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Disease Heritability Enrichment of Requlatory
Elements Is Concentrated in Elements with Ancient
Sequence Age and Conserved Function across Species

Margaux L.A. Hujoel,1.2* Steven Gazal,?# Farhad Hormozdiari,?* Bryce van de Geijn,3*
and Alkes L. Pricel.34*

Regulatory elements, e.g., enhancers and promoters, have been widely reported to be enriched for disease and complex trait heritability.
We investigated how this enrichment varies with the age of the underlying genome sequence, the conservation of regulatory function
across species, and the target gene of the regulatory element. We estimated heritability enrichment by applying stratified LD score regres-
sion to summary statistics from 41 independent diseases and complex traits (average N = 320K) and meta-analyzing results across traits.
Enrichment of human putative enhancers and promoters was larger in elements with older sequence age, assessed via alignment with
other species irrespective of conserved functionality: putative enhancer elements with ancient sequence age (older than the split
between marsupial and placental mammals) were 8.8 x enriched (versus 2.5x for all putative enhancers; p = 3e—14), and promoter
elements with ancient sequence age were 13.5x enriched (versus 5.1x for all promoters; p = Se—16). Enrichment of human putative
enhancers and promoters was also larger in elements whose regulatory function was conserved across species, e.g., human putative
enhancers that were enhancers in >35 of 9 other mammals were 4.6 enriched (p = Se—12 versus all putative enhancers). Enrichment
of human promoters was larger in promoters of loss-of-function intolerant genes: 12.0x enrichment (p = 8e—15 versus all promoters).
The mean value of several measures of negative selection within these genomic annotations mirrored all of these findings. Notably, the
annotations with these excess heritability enrichments were jointly significant conditional on each other and on our baseline-LD model,

which includes a broad set of coding, conserved, regulatory, and LD-related annotations.

Introduction

Disease-associated variants and disease heritability have
been widely reported to be concentrated in regulatory
annotations, such as enhancers and promoters.'”” These
findings have motivated recent studies of how enhancers
and promoters evolve across species.® ! Vierstra et al.®
analyzed DNase I hypersensitivity sites (DHSs) in humans
and mice and reported that both human-specific DHSs
and human DHSs that were conserved in mice were
significantly enriched for disease- and trait-associated var-
iants, despite decreased constraint within human-specific
DHSs. This implies that both human-specific regulatory
elements and regulatory elements that are shared across
species are important for disease; however, these analyses
were restricted to only one species other than humans,
and do not elucidate the relative importance of these
two types of regulatory elements. Villar et al.” analyzed
20 mammalian species and reported that enhancers evolve
more rapidly than promoters, and that enhancers were
often species specific whereas promoters were often func-
tionally conserved. Vermunt et al.'® and Trizzino et al."’
analyzed 3-6 primate species and reported that regulatory
elements were generally functionally conserved across
primates, with higher sequence and function conserva-
tion for promoters than for enhancers. However, which
enhancers and promoters are most important for disease

remains largely unknown. Further investigating which
enhancers and promoters are most important for disease
would improve our biological understanding of disease
architectures.

Here, we characterize the contribution of enhancers and
promoters to disease heritability based on sequence age,
conserved function across species, and gene function of
the target gene. We achieve this by constructing new anno-
tations using enhancers and promoters previously identified
in liver tissue using ten high-quality genomes (humans and
nine other mammalian species”) and applying stratified LD
score regression with the baseline-LD model®’ to summary
association statistics from 41 independent diseases and
complex traits (average N = 320K). An overview of the
data sources used in our analyses is provided in Figure 1.
We find that disease heritability enrichment is concentrated
in putative enhancers and promoters with ancient sequence
age and conserved function across species, as well as
promoters of loss-of-function intolerant genes from the
Exome Aggregation Consortium (ExAC).'” The mean value
of several measures of negative selection within these
genomic annotations mirrored all of these findings, with
larger heritability enrichments for annotations under
stronger negative selection. Our findings are consistent
with previous studies broadly demonstrating that regions
under strong negative selection are enriched for disease
heritability and disease-associated variants.®”'3-2°
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Figure 1. Data Sources Used in Analyses

New functional annotations are constructed using a variety of previous research.” %! By applying stratified LD score regression
including both these annotations and the baseline-LD model®” to summary association statistics from 41 independent diseases and
complex traits (average N = 320K), we can determine the disease heritability enrichment and standardized effect size for annotations

of interest.

Material and Methods

Putative Enhancer and Promoter Annotations

Our goal is to understand the role of human enhancers and pro-
moters in the genetic architecture of diseases and complex traits.
We first annotated regions as putative enhancers and promoters
using previously reported enhancer and promoter regions that
were enriched for histone marks (H3K27ac and H3K4me3) in at
least two of four human liver tissue samples.” The study identi-
fying these regulatory elements reported that a “sizable majority”
of identified enhancers are regulatorily active (based on results of
further experimental assays) and that most regions enriched for
H3K4me3 (annotated as promoters) lie near transcription start
sites.” However, we conservatively refer to these enhancer regions
as “putative enhancers.” We merged any overlapping annotations,
resulting in putative enhancer and promoter regions with mean
segment lengths of 3.4 kb and 4.3 kb, respectively. In total, 3.3%
of common variants lie within putative enhancers and 1.5%
within promoters (Table 1). Correlations between the putative
enhancer and promoter annotations and various subsets of
these annotations (described below) are reported in Figure S1
and Table S1.

Sequence Age Annotations

We constructed genomic annotations based on a previous study
which classified sequence age through genome-wide alignments
of 100 vertebrates.”' That study annotated each region of the
human genome with an associated score between 1 and 19 based
on the number of key ancestral nodes in the tree of vertebrates
that it aligned to (Ist root = human; 19th root = vertebrates);
younger regions were assigned smaller scores, whereas older
regions were assigned larger scores. Most regions were assigned
a precise age (one score), but some regions were assigned an age
interval (range of scores) or an inconsistent age. Regions with
inconsistent age were removed.

We annotated SNPs in putative enhancer and promoter regions
according to the age of the sequence in the corresponding region
of the genome (start location < SNP location < end location). We
removed regions in which the alignment at the 19th root was
uncertain and assigned the maximum sequence age for SNPs in
regions with an age interval. We categorized the ages as post-
eutheria split (1-11; young), eutheria (12; intermediate), and
pre-eutheria split (13-19; ancient), with approximately one third

of SNPs in putative enhancers and promoters falling in each of
these age bins. Pre-eutheria split (or ancient sequence age) means
the sequence has an age older than the split between placental and
marsupial mammals (>160 million years old**??).

We also analyzed 24 putative regulatory annotations from
the baseline model® (Table S2). We intersected these annotations
with the ancient sequence age annotation, resulting in
24 putative regulatory annotations that have ancient sequence
age. Furthermore, we analyzed two chromatin marks (H3K4me3
and H3K27ac) directly measured in various tissues and cell types
and defined annotations based on these marks being present
in at least 1,10, or 20 tissues/cell types;’ we also intersected these
annotations with the ancient sequence age annotation.

Conserved Function Annotations

We annotated human putative enhancers and promoters accord-
ing to their conserved function, based on previous work specifying
for each human element whether the element was functionally
conserved (sequence aligned with histone mark signal conserved
across species), mapped (sequence aligned), or missing in analyses
of nine other mammalian species (with high-quality genomes).’
Human-specific and highly conserved putative enhancers and
promoters were defined as elements with conserved function
in 0 or 9 of the 9 mammals, respectively. We denote conserved
putative enhancers and promoters as elements with conserved
function in at least 5 of the 9 mammals.

We constructed 6 categorical annotations (3 for promoters and
3 for putative enhancers): each putative enhancer and promoter
was annotated with the conservation count (CC) in other species
(CC =0,1,...9; both align and have functional conservation), the
mapped count in other species (0,1,...9; align but no functional
conservation) and the missing count in other species (0,1,...9).
We introduced 20 binary annotations (10 for promoters and
10 for putative enhancers) reflecting the 10 possible values of
CC (0,1,...9).

We computed the conservation count, mapped count, and
missing count of all elements (prior to merging) and then merged
information across overlapping elements. For elements that over-
lapped, for each of conserved, mapped, and missing count, we
computed the union of each count across species; this implies
that these small proportions of the genome where two or more
elements overlap could get conservation, mapped, and missing
counts that add up to more than 9.
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Table 1. Annotations Analyzed in Main Analyses

Prop. Mean

Prop. Putative Segment

enhancer/
Annotation SNPs promoter length (BP)
Putative enhancer 0.0332 3,362
Promoter 0.0152 4,308
Ancient putative enhancer 0.0052  0.1557 191
Ancient promoter 0.0042  0.2765 159
Conserved putative enhancer  0.0055 0.1649 4,962
Conserved promoter 0.0080  0.5251 4,502
Promoter of EXAC gene 0.0025 0.1640 4,549

We report the proportion of common SNPs (MAF > 0.05) and mean segment
length in base pairs (BP) for each annotation. For the count annotations
(putative enhancer conservation count and promoter conservation count),
we report here the corresponding binary annotations, conserved putative
enhancer and conserved promoter. Mean segment length is computed after
merging overlapping elements. Main annotations are publicly available (see
Web Resources).

Gene Function Annotations
To assess how the target gene may impact the role of a promoter in
disease architecture, we annotated promoters based on whether
they were a promoter of an ancient gene (P1-P10 genes**° which
emerged before the vertebrates split = 500 million years ago”’),
a loss-of-function intolerant gene from EXAC (EXAC gene;'”
3,230 such genes; Table 1), or a gene with a mouse ortholog
(identified in hg38; we assume that gene names remain consistent
across builds; see Web Resources).?®

We obtained the coordinates of all TSSs (see Web Resources) and
associated genes.”” We calculated the mid-point of each merged
promoter and determined whether the closest transcription start
site (TSS) within 5 kb to the midpoint corresponded to a gene in
the specified gene set.

Heritability Enrichment and Standardized Effect Size
(7*) Metrics
In order to estimate the heritability enrichment of an annotation,
we ran stratified LD score regression (S-LDSC)®” using 1000 Ge-
nomes as the LD reference panel.** Consider C binary or contin-
uous-valued annotations (a1, ..., dc), denote a.(j) the annotation
value of SNP j for annotation ¢, and assume that the variance
of per-normalized-genotype effect sizes linearly depends on
the C annotations: Var(g;) = > ac(j)7., where 7. is the per-SNP
contribution of one unit of the annotation c to heritability (jointly
modeled with all other annotations). S-LDSC estimates 7. using
the summary statistic for a SNP j (x]-z) via the following equation:
E M =N I, c)rc + Nb+1 (Equation 1)
where N is the sample size of the GWAS, b quantifies confounding
biases,”" and I(j, c) = ac(k)r}. is the LD score of SNP j to annota-
tion ¢ where r; is the*correlation between SNPs j and k. S-LDSC
estimates two metrics quantifying the role of a functional region
in diseases and complex traits. First, it estimates the heritability
enrichment of binary annotations, defined as the proportion of
heritability explained by SNPs in the annotation divided by the

proportion of SNPs in the annotation. The enrichment of annota-
tion c is estimated as
%h?(c)

E ‘h (-:7: y
nrichment, WSNP() [ | /M

12 (c) [

(Equation 2)

where h%(c) is the heritability causally explained by common SNPs
in annotation ¢, h* is the heritability causally explained by
common SNPs, |c| is the number of common SNPs that lie in
the annotation, and M is the number common SNPs (in our ana-
lyses M = 5,961,159 SNPs, see below). A value greater than 1 would
indicate a functional annotation is enriched for trait heritability or
the proportion of heritability explained is greater than one would
expect given the size of the annotation.

Standardized effect size (r*) was previously defined” as the pro-
portionate change in per-SNP heritability associated with a one
standard deviation increase in the value of the annotation,
conditional on the other annotations in the model; 7} quantifies
effects that are unique to the focal annotation, unlike heritability
enrichment.®”*? In detail,

T (Equation 3)

where sd. is the standard deviation of annotation c.

Regression SNPs (the SNPs used by S-LDSC to estimate 7, from
marginal association statistics) were obtained from the HapMap
Project phase 3; these SNPs are considered to be well-imputed
SNPs. SNPs with marginal association statistics larger than 80 or
0.001N and SNPs that are in the major histocompatibility complex
(MHC) region were excluded from all analyses. Reference SNPs
(the SNPs used by S-LDSC to compute LD scores) were defined as
the set of 9,997,231 biallelic SNPs with minor allele count greater
than or equal to five in the set of 489 unrelated and outbred
European samples*® from phase 3 of 1000 Genomes Project
(1000G).>> We note that regression SNPs tag potentially causal
reference SNPs via LD scores computed using reference SNPs.*’
Heritability SNPs (the SNPs used by S-LDSC to compute h?, h*(c),
|c] and sd.) were defined as the 5,961,159 common variants
(MAF > 0.05) in the set of reference SNPs. Using the LD score
for each annotation and the marginal statistics obtained from
the trait phenotypes, we computed the heritability enrichment
and 7} for each annotation.

In all analyses we included the putative enhancer and promoter
annotations’ as well as a broad set of 75 functional annotations
from the baseline-LD (v1.1) model,”*?> which include func-
tional annotations from the baseline model (i.e., coding, intron,
DHS, ...), plus 10 MAF bins and 6 LD-related annotations
(Table S2). We note that the inclusion of MAF- and LD-related anno-
tations implies that the expected causal heritability of a SNP is a
function of MAF and LD. The 75 functional annotations from the
baseline-LD model are included in each analysis to account for
LD-dependent architectures and to minimize the risk of model
misspecification, which could bias estimates.®” The 75 annotations
do not all produce conditionally statistically significant signals, in
part due to correlations between annotations that can compromise
conditional statistical significance. However, including all of these
annotations minimizes the risk of model misspecification when
analyzing new annotations. We meta-analyzed results across a
previously described set*” of 41 independent diseases and complex
traits (average N = 320K, computed using largest dataset for
each trait); for six traits we analyzed two datasets (genetic
correlation > 0.9), leading to a total of 47 datasets analyzed
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(Table S3; see Web Resources). We performed random-effects meta-
analyses across traits using the R package rmeta and the function
meta.summaries() (consistent with Finucane et al.®). All models
tested, including the annotations considered in each model, are
listed in Table S4. Correlations between our annotations and anno-
tations from the baseline-LD model are reported in Figure S1 and
Table S1.

Reported enrichment estimates are based on a random-effects
meta-analysis of enrichment estimates for each trait. The p value
for enrichment is computed using a random-effect meta-analysis
of (h*(C)/|C|) - ((K* — h*(C))/(M —|C|)) across the traits (we
used this quantity because enrichment is not normally distrib-
uted®) and testing the null hypothesis that this difference is 0 by
computing a z-score. For enhancer conservation count and pro-
moter conservation count, we calculate enrichment for bins of
this categorical annotation.”

For each new annotation, we ran S-LDSC conditional on the pu-
tative enhancer and promoter annotations as well as the baseline-
LD model. For each annotation type (sequence age, conserved func-
tion, and gene function) we derived a joint model by running
S-LDSC with the full set of annotations of that type conditional
on the enhancer and promoter annotations and the baseline-LD
model. (For the sequence age analysis, this set consisted of four
annotations: young putative enhancer/promoter and ancient
putative enhancer/promoter; we removed the intermediate puta-
tive enhancer/promoter to avoid linear dependence between the
annotations. For the conserved function model, this set consisted
of eight annotations: human-specific putative enhancer/promoter,
highly conserved putative enhancer/promoter, putative enhancer/
promoter CC, and putative enhancer/promoter missing count;
we removed putative enhancer/promoter mapped count to avoid
linear dependence between the annotations. For the gene function
model, this set consisted of three annotations: promoter of an
ancient gene, promoter of EXAC gene, and promoter of a gene
with a mouse ortholog.) We then iteratively removed the least
statistically significant annotation (excluding annotations in the
baseline-LD model as well as the enhancer and promoter annota-
tion) until each remaining annotation was significant (after correc-
tion for multiple testing).” To produce a combined joint model, we
combined the significant sequence age, conserved function, and
gene function annotations into a single model and again iteratively
removed the least statistically significant annotation until each
annotation remained significant (after correction for multiple
testing). We note that this model selection technique may result
in inflated p values, analogous to winner’s curse.** However, our
assessment of conditional significance addresses this by correcting
for the total number of annotations tested. For each model, we per-
formed a secondary analysis in which we additionally included an-
notations defined by 500 bp flanking regions around each of the
new annotations in the model; this helps to guard against bias
due to model misspecification.®

In order to determine whether a subset of putative enhancers
and promoters were particularly enriched as compared to all
putative enhancers or promoters, we computed the enrichment
difference between an annotation A and a subset a. For each
trait, we computed the difference in enrichment between the
annotations (A) and the standard error for this difference (using
block-jackknife) and then meta-analyzed results across 41 traits
using random-effects meta-analysis. In order to compute a p value
for the difference in enrichment, we computed the normally
distributed quantity {(h*(a)/|a]) — ((h*(A) — K*(a))/(|A| — |a]))},
as well as its standard error for each trait (using block-jackknife),

and then meta-analyzed results across traits. We then tested
the null hypothesis that this difference is O; this test assesses
whether the per-SNP heritability within annotation A is different
within a than outside a. This test is a natural extension of the
approach used to assess statistical significance of enrichment.’

We computed the proportion of enrichment for an annota-
tion A, attributable to a subset a. The proportion of enrichment
for A attributable to a is defined as

(enrichment, — 1) x %SNP(a)
(enrichment, — 1) x %SNP(A)’

(Equation 4)

If enrichment, = enrichment,, then the proportion of enrichment
for A attributable to a is just the proportion of A in subset a.
We computed this quantity for each trait, used block-jackknife
to compute standard errors, and meta-analyzed results across
41 traits.

Negative Selection Metrics
It has been widely reported that although regions under strong
negative selection are depleted of genetic variation, these regions
are enriched for disease heritability and disease-associated
variants.””'*? For example, the 2.6% of SNPs lying in regions
that are conserved across 29 mammals (spanning 4.2% of the
genome) were reported to explain 24%-35% of disease and com-
plex trait heritability.®”*3

We quantified the strength of negative selection within these
annotations by computing the mean value of several measures
of negative selection and computing the standard error using
block-jackknife with 200 equally sized blocks of adjacent SNPs
within the annotations (all measures are annotations in the
baseline-LD model; Table S2). First, we computed the proportion
of common SNPs with GERP++ rejected substitutions (RS)
score >4 (GERP RS > 4, binary annotation) within the base-
line-LD annotations.”*° This score is equal to the difference be-
tween the neutral and observed substitution rates and reflects
the intensity of constraint at a given genomic location, such
that a larger score is indicative of stronger negative selection.
Second, we computed the mean background selection statistic
(BSS = 1-McVicker B statistic*”) (at common SNPs); a BSS value
close to 1 indicates that background selection resulted in near
complete removal of diversity whereas a value close to 0 indi-
cates little effect.” Third, we computed the proportion of com-
mon SNPs conserved across mammals;**° regions that are
conserved across mammals are likely to be critical, as mutations
were not tolerated. Fourth, we computed the mean MAF-
adjusted predicted allele age (at common SNPs); on average,
recent variants are more deleterious.”*® Fifth, we computed
mean nucleotide diversity®’ (at common SNPs); variants that
lie in regions with low nucleotide diversity are more likely to
be deleterious.”*’

Results

Disease Enrichment Is Concentrated in Putative
Regulatory Elements with Ancient Sequence Age

We focused our analyses on putative enhancer and pro-
moter elements that were previously annotated based on
H3K27ac and H3K4me3 marks assayed in human liver’
(Table 1). To assess the disease enrichment of these ele-
ments, we applied S-LDSC with the baseline-LD model®’
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to summary statistics from 41 independent diseases
and complex traits (average N = 320K; Table S3) and
meta-analyzed results across traits. We observed signifi-
cant heritability enrichment for both putative enhancers
(2.6x, p = 3e—12) and promoters (4.6xX, p = 3e—17)
(Table S5A), consistent with previous studies of disease
enrichment of regulatory elements.'”” Based on signifi-
cance of regression coefficients, we determined that the
promoter annotation (but not the putative enhancer
annotation) provides unique information conditioned on
the baseline-LD model (p = 0.007; Table S5A), which
includes a broad set of regulatory annotations (Table S2).
Analyses of highly reproducible putative enhancer and
promoter annotations (reproduced in all four tissue sam-
ples from Villar et al.”) produced similar results (Table S5B).

We annotated putative enhancer and promoter regions
according to their underlying sequence age, assessed via
genome-wide alignment of 100 vertebrates irrespective of
conserved functionality.”’ Fach region of the human
genome had an associated score between 1 and 19 based
on the number of key ancestral nodes in the tree of
vertebrates that it aligned to. We classified enhancer and
promoter regions as having a young (1-11), intermediate
(12), or ancient (13-19) sequence age (see Material and
Methods); different regions within the same enhancer or
promoter may be assigned different sequence ages, such
that ancient enhancers/promoters represent the ancient
parts of the enhancers/promoters rather than different
enhancers/promoters. Ancient sequence age means the

38 annotations from the baseline-LD

model (Table S2): 32 functional anno-
tations and 6 LD-related annotations. The ancient putative
enhancer and ancient promoter annotations were only
weakly correlated with annotations from the baseline-LD
model (Figure S1 and Table S1).

To assess how the disease enrichment of putative
enhancers and promoters varies with sequence age, we
repeated our S-LDSC analysis with each of the six age-spe-
cific annotations (young, intermediate, or ancient; puta-
tive enhancer or promoter) included in turn, in addition
to baseline-LD + putative enhancer + promoter annota-
tions. We observed the strongest enrichments for ancient
putative enhancers and ancient promoters (Table S6). We
constructed a joint sequence age model by retaining only
the age-specific annotations that remained significant
(after correction for multiple testing) when conditioned
on the baseline-LD + putative enhancer + promoter anno-
tations;” only the ancient putative enhancer and ancient
promoter annotations were jointly significant. Ancient
putative enhancers were 9.3X enriched, compared to
2.7x for all putative enhancers (p = 4e—15 for difference),
and ancient promoters were 14.3X enriched, compared
to 4.9x for all promoters (p = 2e—18 for difference)
(Figure 2A, Tables S7A and S8). We note that enrichment
estimates - which differ from model to model - can change
slightly depending on the set of annotations included in
the model;*” the enrichment estimates reported in the Ab-
stract are estimates obtained using the combined joint
model. Although ancient putative enhancers comprise
only 16% of putative enhancers (at the level of common
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SNPs), they contribute 59% (SE 5%) of all putative
enhancer enrichment. Analogously, although ancient pro-
moters comprise only 28% of promoters, they contribute
82% (SE 4%) of all promoter enrichment.

Both ancient putative enhancers and ancient promoters
were uniquely informative for disease heritability condi-
tional on the baseline-LD + putative enhancer + promoter
annotations, as quantified by 7* (the proportionate change
in per-SNP heritability associated with an increase in the
value of the annotation by one standard deviation, condi-
tional on other annotations included in the model”)
(Figure 2B and Table S7B). Specifically, we estimated large
and highly significant values of r* for both ancient puta-
tive enhancers (7* = 0.43, p = le—13) and ancient pro-
moters (¥ =0.70, p = 9e—25). In particular, these 7 values
were larger than the analogous 7* values that we recently
estimated for both LD-related annotations” and molecular
QTL annotations,** implying a substantial improvement
in our understanding of which regulatory elements
contribute to disease heritability. The slightly but signifi-
cantly negative value of * for (all) putative enhancers
and (all) promoters indicates conditional depletion for pu-
tative enhancers and promoters that do not have ancient
sequence age (Figure 2B and Table S7B).

We quantified the mean strength of negative selection
within each of the annotations from Figure 2A. We first
calculated the proportion of common SNPs with GERP++
rejected substitutions (RS) score > 4 (GERP RS > 4).73°
The GERP RS score reflects the difference between the
neutral and observed substitution rates and thus reflects
the intensity of constraint at a given genomic location,
such that a larger score is indicative of stronger negative
selection. We determined that the stronger disease enrich-
ment for ancient putative enhancers and ancient pro-
moters is mirrored by the larger proportion of variants in
these annotations with GERP RS > 4, reflecting stronger
negative selection (Figure 2C and Table S7C). We note
that 1.2% and 1.4% of common SNPs in putative enhancer
and promoter annotations (and 5.8% and 4.1% of com-
mon SNPs in ancient putative enhancer and promoter an-
notations) have GERP RS > 4, as compared to 0.81% of all
common SNPs, thus regulatory regions enter the regime of
strong selection fairly frequently. We note that as sequence
age is assessed via sequence conservation across species,
we expected the GERP scores in ancient regions to be
higher. However, we did not know in advance whether
the quantitative pattern of enrichment would closely
mirror the quantitative pattern of GERP++ scores. We
observed similar patterns for four other measures of
negative selection:” a background selection statistic (BSS)
equal to 1 — McVicker B statistic;*” sequence conservation
across 29 mammals®”; predicted allele age;” and nucleotide
diversity®® (Table S7C). However, as noted above, ancient
putative enhancers and ancient promoters were uniquely
informative for disease heritability conditional on the
baseline-LD model, which includes all of these measures
of negative selection.

We performed five secondary analyses to assess the
robustness of our results. First, we repeated the analysis
of Figures 2A and 2B restricting to three liver-related traits
(high cholesterol, HDL, and LDL). Although this analysis
is less well-powered, the conditional signal for ancient
promoters remained statistically significant (p = 0.0003,
Table S9). Second, we repeated the analysis of Figures 2A
and 2B by adding a binary annotation defined by ancient
sequence age (irrespective to enhancer or promoter status)
to the model; this annotation was not conditionally infor-
mative for disease heritability as quantified by 7*, and its
addition to the model did not significantly change our
results (Table S10). Third, we intersected the ancient
sequence age annotation with 24 binary annotations
from baseline-LD reflecting putative regulatory elements
and ran S-LDSC conditional on the baseline-LD model
with each of these intersected annotations included in
turn. We obtained similar results, with much stronger en-
richments for ancient regulatory elements (Table S11).
(We used the putative enhancer and promoter annotations
from Villar et al.” in our main analyses so that we could
integrate annotations based on ancient sequence age and
conserved function into a combined joint model; see
below.) Fourth, we repeated this analysis using H3K27ac
and H3K4me3 annotations from Roadmap,® defining an-
notations based on marks present in 1/10/20 tissues/cell
types, respectively. As expected, we found that marks pre-
sent in more tissues/cell types had higher disease enrich-
ment (Table S12). However, we found that each of these
annotations had ~3x greater disease enrichment when
restricted to regions of ancient sequence age. This shows
that our finding of stronger disease enrichments for liver
regulatory elements in regions of ancient sequence age is
orthogonal to the number of tissues/cell types with regula-
tory signal. Fifth, we repeated the analysis of Figures 2A
and 2B by including 500 bp flanking regions around
each of the annotations from Figures 2A and 2B, to guard
against bias due to model misspecification® (see Material
and Methods). We confirmed that this did not significantly
change our results (Table S13).

Disease Enrichment Is Concentrated in Putative
Regulatory Elements with Conserved Function

We annotated human putative enhancers and promoters
according to their conserved function, assessed via how
many of nine other mammalian species assayed by Villar
et al.” had shared regulatory functionality. Each putative
enhancer and promoter was annotated with the conserva-
tion count (CC) in other species (CC = 0,1,...9). We con-
structed both integer-valued “conservation count” (value
of CC) and binary “conserved” (CC > 5) annotations
(see Material and Methods and Table 1). A large proportion
of annotated putative enhancers were functionally human
specific (40% human-specific [CC = 0] versus 2% highly
conserved [CC = 9]), whereas promoters were more
functionally conserved (19% human-specific versus 15%
highly conserved) (Table S17). Accordingly, 53% of
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We report results for conserved function
annotations that are jointly significant
conditional on the baseline-LD model
and putative enhancer and promoter
annotations (Bonferroni p = 0.05/8 =
0.00625).
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7 estimates (*=1.96 standard error) (B);
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promoters were conserved promoters, whereas only 16%
of putative enhancers were conserved putative enhancers
(Table 1). The putative enhancer conservation count
and promoter conservation count annotations were only
weakly correlated with annotations from the baseline-
LD model, but moderately correlated with the ancient
putative enhancer and ancient promoter annotations
(Figure S1 and Table S1).

To assess how the disease enrichment of putative
enhancers and promoters varies with conserved func-
tion, we performed S-LDSC analyses with each of ten
conserved-function-specific annotations (conservation
count, highly conserved, human-specific, mapped count,
missing count [see Material and Methods]; putative
enhancer or promoter) included in turn, in addition
to baseline-LD + putative enhancer + promoter annota-
tions. We observed the strongest enrichments for highly
conserved putative enhancers and highly conserved pro-
moters, and also observed that while human-specific pro-
moters were enriched, human-specific putative enhancers
were not (Table S14). We constructed a joint conserved
function model by retaining only the conserved-func-
tion-specific annotations that remained significant (after
correction for multiple testing) when conditioned on the
baseline-LD + putative enhancer + promoter annota-
tions;” only the putative enhancer conservation count
and promoter conservation count annotations were
jointly significant. Because enrichment is not defined for
annotations with value 0-9, we estimated the enrichment

(C) Proportion of common SNPs within
annotations with GERP RS > 473°
(%1.96 standard error). We report the pro-
portion of common SNPs (MAF > 0.05)
for each annotation. Numerical results
are reported in Table S15, and results for
each trait are reported in Table S16.

of the corresponding binary annota-
tions (conserved putative enhancer
and conserved promoter) in the joint
model. Conserved putative enhancers
were 4.6X enriched, compared to
2.4x for all putative enhancers (p =
3e—12 for difference), and conserved
promoters were S5.1X enriched,
compared to 4.5x% for all promoters
(p = 0.022 for difference) (Figure 3A, Tables S15A and
S16). We note that enrichment estimates - which differ
from model to model - can change slightly depending on
the set of annotations included in the model;*” the enrich-
ment estimates reported in the Abstract are estimates ob-
tained using the combined joint model. Although
conserved putative enhancers comprise only 16% of puta-
tive enhancers, they contribute 35% (SE 2%) of all putative
enhancer enrichment. Analogously, although conserved
promoters comprise only 53% of promoters, they
contribute 59% (SE 2%) of all promoter enrichment.

Both putative enhancer conservation count and pro-
moter conservation count were uniquely informative for
disease heritability conditional on the baseline-LD + puta-
tive enhancer + promoter annotations, as quantified by r*
(Figure 3B and Table S15B). Specifically, we estimated
significant values of 7 for both putative enhancer conser-
vation count (r* = 0.20, p = 7e—11) and promoter conser-
vation count (7* = 0.10, p = 0.005). The significantly
negative value of 7* for (all) putative enhancers indicates
conditional depletion for putative enhancers that are not
conserved (Figure 3B, Table S15B).

We quantified the mean strength of negative selection
within each of the annotations from Figure 3A. We
first calculated the proportion of common SNPs with
GERP RS > 4.”° We determined that the stronger disease
enrichments for conserved putative enhancers and
conserved promoters is mirrored by the larger proportion
of variants in these annotations with GERP RS > 4,
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Figure 4. Disease Enrichment of Putative Enhancers and Promoters as a Function of Conservation Count (CC)

(A) Heritability enrichment (+1.96 standard error); results are meta-analyzed across 41 traits.

(B) Proportion of common SNPs within annotations with GERP RS > 47-*° (+1.96 standard error). We report the proportion of common
SNPs (MAF > 0.05) for each annotation. Numerical results are reported in Table S17, and results for each trait are reported in Table S18.

reflecting stronger negative selection (Figure 3C and
Table S15C). We observed similar patterns for four other
measures of negative selection (Table S15C). However, as
noted above, putative enhancer conservation count and
promoter conservation count were uniquely informative
for disease heritability conditional on the baseline-LD
model, which includes all of these measures of negative
selection.

To further assess how the disease enrichment of putative
enhancers and promoters varies with conserved function,
we repeated our S-LDSC analysis with each of 20 binary
conservation count annotations (CC = 0,1,...9; enhancer
or promoter) jointly included, in addition to baseline-LD
model (the putative enhancer and promoter annotations
were excluded to avoid approximate colinearity of the an-
notations). For putative enhancers, we observed a roughly
linear trend whereby putative enhancers conserved in
more mammmals are progressively more enriched for herita-
bility (Figure 4A, Tables S17A and S18). For promoters,
we observed a parabolic trend, similar to the linear trend
but with excess heritability for human-specific promoters
(Figure 4A and Table S17A).

We quantified the mean strength of negative selection
within each of the annotations from Figure 4A. We first
calculated the proportion of common SNPs with GERP
RS > 4.7%° We determined that the linear disease enrich-
ment trend for putative enhancers and parabolic disease
enrichment trend for promoters (as conservation count

increases) is mirrored by the proportion of variants in
these annotations with GERP RS > 4 (Figure 4B and
Table S17B). We observed similar patterns for four other
measures of negative selection (Table S17B).

We performed four secondary analyses. First, we
repeated the analysis of Figure 3A restricting to the three
liver-related traits. Although this analysis is less well pow-
ered, the conditional signal for putative enhancer conser-
vation count remained statistically significant (p = 0.001,
Table S19). Second, we repeated the analysis of Figure 3A
by replacing the putative enhancer conservation count
and promoter conservation count annotations in the joint
model with binary conserved putative enhancer and
conserved promoter annotations, and we confirmed that
this did not significantly change our results (Table S20).
Third, we repeated the analysis of Table S20 by including
500 bp flanking regions around each of the annotations
from Figure 3A (see Material and Methods). This did
not significantly change our results; the heritability enrich-
ment for conserved putative enhancer was slightly reduced
but remained highly significant (Table S21). Fourth, we
repeated the analysis of Figure 3B by including human-
specific promoters as an additional annotation. While
this new annotation was not conditionally significant,
the value of 7* for the promoter conservation count
annotation became larger and more statistically significant
(Table S22), consistent with the parabolic trend for pro-
moters in Figure 4A.

618 The American Journal of Human Genetics 104, 611-624, April 4, 2019



>

Enrichment
>

(6]

Figure 5. Disease Enrichment of Pro-
moters of EXAC Genes in Gene Function
Model

We report results for the gene function
annotation that is significant conditional
on the baseline-LD model and putative
enhancer and promoter annotations
(Bonferroni p = 0.05/3 = 0.0167). “ExAC

genes” refer to genes annotated as having

0.025

0.020

0.015

0.010

0.005

Proportion GERP RS=4 O

0.000

Disease Enrichment Is Concentrated in Promoters of
Loss-of-Function Intolerant Genes

We annotated promoters according to the genes that they
regulate (see Material and Methods). In particular, we
annotated 16% of promoters as being promoters of the
3,230 ExAC LoF intolerant genes, defined as genes anno-
tated as having a high probability of being LoF intolerant
(pLI) in ExAC data'? (Table 1). The promoter of EXAC
gene annotation was only weakly correlated with anno-
tations from the baseline-LD model (Figure S1), but
moderately correlated with the ancient promoter and
promoter conservation count annotations (Figure S1
and Table S1).

To assess how the disease enrichment of promoters
varies with the gene that it regulates, we repeated
our S-LDSC analysis with the promoter of ExAC gene
annotation included, in addition to baseline-LD + puta-
tive enhancer + promoter annotations. We also
analyzed promoter of ancient gene and promoter of
gene with mouse ortholog annotations in turn (see
Material and Methods). The promoter of EXAC gene
annotation produced the strongest enrichment
(Table S23) and was the only gene function annotation
that remained significant (after correction for multiple
testing) in a joint analysis conditioned on the base-
line-LD + enhancer + promoter annotations.” Pro-
moters of EXAC genes were 12.4x enriched, compared
to 5.1x for all promoters (p 9e—16 for the
difference) (Figure S5A, Tables S24A and S$25). We

high pLI in ExAC data.

(A and B) Heritability enrichment (A) and
7 estimates (*+1.96 standard error) (B);
results are meta-analyzed across 41 traits.

(C) Proportion of common SNPs within
annotations with GERP RS >
(%1.96 standard error). We report the pro-
portion of common SNPs (MAF > 0.05)
for each annotation. Numerical results
are reported in Table S24, and results for
each trait are reported in Table S25.

47,36

note that enrichment estimates -
which differ from model to model -
can change slightly depending on
the set of annotations included in
the model;*” the enrichment esti-
mates reported in the Abstract are
estimates obtained using the com-
bined joint model. Although pro-
moters of ExAC genes comprise
only 16% of promoters, they contribute 39% (SE 2%)
of all promoter enrichment.

Promoters of EXAC LoF intolerant genes were uniquely
informative for disease heritability conditional on the
baseline-LD + putative enhancer + promoter annotations,
as quantified by 7*. Specifically, we estimated a large and
highly significant value of 7* (r* = 0.37, p = 2e-32)
(Figure 5B and Table S24B).

We quantified the mean strength of negative selection
within each of the annotations from Figures SA and 5B.
We first calculated the proportion of common SNPs with
GERP RS > 4.”°° We determined that the stronger disease
enrichment for promoters of EXAC genes is mirrored
by the larger proportion of variants in these annotations
with GERP RS > 4, reflecting stronger negative selec-
tion (Figure 5C and Table S24C). We observed similar
patterns for four other measures of negative selection
(Table S24C). However, as noted above, promoters of
ExAC genes were uniquely informative for disease
heritability conditional on the baseline-LD model, which
includes all of these measures of negative selection.

We performed three secondary analyses to assess the
robustness of our results. First, we repeated the analysis
of Figures SA and 5B restricting to the three liver-related
traits. We observed a non-significant trend toward a
conditional signal for promoters of EXAC genes (nominal
p = 0.048; not significant after correcting for 3 annotations
tested), consistent with the fact that this analysis is less
well powered (Table S26). Second, we repeated the analysis
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of Figures 5A and 5B by including 500 bp flanking
regions around each of the annotations from Figures 5A
and 5B (see Material and Methods). We confirmed that
this did not significantly change our results (Table S27).
Third, we repeated the analysis of Figures 5SA and 5B
by including two annotations based on fine-mapped
expression quantitative trait loci (eQTL): the MaxCPP
annotation for all genes and the MaxCPP annotation
for EXAC LoF genes only.*” Results were little changed,
and promoters of EXAC genes (as well as the MaxCPP
(allGenes) and MaxCPP (ExAC) annotations) were still
uniquely informative for disease heritability as quantified
by 7* (Table S28).

Combined Joint Model

We constructed a combined joint model by including all
jointly significant annotations involving sequence age
(Figures 2A and 2B), conserved function (Figure 3B), and
gene function (Figures 5A and 5B) and retaining only the
annotations that remained significant (after correction
for multiple testing) when conditioned both on each other
and on the baseline-LD + promoter + putative enhancer
annotations.” The final joint model included ancient puta-
tive enhancer, ancient promoter, putative enhancer con-
servation count, and promoter of EXAC gene annotations.
Because enrichment is not defined for annotations with
value 0-9, we estimated the enrichment of conserved puta-
tive enhancer in lieu of putative enhancer conservation
count, analogous to above.

@"@"\ En % sults are meta-analyzed across 41 traits. CC
Sl A B :

QO S o n nservation nt. Pr I-
s \Q\o@. O denotes conservation count. (C) Propo:

& 6\(/}\' tion of common SNPs within annotations

© with GERP RS > 47°¢ (+1.96 standard

<€ error). We report the proportion of
common SNPs (MAF > 0.05) for each
annotation. Numerical results are reported
in Table S29, and results for each trait are
reported in Table S30.

Ancient putative enhancers were
8.8x enriched, compared to 2.5x
for all putative enhancers (p =
3e—14 for difference), and ancient
promoters were 13.5X enriched,
compared to 5.1x for human pro-
moters (p = Se—16 for difference)
(Figure 6A, Tables S29A and S30);
these enrichments differed only
slightly from the joint sequence age

model (Figure 2A). Conserved putative enhancers were
4.6x enriched (p = 5e—12 for difference versus all human
putative enhancers); this enrichment differed only
very slightly from the joint conserved function model
(Figure 3A). Promoters of ExAC genes were 12.0x enriched
(p = 8e—15 for difference versus all promoters); this
enrichment differed only very slightly from the joint
gene function model (Figure 5A).

In the combined joint model, we estimated highly
significant values of 7* for ancient putative enhancers
(7" = 0.39, p = 2e—12), ancient promoters (v* = 0.57,
p = le—17), putative enhancer conservation count (7* =
0.16, p = 1e—8), and promoters of EXAC genes (r* =
0.28, p = 2e—21) (Figure 6B and Table S29B). These 7 esti-
mates were slightly lower than the corresponding 7* esti-
mates from the joint sequence age model (Figure 2B), joint
conserved function model (Figure 3B), and joint gene
function model (Figure 5B), consistent with correlations
between these annotations (Figure S1 and Table S1).
Notably, the 7* estimates for ancient enhancers and
ancient promoters remained larger than the analogous 7*
values that we recently estimated for LD-related annota-
tions” and molecular QTL annotations.>?

The stronger disease enrichment for ancient putative
enhancers, ancient promoters, conserved putative en-
hancers, and promoters of EXAC genes is mirrored by the
larger proportion of variants in these annotations with
GERP RS > 4 and four other measures of negative selec-
tion, reflecting stronger negative selection (Figure 6C and
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Table S29C), as we previously determined (Figure 2C and
Table S7C; Figure 3C and Table S15C; Figure 5C and Table
S24C). However, as noted above, all of these annotations
were uniquely informative for disease heritability condi-
tional on the baseline-LD model, which includes all of
these measures of negative selection.

We performed six secondary analyses to assess the
robustness of our results. First, we repeated the analysis
of Figure 6A restricting to the three liver-related traits.
Although this analysis is less well powered, the conditional
signals for ancient promoters and enhancer conservation
count remained statistically significant (Table S31). Sec-
ond, we repeated the analysis of Figure 6A by replacing
the putative enhancer conservation count annotation in
the joint model with the binary conserved putative
enhancer annotation, and confirmed that this did not
significantly change our results (Table S32). Third, we
repeated the analysis of Table S32 by including 500 bp
flanking regions around each of the annotations from
Figure 6A (see Material and Methods). We confirmed that
this did not significantly change our results; the enrich-
ment for conserved putative enhancer was slightly reduced
but remained highly significant (Table S33). Fourth, we
repeated the analysis of Figure 6B by including human-
specific promoters and promoter conservation count as
additional annotations, in order to investigate whether
this might lead to a significant 7* for the promoter conser-
vation count annotation (as in Table S22) due to the para-
bolic trend for promoters in Figure 4A. However, the 7 for
both annotations was non-significant (Table S34). Fifth, we
repeated the analysis of Figure 6A by including the two
fine-mapped eQTL annotations: the MaxCPP annotation
for all genes and the MaxCPP annotation for EXAC LoF
genes only.*? Results were little changed, and our new
annotations (ancient enhancer, enhancer conservation
count, ancient promoter, promoter of ExAC gene) (as
well as the MaxCPP [allGenes] and MaxCPP [ExAC] anno-
tations) were still uniquely informative for disease herita-
bility as quantified by 7* (Table S35A). Sixth, we repeated
the analysis from Table S35A, including a new annotation
resulting from restricting the MaxCPP of all genes annota-
tion to regions with ancient sequence age. We determined
that the conditional eQTL signal is concentrated in the
MaxCPP of all genes intersected with ancient sequence
age annotation (Table S35B).

Discussion

Our results help elucidate which regulatory elements make
the largest contributions to the genetic architecture of
diseases and complex traits. We reached three main con-
clusions. First, disease heritability is concentrated in puta-
tive enhancers and promoters with ancient sequence age.
Second, disease heritability is concentrated in putative en-
hancers and promoters with conserved function across
species. Third, disease heritability is concentrated in

promoters of EXAC LoF intolerant genes. These findings
represent unique information about disease heritability
conditional on all other available annotations, as quanti-
fied by large and highly significant 7* values (up to 0.57
in combined joint model; Figure 6B), substantially larger
than the 7* values that we reported for other annotations
in our recent work.”** In addition to improving our bio-
logical understanding of disease architectures, our findings
have immediate downstream applications to improve
association power,”*"*? fine-mapping,”**** and genetic
risk prediction,**~*” which will provide a means to validate
our findings using different methods.

Promoters are known to be functionally conserved more
often than enhancers;” we determined that conserved pu-
tative enhancers, although less common than conserved
promoters, are particularly strongly enriched for disease
heritability (Figure 6). In addition, previous work reported
that human-specific DHSs were significantly enriched for
disease- and trait-associated variants, despite decreased
constraint; we observed modest enrichment for human-
specific promoters but no enrichment for human-specific
putative enhancers (Figure 4A). The excess enrichments
for putative enhancers and promoters with ancient
sequence age raises the question of whether genomic re-
gions with ancient sequence age are broadly important;
however, ancient sequence age was not conditionally sig-
nificant in our analyses (Table S10). Our finding of
increased disease enrichment in promoters of EXAC LoF
intolerant genes'” (Figure 6A) is consistent with evidence
from eQTL studies;** however, our promoter of EXAC
gene annotation remains uniquely informative condi-
tional on the fine-mapped eQTL annotations from Hor-
mozdiari et al.>? (Table $28). We further determined that
the conditional eQTL signal is concentrated in MaxCPP
(allGenes) intersected with ancient sequence age, suggest-
ing that eQTL integration studies should pay particular
attention to whether an eQTL that may be linked to disease
lies in a region of ancient sequence age (Table S35B). Our
finding of increased disease enrichment in promoters of
ancient genes (Table S23) is consistent with previous
work showing that genes linked to human disease are
more often ancient than recently evolved;”* however, we
determined that the promoter of ancient genes annotation
was not uniquely informative once the promoter of ExXAC
genes annotation was included in our model. Our findings
are consistent with previous studies broadly demon-
strating that regions under strong negative selection are
enriched for disease heritability and disease-associated var-
iants, despite being depleted for genetic variation.®” %2
(However, analogous to those studies, we are unable to
make any statements about lethal mutations that preclude
any genetic variation whatsoever.)

We note several limitations of our work. First, we
analyzed putative enhancers that were identified using
two histone marks in liver tissue,” an approach that
does not guarantee enhancer functionality. However,
that study reported that the majority of the putative

The American Journal of Human Genetics 104, 611-624, April 4, 2019 621



enhancers were regulatorily active (based on results of
further experimental assays),” implying that our finding
of 3.5x stronger disease enrichment for ancient en-
hancers (and 1.8x stronger disease enrichment for
conserved enhancers) cannot arise simply because ancient
(or conserved) putative enhancers are more likely to be
real enhancers. Nonetheless, the larger disease enrich-
ment for ancient (or conserved) putative enhancers could
be due to a combination of ancient (or conserved) en-
hancers being more strongly enriched and ancient (or
conserved) putative enhancers having a higher probabil-
ity of being truly functional. Second, our main analyses
were restricted to putative enhancers and promoters iden-
tified in liver tissue.” Results involving sequence age were
similar for other putative regulatory annotations (Table
S11). However, efforts to generalize our results for
conserved function are limited by the availability of
enhancer and promoter annotations across species in
other tissues; one possible solution would be to predict
regulatory function across species in other tissues.*®>°
Third, we focused our analyses on common variants by
using a 1000 Genomes LD reference panel, but future
work could draw inferences about low-frequency variants
using larger reference panels.”’ Fourth, inferences about
components of heritability can potentially be biased by
failure to account for LD-dependent architectures.”>>%
All of our analyses used the baseline-LD model, which
includes six LD-related annotations.” The baseline-LD
model is supported by formal model comparisons using
likelihood and polygenic prediction methods, as well
as analyses using a combined model incorporating alter-
native approaches;*? however, there can be no guarantee
that the baseline-LD model perfectly captures LD-depen-
dent architectures. Despite these limitations, our results
are highly informative for the genetic architecture of dis-
eases and complex traits.

Supplemental Data

Supplemental Data can be found with this article online at https://
doi.org/10.1016/j.ajhg.2019.02.008.
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Table S1: Correlation between main annotations and functional annotations of baseline-LD
model. We report correlation of annotations with all functional annotations in baseline-LD model (among

common SNPs;, MAF > 0.05).
See attached Excel file
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Table S3: List of 47 datasets analyzed in this study. We meta-analyzed all results across a previously
chosen collection of 47 datasets'®. We obtained the summary statistics for each trait from previous pub-
lished studies where the summary statistics are publicly available. In the case of UK Biobank traits, we
computed the summary statistics using BOLT-LMM"™5, For some traits we have more than one dataset,
thus we have 41 independent traits. However, we utilized all the 47 datasets in our meta-analyses as the
number of samples that overlap is low. These traits have been selected based on a heritability z-score > 6.

See attached Excel file

Table S4: List of all models analyzed in this study. We report the set of annotations included in
each model analyzed.

See attached Excel file

Table S5: Enhancer and promoter results. (A) Meta-analysis results from including the annotations
for putative enhancer and promoter conditional on baseline-LLD. Both putative enhancers and promoters
are enriched for heritability, however only promoter provides unique information for trait heritability
conditional on the baseline-LLD model. (B) Meta-analysis results from including the annotations for highly
reproducible putative enhancer and highly reproducible promoter conditional on baseline-LD. Results using
highly reproducible elements are similar as those found using all putative enhancers and promoters.

A Category Prop. Enr (s.e.) Enr p-val 7" (s.e.) T* p-val
Enhancer 0.033 2.61(0.24) 2.5e-12  0.008(0.032) 0.79
Promoter 0.015 4.605(0.429) 3.2e-17  0.114(0.043)  0.0074
B Category Prop. Enr (s.e.) Enr p-val 7" (s.e.) T* p-val
Highly reproducible enhancer 0.022  2.61(0.249) 3.8e-10 -0.004(0.026) 0.86
Highly reproducible promoter 0.013 4.655(0.444) 4.4e-16  0.118(0.041)  0.0044

Table S6: Sequence age annotations. Meta-analysis results from models with each sequence age anno-
tation conditioned on the baseline-LD model and putative enhancer and promoter annotations.

Category Prop. Enr (s.e.) Enr p-val T 7* p-val
Enhancer 0.033  2.584(0.238) 5.6e-12  0.241(0.058)  3.4e-05
Promoter 0.015  4.653(0.432)  1.5e-17  0.127(0.043)  0.003
Young enhancer 0.014 -0.134(0.188) 1.6e-05  -0.333(0.06)  2.5e-08
Enhancer 0.033  2.581(0.239) 6e-12  0.013(0.032) 0.68
Promoter 0.015  4.709(0.436) 1.3e-17 0.462(0.07)  3.7e-11
Young promoter 0.005 -1.395(0.433) 0.0003 -0.484(0.058) le-16
Enhancer 0.033 2.61(0.239) 2e-12 0(0.041) 1
Promoter 0.015  4.612(0.43)  3.1e-17  0.114(0.043)  0.0073
Intermediate enhancer 0.013 2.256(0.36) 0.015 -0.094(0.034)  0.0058
Enhancer 0.033 2.613(0.24) 2.3e-12  0.01(0.032) 0.75
Promoter 0.015 4.632(0.43) 3.3e-17  0.228(0.061) 0.00017
Intermediate promoter 0.005  1.742(0.426) 0.26 -0.207(0.041)  3.6e-07
Enhancer 0.033  2.741(0.248)  1.3c-13 -0.184(0.029)  3e-10
Promoter 0.015  4.611(0.429)  25e-17  0.135(0.043)  0.0016
Ancient enhancer 0.005 10.102(0.9) 3.1e-19 0.483(0.06)  8.7¢-16
Enhancer 0.033  2.57(0.238)  7.3c-12  0.021(0.032) 0.52
Promoter 0.015  4.923(0.446) 6.9¢-19  -0.225(0.04) 1.4e-08
Ancient promoter 0.004 15.078(1.219) 4.3e-24 0.76(0.072)  3.6e-26




Table S7: Joint sequence age model. Meta-analysis results of joint model with sequence age annota-
tions, the baseline-LD model and putative enhancer and promoter annotations. Only significant sequence
age annotations (Bonferroni p = 0.05/4 = 0.0125) were retained in the model. (A) Enrichment for annota-
tions as well as the difference of enrichments between annotations and the relevant element annotation (A).
(B) 7* value and significance. (C) Measures of negative selection on sequence age annotations. These mea-
sures (calculated on common SNPs within the annotation) include: the proportion of GERP RS> 41415
the mean of the background selection statistic (BSS)**¥ the proportion conserved®™ the mean of the
MAF adjusted predicted allele age (age)'®, and the mean of nucleotide diversity (10kb) (Nuc. Div.)1420,
Standard error is calculated via block-jacknife.

A Category Prop. Enr (s.e.) Enr p-val A (s.e.) A p-val
Enhancer 0.033 2.692(0.246) 4.9e-13

Promoter 0.015 4.903(0.445) 8.3e-19

Ancient enhancer 0.005 9.283(0.867) 3.4e-17 6.578(0.685) 4.3e-15
Ancient promoter 0.004 14.277(1.179) 1.2e-22 9.176(0.769) 2.1e-18
B Category T (s.e.) 7* p-val

Enhancer -0.156(0.03) 1.6e-07

Promoter -0.188(0.039) 1.1e-06

Ancient enhancer  0.429(0.058) 1.2e-13

Ancient promoter  0.704(0.068) 9e-25

C Category GERP RS >4 BSS Conserved Age Nuc. Div.
Enhancer 0.012(1.0e-05)  0.21(1.7e-05)  0.039(2.5¢-05) -0.031(9.9¢-05) 4.5(3.3¢-04)
Promoter 0.014(2.7¢-05)  0.3(5.5¢-05)  0.071(5.5¢-05) -0.15(2.1e-04)  4.2(8.6e-04)
Ancient enhancer  0.058(1.8e-04) 0.24(1.4e-04)  0.16(2.3e-04)  -0.13(6.0e-04)  4.1(1.8e-03)
Ancient promoter 0.041(1.5¢-04)  0.33(2.0e-04)  0.18(3.2¢-04)  -0.29(8.4¢-04)  3.9(2.9¢-03)

Table S8: Joint sequence age model enrichment per trait. Enrichment (standard error) for putative
enhancer, promoter, ancient putative enhancer, and ancient promoter for each trait from the joint model
with sequence age annotations, the baseline-LLD model and putative enhancer and promoter annotations.

See attached Excel file

Table S9: Joint sequence age model in liver traits only. Meta-analysis results across liver traits of
joint model with sequence age annotations, the baseline-LD model and putative enhancer and promoter
annotations. (A) Enrichment for annotations as well as the difference of enrichments between annotations
and the relevant element annotation (A). (B) 7% value and significance.

A Category Prop. Enr (s.e.) Enr. p-val A (s.e.) A p-val
Enhancer 0.033 6.561(0.977) 0.0015

Promoter 0.015 17.779(2.833) 4e-06

Ancient enhancer 0.005 8.441(4.118) 0.12 1.663(4.105) 0.79
Ancient promoter 0.004 38.264(6.649) 0.0029 20.414(5.706) 0.021
B Category 7 (s.e.) 7* p-val

Enhancer 1.016(0.28) 0.00029

Promoter 1.485(0.473) 0.0017

Ancient enhancer 0.137(0.338) 0.68

Ancient promoter  1.94(0.539) 0.00032




Table S10: Sequence age model with ancient sequence age annotation included. Meta-analysis
results from adding the annotation of ancient sequence age (irrespective of putative enhancer/promoter
status) to the joint model with sequence age annotations. Regions with ancient sequence age are enriched
for heritability, although a portion of this enrichment is explained by ancient putative enhancers and
promoters there is still other genomic regions with ancient sequence age that contribute to this enrichment.
However, we see that conditional on baseline-LD, putative enhancer, promoter, ancient putative enhancer,
and ancient promoter the annotation for ancient sequence age does not provide novel information as
quantified via 7*.

Category Prop. Enr (s.e.) Enr p-val 7* (s.e.) 7* p-val
Enhancer 0.0330 2.695(0.246) 4.3e-13  -0.142(0.03) 1.9e-06
Promoter 0.0150 4.908(0.445) 7.2e-19 -0.177(0.038)  4.2¢-06

Ancient enhancer 0.0050 9.256(0.869) 3.6e-17  0.425(0.06) 1.7e-12
Ancient promoter 0.0040 14.283(1.181)  1.2e-22 0.693(0.071)  2.6e-22
Ancient sequence 0.1040 3.375(0.153) 7.2e-25 0.062(0.051) 0.22




Table S11: Ancient sequence age results in non-liver specific putative regulatory elements.
Meta-analysis results of the model with putative regulatory annotations restricted to regions with ancient
sequence age from the baseline-LD model (not liver specific). We find the same main result that putative
enhancers and promoters with ancient sequence age are enriched for trait heritability.

Category Prop. SNPs Enrichment (s.e.) Enrichment pval
CTCF _Hoffman 0.024 0.384(0.206) 0.035
CTCF _Hoffman.ancient 0.003 4.74(0.703) 0.0011
DGF_ENCODE 0.136 2.551(0.235) 8.8e-13
DGF _ENCODE.ancient 0.024 8.733(0.768) 4.1e-28
DHS peaks Trynka 0.111 2.233(0.228) 7.1e-09
DHS peaks Trynka.ancient 0.025 7.193(0.709) 8.7e-23
DHS Trynka 0.166 1.942(0.172) 8.1e-09
DHS Trynka.ancient 0.036 6.139(0.534) 1.9e-24
Enhancer Andersson 0.004 3.209(0.873) 0.039
Enhancer Andersson.ancient 0.001 21.732(2.903) 1.1e-10
Enhancer Hoffman 0.042 3.029(0.226) 7.1e-14
Enhancer Hoffman.ancient 0.008 12.197(0.921) 1.9e-26
FetalDHS Trynka 0.084 2.718(0.215) 6e-13
FetalDHS Trynka.ancient 0.023 7.203(0.61) 2.7e-23
H3K27ac_Hnisz 0.389 1.639(0.068) 5e-40
H3K27ac_Hnisz.ancient 0.051 5.707(0.29) 9.7e-36
H3K27ac_PGC2 0.260 1.918(0.1) 6.20-25
H3K27ac_PGC2.ancient 0.041 6.81(0.386) 5.4e-36
H3K4mel peaks Trynka 0.170 2.274(0.102) 4.8e-16
H3K4mel peaks Trynka.ancient 0.030 7.75(0.466) 7.9e-30
H3K4mel Trynka 0.424 1.755(0.069) 5.7e-29
H3K4mel Trynka.ancient 0.066 5.13(0.252) 7.1e-33
H3K4me3 peaks Trynka 0.042 2.991(0.237) 6.2e-09
H3K4me3 peaks Trynka.ancient 0.010 12.926(0.849) 7.4e-27
H3K4me3 Trynka 0.133 2.571(0.158) 6.2e-24
H3K4me3 Trynka.ancient 0.026 8.987(0.535) 1.3e-37
H3K9ac peaks Trynka 0.038 3.708(0.281) 2.2e-10
H3K9ac peaks Trynka.ancient 0.009 13.217(0.851) oe-26
H3K9ac Trynka 0.125 2.62(0.201) 1.2e-22
H3K9ac_Trynka.ancient 0.027 8.384(0.539) 3.7e-36
PromoterFlanking Hoffman 0.008 1.084(0.516) 1
PromoterFlanking Hoffman.ancient 0.001 12.866(1.248) 2.9e-10
Promoter UCSC 0.046 2.118(0.172) 5.4e-08
Promoter UCSC.ancient 0.011 7.809(0.492) 8.2e-22
SuperEnhancer Hnisz 0.167 2.047(0.098) 1.2e-45
SuperEnhancer Hnisz.ancient 0.023 7.204(0.401) 1.4e-34
Super Enhancer Vahedi 0.021 3.122(0.228) 3.1e-21
Super Enhancer Vahedi.ancient 0.003 8.55(0.866) 1.6e-14
TFBS ENCODE 0.131 2.65(0.199) 9.6e-18
TFBS _ENCODE.ancient 0.024 9.162(0.655) 5.9e-33
Transcr _Hoffman 0.346 1.166(0.033) 0.00015
Transcr Hoffman.ancient 0.037 4.266(0.202) 9.4e-20
TSS _Hoffman 0.018 5.741(0.492) 6.2e-19
TSS _Hoffman.ancient 0.005 17.709(1.271) 9e-31
Typical Enhancer Vahedi 0.022 2.193(0.188) 1.4e-08
Typical Enhancer Vahedi.ancient  0.003 8.206(0.866) 1.1e-10
WeakEnhancer Hoffman 0.021 2.307(0.23) 4.2¢-06
WeakEnhancer Hoffman.ancient 0.004 11.015(0.941) 1.9e-16




Table S12: Roadmap H3K27ac and H3K4me3 annotations Meta-analysis results of the model with
H3K27ac and H3K4me3 annotations from Roadmap® based on marks present in 1/10/20 tissues/cell-types,
respectively, as well as restrincting to regions with ancient sequence age.

Category Prop. SNPs Enrichment (s.e.) FEnrichment pval
H3K4me3 > 1 tissue-type 0.200 1.851(0.071) 1.6e-15
H3K4me3 > 1 tissue-type N ancient seq. age 0.033  7.695(0.425) 1.4e-35
H3K4me3 > 10 tissue-types 0.029 4.883(0.312) 3e-23
H3K4me3 > 10 tissue-types N ancient seq. age 0.009 13.752(0.77) 3.2e-32
H3K4me3 > 20 tissue-types 0.019 6.368(0.435) 1.1e-22
H3K4me3 > 20 tissue-types N ancient seq. age 0.007 16.261(0.915) 1.2e-31
H3K27ac > 1 tissue-type 0.325 1.843(0.089) 1.2e-25
H3K27ac > 1 tissue-type N ancient seq. age 0.051 6.231(0.335) 1.9¢-36
H3K27ac > 10 tissue-types 0.058 3.631(0.277) 7.5e-26
H3K27ac > 10 tissue-types N ancient seq. age 0.014 11.52(0.834) 4.5e-35
H3K27ac > 20 tissue-types 0.026 4.612(0.393) 2.3e-20
H3K27ac > 20 tissue-types N ancient seq. age 0.007 14.388(1.078) 7.2e-31

Table S13: Sequence age model with flanking regions. To guard against bias due to model mis-
specification, we repeated our sequence age analysis by including 500bp flanking regions around putative
enhancer, promoter, and sequence age annotations. In order to facilitate the creation of 500 BP flanking
regions we made bed files for the sequence age annotations which were not needed to make the annotations
analyzed in the main analyses. The difference of the proportion of SNPs within main analysis annotations
and those created using bed files was < 2 % 1076,

6.6e-18  0.673(0.067
4.1e-05  0.265(0.043

7.4e-24
7.2e-10

Ancient promoter 0.004 12.71(1.137
Ancient promoter flanking 0.005 3.877(0.502

Category Prop. Enr (s.e.) Enr p-val 7" (s.e.) T* p-val
Enhancer 0.033  2.266(0.211) 2.5e-08 -0.175(0.033)  1.3e-07
Enhancer flanking 0.010 2.012(0.551) 0.089  0.04(0.049) 0.42
Promoter 0.015 4.933(0.457)  3.2e-17 -0.298(0.041)  3.3¢-13
Promoter flanking 0.004 0.175(0.862) 0.41 -0.126(0.053) 0.018
Ancient enhancer 0.005 8.814(0.795) 3.5e-15  0.416(0.055) 3e-14
Ancient enhancer flanking 0.009 1.251(0.351) 0.49 -0.007(0.033) 0.84

(1.137) (0.067)

(0.502) (0.043)




Table S14: Conserved function annotations. Meta-analysis results from models with each conserved
function annotation conditioned on the baseline-LD model and putative enhancer and promoter annota-
tions. Conservation of regulatory function is assessed using 9 other mammalian species. Binary annotations
for enhancers and promoters include highly conserved and human-specific reflecting 9 and 0 other species
with function at the given regulatory element, respectively. Categorical annotations include conserva-
tion count (CC), mapped count (mappedC), and missing count (missingC) reflecting the number of other
mammals for which the element is functionally conserved, the underlying sequence of the element aligns
but its function is not conserved, and the underlying sequence of the element does not align (is missing),
respectively.

Category Prop. Enr (s.e.) Enr p-val 7" (s.e.) T* p-val
Enhancer 0.033  2.608(0.24) 2.6e-12  0.008(0.032) 0.81
Promoter 0.015 4.602(0.429) 3.6e-17  0.086(0.041) 0.038
Highly conserved promoter 0.002 5.051(0.637) 4.1e-07  0.017(0.02) 0.39
Enhancer 0.033 2.558(0.237) 8.1e-12  -0.018(0.031) 0.56
Promoter 0.015  4.59(0.428) de-17  0.112(0.043)  0.0087
Highly conserved enhancer 0.001 5.142(0.727) 7.8¢-06  0.053(0.015)  0.0003
Enhancer 0.033  2.61(0.24)  2.60-12 0.009(0.032) __ 0.78
Promoter 0.015  4.602(0.43)  3.6e-17  0.135(0.045)  0.0028
Human-specific promoter ~ 0.003 3.024(0.448) 0.0002 -0.042(0.019) 0.029
Enhancer 0.033  2.55(0.236)  1.1e-11  0.107(0.041) _ 0.0095
Promoter 0.015 4.549(0.426) 6.9e-17  0.109(0.042) 0.01
Human-specific enhancer 0.013  0.91(0.184) 0.46 -0.186(0.033)  1.4e-08
Enhancer 0.033  2.608(0.24) 2.8¢-12  0.009(0.032) 0.77
Promoter 0.015  4.599(0.43)  4.9e-17 -0.043(0.047) 0.3
Promoter CC N/A N/A N/A  0.125(0.033) 0.00014
Enhancer 0.033  2442(023)  1.70-10 -0.182(0.027) 2.2¢-11
Promoter 0.015 4.504(0.424) 1.3e-16  0.107(0.042) 0.011
Enhancer CC N/A N/A N/A  0.212(0.032) 2.1e-11
Enhancer 0.033  2.608(0.24) _ 2.6e-12 0.008(0.032) __ 0.79
Promoter 0.015  4.604(0.43) 4e-17  0.112(0.047) 0.016
Promoter mappedC N/A N/A N/A -0.019(0.019) 0.32
Enhancer 0.033  2.584(0.239) 4.7e-12  0.034(0.045) 0.45
Promoter 0.015 4.585(0.424) 3.4e-17  0.113(0.042)  0.0076
Enhancer mappedC N/A N/A N/A -0.032(0.034) 0.35
Enhancer 0.033 2.61(0.24) 2.4e-12 0.009(0.032) 0.78
Promoter 0.015 4.575(0.429) 6.4e-17  0.188(0.048)  8.8e-05
Promoter missingC N/A N/A N/A -0.108(0.029) 0.00017
Enhancer 0.033 2.651(0.243) 1.3e-12  0.098(0.039) 0.011
Promoter 0.015  4.63(0.431)  2.1e-17  0.115(0.043)  0.0072
Enhancer missingC N/A N/A N/A -0.143(0.024) 5e-09




Table S15: Joint conserved function model. Meta-analysis results from joint model with functional
count annotations, the baseline-LLD model and putative enhancer and promoter annotations. Only signif-
icant functional count annotations (Bonferroni p = 0.05/8 = 0.00625) were retained in the model. (A)
Enrichment for annotations as well as the difference of enrichments between annotations and the relevant
element annotation (A). The enrichment for the categorical annotations enhancer conservation count
(enhancer CC) and promoter conservation count (promoter CC) is shown for a subset of the annotation,
namely conserved putative enhancers and promoters (CC > 5), but is calculated using the model with con-
servation count variables. (B) 7 value and significance. (C) Measures of negative selection on regulatory
function annotations. These measures (calculated on common SNPs within the annotation) include: the
proportion of GERP RS> 49445 the mean of the background selection statistic (BSS)*#*¥, the proportion
conserved ™Y the mean of the MAF adjusted predicted allele age (age)'®, and the mean of nucleotide di-
versity (10kb) (Nuc. Div.)**2) Standard error is calculated via block-jacknife. For categorical annotations
(enhancer CC and promoter CC) these measures are shown for conserved enhancers and promoters (CC
> 5).

A Category Prop. Enr (s.e.) Enr p-val A (s.e.) A p-val
Enhancer 0.033 2.448(0.23) 1.5e-10

Promoter 0.015 4.508(0.425) 1.7e-16

Conserved enhancer 0.005 4.572(0.429)  3.5e-17 2.054(0.243) 2.6e-12
Conserved promoter 0.008 5.065(0.474)  6.4e-16 0.559(0.133) 0.022
B Category T* 7" p-val

Enhancer -0.176(0.027)  7.le-11

Promoter -0.016(0.048)  0.73

Enhancer CC 0.201(0.031) 6.6e-11

Promoter CC 0.092(0.033) 0.005

C Category GERP RS >4 BSS Conserved Age NucDiv
Enhancer 0.012(1.0e-05) 0.21(L.7¢-05) 0.039(2.5¢-05) -0.031(9.9e-05) 4.5(3.3¢-04)

) )
Promoter 0.014(2.7¢-05)  0.3(5.5¢-05)  0.071(5.5¢-05) -0.15(2.1e-04)  4.2(8.6¢-04)
Conserved enhancer 0.017(7.9e-05)  0.24(1.3e-04) 0.055(1.5e-04) -0.047(5.1e-04) 4(7.6e-04)
Conserved promoter 0.017(5.4e-05)  0.34(1.0e-04) 0.084(1.2e-04) -0.15(4.1e-04)  3.8(6.6e-04)

Table S16: Joint conserved function model enrichment per trait. Enrichment (standard error)
for putative enhancer, promoter, conserved putative enhancer, and conserved promoter for each trait from
the joint model with putative enhancer conservation count, promoter conservation count, the baseline-LD
model and putative enhancer and promoter annotations.

See attached Excel file



Table S17: Binary conserved function model. (A) Meta-analysis results of enrichment and 7* for
putative enhancers and promoters shared in CC other mammals (CCe {0,...,9}). (B) Measures of
negative selection on common SNPs within the annotations: the proportion of GERP RS> 41415 the
mean of the background selection statistic (BSS)**¥ the proportion conserved™, the mean of the MAF
adjusted predicted allele age (age)*, and the mean of nucleotide diversity (10kb) (Nuc. Div.)*#4 Standard
error is calculated via block-jacknife.

A Category Prop. Enr (s.e.) Enr p-val 7* (s.e.) 7* p-val
Enh CC=0 0.013(39.78%)  1.072(0.192) 0.98 -0.12(0.018) 5.2e-11
Enh CC=1 0.006(17.28%)  0.872(0.307) 0.47 -0.093(0.022) 2.6e-05
Enh CC=2  0.004(11.86%) 1.575(0.331) 0.22 -0.045(0.016) 0.005
Enh CC=3  0.003(8.55%)  2.446(0.438) 0.011  0.007(0.02) 0.7
Enh CC=4  0.002(6.03%)  1.684(0.362) 0.66 -0.03(0.016) 0.066
Enh CC=5  0.002(5.08%)  1.939(0.377) 0.073 -0.023(0.016) 0.14
Enh CC=6  0.001(3.48%) 4.15(0.701) 0.00024 0.047(0.022) 0.034
Enh CC=7  0.001(3.21%)  2.913(0.554) 0.029 0.002(0.016) 0.9
Enh CC=8  0.001(2.58%)  2.661(0.53) 0.015 -0.007(0.014) 0.58
Enh CC=9 0.001(2.15%) 4.388(0.676) 0.00016 0.031(0.016) 0.049
Pro CC—0  0.003(19.17%) _ 3.072(0.451) 0.00014 -0.001(0.023) 0.93
Pro CC=1  0.001(7.65%) 1.292(0.49) 0.62 -0.04(0.018) 0.028
Pro CC=2  0.001(6.75%)  1.336(0.603) 0.7 -0.048(0.019) 0.013
Pro CC=3  0.001(7.05%)  2.343(0.498) 0.015 -0.024(0.016) 0.14
Pro CC—4  0.001(6.88%)  3.845(0.908) 0.013  0.014(0.027) 0.62
Pro CC=5  0.001(7.48%) 2.372(0.507) 0.0012 -0.027(0.018) 0.13
Pro CC=6  0.001(8.11%)  4.084(0.617) 0.00032  0.023(0.019) 0.22
Pro CC=7  0.001(9.25%) 4.481(0.525) 1.2e-05 0.04(0.019) 0.04
Pro CC=8  0.002(12.95%)  3.95(0.617) 0.00012 0.027(0.027) 0.3
Pro CC=9  0.002(14.72%)  4.451(0.598) 6.9¢-06  0.038(0.025) 0.13
B Category GERP RS >4 BSS Conserved Age NucDiv
Enh CC=0 0.011(2.80-05)  0.19(4.9¢-05) 0.036(5.7¢-05) -0.033(2.5¢-04) _ 5(1.7e-03)
Enh CC=1  0.0096(7.66-05) 0.21(1.2¢-04) 0.033(1.0e-04) -0.02(5.4e-04)  4.4(1.1e-03)
Enh CC=2  0.011(1.2¢-04)  0.22(1.6e-04) 0.038(1.7e-04) -0.02(8.2¢-04) 4 3(1.4e-03)
Enh CC=3  0.012(1.5¢-04)  0.22(2.4e-04) 0.038(2.3¢-04) -0.016(1.2¢-03) 4.3(2.1e-03)
Enh CC=4  0.013(1.8¢-04)  0.21(3.2-04) 0.045(2.8¢-04) -0.043(1.4e-03) 4.3(2.4-03)
Enh CC=5  0.013(1.4e-04)  0.23(3.7c-04) 0.043(3.7¢-04) -0.022(1.8¢-03) 4.1(2.9¢-03)
Enh CC=6  0.017(3.80-04)  0.26(6.4¢-04) 0.058(7.4e-04) -0.054(2.7e-03) 4(3 96-03)
Enh CC=7  0.015(3.80-04)  0.25(7.3¢-04) 0.053(4.6e-04) -0.028(3.1e-03) 4.1(4.7e-03)
Enh CC=8  0.02(4.7c-04)  0.23(8.8¢-04) 0.063(6.3¢-04) -0.056(4.2¢-03) 4.1(6.5¢-03)
Enh CC=9  0.024(7.6e-04)  0.25(1.1e-03)  0.07(1.2¢-03) -0.11(4.1e-03)  3.8(6.3¢-03)
Pro CC—0  0.014(1.1e-04)  0.28(2.8¢-04) 0.066(2.8¢-04) -0.11(1.2¢-03)  5.1(3.5¢-03)
Pro CC=1  0.0059(3.2-04) 0.23(5.6e-04) 0.042(5.4¢-04) -0.11(2.7¢-03)  5.7(2.7¢-02)
Pro CC=2  0.0091(2.8¢-04) 0.26(8.2-04) 0.054(6.4c-04) -0.16(3.40-03)  4.5(1.4¢-02)
Pro CC=3  0.012(3.4e-04)  0.27(7.7e-04)  0.06(5.80-04) -0.17(3.00-03)  4(4.2e-03)
Pro CC=4  0.01(1.1e-17)  0.28(8.7e-04) 0.057(7.0e-04) -0.19(2.9¢-03)  3.9(4.3¢-03)
Pro CC=5  0.011(5.2-04)  0.27(6.8¢-04) 0.067(8.1e-04) -0.13(2.9¢-03)  4.1(4.7e-03)
Pro CO=6  0.014(2.3¢-04)  0.28(6.1e-04) 0.074(6.8¢-04) -0.14(2.3¢-03)  3.9(3.8¢-03)
Pro CC—7  0.015(3.5¢-04)  0.32(5.7¢-04)  0.08(6.30-04) -0.15(2.26-03)  4(4.1e-03)
Pro CC=8  0.018(1.9¢-04)  0.34(4.4e-04) 0.087(4.6e-04) -0.17(1.6e-03)  3.6(2.6e-03)
Pro CC=9  0.023(2.4e-04)  0.4(4.1e-04)  0.097(4.1e-04) -0.16(1.3¢-03)  3.5(2.0e-03)




Table S18: Binary conserved function model enrichment per trait. Enrichment (standard error)
for putative enhancers and promoters shared in CC other mammals (CC € {0,...,9}) for each trait from
the model with 20 binary annotations reflecting putative enhancers and promoters shared in CC other
mammals and the baseline-LD model.

See attached Excel file

Table S19: Joint conserved function model in liver traits only. Meta-analysis results across liver
traits from joint model with functional count annotations, the baseline-LLD model and putative enhancer
and promoter annotations. (A) Enrichment for annotations as well as the difference of enrichments between
annotations and the relevant element annotation (A). The enrichment for the categorical annotations
enhancer conservation count (enhancer CC) and promoter conservation count (promoter CC) is shown for
a subset of the annotation, namely conserved putative enhancers and promoters (CC > 5), but is calculated
using the model with conservation count variables. (B) 7* value and significance.

A Category Prop. Enr (s.e.) Enr. p-val A (s.e.) A p-val
Enhancer 0.033 6.268(0.959)  0.0023

Promoter 0.015 16.327(2.796)  3.8¢-07

Conserved enhancer 0.005 11.846(2.236) 0.00044 5.827(1.777) 0.0017
Conserved promoter 0.008 19.652(3.802) 5.2e-05 2.119(1.765) 0.38

B Category T (s.e.) 7 p-val

Enhancer 0.506(0.208) 0.015

Promoter 1.758(0.526) 0.00083

Enhancer CC 0.733(0.226) 0.0012

Promoter CC 0.549(0.43) 0.2

Table S20: Joint conserved function model with binary conserved annotations. Meta-analysis
results of conserved function model with putative enhancer and promoter conservation counts coded as
binary annotations reflecting conserved function.

Category Prop. Enr (s.e.) Enr p-val 7* (s.e.) T* p-val
Enhancer 0.033 2.474(0.232) 8.8e-11 -0.097(0.028)  0.00049
Promoter 0.015 4.503(0.426) 1.8e-16  0.019(0.049) 0.7
Conserved enhancer  0.005 4.483(0.435) 2.9¢-14  0.134(0.022) 8e-10
Conserved promoter 0.008 4.981(0.454) 2.3e-15  0.083(0.028) 0.0027

Table S21: Conserved function model with flanking regions To guard against bias due to model
misspecification”, we repeated our conserved function analysis with binary conserved function annotations
(Table by including 500bp flanking regions around putative enhancer, promoter, conserved putative
enhancer, and conserved promoter annotations.

Category Prop. Enr (s.e.) Enr p-val 7" (s.e.) T* p-val
Enhancer 0.033 1.876(0.189) 8.1e-05 -0.137(0.025) 8.1e-08
Enhancer flanking 0.010 2.818(0.606) 0.0056  0.045(0.046) 0.33
Promoter 0.015 4.417(0.431)  1.de-14  0.054(0.049) 0.26
Promoter flanking 0.004 0.488(0.853) 0.58 -0.136(0.066) 0.041
Conserved enhancer 0.005 3.393(0.352) 6.2e-08 0.1(0.02) 7e-07
Conserved enhancer flanking 0.001  5.037(1.565) 0.063  0.06(0.041) 0.15
Conserved promoter 0.008  4.703(0.47) 2.9e-12 0. 049(0 032) 0.12
Conserved promoter flanking 0.002 1.452(1.263) 0.57 0.1(0.071) 0.16




Table S22: Conserved function model with human-specific promoter annotation added. Meta-
analysis results of adding an annotation for human-specific promoters to our regulatory function model.
The value of 7* for the promoter conservation count annotation became larger and more statistically
significant.

Category Prop. Enr (s.e.) Enr p-val 7 (s.e.) T* p-val
Enhancer 0.033  2.447(0.23)  1.5e-10 -0.176(0.027) 7.8c-11
Promoter 0.015 4.505(0.425) 216 -0.088(0.057)  0.12
Enhancer CC N/A N/A N/A  0.203(0.031)  7.9e-11
Promoter CC N/A N/A N/A  0.138(0.043)  0.0014
Human-specific promoter  0.003 3.113(0.451)  0.00011  0.043(0.026) 0.095

Table S23: Gene function annotations. Meta-analysis results from models with each gene function
annotation conditioned on the baseline-LD model and putative enhancer and promoter annotations.

Category Prop. Enr (s.e.) Enr p-val 7" (s.e.) 7% p-val
Enhancer 0.033  2.599(0.24)  3.6e-12  0.008(0.032) 0.79
Promoter 0.015  4.779(0.439)  1.3e-17 -0.027(0.042) 0.53
Promoter of ancient gene 0.011 5.24(0.494) 8.2e-16  0.148(0.039) 0.00012
Enhancer 0.033  2.579(0.24)  6.60-12 _ 0.01(0.032) 0.75
Promoter 0.015  5.076(0.448) 8.7e-20 0.013(0.04) 0.74
Promoter of ExAC gene  0.002 12.365(0.894) 9.3e-22  0.371(0.031)  1.5e-32
Enhancer 0.033  2.598(0.239) 3.4e-12  0.009(0.032) 0.78
Promoter 0.015  4.747(0.437)  1.9¢-17 -0.042(0.041)  0.31

Promoter of gene
with mouse ortholog 0.011  5.132(0.486) 1.5e-15  0.168(0.041) 4e-05




Table S24: Joint gene function model. Meta-analysis results of joint model with gene function anno-
tations, the baseline-LD model and putative enhancer and promoter annotations. Only significant gene
functions annotations (Bonferroni p = 0.05/3 = 0.0167) were retained in the model. (A) Enrichment for
annotations as well as the difference of enrichments between promoter of ExAC gene and (all) promoter
annotation (A). (B) 7 value and significance. (C) Measures of negative selection on gene function anno-
tations. These measures (calculated on common SNPs within the annotation) include: the proportion of
GERP RS> 41415 the mean of the background selection statistic (BSS)**¥ the proportion conserved™,
the mean of the MAF adjusted predicted allele age (age)™*, and the mean of nucleotide diversity (10kb)
(Nuc. Div.)*#2U Standard error is calculated via block-jacknife.

A Category Prop. Enr (s.e.) Enr p-val A (s.e.) A p-val
Enhancer 0.033 2.579(0.24) 6.6e-12

Promoter 0.015 5.076(0.448) 8.7e-20

Promoter of

ExAG gene 0.002  12.365(0.894) 0.3¢-22  6.805(0.491) 9.1e-16
B Category 7" (s.e.) T* p-val

Enhancer 0.01(0.032) 0.75

Promoter 0.013(0.04) 0.74

Promoter of

ExAC gone | 0371(0.031) 15032

C Category GERP RS >4 BSS Conserved Age Nuc. Div.

Enhancer  0.012(1.0e-05) 0.21(1.7e-05) 0.039(2.5¢-05) -0.031(9.9¢-05) 4.5(3.3¢-04)
Promoter  0.014(2.7¢-05) 0.3(5.5¢-05)  0.071(5.5¢-05) -0.15(2.1¢-04)  4.2(8.6¢-04)

Promoter of
ExAC gene 0.024(1.9e-04) 0.38(3.4e-04) 0.12(4.0e-04) -0.25(1.3e-03)  3.4(1.6e-03)

Table S25: Joint gene function model enrichment per trait.  Enrichment (standard error) for
putative enhancer, promoter, and promoter of ExAC gene for each trait from the joint model with promoter
of ExAC gene, the baseline-LD model and putative enhancer and promoter annotations.

See attached Excel file

Table S26: Joint gene function model in liver traits only. Meta-analysis results across liver traits of
joint model with gene function annotations, the baseline-LLD model and putative enhancer and promoter
annotations. (A) Enrichment for annotations as well as the difference of enrichments between promoter of
ExAC gene and (all) promoter annotation (A). (B) 7* value and significance.

A Category Prop. Eunr (s.e.) Enr. p-val A (s.e.) A p-val
Enhancer 0.033 6.653(1.003) 0.0015

Promoter 0.015 17.585(2.789)  2.1e-06

Promoter of ExAC gene 0.002 26.947(4.795) 0.0056 7.285(4.132) 0.18
B Category " (s.e.) 7" p-val

Enhancer 1.03(0.225) 4.5e-06

(0.225)
Promoter 2.189(0.471) 3.4e-06
Promoter of ExAC gene 0.481(0.243) 0.048




Table S27: Gene function model with flanking regions. To guard against bias due to model mis-
specification, we repeated our gene function analysis by including 500bp flanking regions around putative
enhancer, promoter, and promoter of ExAC gene annotations.

0.879
2.031

9.3e-20
0.075

Promoter of ExAC gene 0.002 11.174
Promoter of ExAC gene flanking 0.001  4.045

Category Prop. Enr (s.e.) Enr p-val 7" (s.e.) 7* p-val
Enhancer 0.033  2.124(0.202) 4.8e-07 -0.043(0.028) 0.12
Enhancer flanking 0.010 2.19(0.568) 0.056 0.057(0.05) 0.26
Promoter 0.015  4.963(0.453) 2.1e-17 0.02(0.039) 0.61
Promoter flanking 0.004  0.614(0.886) 0.68 -0.099(0.055) 0.072
( ) )
(2.031) )

(
7.4e-17 0.32(0.035
0.09 0.09(0.051

Table S28: Gene function model with functional annotations based on molecular quantitative
trait loci. Meta-analysis results when including the annotations for Max CPP (allGenes) and MaxCPP
(ExAC), where these latter two annotations are found with a fixed effect meta-analysis (FE-Meta-Tissue)
of GTEx data’®' to the gene function model. Even conditional on both Max CPP and MaxCPP of ExAC
Genes we find that promoter of an ExAC LoF gene is still conditionally significant although the 7* value
is slightly smaller than when we exclude these two annotations.

Category Prop. Enr (s.e.) Enr p-val T (s. 7* p-val
Enhancer 0.033 2.6(0.24) 3.9e-12 0.017(0.032 0.59
Promoter 0.015  4.605(0.434) 1.2e-16  0.002(0.039 0.96

MaxCPP (allGenes) N/A N/A N/A 0.406(0.047) 4.3e-18

e.)
(0.032)
(0.039)
Promoter of ExXAC gene 0.002 10.971(0.848)  7.le-19 0.313(0.029)  3.7¢-27
(0.047)
MaxCPP (ExAC) N/A N/A N/A 0.352(0.041) 1.3e-17




Table S29: Final joint model. Meta-analysis results of final model with regulatory and sequence conser-
vation as well as gene function annotations, the baseline-LD model and putative enhancer and promoter
annotations. (A) Enrichment for annotations and the difference of enrichments between annotations and
(all) putative enhancer and (all) promoter annotations (A). The enrichment for putative enhancer conser-
vation count (CC) is shown for a subset of the annotation, namely conserved putative enhancers (CC > 5),
but is calculated using the model with putative enhancer conservation count annotation. (B) 7* value and
significance. (C) Measures of negative selection on annotations within final joint model. These measures
(calculated on common SNPs within the annotation) include: the proportion of GERP RS> 41445 the
mean of the background selection statistic (BSS)**¥ the proportion conserved®™ the mean of the MAF
adjusted predicted allele age (age)™®, and the mean of nucleotide diversity (10kb) (Nuc. Div.)*2% Stan-
dard error is calculated via block-jacknife. For the categorical annotation enhancer CC these measures are
shown for conserved enhancers (CC > 5).

A Category Prop. Enr (s.e.) Enr p-val A (s.e.) A p-val
Enhancer 0.033 2.534(0.238) 3.1e-11

Promoter 0.015 5.139(0.451) 5.1e-20

Ancient enhancer 0.005 8.761(0.835) 4.9e-16 6.243(0.662) 2.7e-14
Ancient promoter 0.004 13.451(1.158) 5.1e-21  8.201(0.755) 5.2e-16
Conserved enhancer 0.005 4.614(0.433) 2.7e-17  2.012(0.244) 5.2e-12
Eg%o;rnzf 0.002 11.958(0.872) 45e-21 6.39(0.481) 8.3¢-15
B Category T (s.e.) 7* p-val

Enhancer 20.27(0.034) 2.6e-15

Promoter -0.216(0.038) 9.3e-09

Ancient enhancer 0.388(0.055) 2.1e-12

Ancient promoter 0.572(0.067) le-17

Enhancer CC 0.161(0.028) 1.3e-08

Promoter of

ExAG sene 0.283(0.03) 2.3¢-21

C Category GERP RS >4 BSS Conserved Age Nuc. Div.
Enhancer 0.012(1.06-05) 0.21(1.7¢-05) 0.030(2.56-05) -0.031(9.9¢-05) 4.5(3.3¢-04)
Promoter 0.014(2.7¢-05)  0.3(5.5¢-05)  0.071(5.56-05) -0.15(2.1e-04)  4.2(8.6¢-04)
Ancient enhancer 0.058(1.8¢-04) 0.24(1.4e-04)  0.16(2.3e-04) -0.13(6.0e-04)  4.1(1.8e-03)
Ancient promoter 0.041(1.5e-04) 0.33(2.0e-04)  0.18(3.2e-04) -0.29(8.4e-04)  3.9(2.9¢-03)
Conserved enhancer  0.017(7.9¢-05) 0.24(1.3e-04)  0.055(1.5e-04) -0.047(5.1e-04) (7.6e-04)
Promoter of 0.024(1.9e-04) 0.38(3.4e-04)  0.12(4.0e-04) -0.25(1.3e-03)  3.4(1.6-03)

ExAC gene

Table S30: Final joint model enrichment per trait.

Enrichment (standard error) for putative en-

hancer, promoter, conserved putative enhancer, ancient putative enhancer, ancient promoter, and promoter
of ExAC gene for each trait from the joint model with ancient putative enhancer, putative enhancer con-
servation count, ancient promoter, promoter of ExAC gene, the baseline-LD model and putative enhancer
and promoter annotations.

See attached Excel file



Table S31: Final joint model in liver traits only. Meta-analysis results across liver traits of final
model with regulatory and sequence conservation as well as gene function annotations, the baseline-L.D
model and putative enhancer and promoter annotations. Only significant annotations (Bonferroni p =
0.05/15 = 0.0033) were retained in the model. (A) Enrichment for annotations and the difference of
enrichments between annotations and (all) enhancer and (all) promoter annotations (A). The enrichment
for putative enhancer conservation count (CC) is shown for a subset of the annotation, namely conserved
putative enhancers (CC > 5), but is calculated using the model with putative enhancer conservation count
annotation. (B) 7* value and significance.

A Category Prop. Enr (s.e.) Enr. p-val A (s.e.) A p-val
Enhancer 0.033 6.065(0.939)  0.0024

Promoter 0.015 17.823(2.791) 6e-06

Ancient enhancer 0.005 6.403(4.166) 0.3 0.16(4.179) 0.93
Ancient promoter 0.004 36.732(6.644) 0.0028 19.001(5.745) 0.022
Conserved enhancer 0.005 11.584(2.177)  0.00065 5.785(1.751) 0.0016
Promoter of ExAC gene 0.002 26.32(4.812)  0.0061 6.389(4.107) 0.23
B Category T (s.e.) T p-val

Enhancer 0.538(0.257) 0.037

Promoter 1.442(0.471) 0.0022

Ancient enhancer -0.03(0.344)  0.93

Ancient promoter 1.772(0.55)  0.0013

Enhancer CC 0.748(0.227) 0.00098

Promoter of ExAC gene 0.264(0.261) 0.31

Table S32: Final joint model with binary regulatory function annotations. Meta-analysis results
of final model with putative enhancer conservation count coded as a binary annotation reflecting conserved
function.

Category Prop. Enr (s.e.) Enr p-val 7" (s.e.) T p-val
Enhancer 0.033 2.563(0.24) 2e-11 -0.212(0.031)  9.le-12
Promoter 0.015 5.159(0.453) 4e-20 -0.215(0.038)  1.1e-08
Ancient enhancer 0.005 8.811(0.84) 5.8e-16  0.392(0.056)  1.7e-12
Ancient promoter 0.004 13.503(1.165) 4.2e-21 0.574(0.067)  1.2e-17
Conserved enhancer 0.005 4.398(0.432) 7.8e-14 0.092(0.018)  5.9e-07
Promoter of ExAC gene 0.002 11.991(0.875) 3.9e-21  0.283(0.03) 2.4e-21




Table S33: Final joint model with flanking regions. To guard against bias due to model misspecifica-
tion, we repeated our final joint with binary conserved putative enhancer rather than putative enhancer
conservation count including 500bp flanking regions around all introduced binary annotations (Table [S32)).

Category Prop. Enr (s.e.) Enr p-val 7" (s.e.) 7% p-val
Enhancer 0.033  2.036(0.108)  4.2-06 -0.219(0.034) 1.3¢-10
Enhancer flanking 0.010 2.37(0.579) 0.029  0.017(0.044) 0.7
Promoter 0.015  5.085(0.458) 6.8e-18 -0.3(0.041)  4.5e-13
Promoter flanking 0.004 0.47(0.878) 0.6 -0.163(0.056) 0.0038
Ancient enhancer 0.005 8.38(0.753) 2.1e-14  0.385(0.052)  1.2e-13
Ancient enhancer flanking 0.009 1.06(0.348) 0.75 -0.027(0.034) 0.42
Ancient promoter 0.004  12.001(1.12) 1.3e-16  0.55(0.065)  4.4e-17
Ancient promoter flanking 0.005  4.192(0.501) 7e-06  0.232(0.043)  9.4e-08
Conserved enhancer 0.005  3.456(0.358) 3e-08  0.076(0.02) 0.00014
Conserved enhancer flanking 0.001  3.772(1.466) 0.17  0.04(0.041) 0.33
Promoter of ExAC gene 0.002 10.749(0.855) 3.5e-16  0.227(0.035)  8.6e-11
Promoter of ExAC gene flanking 0.001  4.378(2.029) 0.069  0.097(0.051) 0.056

Table S34: Final joint model with additional promoter annotations. Meta-analysis results are
shown for the final joint model incorporating both promoter conservation count (CC) and human specific
promoter annotations.

Category Prop. Enr (s.e.) Enr p-val 7" (s.e.) 7T* p-val
Enhancer 0.033  2.535(0.238) 3e-11  -0.27(0.034) 2e-15
Promoter 0.015  5.148(0.453) 6.4e-20 -0.232(0.052)  6.4e-06
Ancient enhancer 0.005  8.782(0.834) 4e-16  0.39(0.055)  1.5e-12
Ancient promoter 0.004  13.452(1.16) 5.4e-21  0.576(0.067)  6.9e-18
Enhancer CC N/A N/A N/A  0.161(0.028)  1.3e-08
Promoter CC N/A N/A N/A  0.004(0.042) 0.93
Promoter of ExAC gene  0.002 11.971(0.874) 4.6e-21  0.286(0.03) 3.4e-21
Human-specific promoter 0.003  3.749(0.489) 3.9e-06 -0.007(0.026) 0.78




Table S35: Final joint model with functional annotations based on molecular quantitative trait
loci. (A) Meta-analysis results when including the annotations for Max CPP (allGenes) and MaxCPP
(ExAC), where these latter two annotations are found with a fixed effect meta-analysis (FE-Meta-Tissue)
of GTEx data'® to the final joint model. Even conditional on both Max CPP and MaxCPP of ExAC
Genes we find that all our annotations remain conditionally significant. (B) Meta-analysis results when
including the annotations for Max CPP (allGenes), MaxCPP (ExAC), as well as Max CPP (allGenes)
restricted to regions with ancient sequence age to the final joint model. Conditional on these 3 additional
annotations, we find that all our annotations remain conditionally significant. The conditional eQTL signal
is concentrated in MaxCPP (allGenes) intersected with ancient sequence age.

A Category Prop. Enr (s.e.) Enr p-val 7" (s.e.) 7" p-val
Enhancer 0.033 2.547(0.238) 2.3e-11 -0.267(0.034)  7.8e-15
Promoter 0.015 4.666(0.437)  T7.2e-17 -0.218(0.037)  5.2¢-09
Ancient Enhancer 0.005 8.632(0.831) 1.2e-15 0.377(0.055) 6.7e-12
Ancient Promoter 0.004 12.536(1.128) 3.5e-19  0.547(0.066)  1.le-16
Enhancer CC N/A N/A N/A 0.169(0.029)  4.3e-09
Promoter of ExAC Gene 0.002 10.596(0.826) 3.2e-18 0.231(0.028)  5.1e-16
MaxCPP (allGenes) N/A N/A N/A 0.393(0.046)  1.8e-17
MaxCPP (ExAC) N/A N/A N/A  0.347(0.041)  2.2e-17
B Category Prop. Enr (s.e.) Enr p-val 7% (s.e.) 7* p-val
Enhancer 0.033 2.55(0.238) 2.2e-11 -0.255(0.034)  9.5e-14
Promoter 0.015 4.668(0.437)  6.9¢-17 -0.194(0.037) 1.3¢-07
Ancient Enhancer 0.005 8.53(0.827) 2.4e-15 0.336(0.053) 1.9e-10
Ancient Promoter 0.004 12.37(1.128) 7.9e-19 0.479(0.066)  2.6e-13
Enhancer CC N/A N/A N/A  0.17(0.029) 3.5e-09
Promoter of ExXAC Gene 0.002 10.553(0.824) 4.1e-18 0.234(0.028)  1.4e-16
MaxCPP (allGenes) N/A N/A N/A 0.17(0.044) 0.0001
MaxCPP (ExAC) N/A N/A N/A 0.320(0.04)  4.1e-16

MaxCPP (allGenes)

M ancient sequence age

N/A N/A N/A 0.484(0.066)  1.5e-13
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