630-
635. [PubMed: 19300327]

Laughlin SK, Hartmann KE, Baird DD. Postpartum factors and natural fibroid regression. Am J Obstet
Gynecol. 2011; 204:496. [PubMed: 21492823]

Laughlin SK, Herring AH, Savitz DA, Olshan AF, Fielding JR, Hartmann KE, Baird DD. Pregnancy-
related fibroid reduction. Fertil Steril. 2010a; 94:2421-2423. [PubMed: 20451187]

Laughlin SK, Schroeder JC, Baird DD. New directions in the epidemiology of uterine fibroids. Semin
Reprod Med. 2010b; 28:204-217. [PubMed: 20414843]

Lumbiganon P, Rugpao S, Phandhu-fung S, Laopaiboon M, Vudhikamraksa N, Werawatakul Y.
Protective effect of depot-medroxyprogesterone acetate on surgically treated uterine leiomyomas:
a multicentre case--control study. Br J Obstet Gynaecol. 1996; 103:909-914. [PubMed: 8813312]

Luoto R, Kaprio J, Rutanen EM, Taipale P, Perola M, Koskenvuo M. Heritability and risk factors of
uterine fibroids--the Finnish Twin Cohort study. Maturitas. 2000; 37:15-26. [PubMed: 11099869]

Malik M, Norian J, McCarthy-Keith D, Britten J, Catherino WH. Why leiomyomas are called fibroids:
the central role of extracellular matrix in symptomatic women. Semin Reprod Med. 2010; 28:169—
179. [PubMed: 20414841]

Marsh EE, Lin Z, Yin P, Milad M, Chakravarti D, Bulun SE. Differential expression of microRNA
species in human uterine leiomyoma versus normal myometrium. Fertil Steril. 2008; 89:1771—
1776. [PubMed: 17765232]

Marshall LM, Spiegelman D, Barbieri RL, Goldman MB, Manson JE, Colditz GA, Willett WC,
Hunter DJ. Variation in the incidence of uterine leiomyoma among premenopausal women by age
and race. Obstet Gynecol. 1997; 90:967-973. [PubMed: 9397113]

Marshall LM, Spiegelman D, Goldman MB, Manson JE, Colditz GA, Barbieri RL, Stampfer MJ,
Hunter DJ. A prospective study of reproductive factors and oral contraceptive use in relation to the
risk of uterine leiomyomata. Fertil Steril. 1998; 70:432-439. [PubMed: 9757871]

Hum Genet. Author manuscript; available in PMC 2014 December 01.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Edwards et al.

Page 9

Moore AB, Flake GP, Swartz CD, Heartwell G, Cousins D, Haseman JK, Kissling GE, Sidawy MK,
Dixon D. Association of race, age and body mass index with gross pathology of uterine fibroids. J
Reprod Med. 2008; 53:90-96. [PubMed: 18357799]

Myers SL, Baird DD, Olshan AF, Herring AH, Schroeder JC, Nylander-French LA, Hartmann KE.
Self-report versus ultrasound measurement of uterine fibroid status. J Womens Health (Larchmt).
2012; 21:285-293. [PubMed: 22044079]

Ojeda VJ. The pathology of hysterectomy specimens. N Z Med J. 1979; 89:169-171. [PubMed:
287933]

Parazzini F, Negri E, La VC, Chatenoud L, Ricci E, Guarnerio P. Reproductive factors and risk of
uterine fibroids. Epidemiology. 1996; 7:440-442. [PubMed: 8793374]

Promislow JH, Makarushka CM, Gorman JR, Howards PP, Savitz DA, Hartmann KE. Recruitment for
a community-based study of early pregnancy: the Right From The Start study. Paediatr Perinat
Epidemiol. 2004; 18:143-152. [PubMed: 14996255]

Pulley J, Clayton E, Bernard GR, Roden DM, Masys DR. Principles of human subjects protections
applied in an opt-out, de-identified biobank. Clin Transl Sci. 2010; 3:42-48. [PubMed: 20443953]

Purcell S, Neale B, Todd-Brown K, Thomas L, Ferreira MA, Bender D, Maller J, Sklar P, de Bakker
Pl, Daly MJ, Sham PC. PLINK: a tool set for whole-genome association and population-based
linkage analyses. Am J Hum Genet. 2007; 81:559-575. [PubMed: 17701901]

Ramzy AM, Sattar M, Amin Y, Mansour RT, Serour GI, Aboulghar MA. Uterine myomata and
outcome of assisted reproduction. Hum Reprod. 1998; 13:198-202. [PubMed: 9512257]

Rosati P, Bellati U, Exacoustos C, Angelozzi P, Mancuso S. Uterine myoma in pregnancy: ultrasound
study. Int J Gynaecol Obstet. 1989; 28:109-117. [PubMed: 2563696]

Samadi AR, Lee NC, Flanders WD, Boring JR I, Parris EB. Risk factors for self-reported uterine
fibroids: a case-control study. Am J Public Health. 1996; 86:858-862. [PubMed: 8659663]

Snieder H, MacGregor AJ, Spector TD. Genes control the cessation of a woman's reproductive life: a
twin study of hysterectomy and age at menopause. J Clin Endocrinol Metab. 1998; 83:1875-1880.
[PubMed: 9626112]

Sozen |, Arici A. Interactions of cytokines, growth factors, and the extracellular matrix in the cellular
biology of uterine leiomyomata. Fertil Steril. 2002; 78:1-12. [PubMed: 12095482]

Takeda T, Sakata M, Isobe A, Miyake A, Nishimoto F, Ota Y, Kamiura S, Kimura T. Relationship
between metabolic syndrome and uterine leiomyomas: a case-control study. Gynecol Obstet
Invest. 2008; 66:14-17. [PubMed: 18230910]

Treloar SA, Martin NG, Dennerstein L, Raphael B, Heath AC. Pathways to hysterectomy: insights
from longitudinal twin research. Am J Obstet Gynecol. 1992; 167:82-88. [PubMed: 1442963]

Vollenhoven B. Introduction: the epidemiology of uterine leiomyomas. Baillieres Clin Obstet
Gynaecol. 1998; 12:169-176. [PubMed: 10023416]

Willer CJ, Li Y, Abecasis GR. METAL: fast and efficient meta-analysis of genomewide association
scans. Bioinformatics. 2010; 26:2190-2191. [PubMed: 20616382]

Wise LA, Palmer JR, Harlow BL, Spiegelman D, Stewart EA, Adams-Campbell LL, Rosenberg L.
Reproductive factors, hormonal contraception, and risk of uterine leiomyomata in African-
American women: a prospective study. Am J Epidemiol. 2004; 159:113-123. [PubMed:
14718211]

Wise LA, Ruiz-Narvaez EA, Palmer JR, Cozier YC, Tandon A, Patterson N, Radin RG, Rosenberg L,
Reich D. African ancestry and genetic risk for uterine leiomyomata. Am J Epidemiol. 2012;
176:1159-1168. [PubMed: 23161897]

Hum Genet. Author manuscript; available in PMC 2014 December 01.



Page 10

Edwards et al.

aWnjoA 40 [e10L

- - - 62 - 9z 9I0W 4O OM |
- - - 17 - €9 uo
Jsquinu 4N
- - - € - 1n4 snoJasqns Auy
- - - 6 - 8G leinwenu| Auy
- - - LT - 0¢ snoanwigns Auy
rodALdn
_ _ R 0 > z Sexa |
ERIEIETEN] 00T o Zl aad 99SSaUUa |
e 6ET 0ze 5§ 82 G6T BUIJ0IED YHON
als Apms
8v'e L0 8T e LT 1418 (0g ) 8s9q0
€8'T 650 {0 A 7 ve esT (6'62-G2) bB1amIan0
ouaIByRY 00T  9F 8y L0€ (6%2-02) Wb1am [euLioN
vLT €0 v.0 8 1 89 (0z >) wbremiapun
sa1106a1ed xapul ssew Apog
90'T 660 €0T (95192 (9)9g'sz ve9  (as) uesw xaput ssew Apog
- - - 0 0 0 0§
97'Sy e 9y’ 0T S ST 1418 67-GE
76°1C 0zT s T L& 6€C v€-0€
ST'TT 1§50 P4 N AN ¥4 8¢ 0€Z 62-G¢
ERIEIETEN] 00'T 2z 0T 8g S¢ >
sallobae) aby
0zT 80'T vTT  (9)59CE (¥)56'6¢ 79 (@s) ueaw aby
oddn BNOT (@s)ueswy/op  (as)uedWw/o%
(68 =u) (ess =)
1D % S6 40  sdn S4NON JIs1BIR YD

Hoyoos144 v

S140yoo (Jusse 1d-2002) NAO!G pue (ZT0Z-T00Z) 1elS ayl woy 1yBrd 8yl uls4N Y1IMSUOITRIooSSe 1Y) pue solisieloe reyo olyde sBowsq

NIH-PA Author Manuscript

T alqel

NIH-PA Author Manuscript

NIH-PA Author Manuscript

Hum Genet. Author manuscript; available in PMC 2014 December 01.



Page 11

Edwards et al.

(uoneinsp prepuels)uesw = (QS)ursW ‘JeAlslul 8OUBPIIUOD = | ‘UolssalBial o11s1B0] WOy o1el SpPo = YO ‘Jaquinu = u

- - - ve - STT snoJasqns Auy
- - - 124 - A4 |ednwenul Auy
- - - T€ - 0ST snoanwigns Auy

rodALdn
124! L9°0 060 € Ge 0S¥ (0g =) 98990
ve'T 2L 860 1€ 6c 6.€ (6'62-52) B1amIanO
80UBI3JY 00T TE 62 v.€ (6%2-02) Wb1am [euLION
860 620 ¥§0 ¥ L 28 (02 >) wbremiapun

sa110631e9 xapul ssew Apog

20T 660 00T  (Meo8e (8)08°22 G82'T  (Qas) uesw xapur ssew Apog
58T €0 6€C LT 9 I G9<
vT'19 70'T %L v 8c ey 79-0§
87'TL 0zT 96 L€ 12 £ 67-GE
€eyT 020 89T € 8 8 7€-0€
vy 200 90 1> S S 62-G¢
ERIEVETEN| 00'T S T °1 ¢ >

saliobae) aby

660 860 660  (TT)85°€s (8T)57°2G v9e'T (@s) uesw aby

oddn Bre (as)ueawy/op  (as)uedwy/op
(29e =u) (266 =)

1D %56 ¥40  sdn S4NON u olsIeRR YD

‘g
- - - (ro'sy)ee’sy - LT (T°621-9°97T) 8j1uenb v
- - - (992)ee’L - 92 (e'€1-9°€) anuenb e
- - - Tyt - 12 (9'€-2°0) atuenb g
- - - (ez'0)eg0 - 14 (£'0-€00°0) a1nenb do 1.

oddn RO (@s)ueswyjop  (as)ueaw/op
(68=u) (esG =u)
1D %56 ¥O  sdn s4noN IIs110e FeyD

NIH-PA Author Manuscript

Hoyoo S149 v

NIH-PA Author Manuscript

NIH-PA Author Manuscript

Hum Genet. Author manuscript; available in PMC 2014 December 01.



Page 12

Edwards et al.

panlasqo adAl ploiqiy auo uey) alow pey aAey Aew s30algns asnedaq sploagiy JO Jaquinu 81031 03 Wwns Jou op adAl pioiqgi4

N
NIH-PA Author Manuscript NIH-PA Author Manuscript

NIH-PA Author Manuscript

Hum Genet. Author manuscript; available in PMC 2014 December 01.



Page 13

Edwards et al.

¥200 S0 500 or0 120 88T°0 2€0 65T-  ¥90- %00 9620 680 68C-  00T- 100> (snonunuod) swnjoA 4N [e10L
Rddn Mo Rddn  »emoT eddn Mo
d 1D %S6 eled d 1D %G6 eled d 1D %G6 elegd
€00 9F'Y 10T 6TC SE0 GEL'0 €2S 0T'0 .0 €00 anN anN anN an (1°62T-9'9T ‘1596u1e]) 8|senb
7700  2L°€ 20T S6T TE0 an an anN an anN anN anN an (e'€T-9°¢) 8nrenb e
v€E€0  92°¢€ 190 87T €20 TTL0 686G 0€0 €T S00 anN anN an anN (9°€ -2°0) 8j1uenb HuZ
7690 19T 850 STT 220 w0 LE€ 900 970 200 2290 VLET 120 69T 200 (£'0-800°0 88| [BWS) B]114END 1T
0z0 00 100 s4N ON
3WN[OA 4N [B10L
6000 t¥'Z ET'T 99T €020 ¥ 8T°0 150 G0 Tre G500 A (reutpao) awnjoa 4N [e10L
6090 LT°€ 050 82T 120 TeV'0 €28 70 €8T 200 anN anN anN anN alow 10 om .
0100 ¥9C vTT v.'T  0E0 89T'0 €ST 600 €0 200 1190 606 800 90 100 8uo
020 700 100 s4N ON
Jsquinu 4N
G200 12T 90'T vS'T 2520 VST 6T°0 50 8r'0  ¥E S0'0 EV0 (feutp.o) Jaquinu 4N
GT00 €€¢€ vT'T S6T 620 1€6'0  LT€ 820 G660 %00 anN anN anN aN 000 snosasqns Auy
1120 60T 18°0 0T €20 62’0 0T 6T0 290 €00 0£L'0  ¥S'S 60°0 690 TOO [eanwenul Auy
6700 0Z7 00T G0z 2€0 an an anN aNn 000 anN anN anN an 000 snoanwigns Auy
0z0 00 100 s4N ON
adA1 4n
Rddn  »emoT Rddn Mo oddn Mo
d 1D %S6 d v (o) d 1D %S6 40  4v() d 1D %S6 40 4v (D)
9//¥8¥ZTS 4 £5082¢s 690€T6/S

Hoyoos1449 v

(snonunuod) |Ng pue

(snonunuoo) abe Jo) pasn(pe suediewy ueado In3 Buowe SHNS X9pul SO YliM (BW021IN0) SaIISIB1oe reyd pIio gl JO SUOITeINosSe S | 4y

NIH-PA Author Manuscript

¢?olqel

NIH-PA Author Manuscript

NIH-PA Author Manuscript

Hum Genet. Author manuscript; available in PMC 2014 December 01.



Page 14

Edwards et al.

BIRp JUBIOIYNSUL 10 OU = N ‘[RAISIUI 8OUSPIIUOD = | ‘O1Rl SPPO = HO ‘BI8|[e Xsi/al8|je Joulw 8y si (-) ul ‘Aousnbauiy aja|[e-4v

o1uedsIH-UOU |[e aJe suedLBWY Ueadoing

G800 98T 960 veT  S20 0ET0 6TT 920 G50 900 €20 ITV 120 LT €00 snoJasqns Auy
¥000 98T T T 120 €200 160 120 0S0 900 0060 OF'¢ 9’0 0T 200 [ednwiesul Auy
2100 V6T 80'T ST 920 1€00 €60 0Z'0 €70 S00 0€50 9TE G50 €T 200 snoonwigns Auy
0z'0 500 100 s4N ON
adAl 4N
ddn  lemoT ddn  lemoT Rddn Mo
d 1D %G6 d v (o) d 1D %G6 40  dv() d 1D %G6 40 4v (1)
9//¥8v2TS 1 £/5082¢s 690ET6/S
Hoyod NAold ‘g
ddn  lemoT ddn  lemoT Rddn Mo
d 1D %G6 d v (o) d 1D %G6 40  dv() d 1D %G6 40 4v (1)
9//¥8vZTS £750822s ! 690ETH/S

NIH-PA Author Manuscript

NIH-PA Author Manuscript

Hoyod s1449 v

NIH-PA Author Manuscript

Hum Genet. Author manuscript; available in PMC 2014 December 01.



Page 15

Edwards et al.

BIep JUaIo14NSUl 10 ou = N ‘(Buiseadsp - (Buisealoul +) 110yod

U Ul 3715 193443 AU JO UOIIAIIP = - PUE + 'd SisAfeue-elaw = d *(00T-0) Xapu! ANauaBoIalay o/ =/ 'SINSIEIS O SAURIYD0D AU 10} NJeAS = ‘10113 PIEPUE)S = IS ‘ONel SPPO SISA[eUR-BIaW = HO BIBN

oluedSIH-UOU [[e aJe suedLIaWY ueadoing

++  $60°0 000 2IS0 T20 E€vT - 6000 000 98€0 020 650 anN aN an aN an 6¥S'T  SST snosasqns Auy
++ €E00 000 [L20 9TO T¥T - oO0TX8Y'C 000 €650 ¥T0 TS0 +- 8/80 000 9290 8E0 60 6YS'T 0.2 [eanwenul Auy
++ GG00 000 [S90 TZ0 6T an aNn an aNn an anN aN an aN an 67S'T  0ST  snoonwgns Auy

d I 0 3S  HOeEBW d I o) IS HOEBW d I o) IS  HOEeBW
9//¥8¥ZTS 4 £508¢22s 690€T6/S 00N N adA 1 piougiq

(Snonunuod) | Ng pue (Ssnonuijuod)

abe Joj paisn[pe s110yod NAO0IG pUe 1eIS 8yl Wo ) 1yBIY SSo Joe sasAfeue-21all WO 1) SuoiTeloosse adA) plogll pue dNS XepulSY MO

NIH-PA Author Manuscript

€9lgel

NIH-PA Author Manuscript NIH-PA Author Manuscript

Hum Genet. Author manuscript; available in PMC 2014 December 01.



