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study question: Can whole exome sequencing (WES) and in vitro validation studies be used to find the causative genetic etiology in a
patient with primary ovarian failure and infertility?

summary answer: A novel follicle-stimulating hormone receptor (FSHR) mutation was found by WES and shown, via in vitro flow cyto-
metry studies, to affect membrane trafficking.

what is known already: WES may diagnose up to 25–35% of patients with suspected disorders of sex development (DSD). FSHR
mutations are an extremely rare cause of 46, XX gonadal dysgenesis with primary amenorrhea due to hypergonadotropic ovarian failure.

study design, size, duration: A WES study was followed by flow cytometry studies of mutant protein function.

participants/materials, setting, methods: The study subjects were two Turkish sisters with hypergonadotropic primary
amenorrhea, their parents and two unaffected sisters. The affected siblings and both parents were sequenced (trio-WES). Transient transfection
of HEK 293T cells was performed with a vector containing wild-type FSHR as well as the novel FSHR variant that was discovered by WES. Cellular
localization of FSHR protein as well as FSH-stimulated cyclic AMP (cAMP) production was evaluated using flow cytometry.

main results and the role of chance: Both affected sisters were homozygous for a previously unreported missense mutation
(c.1222G.T, p.Asp408Tyr) in the second transmembrane domain of FSHR. Modeling predicted disrupted secondary structure. Flow cytometry
demonstrated an average of 48% reduction in cell-surface signal detection (P , 0.01). The mean fluorescent signal forcAMP (second messengerof
FSHR), stimulated by FSH, was reduced by 50% in the mutant-transfected cells (P , 0.01).

limitations, reasons for caution: This is an in vitro validation. All novel purported genetic variants can be clinically reported only
as ‘variants of uncertain significance’ until more patients with a similar phenotype are discovered with the same variant.

wider implications of the findings: We report the first WES-discovered FSHR mutation, validated by quantitative flow
cytometry. WES is a valuable tool for diagnosis of rare genetic diseases, and flow cytometry allows for quantitative characterization of purported
variants. WES-assisted diagnosis allows for treatments aimed at the underlying molecular etiology of disease. Future studies should focus on
pharmacological and assisted reproductive treatments aimed at the disrupted FSHR, so that patients with FSH resistance can be treated by
personalized medicine.
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Introduction
Normal ovarian folliculogenesis and ovulation depend on an intact hypo-
thalamic–pituitary–gonadal axis. Primary ovarian failure (POF) is charac-
terized by hypergonadotropic hypoestrogenic amenorrhea, typically the
end result of premature depletion of the follicular pool. This encom-
passes a spectrum of pathologies and may occur before menarche, as
in the descriptive diagnosis XX gonadal dysgenesis, or any time before
age 40. The etiology may be iatrogenic (chemotherapy, radiation or post-
surgery), autoimmune or related to karyotypic abnormalities of the X
chromosome (most commonly 45, X) or the autosomes. A genetic eti-
ology presently is found in only 25% of cases, and more than 50% of cases
are idiopathic (Persani et al., 2010). Single gene etiologies are far more
rare than chromosomal etiologies; examples include Fragile X premuta-
tion, BMP15, GALT, GDF9, meiotic gene variants, and follicle-stimulating
hormone (FSH) and luteinizing hormone (LH) resistance (Persani et al.,
2010). The rare causative genes have been found by labor-intensive
methods, including candidate gene approaches, linkage analysis, homo-
zygosity mapping, mutagenesis screens and copy number variant ana-
lysis. Next generation sequencing techniques, including whole exome
sequencing (WES), are the newest tools in this arsenal.

Mutations in the follicle-stimulating hormone receptor (FSHR) are an
extremely rare cause of POF, with only 11 inactivating mutations reported
so far (Aittomaki et al., 1995; Gromoll et al., 1996; Beau et al., 1998; Tour-
aine et al., 1999; Dohertyet al., 2002; Allen et al., 2003; Meduri et al., 2003;
Nakamura et al., 2008; Kuechler et al., 2010; Katari et al., 2015; Fig. 1).
FSHR is a membrane-bound G-protein coupled receptor (GPCR) that
produces cyclic AMP (cAMP) as its main second messenger (Jiang et al.,
2014). cAMP activates ovarian follicular steroidogenesis, allowing pubertal
development and ovulatory menstrual cycles (Channing et al., 1980). We
present one of the first applications of WES to find a novel FSHR mutation
in a patient with primary amenorrhea and hypergonadotropic gonadal
failure, and demonstrate the use of flow cytometry to definitively establish
the functional deficit conferred by this mutation.

Materials and Methods
All work was approved by the UCLA Institutional Review Board, and patients
provided written informed consent in their native language to affiliate recruit-
ing physicians.

Clinical and endocrinological evaluation
The proband was the daughter of a consanguineous marriage between first
cousins who are of Turkish ethnic background (Fig. 2A). She presented for
genetic evaluation at age 22 due to primary amenorrhea. On examination,
she had Tanner stage 4 breasts, after exogenous estrogen and progesterone
replacement therapy started at age 17; the stage of development prior to es-
trogen replacement is not known. Ultrasound showed a hypoplastic uterus
and small bilateral ovaries with no visible antral follicles. Laboratory evalu-
ation showed the following levels: FSH 67.48 mIU/ml, LH 29.58 mIU/ml,

estradiol (E2) 9.54 pg/ml and anti-Mullerian hormone (AMH) 0.59 ng/ml
(by Beckman generation II ELISA assay). She had been diagnosed with osteo-
porosis. The proband also has a sister, age 31 years old at time of evaluation,
with primary amenorrhea. She had Tanner stage 2–3 breasts, after exogen-
ous estrogen and progesterone therapy starting at age 19. Her laboratory
evaluation revealed levels of: FSH 83.87 mIU/ml, LH 31.03 mIU/ml, E2
12.35 pg/ml and AMH 0.50 ng/ml. Both sisters had normal 46, XX karyo-
types and Fragile X trinucleotide repeat lengths less than the premutation
threshold. The affected sisters have two unaffected sisters. There is no
other family history of primary amenorrhea.

Whole exome sequencing
WESwasperformedonan IlluminaHiSeq2500machineasdescribedelsewhere
(Lee et al., 2014). Both affected siblings and both parents were sequenced
(trio-WES). Regions of homozygosity were evaluated using Linkdatagen
(Purcell et al., 2007) and Plink (v1.07) (Smith et al., 2011).Variants were anno-
tatedusingacustomannotator (Yourshawetal., 2014) for informationregarding
known or extrapolated effect on protein function, allele frequency in the general
population and priorevidence of disease causality to select likely pathogenic var-
iants. Variants with minor allele frequency .1% were removed. Variants were
then filtered into four categories: de novo, homozygous, compound heterozy-
gous and inherited variants. Variants were further filtered by whether they
were in genes on a list known to cause disorders of sexual differentiation,
gonadaldysgenesisorovarian insufficiency (Arboledaetal., 2013),butall variants
were considered. The suspected variant was confirmed by Sanger sequencing
for the affected probands as well as parents and unaffected siblings.

Plasmid construction
A wild-type (WT) FSHR plasmid in the mammalian expression vector pSG5
was previously constructed (Aittomaki et al., 1995), obtained and checked
bySanger sequencing. The plasmid differed from the canonical sequence
of FSHR (per Genome Reference Consortium GRCh37) at 5 bp. These
included c.919G.A (rs6165) and c.2039G.A (rs6166) well-characterized
minor alleles causing substitutions with frequencies of 0.49 and 0.41 in the
general population that do not have any apparent effect on ovarian function,
and c.7C.T, c.864T.C, and c.1149G.A, all of which are silent. Mutagenic
primers for the point mutation of interest were designed (5′GTGCAACC
TGGCCTTTGCTTATCTCTGCATTGGAATCTAC3′ and reverse com-
plement 5′GTAGATTCCAATGCAGAGATAAGCAAAGGCCAGGTTG
CAC3′) and site-directed mutagenesis reactions were performed per proto-
col with the QuickChange II XL Site-Directed Mutagenesis kit (agilent.com).
Successful mutagenesis was confirmed with Sanger sequencing.

FSHR membrane localization assay
HEK 293T cells were seeded at 1.22 × 106 density in a 100 mm cell culture
dish, and allowed togrow to 75–80% confluence prior to transfection in stand-
ard conditions and complete media (Dulbecco’s modified Eagle’s medium,
10% fetal bovine serum FBS, 1% penn/strep, 378C, 5% CO2). The cells
were transfected with 10 mg of mock plasmid, 10 mg of WT FSHR plasmid
or 10 mg of the C1222T mutant FSHR plasmid using FuGENE 6 Transfection
reagent (promega). The transfected cells were allowed to incubate for a
period of 36 h prior to preparation for the flow cytometry membrane
localization assay.
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Flow cytometry preparation
A single cell suspension of the experimental cultures was obtained by aspir-
ating growth media followed by a 1× Dulbecco’s phosphate-buffered saline
(DPBS) wash prior to the addition of ACCUTASE cell detachment reagent

(Stemcell Technologies). Each of the three (Mock, WT, Mutant) single cell
experimental cultures were split into two groups at a density of 2 × 106

cells in 50/50 complete media and DPBS, one for non-permeabilized mem-
brane FSHR staining, and the other for internal FSHR staining.

Figure 1 FSHR mutations. (A) Table of previously reported FSHR mutations and patient phenotypes. (B) FSHR is a 695 amino acid GPCR with a ligand-
binding extracellular domain at the amino tail, a transmembrane domain and an intracellular domain at the carboxyl tail. The locations of the novel mutation
and the previously reported 11 inactivating missense mutations are demonstrated here.
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Surface staining
Rb-FSHR H-190 antibody (1.5 mg, Santa Cruz biotechnologies) was added to
each of the experimental 2.0 × 106 single cell solutions, and allowed to bind
the antigen for a period of 1 h with the addition of 1% bovine serum albumin
(BSA) for blocking. After antibody hybridization, the cells were washed three
times in DBPS to remove unbound antibody. The cells were then fixed in 7%
formalin solution for a period of 15 min, followed by three DPBS washes to
remove fixative reagent. Then 1.5 mg of Alexa-Fluor Rb-488 secondary anti-
body plus 1% BSA for blocking was added to the antibody-fixed cells, and
allowed to incubate for a 45-min period, and this was followed by three
DBPS washes to remove unbound secondary antibody. The prepared cells
were stored in 1× DPBS for flow cytometry analysis.

Intracellular staining
Quantities of 2 × 106 of each of the prepared experimental cell groups were
fixed in 7% formalin solution for a period of 30 min, followed by three DPBS
washes. The cells were permeabilized and blocked (in 0.5% TX-100 solution,
1% BSA) for 10 min, followed by the addition of 1.5 mg of Rb-FSHR H-190
(Santa Cruz Biotechnologies) to the permeabilizing/blocking solution for
an additional hour. The cells were then washed three times in DPBS to
remove unbound primary antibody and 1.5 mg of Alexa-Fluor Rb-488 sec-
ondary antibody plus 1% BSA for blocking was added and allowed to incubate
for a 45-min period; this was followed by three DBPS washes to remove
unbound secondary antibody. The prepared cells were stored in 1× DPBS
for flow cytometry analysis.

Flow cytometry
The control and experimental samples were analyzed on a BD LSR Fortessa
Flow Cytometry Analyzer at the UCLA Jonsson Comprehensive Cancer
Center Core. Each of the experiments was carried out in separate biological
duplicates.

cAMP production assay
The initial cell culture and transfection follows the protocol outlined for the
FSHR membrane localization assay.

FSH stimulation
After the 36-h period of growth, the experimental and control cells were sti-
mulated with 25 ng/ml of FSH (human pituitary derived, Sigma-Aldrich) to
induce cAMP production via FSHR stimulation. The induction media contained
500 mM of the phosphodiesterase inhibitor, IBMX (Sigma) and 100 mM of
the inhibitor of cAMP, phosphodiesterase 4-(3-Butoxy-4-methoxybenzyl)
imidazolidin-2-one (Ro20) (Sigma). The cAMP induction via FSH stimulation
was carried out for 1.5 h at 378C.

Flow cytometry preparation
A single cell suspension of the experimental cultures was obtained by aspir-
ating induction growth media followed by a DPBS wash prior to the addition
of ACCUTASE cell detachment reagent w/IBMX & Ro20 (Stemcell Tech-
nologies; Sigma).

cAMP staining
Quantities of 2 × 106 of each of the prepared experimental cell groups were
fixed in 7% formalin solution for a period of 30 min, followed by three DPBS
washes. The cells were permeabilized and blocked (0.5% TX-100 solution,
1% BSA) for 10 min, followed by the addition of 1.5 mg of Ms mAB-
anti-cAMP (Ab Cam) to the permeabilizing/blocking solution for an addition-
al hour. The cells were then washed three times in DPBS to remove unbound
primary antibody. Alexa-Fluor Ms-488 secondary antibody (1.5 mg, Life
Technologies) plus 1% BSA for blocking was added and allowed to incubate
for a 45-min period, followed by three DBPS washes to remove unbound sec-
ondary antibody. The prepared cells were stored in 1× DPBS for flow cyto-
metry analysis, as described above.

Statistical analysis
Forcellular localization analysis, proportions werestandardized to the level of
FSHR in the WT-transfected cells at the location of interest. The significance
of the differences was evaluated by t-test. For cAMP production analysis, the
level of cAMP signal in each genotype was set to be relative to the level in the
mock-transfected cells. Differences between groups were evaluated using a
one-way analysis of variance (ANOVA) followed by a post-hoc Tukey’s
honest significant difference (HSD).

Figure 2 Inheritance of the FSHR mutation. (A) A pedigree was
obtained demonstrating consanguinity between the parents and no
other cases of primary amenorrhea. The proband was patient III-6, and
her affected sister was III-3. * indicates WES performed. (B) Sanger se-
quencing confirmed the homozygous variant status of the affected
sisters as well as the parents’ heterozygous status. One unaffected
sisterwas found tobeheterozygous for thevariant and the otherwasWT.
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Results

Sequencing
The whole exome data showed multiple regions of homozygosity
.10 Mbp in both sisters (eight such regions in the proband (9.04%),
and 11 in her sister (10.60%)), suggesting consanguinity of first cousin
marriage. An average coverage of 95× was achieved across the
exome in the proband with 92% of these bases covered at ≥10×.
Both affected sisters were found to be homozygous for a previously un-
reported missense variant in the FSHR, and both parents were heterozy-
gous for this mutation. The variant is a substitution of thymine for guanine
at position 1222 in exon 10, causing substitution to tyrosine in place of
aspartic acid (c.1222G.T, p.Asp408Tyr) (Fig. 1). This variant is previ-
ously unreported according the Exome Aggregation Consortium (exac.-
broadinstitute.org). The mutation was predicted to be deleterious by the
protein prediction software SIFT and Condel, and ‘probably damaging’
by PolyPhen. Sanger sequencing confirmed the homozygous status of
the affected sisters as well as the parents’ heterozygous status. Of the
two unaffected sisters, one was found to be heterozygous for the
variant and the other was WT (Fig. 2B).

In silico predicted structural alterations
conferred by the c.1222G>T SNP
Using the RaptorX protein structure and functional prediction software,
we queried whether and how the identified p.Asp408Tyr substitution
affected the structure of the FSHR protein, focusing on the second trans-
membrane helix (Fig. 3). The predicted model of FSHR containing the
identified mutation showed a region on the second transmembrane
helix with what would be a significant disordering of secondary structure
when compared with the predicted model of WT FSHR (Fig. 3). This
region of disorder lies upstream of the actual mutation of residue 408.
Since secondary structure relies on primary sequence, it is plausible
that these disordered regions are generated from steric stress exerted
by the substitution of tyrosine at position 408. In addition to using
RaptorX modeling, we employed ExPASy protein analysis as a secondary
validation of prediction disorder within the same region. ExPASy analysis
also determined that there was a drop in helix score within the 400–410
residue regions, indicating again structural instability as a result of the mu-
tation (data not shown). Therefore, the SIFT/Condel/PolyPhen predic-
tion of the mutation as deleterious is borne out by the RaptorX and
ExPASy analysis suggesting structural instability (Peng and Xu, 2011a,b;
Kallberg et al., 2012; Ma et al., 2013).

Flow cytometry analysis to assess FSHR
membrane localization
Utilizing the location of the exome identified mutation, in addition to the
structural abnormality predicted by RaptorX (Fig. 3), we hypothesized
that there was a membrane trafficking anomalyaccounting for the patient’s
phenotype. Using transiently transfected HEK 293T cells, coupled with
quantitative flow cytometry, we assessed whether the identified mutation
caused a reduction in proper membrane surface trafficking of the FSHR
protein. In biologically duplicate experiments, we found an average
48.05% reduction of surface signal detection in non-permeabilized cells
expressing the mutant p.Asp408Tyr FSHR construct relative to the
non-permeabilized cells expressing a WT construct (P , 0.01; Fig. 4A).

Using permeabilized cells from the same experimental groups, we found
an intracellular FSHR signal of 100% for both the p.Asp408Tyr mutant
and the WT-transfected cells (Fig. 4A). Having the same intracellular
FSHR signal for both constructs indicates that the observed surface mem-
brane reduction was not a transfection efficiency artifact, but rather a
cellular trafficking disruption caused by the patient’s FSHR mutation.

cAMP production via FSH stimulation
Given that the p.Asp408Tyr mutant caused decreased membrane traffick-
ing (Fig. 4A), an attempt to quantify amounts of cAMP production relative

Figure 3 Modeling of the FSHR mutation. The RaptorX protein struc-
ture and functional prediction software predicted that FSHR containing
the substituted residue showed significant disordering of secondary struc-
ture when compared with the predicted model of WT FSHR. This region
of disorder lies upstream of the actual mutation at residue 408.
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to WT FSHR would inherently be inaccurate, as FSHR at the membrane
was not equal between sample groups. Using transiently transfected
HEK293T cells coupled again with quantitative flow cytometry, we
assessed whether the p.Asp408Tyr mutant variant of FSHR was capable
of stimulating any cAMP production. After incubating all experimental
groups (Mock, WT, p.Asp408Tyr mutant) for 1.5 h with 25 ng/ml FSH,
global levels of cAMP were assessed using quantitative flow cytometry.
After FSH stimulation, cells transfected with p.Asp408Tyr were capable
of generating a 22.58% (P , 0.001 by ANOVA/Tukey’s HSD) increase
in mean cAMP fluorescent signal compared with baseline mock-
transfected cells. This was 50.22% lower than the WT FSHR-transfected
cells, which were capable of producing a 44.96% (P , 0.001 by ANOVA/
Tukey’s HSD) higher fluorescent mean signal for cAMP relative to the
mock transfection (P , 0.01 for difference of means between WT and
mutant by ANOVA/Tukey’s HSD; Fig. 4B). Taken together, it appears
that the mutation causes a decrease in cAMP production directly propor-
tional to the decrease in membrane surface integration.

Discussion
We present a case of familial hypergonadotropic ovarian failure with
primary amenorrhea caused by a novel FSHR inactivating mutation
c.1222G.T identified byWES,and confirmedby in vitroassays.Flowcyto-
metry analysis demonstrated significantly reduced membrane localization
as a result of the identified FSHR mutation, which caused a downstream
proportional decrease in total second messenger cAMP production.
The predicted structural alterations resulting from this missense mutation
caused significant disorder within the second transmembrane helix archi-
tecture. We propose that, without functional localization of sufficient
numbers of FSHR molecules to the granulosa cell surface, the patients’
ovarian response to FSH stimulation is disordered and follicles are
unable to progress past the primary stage to ovulation, despite high
levels of FSH stimulation (Oktay et al., 1997).

In contrast to inactivating FSH mutations, which result in complete
sexual infantilism (Huhtaniemi and Aittomaki, 1998), patients with pre-
viously characterized FSHR mutations have shown a range of pubertal
development and ovarian histology with some reported breast develop-
ment occurring even in the absence of in vitro cAMP production (Fig. 1;
Beau et al., 1998; Touraine et al., 1999; Allen et al., 2003; Nakamura
et al., 2008; Kuechler et al., 2010; Katari et al., 2015). This rare form of
ovarian dysgenesis, resulting from FSH resistance rather than follicular
depletion, has been termed the ‘resistant ovary syndrome’ (Aittomaki
et al., 1996; Huhtaniemi and Aittomaki, 1998). In patients with FSH re-
sistance, follicular maturation is impaired, though most patients show
small (3–5 mm) follicles by transvaginal ultrasound and follicular arrest
at the small antral stage histologically (Aittomaki et al., 1995; Beau
et al., 1998; Touraine et al., 1999; Meduri et al., 2003; Kuechler et al.,
2010). During folliculogenesis, the primordial follicles do not express
FSHR (Oktay et al., 1997). FSHR begins to be expressed by the granulosa
cells as follicles progress from the primary to the secondary (pre-antral)
stage, along with LH, estrogen and androgen receptors (Channing et al.,
1980; Oktay et al., 1997). During the secondary follicle stage, the theca
and granulosa cells begin to synthesize steroid hormones (Channing
et al., 1980). Our patients did not have ovarian histology performed,

Figure 4 In vitro analysis of FSHR function. (A) Flow cytometry
demonstrated an average 48.05% reduction of surface signal detec-
tion in cells expressing the mutant p.Asp408Tyr FSHR construct rela-
tive to cells expressing a WT construct (**P , 0.01). Permeabilized
cells from the same experimental groups showed an intracellular
FSHR signal of 100% for both the mutant and the WT-transfected
cells. (B) After FSH stimulation, cells transfected with p.Asp408Tyr
were capable of generating a 22.58% (**P , 0.001) increase in the
mean cAMP fluorescent signal compared with baseline mock-
transfected cells. This was 50.22% lower than the WT FSHR-trans-
fected cells, which produced a 44.96% (***P , 0.0001) higher fluor-
escent mean signal for cAMP relative to the mock transfection
(**P , 0.01 for difference of means between WT and mutant by
ANOVA/Tukey’s HSD).
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but likely their ovaries contain follicles that arrest at the primary or
secondary stage due to reduced numbers of FSHR molecules at the
membrane and an inability to proceed through the later stages of
FSH-dependent follicular maturation. Similar to other patients with in-
activating FSHR mutations, our patients’ primary or secondary follicles,
with a significant reduction of normal FSHR at the membrane, nonethe-
less likely synthesized sufficient estrogen at puberty to stimulate partial
breast development. The low but detectable AMH values in our patients
support this conclusion; previous work has shown that patients with FSH
resistance have low to normal AMH values, while women with prema-
ture ovarian insufficiency due to follicular depletion have very low to un-
detectable AMH (P , 0.001). Our patients’ AMH values are within the
range of a published series of 12 patients with FSH resistance. Immuno-
histochemistry performed on the ovaries of two patients with FSH resist-
ance showed AMH expression in the granulosa cells of primary follicles,
while no secondary or more advanced follicles were seen (Kallio et al.,
2012). In patients with FSH resistance, AMH secreted by small
growing follicles remains detectable, with values likely varying with the
severity of mutation and the resultant stage of follicular arrest.

WES is a modification of next generation sequencing which targets
exon sequences before amplification to limit the output to only the
coding regions (1–2% of the genome, 30 Mbp) (Gilissen et al., 2011;
Ku et al., 2011; Rabbani et al., 2012). This allows a broad search for var-
iants in patients with puzzling phenotypes. WES has been rarely used to
date to find causative gene mutations for patients with sexual develop-
ment and fertility-related phenotypes, including non-syndromic
(Caburet et al., 2014; Le Quesne Stabej et al., 2015) and syndromic
POF (Pierce et al., 2013; de Vries et al., 2014; Wood-Trageser et al.,
2014; AlAsiri et al., 2015) and LH resistance/empty follicle syndro-
me(Yariz et al., 2011). The first application of WES to find a novel
FSHR mutation has recently been reported (Katari et al., 2015). Even if
there is suspicion of a particular causative gene, commercial genetic
testing (genetests.org) is not available for many of the genes ultimately
found in the above studies (Caburet et al., 2014; de Vries et al., 2014;
Wood-Trageser et al., 2014; AlAsiri et al., 2015; Le Quesne Stabej
et al., 2015).

WES is thus a promising technology for discovering genetic variants
without the limitations of candidate gene or even the newer gene
panel approaches. One recent series employing a panel of 70 candidate
genes for POF, sequenced using next generation sequencing, found four
putative causative variants in 3 (25%) of their 12 patients, although all var-
iants were novel and two were in novel genes with only a theoretical con-
nection to POF (Fonseca et al., 2015). However, none were confirmed
by in vitro testing. All would have to be reported clinically as ‘variants of
uncertain significance’ (category 3: previously unreported and is of a
type which may or may not be causative of the disorder) by American
College of Medical Genetics guidelines (Richards et al., 2008). Another
study of disorders of sexual differentiation employed next generation se-
quencing for a panel of 35 genes, and reported making a definitive diag-
nosis in one (14%) out of seven patients, and a novel ‘likely pathogenic’
mutation in another (Arboleda et al., 2013). Given the rapid rate of dis-
covery of novel sex development genes as well as the expanding pheno-
typic spectrum for these genes, the authors subsequently reported that
WES allows for greater flexibility in gene lists and is more inclusive for rare
and novel genetic diagnosis in the population with disorders of sex devel-
opment (DSD). A published WES series of 40 patients with 46,XY DSD,
most of whom had already had extensive genetic and endocrine testing,

generated genetic diagnoses in 35% of cases, with an additional six var-
iants of uncertain significance (Baxter et al., 2015). Other series show
comparable yields. A clinical series studied WES ordered by physicians
for 250 patients, the majority of whom were children with neurological
diseases, and reported a 25% molecular diagnostic rate (Yang et al.,
2013). And lastly, our institution published a clinical series of 814 undiag-
nosed patients with suspected genetic disease, finding an overall
molecular diagnosis rate of 26% with a higher rate of 31% for trio-WES
(Lee et al., 2014).

Because FSHR mutations are found in ,1% of POF patients (Persani
et al., 2010), a candidate gene approach would have been far less efficient
than WES for determining the etiology of our patients’ primary amenor-
rhea. As clinicians more widely adopt WES, one important question will
arise: when is it sufficient to report a variant of a similar type to previously
characterizedpathogenicmutations, with theaid ofproteinpredictionsoft-
ware and other bioinformatics tools but without in vitro studies, as patho-
genic and to counsel and treat accordingly? Clinically, when variants have
not been previously reported but are suspected to be pathogenic, they
may only be called ‘of the type which is expected to cause the disorder’
(more certain)or ‘of the typewhichmayormaynot be causative’ (Richards
et al., 2008). All novel purported genetic variants may only be clinically
reported as ‘variants of uncertain significance’ unless and until more
patients with a similar phenotype are discovered with the same variant.
Our variant lies in close proximity to two previously reported pathogenic
variants in the second transmembrane domain, p.Ile418Ser (Katari et al.,
2015) and p.Ala419Thr (Doherty et al., 2002) (Fig. 1), which adds credibil-
ity to its pathogenicity but does not render it clinically reportable.

In contrast, our in vitro analysis eliminates the uncertainty; this is the first
report of a WES-discovered pathogenic FSHR mutation validated using
quantitative experimental methods. We successfully identified that the
WES-identified mutation resulted in a significant reduction in membrane
localization, and would be the cause for the patients’ established pheno-
type. This validation implemented the use of flow cytometry to assess
both membrane trafficking as well as downstream FSH-stimulated cAMP
production, a more quantitative methodology than traditionally used for
these types of analysis. This approach allowed us to establish that the
root cause of the reduction in cAMP production was not a product of
FSHR functionality per se, but rather caused by the reduction in surface
membrane trafficking. The amount of cAMP that can be produced is dir-
ectly proportional to the fewer surface receptors to trigger the response.
Flow cytometry has been reported asa method for studying interactionsof
GPCRs with their ligands (Sridharan et al., 2014), and for studying surface
expression of FSHR (De Leener et al., 2006; Garcia-Velasco et al., 2012),
but never, to our knowledge, to study cAMP production. We have shown
flow cytometry to be an efficient quantitative method for classifying func-
tional deficits of surface receptors in vitro. Under laboratory conditions,
with high transfection efficiency and supraphysiologic expression under
control of the SV40 promoter, the reduction in mutant FSHR membrane
localization was 50%. However, it is possible that under physiologic en-
dogenous regulation of FSHR in vivo, the absolute reduction in mutant
FSHR surface localization is more profound, leading to the subjects’
phenotypes.

The ultimate goal of securing a molecular diagnosis for patients with
rare phenotypes is both to end the ‘diagnostic odyssey’ as well as to
provide personalized, targeted therapeutic intervention. For patients
with an FSHR mutation, these therapies could theoretically include in
vitro maturation (IVM) of the oocytes separated from the arrested
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follicles, the use of a molecular chaperone protein to optimize FSHR
function, or both. In the USA, IVM is still considered experimental (Prac-
tice Committees of the American Society for Reproductive and the
Society for Assisted Reproductive, 2013), and optimal protocols have
not been established. It remains controversial whether IVM media
must contain FSH and/or other gonadotrophins (Chian et al., 2004;
Nogueira et al., 2012), especially if the protocol does not include
co-culture with cumulus cells (the granulosa cells surrounding the
oocyte and the site of FSH signaling). mRNA for FSH and LH receptors
has been found in human oocytes, so there may be a role for gonadotro-
phins in oocyte maturation (Patsoula et al., 2003). It is thus unclear
whether IVM may overcome FSH resistance or whether a functional
FSHR is mandatory; this has not been studied, though it has been pro-
posed (Chang et al., 2014). Gene therapy has been employed to
restore functional FSHR to cells transfected with a c.566C.T inactivat-
ing mutation, and can partially restore folliculogenesis and estrogen pro-
duction to FSHR knockout mice (Ghadami et al., 2008, 2010). One
promising line of study is that of ‘pharmacoperones’ (pharmacological
chaperones), small molecules that correct otherwise misfolded proteins
and increase expression at the plasma membrane. The molecule
Org41841, a thienopyr(im)idine LH agonist, has shown promise at in-
creasing cAMP production in vitro in cells transfected with mutant
FSHR (variant Ala189Val, causing intracellular sequestration), though
not to normal levels (Janovick et al., 2009). Future studies should focus
on the pharmacology and efficacy of this molecule in vivo as well as a
pharmacologic addition to IVM media for patients with inactivating
FSH mutations.

In conclusion, we demonstrate the first WES-discovered FSHR muta-
tion also functionally characterized using quantitative flow cytometry.
WES is a valuable tool for efficient diagnosis for patients with rare
genetic disease. Functional studies targeted toward the protein of inter-
est allow for personalized and quantitative characterization of the func-
tional deficit conferred by a specific variant. Future studies should
focus on pharmacological and assisted reproductive treatments aimed
at the disrupted FSHR, so that patients with FSH resistance can be
treated by personalized medicine.

Acknowledgements
The authors thank Dr Ilpo Huhtaniemi and Dr Pirjo Pakarinen of the Uni-
versity of Turku, Finland for the use of their WT FSHR construct. Flow
cytometry was performed in the UCLA Jonsson Comprehensive
Cancer Center (JCCC) and Center for AIDS Research Flow Cytometry
Core Facility that is supported by National Institutes of Health awards
P30 CA016042 and 5P30 AI028697, and by the JCCC, the UCLA AIDS
Institute, the David Geffen School of Medicine at UCLA, the UCLA Chan-
cellor’s Office, and the UCLA Vice Chancellor’s Office of Research.

Authors’ roles
M.S.B. and E.H.G. conceived and designed the study, acquired, analyzed
and interpreted the data, and drafted the manuscript. A.L. acquired
data and drafted the figures. A.E. and H.B. acquired and interpreted
data. T.N. and V.A.A. interpreted data. J.E.G., L.R., N.V. and E.L.
acquired data. Z.Y. and M.F. evaluated and received consent from the
patients and provided senior oversight for design, analysis and interpret-
ation. D.V. and E.V. provided senior oversight for design, analysis and

interpretation. All authors revised the article for critically important
content and indicated final approval for publishing.

Funding
E.V. is partially funded by the DSD Translational Research Network
(NICHD 1R01HD068138). M.S.B. is funded by the Neuroendocrinol-
ogy, Sex Differences and Reproduction training grant (NICHD
5T32HD007228).

Conflict of interest
The authors have no conflicts of interest to declare.

References
Aittomaki K, Lucena JL, Pakarinen P, Sistonen P, Tapanainen J, Gromoll J,

Kaskikari R, Sankila EM, Lehvaslaiho H, Engel AR et al. Mutation in the
follicle-stimulating hormone receptor gene causes hereditary
hypergonadotropic ovarian failure. Cell 1995;82:959–968.

Aittomaki K, Herva R, Stenman UH, Juntunen K, Ylostalo P, Hovatta O, de la
Chapelle A. Clinical features of primary ovarian failure caused by a point
mutation in the follicle-stimulating hormone receptor gene. J Clin
Endocrinol Metab 1996;81:3722–3726.

AlAsiri S, Basit S, Wood-Trageser MA, Yatsenko SA, Jeffries EP, Surti U,
Ketterer DM, Afzal S, Ramzan K, Faiyaz-Ul Haque M et al. Exome
sequencing reveals MCM8 mutation underlies ovarian failure and
chromosomal instability. J Clin Invest 2015;125:258–262.

Allen LA, Achermann JC, Pakarinen P, Kotlar TJ, Huhtaniemi IT, Jameson JL,
Cheetham TD, Ball SG. A novel loss of function mutation in exon 10 of the
FSH receptor gene causing hypergonadotrophic hypogonadism: clinical
and molecular characteristics. Hum Reprod 2003;18:251–256.

Arboleda VA, Lee H, Sanchez FJ, Delot EC, Sandberg DE, Grody WW,
Nelson SF, Vilain E. Targeted massively parallel sequencing provides
comprehensive genetic diagnosis for patients with disorders of sex
development. Clin Genet 2013;83:35–43.

Baxter RM, Arboleda VA, Lee H, Barseghyan H, Adam MP, Fechner PY,
Bargman R, Keegan C, Travers S, Schelley S et al. Exome sequencing for
the diagnosis of 46,XY disorders of sex development. J Clin Endocrinol
Metab 2015;100:E333–E344.

Beau I, Touraine P, Meduri G, Gougeon A, Desroches A, Matuchansky C,
Milgrom E, Kuttenn F, Misrahi M. A novel phenotype related to partial
loss of function mutations of the follicle stimulating hormone receptor.
J Clin Invest 1998;102:1352–1359.

Caburet S, Arboleda VA, Llano E, Overbeek PA, Barbero JL, Oka K,
Harrison W, Vaiman D, Ben-Neriah Z, Garcia-Tunon I et al. Mutant
cohesin in premature ovarian failure. N Engl J Med 2014;370:943–949.

Chang EM, Song HS, Lee DR, Lee WS, Yoon TK. In vitro maturation of human
oocytes: its role in infertility treatment and new possibilities. Clin Exp
Reprod Med 2014;41:41–46.

Channing CP, Schaerf FW, Anderson LD, Tsafriri A. Ovarian follicular and
luteal physiology. Int Rev Physiol 1980;22:117–201.

Chian RC, Lim JH, Tan SL. State of the art in in vitro oocyte maturation. Curr
Opin Obstet Gynecol 2004;16:211–219.

De Leener A, Montanelli L, Van Durme J, Chae H, Smits G, Vassart G,
Costagliola S. Presence and absence of follicle-stimulating hormone
receptor mutations provide some insights into spontaneous ovarian
hyperstimulation syndrome physiopathology. J Clin Endocrinol Metab
2006;91:555–562.

912 Bramble et al.

D
ow

nloaded from
 https://academ

ic.oup.com
/hum

rep/article/31/4/905/2380250 by guest on 20 M
arch 2024



de Vries L, Behar DM, Smirin-Yosef P, Lagovsky I, Tzur S, Basel-Vanagaite L.
Exome sequencing reveals SYCE1 mutation associated with autosomal
recessive primary ovarian insufficiency. J Clin Endocrinol Metab 2014;
99:E2129–E2132.

Doherty E, Pakarinen P, Tiitinen A, Kiilavuori A, Huhtaniemi I, Forrest S,
Aittomaki K. A Novel mutation in the FSH receptor inhibiting signal
transduction and causing primary ovarian failure. J Clin Endocrinol Metab
2002;87:1151–1155.

Fonseca DJ, Patino LC, Suarez YC, de Jesus Rodriguez A, Mateus HE,
Jimenez KM, Ortega-Recalde O, Diaz-Yamal I, Laissue P. Next
generation sequencing in women affected by nonsyndromic premature
ovarian failure displays new potential causative genes and mutations.
Fertil Steril 2015;104:154–162 e152.

Garcia-Velasco JA, Rodriguez S, Agudo D, Pacheco A, Schneider J, Pellicer A.
FSH receptor in vitro modulation by testosterone and hCG in human
luteinized granulosa cells. Eur J Obstet Gynecol Reprod Biol 2012;
165:259–264.

Ghadami M, Salama SA, Khatoon N, Chilvers R, Nagamani M, Chedrese PJ,
Al-Hendy A. Toward gene therapy of primary ovarian failure: adenovirus
expressing human FSH receptor corrects the Finnish C566T mutation.
Mol Hum Reprod 2008;14:9–15.

Ghadami M, El-Demerdash E, Salama SA, Binhazim AA, Archibong AE,
Chen X, Ballard BR, Sairam MR, Al-Hendy A. Toward gene therapy of
premature ovarian failure: intraovarian injection of adenovirus
expressing human FSH receptor restores folliculogenesis in FSHR(-/-)
FORKO mice. Mol Hum Reprod 2010;16:241–250.

Gilissen C, Hoischen A, Brunner HG, Veltman JA. Unlocking Mendelian
disease using exome sequencing. Genome Biol 2011;12:228.

Gromoll J, Simoni M, Nordhoff V, Behre HM, De Geyter C, Nieschlag E.
Functional and clinical consequences of mutations in the FSH receptor.
Mol Cell Endocrinol 1996;125:177–182.

Huhtaniemi IT, Aittomaki K. Mutations of follicle-stimulating hormone and
its receptor: effects on gonadal function. Eur J Endocrinol 1998;
138:473–481.

Janovick JA,Maya-NunezG, Ulloa-Aguirre A, Huhtaniemi IT, Dias JA, Verbost P,
Conn PM. Increased plasma membrane expression of human follicle-
stimulating hormone receptor by a small molecule thienopyr(im)idine. Mol
Cell Endocrinol 2009;298:84–88.

Jiang X, Dias JA, He X. Structural biology of glycoprotein hormones and
their receptors: insights to signaling. Mol Cell Endocrinol 2014;
382:424–451.

Kallberg M, Wang H, Wang S, Peng J, Wang Z, Lu H, Xu J. Template-based
protein structuremodeling using the RaptorX web server. NatProtoc2012;
7:1511–1522.

Kallio S, Aittomaki K, Piltonen T, Veijola R, Liakka A, Vaskivuo TE, Dunkel L,
Tapanainen JS. Anti-Mullerian hormone as a predictor of follicular reserve
in ovarian insufficiency: special emphasis on FSH-resistant ovaries. Hum
Reprod 2012;27:854–860.

Katari S, Wood-Trageser MA, Jiang H, Kalynchuk E, Muzumdar R,
Yatsenko SA, Rajkovic A. Novel inactivating mutation of the FSH
receptor in two siblings of Indian origin with premature ovarian failure.
J Clin Endocrinol Metab 2015;100:2154–2157.

Ku CS, Naidoo N, Pawitan Y. Revisiting Mendelian disorders through exome
sequencing. Hum Genet 2011;129:351–370.

Kuechler A, Hauffa BP, Koninger A, Kleinau G, Albrecht B, Horsthemke B,
Gromoll J. An unbalanced translocation unmasks a recessive mutation in
the follicle-stimulating hormone receptor (FSHR) gene and causes FSH
resistance. Eur J Hum Genet 2010;18:656–661.

Le Quesne Stabej P, Williams HJ, James C, Tekman M, Stanescu HC,
Kleta R, Ocaka L, Lescai F, Storr HL, Bitner-Glindzicz M et al. STAG3
truncating variant as the cause of primary ovarian insufficiency. Eur J
Hum Genet 2015;24:135–138.

Lee H, Deignan JL, Dorrani N, Strom SP, Kantarci S, Quintero-Rivera F,
Das K, Toy T, Harry B, Yourshaw M et al. Clinical exome sequencing for
genetic identification of rare Mendelian disorders. J Am Med Assoc 2014;
312:1880–1887.

Ma J, Wang S, Zhao F, Xu J. Protein threading using context-specific alignment
potential. Bioinformatics 2013;29:i257–i265.

Meduri G, Touraine P, Beau I, Lahuna O, Desroches A, Vacher-Lavenu MC,
Kuttenn F, Misrahi M. Delayed puberty and primary amenorrhea
associated with a novel mutation of the human follicle-stimulating
hormone receptor: clinical, histological, and molecular studies. J Clin
Endocrinol Metab 2003;88:3491–3498.

Nakamura Y, Maekawa R, Yamagata Y, Tamura I, Sugino N. A novel mutation
in exon8 of the follicle-stimulating hormone receptor in a woman with
primary amenorrhea. Gynecol Endocrinol 2008;24:708–712.

Nogueira D, Sadeu JC, Montagut J. In vitro oocyte maturation: current status.
Semin Reprod Med 2012;30:199–213.

Oktay K, Briggs D, Gosden RG. Ontogeny of follicle-stimulating hormone
receptor gene expression in isolated human ovarian follicles. J Clin
Endocrinol Metab 1997;82:3748–3751.

PatsoulaE,LoutradisD,DrakakisP, MichalasL,Bletsa R, Michalas S.Messenger
RNA expression for the follicle-stimulating hormone receptor and
luteinizing hormone receptor in human oocytes and preimplantation-
stage embryos. Fertil Steril 2003;79:1187–1193.

Peng J, Xu J. A multiple-template approach to protein threading. Proteins
2011a;79:1930–1939.

Peng J, Xu J. RaptorX: exploiting structure information for protein alignment
by statistical inference. Proteins 2011b;79(Suppl 10):161–171.

Persani L, Rossetti R, Cacciatore C. Genes involved in human premature
ovarian failure. J Mol Endocrinol 2010;45:257–279.

Pierce SB, Gersak K, Michaelson-Cohen R, Walsh T, Lee MK, Malach D,
Klevit RE, King MC, Levy-Lahad E. Mutations in LARS2, encoding
mitochondrial leucyl-tRNA synthetase, lead to premature ovarian failure
and hearing loss in Perrault syndrome. Am J Hum Genet 2013;92:614–620.

Practice Committees of the American Society for Reproductive Medicine and
the Society for Assisted Reproductive Technology. In vitro maturation: a
committee opinion. Fertil Steril 2013;99:663–666.

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

Rabbani B, Mahdieh N, Hosomichi K, Nakaoka H, Inoue I. Next-generation
sequencing: impact of exome sequencing in characterizing Mendelian
disorders. J Hum Genet 2012;57:621–632.

Richards CS, Bale S, Bellissimo DB, Das S, Grody WW, Hegde MR, Lyon E,
Ward BE. Molecular Subcommittee of the ALQAC. ACMG
recommendations for standards for interpretation and reporting of
sequence variations: Revisions 2007. Genet Med 2008;10:294–300.

Smith KR, Bromhead CJ, Hildebrand MS, Shearer AE, Lockhart PJ,
Najmabadi H, Leventer RJ, McGillivray G, Amor DJ, Smith RJ et al.
Reducing the exome search space for Mendelian diseases using genetic
linkage analysis of exome genotypes. Genome Biol 2011;12:R85.

Sridharan R, Zuber J, Connelly SM, Mathew E, Dumont ME. Fluorescent
approaches for understanding interactions of ligands with G protein
coupled receptors. Biochim Biophys Acta 2014;1838:15–33.

Touraine P, Beau I, Gougeon A, Meduri G, Desroches A, Pichard C, Detoeuf M,
Paniel B, Prieur M, Zorn JR et al. New natural inactivating mutations of the
follicle-stimulating hormone receptor: correlations between receptor
function and phenotype. Mol Endocrinol 1999;13:1844–1854.

Wood-Trageser MA, Gurbuz F, Yatsenko SA, Jeffries EP, Kotan LD, Surti U,
Ketterer DM, Matic J, Chipkin J, Jiang H et al. MCM9 mutations are
associated with ovarian failure, short stature, and chromosomal
instability. Am J Hum Genet 2014;95:754–762.

WES and flow cytometry for novel FSHR mutation 913
D

ow
nloaded from

 https://academ
ic.oup.com

/hum
rep/article/31/4/905/2380250 by guest on 20 M

arch 2024



Yang Y, Muzny DM, Reid JG, Bainbridge MN, Willis A, Ward PA, Braxton A,
Beuten J, Xia F, Niu Z et al. Clinical whole-exome sequencing for the
diagnosis of Mendelian disorders. N Engl J Med 2013;369:1502–1511.

Yariz KO, Walsh T, Uzak A, Spiliopoulos M, Duman D, Onalan G, King MC,
Tekin M. Inherited mutation of the luteinizing hormone/

choriogonadotropin receptor (LHCGR) in empty follicle syndrome. Fertil
Steril 2011;96:e125–e130.

Yourshaw M, Taylor SP, Rao AR, Martin MG, Nelson SF. Rich annotation of
DNA sequencing variants by leveraging the Ensembl Variant Effect
Predictor with plugins. Brief Bioinform 2014;16:255–264.

914 Bramble et al.

D
ow

nloaded from
 https://academ

ic.oup.com
/hum

rep/article/31/4/905/2380250 by guest on 20 M
arch 2024



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile ()
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.5
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo false
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings false
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Preserve
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
    /Courier
    /Courier-Bold
    /Courier-BoldOblique
    /Courier-Oblique
    /Helvetica
    /Helvetica-Bold
    /Helvetica-BoldOblique
    /Helvetica-Oblique
    /Symbol
    /Times-Bold
    /Times-BoldItalic
    /Times-Italic
    /Times-Roman
    /ZapfDingbats
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 175
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50286
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG2000
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 20
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 175
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50286
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG2000
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 20
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages true
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 175
  /MonoImageDepth 4
  /MonoImageDownsampleThreshold 1.50286
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects true
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /ENU ()
  >>
>> setdistillerparams
<<
  /HWResolution [600 600]
  /PageSize [612.000 792.000]
>> setpagedevice


