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Summary

Genome-wide association studies (GWAS) have been used to study the genetic basis of a wide variety
of complex diseases and other traits. However, for most traits it remains difficult to interpret what
genes and biological processes are impacted by the top hits. Here, as a contrast, we describe
UK Biobank GWAS results for three molecular traits—urate, IGF-1, and testosterone—that are
biologically simpler than most diseases, and for which we know a great deal in advance about the
core genes and pathways. Unlike most GWAS of complex traits, for all three traits we find that
most top hits are readily interpretable. We observe huge enrichment of significant signals near genes
involved in the relevant biosynthesis, transport, or signaling pathways. We show how GWAS data
illuminate the biology of variation in each trait, including insights into differences in testosterone
regulation between females and males. Meanwhile, in other respects the results are reminiscent
of GWAS for more-complex traits. In particular, even these molecular traits are highly polygenic,
with most of the variance coming not from core genes, but from thousands to tens of thousands of
variants spread across most of the genome. Given that diseases are often impacted by many distinct
biological processes, including these three, our results help to illustrate why so many variants can
affect risk for any given disease.
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Introduction

One of the central goals of genetics is to understand how genetic variation (and other sources of
variation) map into phenotypic variation. Understanding the mapping from genotype to phenotype
is at the heart of fields as diverse as medical genetics, evolutionary biology, behavioral genetics, and
plant and animal breeding. During the last fifteen years, genome-wide association studies (GWAS)
have been used to investigate the genetic basis of a wide variety of human complex traits and
diseases [1].

This work has revealed that most traits are highly polygenic: the top hits contribute only a
small fraction of the total heritability, and the bulk of the heritability is due to huge numbers of
variants of small effect spread widely across the genome. In a pair of recent papers, we argued that
there is a need for new conceptual models to make sense of the architecture of complex traits [2, 3].
How should we understand the observation that so many variants, spread widely across the genome,
contribute to any given trait?

As a conceptual framework, we proposed a model in which there is a set of “core” genes, defined
as genes with a direct effect on the trait that is not mediated through regulation of other genes.
Meanwhile, other genes that are expressed in trait-relevant cell types are referred to as “peripheral”
genes, and can matter if they affect the expression of core genes. We proposed that most trait
variance is due to huge numbers of weak trans-regulatory effects from SNPs at peripheral genes. In
what we referred to as the “omnigenic” extreme, potentially any gene expressed in trait-relevant cell
types could affect the trait through small effects on core gene expression (albeit the distribution of
peripheral gene effect sizes would be centered on zero, and in practice not all genes have regulatory
variants).

Thus far it has been difficult to test this model because for most diseases and other traits
we know little in advance about which genes are likely to be directly involved in disease biology.
Furthermore, we still have highly incomplete information about cellular regulatory networks. Here
we study in detail three traits that are unusually tractable to gain insights into the roles of core
genes and the polygenic background.

GWAS of model traits: three vignettes. We investigate the genetic architecture of three
molecular traits: serum urate, IGF-1, and testosterone levels. For each of these traits we know a
great deal in advance about the key organs, biological processes and genes that might control these
traits. This stands in contrast to many of the traits that have been studied extensively with GWAS,
such as schizophrenia [4] (which is poorly understood at the molecular level) or height [5] (where
we understand more of the underlying biology, but for which a large number of different biological
processes contribute variance).

As described in more detail below, we performed GWAS for each of these traits in around
300,000 white British individuals from the UK Biobank [6]. For all three traits many of the top
hits are highly interpretable–a marked difference from GWAS of typical disease traits. While these
three molecular traits highlight different types of lead genes and molecular processes, they also
have strikingly similar overall architectures: the top hits are generally close to genes with known
biological relevance to the trait in question, and all three traits show strong enrichment in relevant
gene sets. Most of the top hits would be considered core genes (or occasionally master regulators)
in the sense of Liu et al (2019) [3].

At the same time however, the lead genes and pathways explain only a modest fraction of the
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heritability. Aside from one major-effect variant for urate, the lead pathways explain ⇠10% of the
SNP heritability. Instead, most of the heritability is due to a highly polygenic background, which
we conservatively estimate as being due to around 10,000 causal variants per trait.

In summary, these three molecular traits provide points of both contrast and similarity to the
architectures of disease phenotypes. From one point of view they are clearly simpler, successfully
identifying known biological processes to an extent that is highly unusual for disease GWAS. At the
same time, the hits that “make sense” sit on a hugely polygenic background that is reminiscent of
GWAS for more-complex traits. Lastly, many disease traits are themselves affected by molecular
traits such as the three considered here. Given that each of these endophenotypes is already highly
polygenic, we can clearly expect that any disease phenotype that depends on many such traits will
itself be massively polygenic.

Results

Our analyses make use of GWAS results that we reported previously on blood and urine biomarkers
[7], with minor modifications. In the present paper we report four primary GWAS analyses: urate,
IGF-1, and testosterone in females and males separately. Prior to each GWAS, we adjusted the
phenotypes by regressing the measured phenotypes against age, sex (urate and IGF-1 only), self-
reported ethnicity, the top 40 principal components of genotype, assessment center and month of
assessment, sample dilution and processing batch, as well as relevant pairwise interactions of these
variables (Methods).

We then performed GWAS on the phenotype residuals in White British participants. For the
GWAS we used variants imputed using the Haplotype Reference Consortium with MAF > 0.1% and
INFO > 0.3 (Methods), yielding a total of 16M variants. The final sample sizes were 318,526 for
urate, 317,114 for IGF-1, 142,778 for female testosterone, and 146,339 for male testosterone. One
important goal of our paper is to identify the genes and pathways that contribute most to variation in
each trait. For gene set-enrichment analyses, we annotated gene sets using a combination of KEGG
[8] and previous trait-specific reviews, as noted in the text. We considered a gene to be “close”
to a genome-wide significant signal if it was within 100kb of at least one lead SNP with p<5e-8.
The annotations of lead signals on the Manhattan plots were generally guided by identifying nearby
genes within the above-described enriched gene sets, or occasionally other strong nearby candidates.

Genetics of serum urate levels.

Urate is a small molecule (C5H4N4O3) that arises as a metabolic by-product of purine metabolism
and is released into the blood serum. Serum urate levels are regulated by the kidneys, where a set
of transporters shuttle urate between the blood and urine; excess urate is excreted via urine. Urate
is used as a clinical biomarker due to its associations with several diseases. Excessively high levels
of urate can result in the formation of needle-like crystals of urate in the joints, a condition known
as gout. High urate levels are also linked to diabetes, cardiovascular disease and kidney stones.

The genetics of urate have been examined previously by several groups [12, 13, 14, 15, 16, 17] and
recently reviewed by [18]. The three strongest signals for urate lie in solute carrier genes: SLC2A9,
ABCG2, and SLC22A11/SLC22A12. A recent trans-ancestry analysis of 457k individuals identified
183 genome-wide significant loci [17]; their primary analysis did not include UK Biobank. Among
other results, this study highlighted genetic correlations of urate with gout and various metabolic
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Figure 1: Genetic basis of serum urate variation. A. Genome wide associations with serum
urate levels in the UK Biobank. Candidate genes that may drive the top signals are indicated; in
most cases in the paper the indicated genes are within 100kb of the corresponding lead SNPs. B.
Eight out of ten genes that were previously annotated as being involved in urate transport [9, 10] are
within 100kb of a genome-wide significant signal. The signal at MCT9 is excluded from figure and
enrichment due to its uncertain position in the pathway [11]. C. Urate heritability is highly enriched
in kidney regulatory regions compared to the genome-wide background (analysis using stratified LD
Score regression). Other tissues show little or no enrichment after removing regions that are active
in kidney. See Figure S1 for the uncorrected analysis.
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traits; tissue enrichment signals in kidney and liver; and genetic signals at the master regulators for
kidney and liver development HNF1A and HNF4A.

Performing GWAS of urate in the UK Biobank data set, we identified 222 independent genome-
wide significant signals, summarized in Figure 1A (further details in Supplemental Data 1). Re-
markably, six of the top ten signals are located within 100kb of a urate solute transport gene. A
recent review identified ten genes that are involved in urate solute transport in the kidneys [9, 10];
in addition to the six transporters with extremely strong signals, two additional transporters have
weaker, yet still genome-wide significant signals (Figure 1B). Hence, GWAS highlights eight out of
ten annotated urate transporters, though some transporters were originally identified using early
GWAS for urate levels. The two genes in the pathway that do not have hits (SMCT1 and SMCT2;
also known as SLC5A8 and SLC5A12) do not directly transport urate, but instead transport mono-
carboxylate substrates for URAT1 to increase reabsorption rate [19] and thus may be less direct
regulators of urate levels.

Among the other top hits, five are close to transcription factors involved in kidney and liver
development (HNF4G, HNF1A, HNF4A, HLF and MAF). These are not part of a globally enriched
gene set, but recent functional work has shown that the associated missense variant in HNF4A results
in differential regulation of the urate solute carrier ABCG2 [17], while the MAF association has been
shown to regulate SLC5A8 [20]. Finally, two other loci show large signals: a missense variant in
INHBC, a TGF-family hormone, and a variant in/near GCKR, a glucose-enzyme regulator. Both
variants have highly pleiotropic effects on many biomarkers, although the mechanisms pertaining
to urate levels are unclear.

While most of the top hits are likely associated with kidney function, we wanted to test whether
other tissues contribute to the overall heritability (Figure 1C). To this end, we used stratified
LD Score regression to estimate the polygenic contribution of regulatory regions in ten previously
defined tissue groupings [21]. Serum urate heritability was most-highly enriched in kidney regulatory
regions (29-fold compared to the genome-wide average SNP, p = 1.9e-13), while other cell types
were enriched around 8-fold (Figure S1; see also [17]). We hypothesized that the enrichment for
other tissues might be driven by elements shared between kidney and other cell types. Indeed, when
we removed active kidney regions from the regulatory annotations for other tissues, this eliminated
most of the signal found in other cell types (Figure 1C). Thus, our analysis supports the inference
that most serum urate heritability is driven by kidney regulatory variation.

Finally, while these signals emphasize the role of the kidneys in setting urate levels, we wanted
to test specifically for a role of urate synthesis (similar to recent work on glycine [22]). The urate
molecule is the final step of purine breakdown; most purines are present in tri- and monophosphates
of adenosine and guanosine, where they act as signaling molecules, energy sources for cells, and
nucleic acid precursors. The breakdown pathways are well known, including the genes that catalyze
these steps (Figure 2A).

Overall we found that genes in the urate metabolic pathway show a modest enrichment for
GWAS hits relative to all annotated, protein coding genes as a background (2.1-fold, p = 0.017;
Figure 2B). XDH, which catalyzes the last step of urate synthesis has an adjacent GWAS hit, as do
a number of upstream regulators of urate synthesis. Nonetheless, the overall level of signal in the
synthesis pathway is modest compared to that seen for kidney urate transporters, suggesting that
synthesis, while it plays a role in the genetic basis of urate levels, is secondary to the core regulatory
functions provided by the secretion pathway.

In summary, we find that the urate biosynthetic pathway plays a significant, but modest, role in
determining variation in serum urate levels. In contrast, remarkably, nearly all of the kidney urate
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Figure 2: Modest enrichment of signals among genes involved in urate biosynthesis. A.
Urate is a byproduct of the purine biosynthesis pathway. The urate component of each molecule is
highlighted. B. The same pathway indicating genes that catalyze each step. Genes with a genome-
wide significant signal within 100kb are indicated in red; numbers in grey indicate the presence of
additional genes without signals. Pathway adapted from KEGG.

transporter genes are close to genomewide significant signals; there are additional strong signals in
kidney transcription factors, as well as a strong polygenic background in kidney regulatory regions.

Genetics of IGF-1 levels.

Our second vignette considers the genetic basis of IGF-1 (insulin-like growth factor 1) levels. The
IGF-1 protein is a key component of a signaling cascade that connects the release of growth hormone
to anabolic effects on cell growth in peripheral tissues [23]. Growth hormone is produced in the
pituitary gland and circulated around the body; in the liver, growth hormone triggers the JAK-
STAT pathway leading, among other things, to IGF-1 secretion. IGF-1 binding to IGF-1 receptor,
in turn, activates the RAS and AKT signaling cascades in peripheral tissues. IGF-1 is used as a
clinical biomarker of growth hormone levels and pituitary function, as it has substantially more
stable levels and a longer half-life than growth hormone itself. The growth hormone–IGF axis is a
conserved regulator of longevity in diverse invertebrates and possibly mammals [24]. In humans,
both low and high levels of IGF-1 have been associated with increased mortality from cancer and
cardiovascular disease [25]. IGF-1 is a major effect locus for body size in dogs [26], and IGF-1 levels
are positively associated with height in UK Biobank (Supplemental Figure S2).

Previous GWAS for IGF-1, using up to 31,000 individuals, identified around half a dozen genome-
wide significant loci [27, 28]. The significant loci included IGF-1 itself and a signal close to its binding
partner IGFBP3.

In our GWAS of serum IGF-1 levels in 317,000 unrelated White British individuals, we found a
total of 354 distinct association signals at genome-wide significance (Figure 3A, further details in
Supplemental Data 2). Eight of the top-associated hits are key parts of the IGF-1 pathway (Figure
4). The top hit is an intergenic SNP between IGFBP3 and another gene, TNS3 (Supplemental Data
2; p=1e-837). IGFBP3 encodes the main transport protein for IGF-1 and IGF-2 in the bloodstream
[29]. The next strongest hits are at the IGF-1 locus itself and at its paralog IGF-2. Two other
lead hits are associated with the IGF transport complex IGFBP: IGFALS, which is an IGFBP
cofactor that also binds IGF-1 in serum [30], and PAPPA2, a protease which cleaves and negatively
regulates IGFBPs [31]. Three other lead hits lie elsewhere in the growth hormone–IGF axis: GHSR
is a pituitary-expressed receptor for the signaling protein ghrelin which negatively regulates the
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Figure 3: Genetic basis of IGF-1 variation. A. Manhattan plot showing the locations of
major genes associated with IGF-1 levels in the IGF-1 pathway (yellow), transcription factor (blue),
pleiotropic gene (red), or unknown function (black) genes sets. B. QQ-plot testing for epistasis
plots all pairs of lead variants with p < 1e � 20 for IGF-1 levels. Inset is the corresponding plot
for urate levels. C. QQ-plot testing for non-additivity at IGF-1 associated SNPs. All lead variants
with p < 5e� 8 passing quality control were tested for departures from an additive model (Methods).
Inset is the same analysis run on associations with serum urate levels.
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Figure 4: GWAS hits in the IGF-1 pathway. Bolded and colored gene names indicate that the
gene is within 100kb of a genome-wide signficant hit. Grey names indicate absence of a genome-wide
signficant hit; grey numbers indicate that multiple genes in the same part of the pathway with no
hit. Superscript numbers indicate that multiple genes are located within the same locus and hence
may not have independent hits. A. Upstream pathway that controls regulation of IGF-1 secretion
into the bloodstream. B. Downstream pathway that controls regulation of IGF-1 response.
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growth hormone (GH) signaling pathway upstream of IGF-1 [23]; and FOXO3 and RIN2 lie in
downstream signaling pathways [32].

Additional top hits that are not directly involved in the growth hormone–IGF pathway include
the liver transcription factor HNF1A (also associated with urate [17]); variants near two genes–
GCKR and KLF14–that are involved in many biomarkers, though to our knowledge the mechanism
is unclear; and variants at two additional genes CENPW and ZNF644.

Given the numerous lead signals in the IGF-1 signaling cascade, we sought to comprehensively
annotate all GWAS hits within the cascade and its sub-pathways. We compiled lists of the genes
from KEGG and relevant reviews from five major pathways in the growth hormone–IGF axis (Figure
4, Methods). Four of the five pathways show extremely strong enrichment of GWAS signals. The
first pathway regulates growth hormone secretion, acting in the pituitary to integrate ghrelin and
growth hormone releasing hormone signals and produce growth hormone. This pathway shows
strong enrichment, with 14 out of 32 genes within 100kb of a genome-wide significant signal (7.3-
fold enrichment, Fisher’s exact p = 5.4e-7). The second pathway, IGF-1 secretion, acts in the liver,
where growth hormone triggers JAK-STAT signalling, leading to IGF-1 production and secretion
[33]. This pathway again shows very strong enrichment of GWAS signals (10/14 genes, 23-fold
enrichment, p = 4.9e-8). The third pathway, serum balance of IGF, relates to IGF-1 itself, and its
paralogs, as well as other binding partners and their regulators in the serum. Here 10/18 genes have
GWAS hits (11.7-fold enrichment, p = 1.5e-6).

We also considered two downstream signaling pathways that transmit the IGF signal into pe-
ripheral tissues. Most notably, many of the genes in the AKT branch of the IGF-1 signaling cascade
were close to a genome-wide significant association including FOXO3 (9/31 genes; 3.8-fold enrich-
ment, p=0.002). In contrast, the RAB/MAPK/RAS pathway was not enriched overall (p=0.59),
although one key signaling molecule (RIN2) in this pathway was located at one of the strongest
hits genome-wide. The observation of strong signals downstream of IGF-1 suggests the presence of
feedback loops contributing to IGF-1 regulation. This is consistent with work proposing negative
feedback from downstream pathways including AKT and MAPK to growth hormone activity [34].

Lastly, given that most of the strongest hits lie in the same pathway, we were curious whether
there might be evidence for epistatic interactions. Experiments in molecular and model organism
biology regularly find interaction effects between genes that are close together in pathways [35, 36,
37, 38, 39]. In contrast, evidence for epistatic interactions between GWAS variants is extraordinarily
rare [40]. This may be because GWAS hits often lie in unrelated pathways, and because the marginal
signals themselves are usually modest, thus reducing power to detect interactions.

We estimated that for hits with p<1e-20 we would have power to detect interaction components
that are at least 10% the magnitude of a main effect (see Methods). Thus, we tested all pairwise
interactions among the 77 independent lead SNPs with p<1e-20. Overall we found no signal of
epistatic interactions (Figure 3B). Repeating this analysis for urate (38 lead SNPs), we observed a
weak enrichment, suggesting that some large effect variants may harbor weak epistatic interactions
(Figure 3B inset). However, these interaction effects were much smaller than marginal associations,
and were all but absent in the many hundreds of less significant associations. We also performed
paired difference tests genome wide for the SLC2A9 variant, but did not observe any significant
associations (Figure S3).

Similarly, we tested whether individual lead SNPs (p<5e-8) show any evidence for non-additivity:
e.g., dominance or recessivity (Figure 3C). For IGF-1 there was a weak, global inflation of test
statistics, which may indicate small departures from additivity, but these are tiny compared to the
main effects. In contrast, we found strong departures from additivity for the two strongest urate
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hits (SLC2A9 and ABCG2). At these two loci, variants are weakly minor dominant (SLC2A9) and
minor recessive (ABCG2). However, the magnitude of the non-additive effects were substantially
smaller than the additive effects, even for the most significant association at SLC2A9. Three loci
showed substantial recessive effects that were on similar magnitude to the main effects (Figure S4).
Together, these results suggest that non-linear genotype effects, while likely present to some degree,
are substantially weaker than additive components.

In summary for IGF-1, we found 354 distinct associations that surpass genome-wide significance.
The lead variants show strong enrichment across most components of the growth hormone-IGF axis,
including the downstream AKT signaling arm, suggesting regulatory feedback. Among the strongest
hits we also find involvement of one transcription factor (HNF1A) and two other genes of unclear
functions (GCKR and KLF14) that have pleiotropic effects on multiple biomarkers, perhaps due to
overall effects on liver and kidney development.

Testosterone

Our third vignette describes the genetic basis of testosterone levels. Testosterone is a four carbon-
ring molecule (C19H28O2) that functions as an anabolic steroid and is the primary male sex hormone.
Testosterone is crucial for the development of male reproductive organs and secondary sex char-
acteristics, while also having important functions in muscle mass and bone growth and density in
both females and males [42, 43]. Circulating testosterone levels range from about 0.3–2 nmol/L in
females and 8–33 nmol/L in males (Figure S5).

Testosterone is synthesized from cholesterol as one possible product of the steroid biosynthesis
pathway. Synthesis occurs primarily in the testis in males, and in the ovary and adrenal glands in
females. Testosterone production is stimulated by the hypothalmic-pituitary-gonadal (HPG) axis:
gonadotropin-releasing hormone (GnRH) signals from the hypothalamus to the pituitary to cause
production and secretion of luteinizing hormone (LH); LH in turn signals to the gonads to produce
testosterone. The HPG axis is subject to a negative feedback loop as testosterone inhibits production
of GnRH and LH by the hypothalamus and pituitary to ensure tight control of testosterone levels
[44]. Testosterone acts on target tissues via binding to the androgen receptor (AR) which in turn
regulates downstream genes. Approximately half of the circulating testosterone (⇠40% in males,
⇠60% in females [45]) is bound to sex hormone binding globulin (SHBG) and is generally considered
non-bioavailable. Testosterone breakdown occurs primarily in the liver in both females and males.

Previous GWAS for serum testosterone levels studied up to 9,000 males, together finding three
genome-wide significant loci, the most significant of which was at the SHBG gene [41, 46]. While this
paper was in preparation, two studies reported large-scale GWAS of testosterone levels in UKBB
individuals, finding significant sex-specific genetic effects [47, 48].

Here, we performed testosterone GWAS in UKBB females (N=142,778) and males (N=146,339)
separately. We discovered 79 and 127 independent genome-wide significant signals in females and
males, respectively (Figure 5, further details in Supplemental Data 3,4).

In females, six of the top signals genome-wide are close to genes involved in testosterone biosythe-
sis (Figure 5A); together these results suggest that the steroid biosynthesis pathway is the primary
controller of female testosterone levels. Among these, the top hit is at a locus containing three genes
involved in hydroxylation of testosterone and estrone, CYP3A4, CYP3A5, and CYP3A7 [49, 50, 51].
Two other lead hits (MCM9 and FGF9) are involved in gonad development [52, 53, 54].

Strikingly, the top hits in males are largely non-overlapping with the top hits in females. Overall,
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Figure 5: Manhattan plots for testosterone. A. Females. B. Males. Notice the low overlap
of lead signals between females and males. FAM9A and FAM9B have been previously proposed as
the genes underlying the KAL1 locus [41].
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the male hits affect a larger number of distinct processes. Three of the top signals affect the steroid
biosynthesis pathway (SRD5A2, UGT2B15, and AKR1C); three are involved in either upstream
activation (NR0B2) [55] or downstream signaling (the androgen receptor, AR, and its co-chaperone
FKBP4), respectively; and two have been implicated in the development of the GnRH-releasing
function of the hypothalamus (KAL1) [56] or the gonads (NR2F2) [57]. However, the largest
category, including the top hit overall, is for a group of 8 distinct variants previously shown to affect
sex hormone binding globulin (SHBG) levels [58]. SHBG is one of the main binding partners for
testosterone–we will discuss the significance of SHBG below.
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Figure 6: Pathway diagram for steroid hormone biosynthesis showing GWAS hits for
females and males. The text color indicates genes within 100kb of a genome-wide significant hit
for females (orange), males (blue), or both females and males (black). Grey gene names or numbers
indicates genes with no hits. Colored superscripts indicate multiple genes from the same locus (and
hence may reflect a single signal). "S*" indicates that an additional, sulfonated metabolite, along
with the catalytic step and enzymes leading to it, is not shown. Pathway from KEGG; simplified
based on a similar diagram in [59].

Steroid biosynthesis. Given our observation of numerous lead hits near steroid hormone biosyn-
thesis genes, we curated the male and female hits in the KEGG pathway (Figure 6). We observed
that nearly all major steps of the pathway contained a gene near a genome-wide significant SNP in
either females or males: 31 out of 61 genes are within 100kb of a genome-wide significant signal in
males, females or both. Indeed, the KEGG steroid hormone pathway shows strong enrichment for
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signals in both females and males (26-fold enrichment, p = 2.5e-8 in females; 11-fold enrichment,
p = 1.2e-4 in males; Figure S6). While this pathway shows clear enrichment in both females and
males, the major hits do not overlap. At two loci, AKR1C and PDE2A, male and female hits
co-occur at the same locus, but are localized to different SNPs (Figure S7). More broadly, male
hits and female hits tend to occur in different parts of the steroid hormone biosynthesis pathway:
catalytic steps involved in progestagen and corticosteroid synthesis and metabolism only showed
hits in females, while most male hits were concentrated within androgen synthesis, either upstream
or downstream of testosterone itself (Figure 6).

Genetics of testosterone regulation in males versus females. One remarkable feature of
the testosterone data is the lack of sharing of signals between females and males. This is true for
genome-wide significant hits, for which there is no correlation in the effect sizes among lead SNPs
(Figure 7A), as well as genome-wide, as the global genetic correlation between females and males
is approximately zero (Figure S8).

As we show below, two aspects of testosterone biology can explain these extreme sex differences in
genetic architecture. First, the hypothalmic-pituitary-gonadal (HPG) axis plays a more significant
role in regulating testosterone production in males than in females. This is due to sex differences
in both endocrine signaling within the HPG axis and the tissue sources of testosterone production.
Second, SHBG plays an important role in mediating the negative feedback portion of the HPG axis
in males but not in females.

To assess the role of HPG signaling, we searched for testosterone GWAS hits involved in the
transmission of feedback signals through the hypothalamus and pituitary (Figure 7B, genes reviewed
in [60]). We also considered hits from GWAS of calculated bioavailable testosterone (CBAT), which
refers to the non-SHBG-bound fraction of total teststerone that is free or albumin-bound, and can be
inferred given levels of SHBG, testosterone, and albumin and assuming experimentally determined
rate constants for binding [61]. CBAT GWAS thus controls for genetic effects on total testosterone
that are mediated by SHBG production.

We found hits for both male testosterone and male CBAT throughout the HPG signaling cascade
(Figure 7B). These include genes involved in the direct response of the hypothalamus to testosterone
(AR, FKBP4) [62]; modulation of the signal by either autoregulation (TAC3, TACR3) [60] or
additional extrinsic endocrine signals (LEPR) [63, 64]; downstream propagation (KISS1) [65] and
the development of GnRH-releasing neurons in the hypothalamus (KAL1, CHD7) [66, 67]; and
LH-releasing gonadotropes in the pituitary (GREB1) [68]. All of these hits showed more significant
effects on CBAT as compared to total testosterone (Figure S10), suggesting that their primary role
is in regulating bioavailable testosterone.

Importantly, these HPG signaling hits do not show signals in females. To further investigate
the different roles of the HPG axis in males versus females, we performed GWAS of LH levels
using UKBB primary care data (N=10,255 individuals). (Recall that LH produced by the pituitary
signals to the gonads to promote sex hormone production.) We reasoned that if HPG signaling is
important for testosterone production in males but not females, variants affecting LH levels should
also affect testosterone levels in males but not females. Consistent with this, we found significant
positive genetic correlation between LH and male but not female testosterone (male rg = 0.27,
p = 0.026; female rg = 0.084, p = 0.49; Figure 7C). These results were similar when considering
measured testosterone and LH levels rather than genetic components thereof (Table S1).

Two features of the HPG axis can explain the lack of association in females. First, the adrenal
gland, which is not subject to control by HPG signaling, produces ⇠50% of serum testosterone in
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Figure 7: Sex differences in genetic variation in testosterone. A. When comparing lead
SNPs (p < 5e-8 ascertained in either females or males), the effects are nearly non-overlapping
between females and males. Other traits show high correlations for the same analysis (see urate
and SHBG in inset). B. Schematic of HPG axis signaling within the hypothalamus and pituitary,
with male GWAS hits highlighted. These variants are not significant in females. C. Global ge-
netic correlations, between indicated traits (estimated by LD Score regression). Thickness of line
indicates strength of correlation, and significant (p < 0.05) correlations are in bold. Note that LH
genetic correlations are not sex-stratified due to small sample size in the UKBB primary care data
(N=10,255 individuals). D. Proposed model in which the HPG axis and SHBG-mediated regulation
of testosterone feedback loop is primarily active in males. Abbreviations for all panels: SHBG, sex
hormone binding globulin; CBAT, calculated bioavailable testosterone; LH, luteinizing hormone.
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females. Indeed, GWAS hits for female testosterone cluster in steroid hormone pathways involving
progestagen and corticosteroid synthesis (Figure 6), processes known to occur largely in the adrenal.
Female testosterone hits are also specifically enriched for high expression in the adrenal gland relative
to male testosterone hits (Figure S11).

Second, for the ovaries, which produce the remaining ⇠50% of serum testosterone in females, the
net effect of increased LH secretion on testosterone production is expected to be diminished. This is
because the pituitary also secretes follicle stimulating hormone (FSH), which in females stimulates
aromatization of androgens (including testosterone) into estrogens [69]. In males, FSH does not
stimulate androgen aromatization but is instead required for sperm production. Consistent with
differential roles of FSH, a previously described GWAS hit for menstrual cycle length at FSHB [70]
shows suggestive association with testosterone in females but not males (Table S2).

In addition to the role of HPG signaling, the presence of many SHBG-associated variants among
the top hits in male testosterone suggests that SHBG also underlies many of the sex-specific genetic
effects (Figure 5B). We found high positive genetic correlation between male and female SHBG, as
well as between SHBG and total testosterone in males but not females (Figure 7C). Additionally,
we found a significant negative genetic correlation between SHBG and CBAT in both females and
males, but of a far larger magnitude in females than males (Figure 7C). Together, these observations
suggest that while SHBG regulates the bioavailable fraction of testosterone in the expected manner
in both females and males, there is subsequent feedback in males only, where decreased CBAT leads
to increased total testosterone.

We propose that increased SHBG leads to decreased bioavailable testosterone in both females and
males, and in males this relieves the negative feedback from testosterone on the hypothalamus and
pituitary gland, ultimately allowing LH production and increased testosterone production (Figure
7D). The lack of SHBG-mediated negative feedback in females is likely due in part to the overall
weaker action of the HPG axis, as well as the fact that female testosterone levels are too low
to effectively inhibit the HPG axis. This idea is supported experimental manipulations of female
testosterone, which result in significant reductions of LH only when increasing testosterone levels
to within the range typically found in males [71].

In summary, we find that many of the top signals for female testosterone are in the steroid
biosynthesis pathway, and a smaller number relate to gonadal development. In contrast, the lead
hits for male testosterone reflect a larger number of processes, including especially SHBG levels and
signaling components of the HPG axis, in addition to biosynthesis and gonadal development. These
differences in the genetic architecture of male and female testosterone are so extreme that these can
be considered unrelated traits.

on by the HPG axis in males but not females.

Polygenic architecture of the three traits

We have shown that the lead signals for all three traits are highly concentrated near core genes
and core pathways. Given this observation we wondered whether these traits might be genetically
simpler than typical complex diseases–most of which are highly polygenic, and for which the lead
pathways contribute relatively little heritability [2, 72].

To address this, we first estimated how much of the SNP heritability is explained by variation
at genes in enriched pathways (see Supplemental Data 5-7 for pathways and genes used). We
used HESS to estimate the SNP heritability in each of 1701 approximately-independent LD blocks
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Figure 8: Despite clear enrichment of core genes and pathways, most heritability for
these traits is due to the polygenic background. (A) Cumulative distribution of SNP heri-
tability for each trait across the genome (estimated by HESS). The locations of the most significant
genes are indicated. Insets show the fractions of SNP heritability explained by the most important
genes or pathways for each trait. (B) Estimated fractions of SNPs with non-null associations, in
bins of LD Score (estimated by ashR). Each point shows the ashR estimate in a bin representing xx%
of all SNPs. The inset text indicates the estimated fraction of variants with a non-null marginal
effect, i.e. the fraction of variants that are in LD with a causal variant. (C) Simulated fits to the
data from (B). X-axis truncated for visualization as higher LD Score bins are noisier. Simulations
assume that ⇡1 of SNPs have causal effects drawn from a normal distribution centered at zero (see
Methods). The simulations include a degree of spurious inflation of the test statistic based on the LD
Score intercept. Other plausible assumptions, including clumpiness of causal variants, or a fatter-
tailed effect distribution would increase the estimated fractions of causal sites above the numbers
shown here.
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spanning the genome [72, 73]. Plotting the cumulative distribution of SNP heritability across
the genome revealed that, across all four traits, most of the genetic variance is distributed nearly
uniformly across the genome (Figure 8A).

In aggregate, core genes contribute modest fractions of SNP heritability, with the exception of
the SLC2A9 locus, which HESS estimates is responsible for 20% of the SNP heritability for urate.
Aside from this outlier gene, the major core pathways contribute between 7-11 percent of the SNP
heritability, and “secondary” core pathways are between 0.4% – 1.2%.

Numbers of causal variants. We next sought to estimate how many causal variants are likely to
contribute to each trait. This is fundamentally a challenging problem, as most causal loci have effect
sizes too small to be confidently detected. As a starting point we used ashR, which is an empirical
Bayes method that estimates the fraction of non-null test statistics in large-scale experiments [74].
As described previously, we stratified SNPs from across the genome into bins of similar LD Score;
we then used ashR to estimate the fraction of non-null associations within each bin [2]. (For this
analysis we used the 2.8M SNPs with MAF>5%.) We interpret this procedure as estimating the
fraction of all SNPs in a bin that are in LD with a causal variant.

For each trait, the fraction of non-null tests increases from low levels in the lowest LD Score
bins to above 50% in the highest LD Score bins. Overall we estimate that around 45-50% of SNPs
are linked to a non-zero effect variant for urate, IGF-1 and male testosterone, and 30% for female
testosterone (Figure 8B). These estimates were robust to halving the sample size of the input GWAS,
and were substantially higher than the mean of ⇠10% for randomized (phenotype value shuffled)
traits (Figure S12).

We next conducted simulations to understand how these observations relate to the numbers of
causal variants (Figure 8C). To do this, we simulated phenotypes for the UK Biobank individuals,
assuming a range of fractions of causal variants (Methods). Causal variants were chosen uniformly
at random from among the 4.4M SNPs with MAF>1%; effect sizes were simulated from a normal
distribution with mean zero, and variances set to produce the observed SNP heritabilities (0.3 for
urate, IGF-1, and male testosterone, and 0.2 for female testosterone). We also allowed for a degree
of over-inflation of the test statistics (i.e., allowing for an inflation factor as in Genomic Control
[75])–this was important for fitting the positive ashR estimates at low LD Scores. We then matched
the simulations to the observed ashR results to approximate the numbers of causal variants.

Overall, our estimates range from 0.1% of all 4.4M variants with MAF >1% in female testos-
terone (⇠4,000 causal sites) to 0.3% of variants for IGF-1 (⇠12,000 causal sites). These results
imply that all four traits are highly polygenic, though considerably less so than height (for which
we estimate 2%, or 80,000 causal sites in UK Biobank; Figure S13 and S15).

Furthermore, there are three reasons to suspect that these numbers may be underestimates.
First, causal variants are likely to be clumped in the genome instead of being uniformly distributed;
simulations with clumping require a larger number of causal variants to match the data (Figure
S16). Second, if the distribution of effect sizes has more weight near zero and fatter tails than a
normal distribution, this would imply a larger number of causal variants (see analysis assuming a T-
distribution, Figure S17). Third, stratified LD Score analysis of the data suggests that some of the
apparent evidence for overinflation of the test statistics (Table S3) may in fact be due to a higher
proportion of causal variants occurring in lower LD Score bins [76], as the annotation-adjusted
intercepts for all traits but height are consistent with 1.

We note that the proportion of causal variants estimated by ashR is substantially lower in low-
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MAF bins, even in infinitesimal models, presumably due to lower power (Figure S18 and S19). We
overcame this by using a parametric fit, which is robust to inflation of test statistics (Figures S20
and S21); the resulting estimates were relatively similar, albeit slightly higher, than when using
the simulation-matching method (Figure S15). We note that it is still critical to match samples by
heritability and sample size, as in the simulation method (Figure S22), and to use correct covariates
in the GWAS (Figure S23).

In summary this analysis indicates that for these molecular traits, around 10-15% of the SNP
heritability is due to variants in core pathways (and in the case of urate, SLC2A9 is a major outlier,
contributing 20% on its own). However, most of the heritability is due to a much larger number of
SNPs spread widely across the genome, conservatively estimated at 4,000-12,000 common variants
for the biomarkers and 80,000 for height.

Discussion

In this study, we examined the genetic basis of three molecular traits measured in blood serum: a
metabolic byproduct (urate), a signaling protein (IGF-1), and a steroid hormone (testosterone). We
showed that unlike most disease traits, these three biomolecules have clear enrichment of genome-
wide significant signals in core genes and pathways. At the same time, other aspects of the data are
reminiscent of patterns for complex common diseases, including high polygenicity, little indication of
allelic dominance or epistasis, and clear enrichment of signals in tissue-specific regulatory elements.

Our main results are as follows.

• Urate: The largest hits for urate are in solute carrier genes in the kidneys that shuttle urate
in and out of the blood and urine. Remarkably, eight out of ten annotated urate transporters
have genomewide significant signals. A single locus, surrounding SLC2A9, is responsible for
20% of the SNP heritability. The purine biosynthetic pathway, from which urate is produced
as a byproduct, is modestly enriched for signals (2.1-fold). Several master regulators for kidney
and liver development are among the most significant hits. Aside from SLC2A9, the overall
SNP heritability is primarily driven by variants in kidney regulatory regions, both shared
across cell types and not.

• IGF-1: IGF-1 is a key component of a signaling cascade that links growth hormone released
from the pituitary to stimulation of cell growth in peripheral tissues. We identified 354 in-
dependent genome-wide significant signals. The strongest signals lie in genes that interact
directly with IGF-1, including IGFBP3, as well as in the IGF1 gene itself. More generally, we
see striking enrichment of hits throughout the growth hormone-IGF cascade–this includes es-
pecially the upper parts of the cascade, which regulate IGF-1 release, but also in downstream
components of the cascade as well, suggesting a feedback mechanism on IGF-1 levels.

• Testosterone: In contrast to urate, testosterone shows clear enrichment of signals within
the steroid biosynthesis pathway (26-fold in females, 11-fold in males). Remarkably, the
genetic basis of testosterone is completely independent between females and males. In fe-
males, the lead hits are mostly involved in synthesis. In males, we see signals throughout the
hypothalamic-pituitary-gonadal (HPG) axis which regulates testosterone production in the
gonads, as well as in variants that regulate SHBG. Furthermore, in males increased SHBG
reduces negative feedback between testosterone levels and the HPG axis, thereby increasing
total serum testosterone.
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• Polygenic background. For each of these traits, the core genes and pathways contribute
only a modest fraction of the total SNP heritability. Aside from SLC2A9 for urate, the
most important core pathways contribute up to about 10% of the total SNP heritability. We
estimated the numbers of causal variants under a model where causal variants have a normal
effect-size distribution. We estimate that there are around 4,000-12,000 common variants with
non-zero effects on these traits. Using the same method we estimated about 80,000 causal
sites for height. These estimates are likely conservative as several of our assumptions may
lead us to underestimate the true values.

The architecture of complex traits and the omnigenic model. One of our primary mo-
tivations in this study was to use these three traits as models to extend our understanding of the
architecture of complex traits.

Many of the advances of 20th century genetics came from reductionist approaches that focused
on understanding the functions of major-effect mutations; this principle has been extended in the
GWAS era into interpreting the impact of lead signals. And yet, at the same time, most heritability
is driven by the polygenic background of small effects at genes that are not directly involved in the
trait. The overwhelming importance of the polygenic background is a striking discovery of modern
GWAS, and demands explanation as it does not fit neatly into the standard conceptual models of
the relationship between genotype and phenotype.

Our group has recently proposed a simplified conceptual model to understand this [2, 3]. We
proposed that for any given trait there is a set of core genes that are directly involved in the biology
of the phenotype. We proposed that (1) core genes are only responsible for a small fraction of
phenotypic variance, and that (2) most phenotypic variance is controlled by a sum of weak trans-
regulatory perturbations from other expressed genes (“peripheral” genes) that affect expression of
the core genes. In support of this model, we noted that even for a trait as relatively simple as gene
expression, most of the phenotypic variance comes from large numbers of small trans effects. We
proposed that in the “omnigenic” limit, one may expect that essentially every gene expressed in
relevant cell types has the potential to exert a nonzero effect on a given phenotype–though of course
most of these effects will be exceedingly small, and not every gene has cis-regulatory variation and
thus in practice many do not contribute.

However, for most disease traits it is currently difficult to evaluate this model. We generally do
not know core genes or pathways with any accuracy, and it is difficult to determine why most hits
are linked to disease. Thus, the three molecular traits considered here provide valuable examples
to better understand complex trait architecture. For all three traits we find huge enrichment of top
signals at core genes within the primary pathways that regulate these traits. At the same time, these
core pathways only explain modest fractions of the heritability, and most heritability is due to a
polygenic background of ⇠ 104 variants. Consequently, these traits provide compelling illustrations
of our model.

Moreover, we can expect that disease endpoints–which are usually products of many highly
polygenic biological traits such those studied here–will even be far more polygenic than the molecular
traits studied here. Most diseases and other traits depend on the combinations of inputs from many
other phenotypes including the phenotypes considered here [77].

Examples for some of the factors that affect diabetes and heart attack are shown in Figure
9. Mendelian randomization shows contributions from all three of our biomarkers to diabetes or
cardiovascular disease risk [7, 48]. As a more extreme example, behavioral traits such as educational
attainment are notoriously polygenic [78], and these are affected by complicated networks of other
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aspects of health and behavior [79]. The point here is that when multiple risk factors–each of which
is polygenic–contribute to any given disease, the disease endpoint absorbs the polygenic basis for
all of the risk factors together.

Figure 9: Disease endpoints are often affected by contributions from multiple other
inputs, each of which are themselves polygenic. Here we show a few of the risk factors that
contribute to diabetes and heart attack. The genetic basis of the disease endpoint can be modeled as a
weighted sum of the genetic effects for all the input traits, which will further increase its polygenicity.

In summary, we have shown that for these three molecular traits, the lead hits illuminate core
genes and pathways to a degree that is highly unusual in GWAS. By doing so they illustrate which
processes may be most important for trait regulation. For example, for urate, kidney transport is
more important than biosynthesis, while for testosterone, biosynthesis is important in both sexes
but especially in females. However, in other respects the GWAS data here are reminiscent of more-
complex traits: in particular most trait variance comes from a huge number of small effects at
peripheral loci. Lastly, these vignettes help to illustrate why many diseases are extraordinarily
polygenic, as they are usually impacted by multiple biological processes that, like those considered
here, are themselves highly polygenic.
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Methods

Population definition

We defined our GWAS population as a subset of the UK Biobank [6]. We use ⇠337,000 unrelated
White British individuals as our cohort, filtering based on sample QC characteristics as previously
described [7]:

1. Used to compute principal components (used_in_pca_calculation column)

2. Not marked as outliers for heterozygosity and missing rates (het_missing_outliers column)

3. Do not show putative sex chromosome aneuploidy (putative_sex_chromosome_aneuploidy
column)

4. Have at most 10 putative third-degree relatives (excess_relatives column).

5. Finally, we used the in_white_British_ancestry_subset column in the sample QC file to
define the subset of individuals in the White British cohort.

Trait definition

We perform trait normalization and quality control similarly to previous work [7]. Trait measure-
ments are first log-transformed, then adjusted for genotype principal components, age indicator vari-
ables, sex, 5-year age (‘approximate age’) by sex interactions, self-identified ethnicity, self-identified
ethnicity by sex interactions, fasting time, estimated sample dilution factor, assessment center,
genotyping batch, 20-tile of time of sampling, month of assessment, and day of assay.

Then, individuals were subset to the GWAS population (defined above), separated by sex for
testosterone measurements. The final sample sizes were 318,526 for urate, 317,114 for IGF-1, 142,778
for female testosterone, and 146,339 for male testosterone.
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GWAS

We performed GWAS in plink2 alpha using the following command (data loading arguments removed
for brevity):

plink2 --glm cols=chrom,pos,ref,alt,alt1,ax,a1count,totallele,a1freq,

machr2,firth,test,nobs,beta,se,ci,tz,p omit-ref

--covar-variance-standardize

--remove [non-White-British, related White British or excluded]

--keep [male, female, or all]

--geno 0.2 --hwe 1e-50 midp --threads 16

GWAS were then filtered to observed allele frequency greater than 0.001 and INFO score greater
than 0.3 for further analyses.

GWAS for paired difference epistasis

A GWAS was performed in two subsets of individuals – those with two C alleles at rs16890979 (N
= 295209) and those with two T alleles at rs16890979 (N = 30184). The following command was
used:

plink2 --glm cols=chrom,pos,ref,alt,a1freq,firth,test,

nobs,beta,se,ci,tz,p hide-covar

--hwe 1e-50 midp --keep [rs16890979 CC or TT individuals]

--remove [non-White British] --geno 0.1 --maf 0.001

With covariates including adjusting for age, age squared, genotyping array, and 20 principal
components. The residual urate levels, already adjusted for age, sex, global principal components,
and technical covariates (Methods) were used as input.

After GWAS completed, SNPs valid in both CC and TT individuals were compared for betas
using a paired difference Z test. The test statistic was then converted to a P-value using a standard
normal distribution.

LH trait definition

LH levels were extracted from UK Biobank primary care data using code XM0lv. Separately, LH
levels extracted using code XE25I were also included for phenotypic correlation analyses. The me-
dian level across observations and log number of observations were recorded for covariate correction
below. Individuals with median observations more than 10 times the interquartile range away from
the median of medians were discarded. Once these individuals were removed, individuals with
observations more than four standard deviations from the resulting mean were also discarded.

For the primary LH code XM0lv, the distribution of raw, cleaned, and covariate-adjusted phe-
notype values were respectively:
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For the secondary LH code XE25I, the distribution of raw, cleaned, and covariate-adjusted
phenotype values were respectively:
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For GWAS, the cleaned phenotypes were log-transformed and adjustments were used as covari-
ates.

LH GWAS

Age, sex, genotyping array, 10 PCs, log number of observations in primary care, and which primary
care code produced a given observation were used as covariates.

We performed GWAS in plink2 alpha using the following command (data loading arguments
removed for brevity):

plink2 --glm cols=chrom,pos,ref,alt,alt1,ax,a1count,totallele,a1freq,

machr2,firth,test,nobs,beta,se,ci,tz,p hide-covar omit-ref

--covar-variance-standardize

--remove [non-White-British, related White British or excluded]

--keep [all White British]

--geno 0.2 --hwe 1e-50 midp --maf 0.005 --vif 999

We also performed GWAS of LH code XE25I in a sex stratified fashion using the following
command:

plink2 --glm cols=chrom,pos,ref,alt,alt1,ax,a1count,totallele,

a1freq,machr2,firth,test,nobs,beta,se,ci,tz,p
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hide-covar omit-ref --covar-variance-standardize --remove <non-White-British>

--geno 0.2 --hwe 1e-50 midp --threads {threads} --maf 0.001 --vif 999;

On genotyped SNPs and imputed variants with a minor allele frequency greater than 1% in the
White British as a whole.

GWAS were then filtered to MAF > 1% and INFO > 0.7. These higher threshold were chosen
to reflect the much smaller sample size in the GWAS.

GWAS hit processing

To evaluate GWAS hits, we took the list of SNPs in the GWAS and ran the following command
using plink1.9:

plink --bfile [] --clump [GWAS input file] --clump-p1 1e-4 --clump-p2 1e-4

--clump-r2 0.01 --clump-kb 10000 --clump-field P --clump-snp-field ID

We then took the resulting independent GWAS hits and examined them for overlap with genes.
In addition, for defining the set of SNPs to use for enrichment analyses, we greedily merged SNPs
located within 0.1 cM of each other and took the SNP with the minimum p-value across all merged
lead SNPs. In this way, we avoided potential overlapping variants that were driven by the same,
extremely large, gene effects.

Gene proximity

We annotated all genes in any Biocarta, GO, KEGG, or Reactome MSigDB pathway as our full
list of putative genes (in order to avoid pseudogenes and genes of unknown function), and included
the genes within each corresponding pathway as our target set. This resulted in 17847 genes. We
extended genes by 100kb (truncating at the chromosome ends) and used the corresponding regions,
overlapped with SNP positions, to define SNPs within range of a given gene. Gene positions were
defined based on Ensembl 87 gene annotations on the GRCh37 genome build.

Pathway enrichment of GWAS hits

GWAS hit pathway enrichment was evaluated using Fisher’s exact test. For each pathway for a
given trait (Supplemental Data 5-7), genes were divided into those within the pathway and those
outside; and separately into genes within 100kb of a GWAS hit and not. A 2x2 Fisher’s exact test
was used to estimate the total enrichment for GWAS hits around genes of interest.

For male and female testosterone, we noticed a number of GWAS loci with multiple paralogous
enzymes within the synthesis pathway (e.g. AKR1C, UGT2B, CYP3A). To avoid double counting
GWAS hits when testing enrichment at such loci, we instead considered the number of GWAS hits
(within 100 kb of any pathway gene as above) normalized to the total genomic distance covered by
all genes (+/- 100kb) in the pathway. A Poisson test was used to compare the rate parameter for
this GWAS hit/Mb statistic between genes in a given pathway and all genes not in the pathway.
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Partitioned heritability

Partitioned heritability estimates were generated using LD Score regression [21]. The BaselineLD
version 2.2 was used as a covariate, and the 10 tissue type LD Score annotations were used as
previously described [21] in a multiple regression setup with all cell type annotations and the baseline
annotations.

Pathway heritability estimation

We evaluated heritability in pathways using two distinct strategies. Initially, we used partitioned
LD Score regression [21] but found that the estimates were somewhat noisy, likely because most
pathways contain few genes. As such, we used alternative fixed-effect models for which there is
increased power.

Next, we calculated the heritability in a set of 1701 approximately independent genomic blocks
spanning the genome [73] using HESS [72]. Next, we overlapped blocks with genes in each pathway.
The heritability estimates for all blocks containing at least one SNP within 100kb of a pathway gene
were summed to estimate the heritability in a given pathway. Pathway definitions were assembled
based on a combination of KEGG pathways, Gene Ontology categories, and manual curation based
on relevant reviews.

Causal SNP simulations

All imputed variants with MAF > 1% in the White British (4.1M) were used as a starting set of
putative causal SNPs. Individual causal variants were chosen at random, with a fraction P of them
marked as causal. Each causal variant was assigned an effect size:

� ⇠ N(0, 1)

For our simulations, we used P 2 {0.0001, 0.001, 0.003, 0.01, 0.03}.

Next, GCTA was used to simulate phenotypes based on the marked causal variants, using the
following command:

gcta64 --simu-qt --simu-causal-loci CausalVariantEffects

--simu-hsq 0.3 --bfile UKBBGenotypes"

Producing predicted phenotypes with heritability h2 = 0.3. GWAS were run within both the
full set of 337,000 unrelated White British individuals and a randomly downsampled 50%, to ap-
proximate the sex-specific GWAS used for Testosterone, across the set of putative causal SNPs.
GWAS for the traits, as well as a random permuting across individuals of urate and IGF-1 to act as
negative controls, were repeated on this subset of variants as well. In this way, we have a directly
comparable set of simulated traits to use, along with the corresponding true traits and negative
controls, to ascertain causal sites in the genome.

For the infinitesimal simulations, instead plink was used to generate polygenic scores on the basis
of the random assignment of effect sizes to SNPs, and these were then normalized with N(0,�2)
environmental noise such that h2 was the given target heritability.
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Causal SNP count fitting procedure using ashr

LD Scores for the 489 unrelated European-ancestry individuals in 1000 Genomes Phase III [80] were
merged with the GWAS results along with LD Scores derived from unrelated European ancestry
participants with whole genome sequencing in TwinsUK. TwinsUK LD Scores are used for all anal-
yses. Then variants were filtered by minor allele frequency to either greater than 1%, greater than
5%, or between 1% and 5%. Remaining variants were divided into 1000 equal sized bins, along with
5000 and 200 bin sensitivity tests. Within each bin, the ashR estimates of causal variants, as well
as the mean �2 statistics, were calculated using the following line of R:

data %>% filter(pmin(MAF, 1-MAF) > min.af, pmin(MAF, 1-MAF) < max.af) %>%

mutate(ldBin = ntile(ldscore, bins)) %>% group_by(ldBin) %>%

summarize(mean.ld = mean(ldscore), se.ld=sd(ldscore)/sqrt(n()),

mean.chisq = mean(T_STAT**2, na.rm=T),

se.chisq=sd(T_STAT**2, na.rm=T)/sqrt(sum(!is.na(T_STAT))),

mean.maf=mean(MAF),

prop.null = ash(BETA, SE)$fitted_g$pi[1], n=n())

Thus, the within-bin �2 and proportion of null associations ⇡0 were each ascertained. Next, these
fits were plotted as a function of mean.ld to estimate the slope with respect to LD Score, and true
traits were compared to simulated traits, described below.

We use two fixed simulated heritabilities, h2 = 0.3 and h2 = 0.2, to approximately capture the
set of heritabilites observed among our biomarker traits. Traits with true SNP heritability among
variants with MAF > 1% different than their closest simulation might have causal site count over-
estimated (for h2true > h2sim) or under-estimated (for h2true < h2sim). In addition, most traits in
reality have more than zero SNPs with MAF < 1% contributing to the heritability. Thus, we take
these estimates as approximate and conservative.

Effect of population structure on causal SNP estimation

We expect that population structure might lead to test statistic inflation for causal variant and ge-
netic correlation estimates [81]. To evaluate this, we performed GWAS for height using no principal
components, and evaluated the causal variant count (Figure S23).

This suggests that the test statistic inflation is an important parameter in the estimation of
causal variants, as is intuitive. As such, we generated estimated SNP counts for five different
inflation values (0.9, 1, 1.05, 1.1, and 1.2) and plotted all of them, under the assumption that the
best fitting intercept would have the most calibrated estimates. Plots are replicated across these
intercepts in the sensitivity analyses shown, as in Figure S20.

Evaluating the calibration of causal SNP proportion estimation

To evaluate calibration of causal SNP estimates, in addition to using simulated traits as the controls,
we also generated a randomized control by shuffling the SHBG phenotype values across individuals
(Figure S14). We performed this analysis using urate and IGF-1 to similar effect (data not shown).

This suggests that the causal variant counts are well calibrated for the randomized traits, even
though they lack structure with respect to covariates.
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Effect of sample size on causal SNP estimation

It is important to note that these estimates are still likely power limited even in a study as large
as UK Biobank. We make this note on the basis of observed ⇡0 for MAF > 5% variants being
uniformly higher than 1% < MAF < 5% variants in both simulations and observed data for high
causal variant counts (Figure S19).

As such, we anticipate that future studies with larger samples will yield increased, but asymp-
totic, estimates of causal SNP percentages among common variants, and treat our estimates as
conservative bounds.

Particularly for height (Figure S13), while the uncalibrated estimates with the full sample are
substantially higher than the half sample, the calibrated estimates are nearly identical. This suggests
that trait polygenicity might be an important factor in determining the power of this method at
different sample sizes, as height is known to be highly polygenic [72].

Effect of binned variant count on causal SNP estimation

It is possible that the ashR algorithm itself, and not the GWAS, are the power limited step of the
analysis. To evaluate this, we ran ashR on 200, 1000, and 5000 equally sized bins along the LD
Score axis. We found that increasing bin counts both decrease the standard errors and the intercepts
(Figure S24) and recommend as many bins as is practical.

Effect of minor allele frequency on causal SNP estimation

Because we only simulated causal effects among SNPs with MAF > 1%, we were concerned that
variant effect bins might be biased by the minor allele frequency cutoff. We previously ran with
higher MAF cutoffs (25% and 40%) as calibrations on an earlier version of the model, and observed
uniformly larger causal SNP percentages. We saw relative robustness to lower thresholds, but overall
the fraction of causal variants was lower in the lower MAF bins (Figure S18).

Effect of concentrated SNPs on causal SNP estimation

For each variant, the megabase bin it is contained within was used as a proxy for SNPs in local LD.
A within-megabase causal SNP percentage parameter:

P ⇠ Beta(↵,↵/⇢)

was chosen such that ⇢ was the overall expected percentage of causal sites in the genome across a con-
centration parameter ↵. For our simulations, we used ⇢ 2 {0.0001, 0.0003, 0.001, 0.003, 0.01, 0.03, 0.05}
and ↵ 2 {10, 3, 0.3} to represent different degrees of “clumpiness” along the genome.

Genetic correlation between sex-stratified testosterone-related traits

LD Score regression [?] was used to generate genetic correlation estimates. The following command
was used:

ldsc.py --rg <traits> --ref-ld-chr eur_ref_ld_chr

--w-ld-chr eur_w_ld_chr
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where eur_*_ld_chr were downloaded from https://data.broadinstitute.org/alkesgroup/LDSCORE/.

Residual height comparison with IGF-1

Height (adjusted for age and sex) and residualized log IGF-1 levels for unrelated White British
individuals were plotted against each other, and visualized using geom_smooth.

Pathway diagrams

Diagrams were drawn using Adobe Illustrator and a Wacom graphics tablet.

PheWAS analysis

PheWAS were performed using the Oxford Brain Imaging Genetics (BIG) Server [82].

Non-additivity tests

Residualized trait values were used as the outcome in all models. An ANOVA was performed
between a model measuring the effect of genotype dosages versus a model with both genotype
dosage effects and indicators for each rounded genotype. In this way, a large number of possible
non-additive models are approximated with a single model. Analyses were performed in R 3.4 using
lm.

Epistasis tests

Residualized trait values were used as the outcome in all models. An ANOVA was performed
between a model measuring the effect of indicators for each rounded genotype (4 degrees of freedom)
versus the interaction between the two sets of indicators (8 degrees of freedom). In this way, a
large number of possible non-additive models are approximated with a test. Alternative models
with dominant-only effect interactions with fewer degrees of freedom were also tested with similar
results. Analyses were performed in R 3.4 using lm.

LD Score regression for partitioning heritability

We used partitioned LD Score regression [21] to estimate the enrichment of individual tissues. We
used the ldsc package and the updated BaselineLD v2.2 annotations with the following command:

ldsc.py --h2 <munged urate summary statistics> \

--ref-ld-chr baselineLD.,<cell type annotations> \

--overlap-annot --frqfile-chr 1000G_frq/1000G.mac5eur. \

--w-ld-chr weights_hm3_no_hla/weights.

Where <cell type annotations> were alternative either the default annotations for each of
the ten cell type groups [21] or modified versions which were filtered of any regulatory regions
overlapping with the kidney cell type, using the following command:
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ls 1000G_Phase3_cell_type_groups/*.bed | while read bed; do

intersectBed -a $bed -b 1000G_Phase3_cell_type_groups/7.bed -v >

1000G_Phase3_cell_type_groups_exclude_kidney/‘basename $bed‘;

done

In this way, the cell type exclusive, non-kidney regulatory elements are used.

28

.CC-BY 4.0 International licenseavailable under a
was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprint (whichthis version posted April 22, 2020. ; https://doi.org/10.1101/2020.04.20.051631doi: bioRxiv preprint 

https://doi.org/10.1101/2020.04.20.051631
http://creativecommons.org/licenses/by/4.0/


References

[1] Melina Claussnitzer, Judy H Cho, Rory Collins, et al. A brief history of human disease genetics.
Nature, 577(7789):179–189, 2020.

[2] Evan A Boyle, Yang I Li, and Jonathan K Pritchard. An expanded view of complex traits:
from polygenic to omnigenic. Cell, 169(7):1177–1186, 2017.

[3] Xuanyao Liu, Yang I Li, and Jonathan K Pritchard. Trans effects on gene expression can drive
omnigenic inheritance. Cell, 177(4):1022–1034, 2019.

[4] Stephan Ripke, Benjamin M Neale, Aiden Corvin, et al. Biological insights from 108
schizophrenia-associated genetic loci. Nature, 511(7510):421, 2014.

[5] Andrew R Wood, Tonu Esko, Jian Yang, et al. Defining the role of common variation in the
genomic and biological architecture of adult human height. Nature genetics, 46(11):1173, 2014.

[6] Clare Bycroft, Colin Freeman, Desislava Petkova, et al. The UK biobank resource with deep
phenotyping and genomic data. Nature, 562(7726):203–209, October 2018.

[7] Nasa Sinnott-Armstrong, Yosuke Tanigawa, David Amar, et al. Genetics of 38 blood and urine
biomarkers in the UK Biobank. BioRxiv, page 660506, 2019.

[8] Minoru Kanehisa and Susumu Goto. Kegg: kyoto encyclopedia of genes and genomes. Nucleic
acids research, 28(1):27–30, 2000.

[9] Alan F Wright, Igor Rudan, Nicholas D Hastie, and Harry Campbell. A ’complexity’ of urate
transporters. Kidney Int., 78(5):446–452, September 2010.

[10] Naohiko Anzai, Yoshikatsu Kanai, and Hitoshi Endou. New insights into renal transport of
urate. Curr. Opin. Rheumatol., 19(2):151–157, March 2007.

[11] Pascale Fisel, Elke Schaeffeler, and Matthias Schwab. Clinical and functional relevance of the
monocarboxylate transporter family in disease pathophysiology and drug therapy. Clin. Transl.
Sci., 11(4):352–364, July 2018.

[12] Owen M Woodward, Anna Köttgen, Josef Coresh, Eric Boerwinkle, William B Guggino, and
Michael Köttgen. Identification of a urate transporter, ABCG2, with a common functional
polymorphism causing gout. Proceedings of the National Academy of Sciences, 106(25):10338–
10342, 2009.

[13] Anna Köttgen, Eva Albrecht, Alexander Teumer, et al. Genome-wide association analyses
identify 18 new loci associated with serum urate concentrations. Nature Genetics, 45(2):145,
2013.

[14] Akiyoshi Nakayama, Hirofumi Nakaoka, Ken Yamamoto, et al. GWAS of clinically defined
gout and subtypes identifies multiple susceptibility loci that include urate transporter genes.
Annals of the rheumatic diseases, 76(5):869–877, 2017.

[15] Masahiro Nakatochi, Masahiro Kanai, Akiyoshi Nakayama, et al. Genome-wide meta-analysis
identifies multiple novel loci associated with serum uric acid levels in japanese individuals.
Communications Biology, 2(1):115, 2019.

29

.CC-BY 4.0 International licenseavailable under a
was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprint (whichthis version posted April 22, 2020. ; https://doi.org/10.1101/2020.04.20.051631doi: bioRxiv preprint 

https://doi.org/10.1101/2020.04.20.051631
http://creativecommons.org/licenses/by/4.0/


[16] James Boocock, Megan Leask, Yukinori Okada, et al. Genomic dissection of 43 serum urate-
associated loci provides multiple insights into molecular mechanisms of urate control. bioRxiv,
page 743864, 2019.

[17] Adrienne Tin, Jonathan Marten, Victoria L Halperin Kuhns, et al. Target genes, variants,
tissues and transcriptional pathways influencing human serum urate levels. Nature Genetics,
pages 1–16, 2019.

[18] Tanya J Major, Nicola Dalbeth, Eli A Stahl, and Tony R Merriman. An update on the genetics
of hyperuricaemia and gout. Nature Reviews Rheumatology, 14(6):341, 2018.

[19] Ion Alexandru Bobulescu and Orson W Moe. Renal transport of uric acid: evolving concepts
and uncertainties. Adv. Chronic Kidney Dis., 19(6):358–371, November 2012.

[20] Megan Leask, Amy Dowdle, Hamish Salvesen, et al. Functional Urate-Associated genetic
variants influence expression of lincRNAs LINC01229 and MAFTRR. Front. Genet., 9:733,
2018.

[21] Hilary K Finucane, Brendan Bulik-Sullivan, Alexander Gusev, et al. Partitioning heritabil-
ity by functional annotation using genome-wide association summary statistics. Nat. Genet.,
47(11):1228–1235, November 2015.

[22] Laura B L Wittemans, Luca A Lotta, Clare Oliver-Williams, et al. Assessing the causal
association of glycine with risk of cardio-metabolic diseases. Nat. Commun., 10(1):1060, March
2019.

[23] Z Laron. Insulin-like growth factor 1 (IGF-1): a growth hormone. Mol. Pathol., 54(5):311–316,
October 2001.

[24] Diana Van Heemst. Insulin, IGF-1 and longevity. Aging and disease, 1(2):147, 2010.

[25] Anne Marij G Burgers, Nienke R Biermasz, Jan W Schoones, Alberto M Pereira, Andrew G
Renehan, Marcel Zwahlen, Matthias Egger, and Olaf M Dekkers. Meta-analysis and dose-
response metaregression: circulating insulin-like growth factor i (IGF-I) and mortality. The
Journal of Clinical Endocrinology & Metabolism, 96(9):2912–2920, 2011.

[26] Nathan B Sutter, Carlos D Bustamante, Kevin Chase, et al. A single IGF1 allele is a major
determinant of small size in dogs. Science, 316(5821):112–115, 2007.

[27] Robert C Kaplan, Ann-Kristin Petersen, Ming-Huei Chen, et al. A genome-wide association
study identifies novel loci associated with circulating IGF-I and IGFBP-3. Human molecular
genetics, 20(6):1241–1251, 2011.

[28] Alexander Teumer, Qibin Qi, Maria Nethander, et al. Genomewide meta-analysis identifies
loci associated with IGF-I and IGFBP-3 levels with impact on age-related traits. Aging cell,
15(5):811–824, 2016.

[29] Sue M Firth and Robert C Baxter. Cellular actions of the insulin-like growth factor binding
proteins. Endocr. Rev., 23(6):824–854, December 2002.

[30] R C Baxter, J L Martin, and V A Beniac. High molecular weight insulin-like growth factor
binding protein complex. purification and properties of the acid-labile subunit from human
serum. J. Biol. Chem., 264(20):11843–11848, July 1989.

30

.CC-BY 4.0 International licenseavailable under a
was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprint (whichthis version posted April 22, 2020. ; https://doi.org/10.1101/2020.04.20.051631doi: bioRxiv preprint 

https://doi.org/10.1101/2020.04.20.051631
http://creativecommons.org/licenses/by/4.0/


[31] M T Overgaard, H B Boldt, L S Laursen, L Sottrup-Jensen, C A Conover, and C Oxvig.
Pregnancy-associated plasma protein-a2 (PAPP-A2), a novel insulin-like growth factor-binding
protein-5 proteinase. J. Biol. Chem., 276(24):21849–21853, June 2001.

[32] Trevor N Stitt, Doreen Drujan, Brian A Clarke, Frank Panaro, Yekatarina Timofeyva,
William O Kline, Michael Gonzalez, George D Yancopoulos, and David J Glass. The IGF-
1/PI3K/Akt pathway prevents expression of muscle atrophy-induced ubiquitin ligases by in-
hibiting FOXO transcription factors. Mol. Cell, 14(3):395–403, May 2004.

[33] Farhad Dehkhoda, Christine M M Lee, Johan Medina, and Andrew J Brooks. The growth
hormone receptor: Mechanism of receptor activation, cell signaling, and physiological aspects.
Front. Endocrinol., 9:35, February 2018.

[34] Cong-Jun Li, Theodore H Elsasser, and Stanislaw Kahl. AKT/eNOS signaling module functions
as a potential feedback loop in the growth hormone signaling pathway. Journal of molecular
signaling, 4(1):1, 2009.

[35] Amy Hin Yan Tong, Guillaume Lesage, Gary D Bader, et al. Global mapping of the yeast
genetic interaction network. Science, 303(5659):808–813, February 2004.

[36] S E Scanga, L Ruel, R C Binari, et al. The conserved PI3’K/PTEN/Akt signaling pathway
regulates both cell size and survival in drosophila. Oncogene, 19(35):3971–3977, August 2000.

[37] Michael C Bassik, Martin Kampmann, Robert Jan Lebbink, et al. A systematic mammalian
genetic interaction map reveals pathways underlying ricin susceptibility. Cell, 152(4):909–922,
February 2013.

[38] Bernd Fischer, Thomas Sandmann, Thomas Horn, Maximilian Billmann, Varun Chaudhary,
Wolfgang Huber, and Michael Boutros. A map of directional genetic interactions in a metazoan
cell. Elife, 4, March 2015.

[39] Xiaoyue Wang, Audrey Q Fu, Megan E McNerney, and Kevin P White. Widespread genetic
epistasis among cancer genes. Nat. Commun., 5:4828, November 2014.

[40] Marylyn D Ritchie and Kristel Van Steen. The search for gene-gene interactions in genome-
wide association studies: challenges in abundance of methods, practical considerations, and
biological interpretation. Annals of translational medicine, 6(8), 2018.

[41] Claes Ohlsson, Henri Wallaschofski, Kathryn L. Lunetta, et al. Genetic determinants of serum
testosterone concentrations in men. PLoS Genetics, 7(10), 2011.

[42] Michal J Tracz, Kostandinos Sideras, Enrique R Bolona, Rudy M Haddad, Cassie C Kennedy,
Maria V Uraga, Sean M Caples, Patricia J Erwin, and Victor M Montori. Testosterone use
in men and its effects on bone health. a systematic review and meta-analysis of randomized
placebo-controlled trials. The Journal of Clinical Endocrinology & Metabolism, 91(6):2011–
2016, 2006.

[43] Karen L Herbst and Shalender Bhasin. Testosterone action on skeletal muscle. Current Opinion
in Clinical Nutrition & Metabolic Care, 7(3):271–277, 2004.

[44] B R Javorsky, D C Aron, J W Findling, and J B Tyrrell. Chapter 4: Hypothalamus and
Pituitary Gland. McGraw-Hill Medical, New York, 10 edition, 2017.

31

.CC-BY 4.0 International licenseavailable under a
was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprint (whichthis version posted April 22, 2020. ; https://doi.org/10.1101/2020.04.20.051631doi: bioRxiv preprint 

https://doi.org/10.1101/2020.04.20.051631
http://creativecommons.org/licenses/by/4.0/


[45] James F Dunn, Bruce C Nisula, and David Rodbard. Transport of steroid hormones: bind-
ing of 21 endogenous steroids to both testosterone-binding globulin and corticosteroid-binding
globulin in human plasma. The Journal of Clinical Endocrinology & Metabolism, 53(1):58–68,
1981.

[46] Guangfu Jin, Jielin Sun, Seong Tae Kim, et al. Genome-wide association study identifies a new
locus JMJD1C at 10q21 that may influence serum androgen levels in men. Human Molecular
Genetics, 21(23):5222–5228, 2012.

[47] Emily Flynn, Yosuke Tanigawa, Fatima Rodriguez, Russ B Altman, Nasa Sinnott-Armstrong,
and Manuel A Rivas. Sex-specific genetic effects across biomarkers. bioRxiv, page 837021, 2019.

[48] Katherine S Ruth, Felix R Day, Jessica Tyrrell, et al. Using human genetics to understand the
disease impacts of testosterone in men and women. Nature Medicine, 26(2):252–258, 2020.

[49] Sylvie E Kandel, Lyrialle W Han, Qingcheng Mao, and Jed N Lampe. Digging deeper into
CYP3A testosterone metabolism: kinetic, regioselectivity, and stereoselectivity differences be-
tween CYP3A4/5 and CYP3A7. Drug Metabolism and Disposition, 45(12):1266–1275, 2017.

[50] Anthony J Lee, May Xiaoxin Cai, Paul E Thomas, Allan H Conney, and Bao Ting Zhu. Char-
acterization of the oxidative metabolites of 17�-estradiol and estrone formed by 15 selectively
expressed human cytochrome p450 isoforms. Endocrinology, 144(8):3382–3398, 2003.

[51] Peter Kuehl, Jiong Zhang, Yvonne Lin, et al. Sequence diversity in CYP3A promoters and
characterization of the genetic basis of polymorphic CYP3A5 expression. Nature genetics,
27(4):383–391, 2001.

[52] Malik Lutzmann, Corinne Grey, Sabine Traver, et al. Mcm8-and mcm9-deficient mice re-
veal gametogenesis defects and genome instability due to impaired homologous recombination.
Molecular cell, 47(4):523–534, 2012.

[53] Michelle A Wood-Trageser, Fatih Gurbuz, Svetlana A Yatsenko, et al. Mcm9 mutations are
associated with ovarian failure, short stature, and chromosomal instability. The American
Journal of Human Genetics, 95(6):754–762, 2014.

[54] Jennifer S Colvin, Rebecca P Green, Jennifer Schmahl, Blanche Capel, and David M Ornitz.
Male-to-female sex reversal in mice lacking fibroblast growth factor 9. Cell, 104(6):875–889,
2001.

[55] Aurélie Vega, Emmanuelle Martinot, Marine Baptissart, Angélique De Haze, Jean Paul Saru,
Silvère Baron, Françoise Caira, Kristina Schoonjans, Jean Marc A. Lobaccaro, and David H.
Volle. Identification of the link between the hypothalamo-pituitary axis and the testicular
orphan nuclear receptor NR0B2 in adult male mice. Endocrinology, 156(2):660–669, 2015.

[56] Brunella Franco, Silvana Guioli, Antonella Pragliola, et al. A gene deleted in kallmann’s
syndrome shares homology with neural cell adhesion and axonal path-finding molecules. Nature,
353(6344):529–536, 1991.

[57] Jun Qin, Ming-Jer Tsai, and Sophia Y Tsai. Essential roles of COUP-TFII in leydig cell
differentiation and male fertility. PLoS One, 3(9), 2008.

[58] Andrea D. Coviello, Robin Haring, Melissa Wellons, et al. A genome-wide association meta-
analysis of circulating sex hormone-binding globulin reveals multiple loci implicated in sex
steroid hormone regulation. PLoS Genetics, 8(7), 2012.

32

.CC-BY 4.0 International licenseavailable under a
was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprint (whichthis version posted April 22, 2020. ; https://doi.org/10.1101/2020.04.20.051631doi: bioRxiv preprint 

https://doi.org/10.1101/2020.04.20.051631
http://creativecommons.org/licenses/by/4.0/


[59] Steroidogenesis. https://en.wikipedia.org/wiki/Steroid/media/File:Steroidogenesis.svg, Nov
2012.

[60] Karolina Skorupskaite, Jyothis T George, and Richard A Anderson. The kisspeptin-GnRH
pathway in human reproductive health and disease. Human reproduction update, 20(4):485–
500, 2014.

[61] Alex Vermeulen, Lieve Verdonck, and Jean M Kaufman. A critical evaluation of simple methods
for the estimation of free testosterone in serum. The Journal of Clinical Endocrinology &
Metabolism, 84(10):3666–3672, 1999.

[62] Jeremy T Smith, Heather M Dungan, Elizabeth A Stoll, Michelle L Gottsch, Robert E Braun,
Stephen M Eacker, Donald K Clifton, and Robert A Steiner. Differential regulation of KISS-1
mRNA expression by sex steroids in the brain of the male mouse. Endocrinology, 146(7):2976–
2984, 2005.

[63] Rexford S Ahima, Daniel Prabakaran, Christos Mantzoros, Daqing Qu, Bradford Lowell, Eleft-
heria Maratos-Flier, and Jeffrey S Flier. Role of leptin in the neuroendocrine response to
fasting. Nature, 382(6588):250–252, 1996.

[64] Ilona A Barash, Clement C Cheung, David S Weigle, Hongping Ren, Emilia B Kabigting,
Joseph L Kuijper, Donald K Clifton, and Robert A Steiner. Leptin is a metabolic signal to the
reproductive system. Endocrinology, 137(7):3144–3147, 1996.

[65] Sophie Messager, Emmanouella E Chatzidaki, Dan Ma, et al. Kisspeptin directly stimulates
gonadotropin-releasing hormone release via G protein-coupled receptor 54. Proceedings of the
National Academy of Sciences, 102(5):1761–1766, 2005.

[66] Anna Cariboni, Federica Pimpinelli, Sophia Colamarino, Roberta Zaninetti, Margherita Pic-
colella, Cristiano Rumio, Flavio Piva, Elena I Rugarli, and Roberto Maggi. The product of
X-linked Kallmann’s syndrome gene (KAL1) affects the migratory activity of gonadotropin-
releasing hormone (GnRH)-producing neurons. Human molecular genetics, 13(22):2781–2791,
2004.

[67] Wanda S Layman, Elizabeth A Hurd, and Donna M Martin. Reproductive dysfunction and
decreased GnRH neurogenesis in a mouse model of CHARGE syndrome. Human molecular
genetics, 20(16):3138–3150, 2011.

[68] Shi-Zhu Li, Wei Liu, Zhi Li, Wen-Hua Li, Yang Wang, Li Zhou, and Jian-Fang Gui. Greb1 reg-
ulates convergent extension movement and pituitary development in zebrafish. Gene, 627:176–
187, 2017.

[69] Alfredo Ulloa-Aguirre and P Michael Conn. Cellular endocrinology in health and disease. El-
sevier, 2014.

[70] Triin Laisk, Viktorija Kukuškina, Duncan Palmer, et al. Large-scale meta-analysis highlights
the hypothalamic–pituitary–gonadal axis in the genetic regulation of menstrual cycle length.
Human molecular genetics, 27(24):4323–4332, 2018.

[71] Paulo Serafini, Paul D Silva, Richard J Paulson, Karen Elkind-Hirsch, Mary Hernandez, and
Rogerio A Lobo. Acute modulation of the hypothalamic-pituitary axis by intravenous testos-
terone in normal women. American journal of obstetrics and gynecology, 155(6):1288–1292,
1986.

33

.CC-BY 4.0 International licenseavailable under a
was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprint (whichthis version posted April 22, 2020. ; https://doi.org/10.1101/2020.04.20.051631doi: bioRxiv preprint 

https://doi.org/10.1101/2020.04.20.051631
http://creativecommons.org/licenses/by/4.0/


[72] Huwenbo Shi, Gleb Kichaev, and Bogdan Pasaniuc. Contrasting the genetic architecture of
30 complex traits from summary association data. Am. J. Hum. Genet., 99(1):139–153, July
2016.

[73] Tomaz Berisa and Joseph K Pickrell. Approximately independent linkage disequilibrium blocks
in human populations. Bioinformatics, 32(2):283–285, January 2016.

[74] Matthew Stephens. False discovery rates: a new deal. Biostatistics, 18(2):275–294, 2017.

[75] Bernie Devlin and Kathryn Roeder. Genomic control for association studies. Biometrics,
55(4):997–1004, 1999.

[76] Steven Gazal, Hilary K Finucane, Nicholas A Furlotte, et al. Linkage disequilibrium–dependent
architecture of human complex traits shows action of negative selection. Nature Genetics,
49(10):1421, 2017.

[77] Miriam S Udler. Type 2 diabetes: Multiple genes, multiple diseases. Curr. Diab. Rep., 19(8):55,
July 2019.

[78] James J Lee, Robbee Wedow, Aysu Okbay, et al. Gene discovery and polygenic prediction from
a 1.1-million-person GWAS of educational attainment. Nature Genetics, 50(8):1112, 2018.

[79] Eric Turkheimer. Three laws of behavior genetics and what they mean. Current Directions in
Psychological Science, 9(5):160–164, 2000.

[80] Brendan K Bulik-Sullivan, Po-Ru Loh, Hilary K Finucane, Stephan Ripke, Jian Yang,
Schizophrenia Working Group of the Psychiatric Genomics Consortium, Nick Patterson, Mark J
Daly, Alkes L Price, and Benjamin M Neale. LD score regression distinguishes confounding
from polygenicity in genome-wide association studies. Nat. Genet., 47(3):291–295, March 2015.

[81] Jeremy J Berg, Arbel Harpak, Nasa Sinnott-Armstrong, et al. Reduced signal for polygenic
adaptation of height in UK biobank. Elife, 8, March 2019.

[82] Lloyd T Elliott, Kevin Sharp, Fidel Alfaro-Almagro, Sinan Shi, Karla L Miller, Gwenaëlle
Douaud, Jonathan Marchini, and Stephen M Smith. Genome-wide association studies of brain
imaging phenotypes in UK biobank. Nature, 562(7726):210–216, October 2018.

[83] Katherine S Ruth, Robin N Beaumont, Jessica Tyrrell, et al. Genetic evidence that lower
circulating FSH levels lengthen menstrual cycle, increase age at menopause and impact female
reproductive health. Hum. Reprod., 31(2):473–481, February 2016.

34

.CC-BY 4.0 International licenseavailable under a
was not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made 

The copyright holder for this preprint (whichthis version posted April 22, 2020. ; https://doi.org/10.1101/2020.04.20.051631doi: bioRxiv preprint 

https://doi.org/10.1101/2020.04.20.051631
http://creativecommons.org/licenses/by/4.0/

