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Expression quantitative trait loci (eQTLs) mapping and linkage disequilibrium (LD) analysis have
. been widely employed to interpret findings of genome-wide association studies (GWAS). With
. the availability of deep sequencing data of 423 lymphoblastoid cell lines (LCLs) from six global
. populations and the microarray expression data, we performed eQTL analysis, identified more
. than 228 K SNP cis-eQTLs and 21K indel cis-eQTLs and generated a LCL cis-eQTL database. We
. demonstrate that the percentages of population-shared and population-specific cis-eQTLs are
comparable; while indel cis-eQTLs in the population-specific subsection make more contribution to
gene expression variations than those in the population-shared subsection. We found cis-eQTLs,
especially the population-shared cis-eQTLs are significantly enriched toward transcription start site.
. Moreover, the National Human Genome Research Institute cataloged GWAS SNPs are enriched for
LCL cis-eQTLs. Specifically, 32.8% GWAS SNPs are LCL cis-eQTLs, among which 12.5% can be tagged
. by indel cis-eQTLs, suggesting the fundamental contribution of indel cis-eQTLs to GWAS association
. signals. To search for functional indels and SNPs tagging GWAS SNPs, a pipeline Post-GWAS Explorer
. for Functional Indels and SNPs (PExFInS) has been developed, integrating LD analysis, functional
: annotation from public databases, cis-eQTL mapping with our LCL cis-eQTL database and other
published cis-eQTL datasets.

© More than ten thousands single nucleotide polymorphisms (SNPs) have been identified to associate with
. complex traits and human diseases in genome-wide association studies (GWAS) in the past decade’.
© Since most of the GWAS significant SNPs are located in non-coding or intergenic regions, the molecular
. mechanism underlying the association or the causal gene cannot be directly inferred from the SNPs.
. On the other hand, a typical GWAS may yield plenty of significant SNPs. It would be highly desirable if
* functional relevance of GWAS significant SNPs could be obtained from public databases and candidate
: variants could be prioritized for validation. With next generation sequencing (NGS) data of the 1000
 Genomes (1KG) Project available to the scientific community, it is now feasible to have a more in-depth
. interpretation of the GWAS association signals by utilizing the 1KG data to visualize the linkage dise-
. quilibrium (LD) patterns of GWAS SNPs with other variants within the human genome?.

: The 1KG data of phase 1 release presents an extensive catalog of human variations including 38.2M
. SNPs, 3.9M short indels and 14K deletions in 1,092 individuals from 14 global populations. The latest
. phase 3 release expands the phase 1 release to include 2,504 individuals from 27 global populations.
: When a specific SNP with unknown functional implication is identified in a GWAS, the functional

!Department of Microbiology, The University of Hong Kong, Pokfulam Road, Hong Kong. 2State Key Laboratory
: of Emerging Infectious Diseases, The University of Hong Kong, Pokfulam Road, Hong Kong. 3Research Centre
. of Infection and Immunology, The University of Hong Kong, Pokfulam Road, Hong Kong. “Carol Yu Centre for

Infection, The University of Hong Kong, Pokfulam Road, Hong Kong. *Department of Biochemistry, The University
of Hong Kong, Pokfulam Road, Hong Kong. ¢Center for Genomic Sciences, The University of Hong Kong, Hong
Kong Special Administrative Region, China. Correspondence and requests for materials should be addressed to
¢ J.Z. (email: jiezhou@hku.hk)

SCIENTIFIC REPORTS | 5:17302 | DOI: 10.1038/srep17302 1


mailto:jiezhou@hku.hk

www.nature.com/scientificreports/

variant(s) could be potentially pinpointed based on the LD context of the SNP observed in the 1KG
data and the functional annotations such as Ensembl regulatory features generated by Ensembl pro-
ject®. The Ensembl project has generated an expanding wealth of information including, but not limited
to, gene structure, genetic variations and their consequences as well as functional genomic data. These
comprehensive databases have provided the most abundant resource to functionally interpret the genetic
variations in human genome. The variants that are in high LD with GWAS SNPs may be mapped to
putative regulatory regions defined in Ensembl Regulatory Build?, from which the functional implication
of GWAS SNPs could be postulated.

Currently, a number of tools, such as SNAP* and LocusZoom?® can generate LD plot for GWAS SNPs
and their high LD SNPs. However, the LD pattern between SNPs and structure variants including small
insertion/deletion (<50bp) and large insertion/deletion (>1kb) (both referred to as indel afterwards)
have not been extensively examined. Indels are the second abundant type of genetic variations in human
genome. It has been suggested that indels contribute substantially to both inherited traits and human
diseases®, since they may give rise to more severe functional alterations in the coding regions, as well as
5’- and 3'-UTR regions in comparison with SNPs’~!1. Therefore, interrogating indels in GWAS is acutely
needed.

Another unexplored area for indels is the expression Quantitative Trait Loci (eQTL) mapping. To date,
eQTL studies in human cells and tissues have resulted in the identification of thousands of “cis-eQTLs”
and “trans-eQTLs”!>13, which are referred to genomic loci correlate to mRNA expression levels of a spe-
cific gene in cis (locally) and in trans (at a distance), respectively. With the systematically generated eQTL
data, a significant SNP could be potentially translated into an eQTL for specific gene(s). Consequently,
the putative causal gene can be pinpointed for further functional validation. Although extensive efforts
have been devoted to identify SNP eQTLs (also known as expression SNP, eSNP)!*-18, indel eQTLs have
not been explored genome-wide due to the difficulty in discovery of indels with genotyping methods
for SNPs'. The availability of NGS data of lymphoblastoid cell lines (LCLs) has enabled the systematic
interrogation of indels and the identification of indel eQTLs. Additionally, the SNP eQTLs in LCLs can
be revealed at a higher resolution.

In this study, an integrative approach was utilized to identify SNP cis-eQTLs and indel cis-eQTLs in
423 LCLs from six global populations. We assembled all the cis-eQTLs as well as their functional infor-
mation and generated a LCL cis-eQTL database. We characterized the LCL SNP cis-eQTLs and indel
cis-eQTLs in genomic context. We tested the enrichment of cis-eQTLs proximate to the transcription
start site (TSS). We demonstrated that LCL cis-eQTLs represent a substantial proportion of the National
Human Genome Research Institute (NHGRI) cataloged GWAS SNPs. Notably, in order to facilitate the
searching of functional variants, especially previously unexplored indels in high LD with user-interested
SNPs, we developed a pipeline named as Post-GWAS Explorer for Functional Indels and SNPs (PExFInS).
Finally, we demonstrated the application of PEXFInS to pinpoint causal variants for human diseases.

Results

cis-eQTL distribution and sharing among populations. We investigated the distribution and
sharing of cis-eQTLs among six global populations. The cis-eQTL analysis was performed in 423 LCLs,
including 73 CEU (Utah residents with northern and western European ancestry), 77 CHB (Han Chinese
in Beijing, China), 72JPT (Japanese in Tokyo, Japan), 0LWK (Luhya in Webuye, Kenya), 42 MEX
(Mexican ancestry in Los Angeles) and 79 YRI (Yoruba in Ibadan, Nigeria). cis-eQTLs were mapped by
correlating gene expression of 14,010 unique autosomal RefSeq genes to the genotypes of 1KG variants
of phase 1 release. These variants are located in cis (200kb upstream and downstream) to the RefSeq
genes. At cis-eQTL cutoff P value < 1074, there are a total of 21,841 indel cis-eQTLs and 228,743 SNP cis-
eQTLs in at least one population (Supplementary Fig. 1). The number of shared indel cis-eQTLs and SNP
cis-eQTLs in at least two populations are 4,976 (22.8%) and 53,926 (23.6%), respectively. The cis-eQTLs
exclusively shared by two populations were also determined. The largest pairwise sharing in only two
populations is observed between CHB and JPT with 1,040 indel cis-eQTLs and 11,334 SNP cis-eQTLs. It
is around 7-fold greater than those of pairwise sharing in CHB with each of the other four populations,
including CEU, YRI, LWK and MEX. The result is consistent with a previous study' demonstrating that
closely-related populations CHB and JPT share more cis-eQTLs than more distantly-related populations.
The second largest pairwise sharing in only two populations is uncovered in other two closely-related
populations YRI and LWK?’, with 501 indel cis-eQTLs and 5,201 SNP cis-eQTLs.

We further partitioned both SNP cis-eQTLs and indel cis-eQTLs into two categories, population-specific
and population-shared. The cis-eQTLs present in at least two populations and those present in one popu-
lation exclusively are defined as population-shared and population-specific, respectively. We compared the
percentage of population-shared cis-eQTLs with that of population-specific cis-eQTLs in six populations
using Student’s t test. As shown in Table 1, the percentage of population-shared cis-eQTLs (46.8 £ 6.4%)
is comparable to that of population-specific cis-eQTLs (53.18 £ 6.39%; P = 0.112). However, the relatively
ancient populations, including YRI and LWK, tend to have less population-shared SNP cis-eQTLs and
indel cis-eQTLs with the other 5 populations. Interestingly, the ratios of indel cis-eQTLs versus SNP
cis-eQTLs in population-specific cis-eQTLs (0.097 £ 0.003, mean= SD) are significantly higher than
those in population-shared cis-eQTLs (0.091 + 0.003, Student’s t test P=6.90 x 1073). To exclude the pos-
sibility that the higher ratio of indel cis-eQTLs versus SNP cis-eQTLs in population-specific subsection
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Shared 1,952 3.66 22,510 42.20 45.86 0.0867(0.0947)
ey Specific 2,506 4.70 26,368 49.44 54.14 0.0951(0.1159)
Shared 3,365 4.29 37,287 47.50 51.79 0.0903(0.0929)
cHp Specific 3,283 4.18 34,571 44.04 48.22 0.0949(0.1027)
Shared 3,317 4.60 36,282 50.33 54.93 0.0914(0.0930)
o Specific 2,883 4.00 29,603 41.07 45.07 0.0974(0.1067)
Shared 2,173 341 23,320 36.57 39.98 0.0933(0.1000)
K Specific 3,385 5.31 34,898 54.72 60.03 0.0970(0.1087)
Shared 1,919 4.18 20,729 45.13 49.31 0.0926(0.0940)
MEX Specific 2,168 4.72 21,114 45.97 50.69 0.1027(0.1157)
Shared 1,678 3.31 18,147 35.77 39.08 0.0925(0.1020)
YRI Specific 2,640 5.20 28,263 55.71 60.91 0.0934(0.1068)

Table 1. Distribution of population-specific and population-shared LCL cis-eQTLs in six global
populations. *The cutoff P value of LCL cis-eQTLs is set at <10~ "Percentage of population-shared cis-
eQTLs and population-specific cis-eQTLs. The percentages of population-shared cis-eQTLs and population-
specific cis-eQTLs among six populations are 46.8 +6.4% and 53.18 & 6.39%, respectively. ‘Indel/SNP
represents the ratio of percentage of indel cis-eQTLs versus that of SNP cis-eQTLs. Ratios of the peak indel
versus SNP cis-eQTL of each gene probe are shown in bracket. Frequency of cis-eQTLs.
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Figure 1. Minor allele frequencies of lymphoblastoid cell line (LCL) cis-eQTLs. The minor allele
frequencies of LCL cis-eQTLs (cutoff P value < 10~*) are illustrated by grouping cis-eQTLs into four
categories, including population-specific SNP cis-eQTLs, population-shared SNP cis-eQTLs, population-
specific indel cis-eQTLs, and population-shared indel cis-eQTLs. cis-eQTLs shared in at least two
populations are assigned as population-shared cis-eQTLs, or population-specific ones otherwise. The boxes
represent the interquartile range. The lines and dots within these boxes define the median and mean,
respectively. In the YRI population, open dots and plus signs are possible outliers.

may be attributed to the existence of more high LD indels than SNPs, we re-generated the LCL cis-eQTLs
by keeping only the peak indel cis-eQTL and SNP cis-eQTL for each gene probe. Subsequently, we
re-calculated the ratio of indel cis-eQTLs versus SNP cis-eQTLs. It was observed that the ratios remained
significantly higher in the population-specific subsection (0.109+0.005) than in population-shared
subsection (0.096+ 0.005, P=6.00 x 10~*). Notably, the differences between population-specific and
population-shared subsection are enlarged in all populations after excluding the possible contribution
of LD effect. Therefore, there exists a modest but consistent enrichment of indel cis-eQTLs over SNP
cis-eQTLs in population-specific subsection among all populations, suggesting that indel cis-eQTLs in
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the population-specific subsection account for a greater proportion of gene expression variations than
the counterparts in population-shared subsection.

The minor allele frequencies (MAFs) of indel cis-eQTLs and SNP cis-eQTLs are comparable in each
population (Fig. 1). However, in all populations, the MAFs of population-shared cis-eQTLs, including
indel cis-eQTLs and SNP cis-eQTLs, are significantly higher than those of population-specific cis-eQTLs
(Student’s t test, all P values < 10~*). Furthermore, cis-eQTLs specific in YRI, an ancient population,
show relatively lower and more variable MAF than the specific cis-eQTLs in other populations. Taken
together, we demonstrated that population genetic relatedness is an important determinant for the shar-
ing of cis-eQTLs among populations. The percentages of population-shared and population-specific
cis-eQTLs in the six populations are comparable while indel cis-eQTLs in population-specific subsec-
tion make more contribution to gene expression variations than those in population-shared subsection.
Additionally, SNP cis-eQTLs and indel cis-eQTLs have comparable MAFs in most populations.

Genomic properties of indel cis-eQTLs and SNP cis-eQTLs. We assessed the genomic distri-
bution of LCL cis-eQTLs (P value<107*) and compared these cis-eQTLs with fake cis-eQTLs gen-
erated by 100 times of genome-wide permutation which aims to have a distribution of cis-eQTLs
under null hypothesis of no true association. Each permutation generated 1,082+ 329 (average + SD)
indel cis-eQTLs and 18,906+ 9,066 SNP cis-eQTLs in each population. We grouped SNP and indel
cis-eQTLs into population-shared and population-specific cis-eQTLs. We compared the distribution
pattern of population-shared and population-specific indel cis-eQTLs and SNP cis-eQTLs with their
counterparts of permutation generated fake cis-eQTLs in various genomic regions, including £10kb to
TSS, intron, intergenic region, exon, non-coding RNA (ncRNA), and 3’ untranslated region (3'UTR).
At the cutoff P value < 10, the percentages of SNP cis-eQTLs and indel cis-eQTLs within+ 10kb to
TSS, especially the population-shared ones, are invariably and significantly higher than those of the
fake cis-eQTLs in the six populations (Fig. 2, chi-squared test, all P< 107*). Specifically, around 9%
of population-shared indel cis-eQTLs and SNP cis-eQTLs are located within+ 10kb to TSS while the
percentages of population-specific cis-eQTLs in this region are around 7%, both significantly higher
than those of fake cis-eQTLs. Further examination of cis-association signals of population-shared
and population-specific cis-eQTLs revealed that most population-shared cis-eQTLs, including indel
cis-eQTLs and SNP cis-eQTLs, display higher cis-association signals and distribute symmetrically toward
TSS (Fig. 3). Interestingly, in all populations, SNP cis-eQTLs are significantly depleted from the exonic
region (Fig. 2, chi-squared test, all P< 10~*). Additionally, only SNP cis-eQTLs but not indel cis-eQTLs
are enriched in 3'UTR (Fig. 2, all P< 107*). Taken together, we demonstrate that population-specific
cis-eQTLs and population-shared cis-eQTLs are enriched in the region proximate to TSS, among which
population-shared SNP cis-eQTLs and indel cis-eQTLs, display more intensive enrichment than the
population-specific counterparts towards TSS region.

LCL cis-eQTLs and GWAS SNPs. Previous studies have demonstrated that GWAS association SNPs
are significantly enriched for SNP cis-eQTLs*. We searched the GWAS association SNPs in NHGRI
catalog (released on Feb 10, 2015) in our LCL cis-eQTL database. Among 14,718 GWAS SNPs with
unique dbSNP rs IDs, a total of 14,172 SNPs (96.3%) have genotyping data in the 1 KG data of phase 1
release and are associated with 1,099 diseases and traits. At the cis-eQTL cutoff P value < 1072, 4,643 out
of 14,172 (32.76%) GWAS SNPs are LCL SNP cis-eQTLs (GWAS eSNPs) for 4,378 genes in at least one
population. These 4,643 GWAS eSNPs are associated with 860 (78.25%) out of 1,099 diseases and traits,
including asthma, allergic rhinitis, bipolar disorder, breast cancer, cervical cancer, blood pressure, body
mass index, inflammatory bowel disease, etc.

In current GWAS, SNPs but not indels are interrogated. Therefore, it is unknown to what extent indel
cis-eQTLs can tag the GWAS association signals. It was suggested that indels cis-eQTLs are more likely
to be functional than SNPs cis-eQTLs*>?*. Thus, we searched for indel cis-eQTLs in high LD with these
GWAS eSNPs. At the cis-eQTL cutoff P value < 1072, 1,282 indel cis-eQTLs are in high LD (r*>0.7)
with 1,007 SNP cis-eQTLs (21.7.6%) out of 4,643 GWAS eSNPs. A total of 688 indel cis-eQTLs display
perfect LD (r>=1) with 582 SNP cis-eQTLs in at least one population, which accounts for 12.5% of all
GWAS eSNPs.

Taken together, we demonstrated that SNP and indel cis-eQTLs are significantly enriched around
TSS, where population-shared cis-eQTLs display more intensive enrichment than population-specific
cis-eQTLs. Furthermore, around one third of the NHGRI cataloged GWAS SNPs are cis-eQTLs in our
LCL cis-eQTLs database, which are associated with more than three quarters of investigated human
diseases and traits. A substantial proportion of these GWAS eSNPs can be tagged by indel cis-eQTLs,
suggesting that indel cis-eQTLs may fundamentally contribute to the GWAS association signals.

PEXFInS: A pipeline searching for functional variants. Based on the above findings, cis-eQTLs,
especially the previously neglected indel cis-eQTLs, are literally important taggers for GWAS SNPs.
Therefore, integrating SNP cis-eQTLs and indel cis-eQTLs with GWAS SNPs could facilitate the iden-
tification of causal variants or causal genes. Meanwhile, the functional information encoded by GWAS
SNPs and their taggers, such as regulatory features from the Ensembl regulatory database, will be con-
ducive to the discovery of functional or causal variant(s) for human diseases. We developed a pipeline,

SCIENTIFIC REPORTS | 5:17302 | DOI: 10.1038/srep17302 4



www.nature.com/scientificreports/

Indel cis-eQTLs SNP cis-eQTLs Indel cis-eQTLs SNP cis-eQTLs

Bl +10kb TSS

B Intergenic

[] Intronic
3'UTR/exon

(] /NcRNA

[] 3'UTR

[ Exon

[J ncRNA

Population
gl shared
cis-eQTLs

Population
g2 specific
cis-eQTLs

Permutation
g3 generated
cis-eQTLs

Figure 2. Distribution of cis-eQTLs and fake cis-eQTLs in various genomic regions. cis-eQTLs were
generated in six global populations, including CHB, JPT, CEU, YRI, LWK and MEX. Fake cis-eQTLs in the
above six populations were generated by 100 times of genome-wide permutation. All cis-eQTLs and fake
cis-eQTLs are partitioned into indel cis-eQTLs and SNP cis-eQTLs. cis-eQTLs are further classified into
population-shared and population-specific cis-eQTLs. All cis-eQTLs and fake cis-eQTLs are mapped to
various genomic regions, including region+ 10kb relative to the transcription start site (=10kb TSS), intron,
intergenic region, exon, non-coding RNA (ncRNA), and 3’ untranslated region (3'UTR), the percentages of
which are illustrated within each piechart. Since cis-eQTLs located in 3'UTR, exon and ncRNA individually
account for a small percentages of total cis-eQTLs, they are grouped together as 3'UTR/exon/ncRNA in

the upper panel. The latter is further zoomed in to illustrate the percentage of cis-eQTLs mapped to each
individual location. The percentages of population-shared (gl) and population-specific (g2) cis-eQTLs along
with the fake cis-eQTLs (g3) are illustrated in the piecharts. Chi-squared test was used for the data analysis.

PEXFInS to integrate the newly-generated LCL cis-eQTL data, as well as publicly available cis-eQTL
datasets derived from lung tissues®, liver tissues'*, human monocytes®, dendritic cells?, and blood”.
Additionally, splicing cis-eQTLs and protein cis-eQTLs generated in LCLs**?* have also been incorpo-
rated into the pipeline.

PEXFInS can be utilized to search for high LD variants, including SNPs and previously unexplored
indels, with user-queried SNPs using the genotyping data from the 1KG data of phase 1 release (1,092
individuals) or the latest phase 3 release (2,504 individuals). The high LD variants are then mapped to
cis-eQTLs and Ensembl regulatory regions, thereby the functional relevance of user-queried SNPs can
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Figure 3. Distribution of cis-eQTLs relative to the transcription start site. SNP cis-eQTLs and indel
cis-eQTLs are partitioned into population-specific and population-shared ones. The distribution pattern of
cis-eQTLs relative to the transcription start site (TSS) is illustrated. The x-axis represents the distance of cis-
eQTLs relative to TSS, while the y-axis represents the log, (P value) of cis-eQTLs. cis-eQTLs that pass the
cutoff P value <1078 are illustrated.

possibly be revealed. The strategy is illustrated in Fig. 4. The high LD variant 3 localized in an Ensembl
regulatory region and also a LCL cis-eQTL can be prioritized as a potentially functional variant, which
can tag the GWAS SNP of interest and be brought forward for replication in another cohort. Additionally,
the gene whose expression is correlated with genotypes of variant 3 can be applied for functional valida-
tion in molecular biology or cellular biology studies.

PEXFInS is written in SAS statistical language (Fig. 5). A total of seven SAS macros are created to
perform LD analysis, eQTL analysis, and regulatory feature mapping. These macros can work along or
in combination. With the input dbSNP rs IDs or specific chromosome range (human genome build
hg19), PEXFInS is able to output all high LD variants as well as the functional annotations and eQTL
data. Additionally, PEXFInS can provide genotyping data required by Haploview® to plot the LD for
input variants and the high LD variants. For example, if users are interested in the LD pattern among
candidate variants and GWAS SNPs, PEXFInS can retrieve genotypes of all these variants and define their
LD and haplotypes. Furthermore, PEXFInS utilizes a powerful annotation tool, ANNOVAR?, to annotate
the input SNPs and LD-derived variants with annotation databases from the UCSC Genome Browser??
and map these variants to RefSeq genes, conserved regions, transcription factor binding sites, and DNase
hypertensive sites. The regulatory features of these variants from the Ensembl Regulatory Build can also
be mapped and further combined with ANNOVAR annotations. Finally, all the functional information,
especially cis-eQTL information and Ensembl regulatory features, can be included in a customized track
for visualization in UCSC Genome Browser.

Application of PEXFInS. A promoter SNP, rs2564978, of the CD55 gene is used to demonstrate the
application of PEXFInS. Our previous study revealed that rs2564978 was associated with the disease
severity of the 2009 A(HIN1) pandemic influenza in the Chinese population®. PEXFInS was used to
search for functional variants that are in high LD with rs2564978 from the 1KG data of phase 1 release.
Within 1kb upstream or downstream of the CD55 gene, 40 variants are in tight LD with rs2564978
(r*>0.80) in 846 individuals from the populations of East Asian (ASN), Ad Mixed American (AMR) and
European (EUR). The similar LD pattern is observed when the three super populations are tested indi-
vidually (data not shown). An indel rs150046210 (synonyms rs3841376), is in high LD with rs2564978
among these three super populations (r* > 0.90). The strong LD between the two variants was verified
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Figure 4. The strategy utilized by PExFInS in searching for functional variants. Three categories of
analysis are implemented in PExFInS. Firstly, a pool of significant SNPs generated from GWAS are input

to search for high linkage disequilibrium (LD) variants (determined by r?) based on the genotyping data

of the 1000 Genomes Project (1,092 individuals in phase 1 release or 2,504 individuals in phase 3 release).
Secondly, all the high LD variants are applied to cis-eQTL mapping with the lymphoblastoid cell line (LCL)
cis-eQTL database and other published cis-eQTL data. Thirdly, these high LD variants are mapped to the
Ensembl regulatory regions. Potential functional variant, such as variant 3 in the figure, can be selected as a
candidate for further study, including genetic association study for replication and functional validation.

when the genomic DNA samples from 50 local Chinese were examined. It is shown that rs2564978 is
literally in prefect LD with rs150046210 in homozygous carriers (r*= 1), where rs2564978 C/C and T/T
genotypes unequivocally coexist with rs150046210 insertion and deletion, respectively®. According to
ANNOVAR annotation, rs150046210 is located in a DNase hypersensitive region and transcription factor
binding cluster for Pol II and STATS3, indicating that the indel may regulate CD55 mRNA transcription.
In addition, PEXFInS mapped the indel to an Ensembl regulatory region, ENSR00000551839. Moreover,
in our LCL eQTL analysis, rs150046210 is significantly correlated to the gene expression of CD55 in CHB
LCLs (recessive model, P=0.024). We performed the in vitro experiments to verify the regulatory effect
of rs150046210. The reporter gene luciferase assay result showed that rs150046210, but not rs2564978,
functionally regulates CD55 transcription in a genotype-specific manner®.

Additionally, we analyzed a SNP rs12628403 that is associated with the risk to breast cancer® using
PEXFInS. We uncovered that an indel (~30kb), esv2666691, is in high LD with rs12628403 in the ASN
(r*=0.89), AMR (r>=0.95) and EUR (r?=0.95) populations. PEXFInS revealed that the indel is a
LCL cis-eQTL of APOBEC3B gene in CHB (genotypic P value 5.1 x 1071%), JPT (1.1 x 10~'%¥), CEU
(1.2 x 1071*), and MEX (4.4 x 10~'7), The 30kb indel esv2666691 as a cis-eQTL for APOBEC3B is con-
spicuous since the deletion completely eliminates the coding region of APOBEC3B*. Therefore, the indel
esv2666691, which can cause gene deletion, is pinpointed as the causal variant for the association SNP
rs12628403. Collectively, we demonstrate that PEXFInS is able to effectively identify variants, especially
indels, to tag GWAS SNPs.
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Ensembl_reg_mapping
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Query_eQTLdbs
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LCL_eQTL_analysis

A

Query by SNP list or chr range

Figure 5. Implementation of PEXFInS with SAS statistical language. Seven SAS macros are included in
PEXFInS. These macros can run along or together. User only needs to provide SNP list (dbSNP rs IDs) or
the chromosome range (human genome build hg19) to calculate the pairwise linkage disequilibrium (LD)
values (r? and D’) and retrieve all high LD variants. These high LD variants can be further annotated. User
may also query expression Quantitative Trait Loci (eQTL) databases or create LD plots. cis-eQTL and trans-
eQTL analysis with 423 lymphoblastoid cell lines (LCLs) from six global populations are also implemented
in PExFInS.

Discussion

GWAS can simultaneously test millions of SNPs in association with human diseases or clinical traits.
However, the functional relevance is elusive for the vast majority of the association variants. The causal
variant(s) contributing to the disease cannot be directly inferred from the association SNPs. eQTL map-
ping has become a powerful tool to interpret GWAS findings and facilitate the identification of functional
variants or causal genes. In this study, we investigated the expression-correlated variants, including indel
cis-eQTLs and SNP cis-eQTLs, in 423 LCLs from six global populations using the 1KG data of the
phase 1 release®. There are a total of 21,841 indel cis-eQTLs and 228,743 SNP cis-eQTLs in at least one
population under the cutoff P value < 107% A LCL cis-eQTL database has been established and incor-
porated in the in-house generated pipeline PEXFInS. We characterized these cis-eQTLs in the genomic
context and demonstrated that cis-eQTLs are enriched around the TSS. Our results indicated that LCL
cis-eQTLs represent around one third of NHGRI cataloged GWAS SNPs for more than three quarters of
studied diseases and traits. Additionally, the LCL indel cis-eQTLs fundamentally contribute to the GWAS
association signals. Likewise, incorporating other cis-eQTL data via PEXFInS could result in even greater
representation of GWAS SNPs.

The 423 LCLs for cis-eQTL mapping in this study are a subset of 726 LCLs utilized in a previous
eQTL study conducted by Stranger et al.’®, since the NGS genotyping data of these 423 LCLs are avail-
able in the 1KG data of phase 1 release®. Our cis-eQTL analyses have several merits in comparison
with Stranger’s study. Firstly, the initial pool of tested variants in this study is at least 10-time greater
than that used in the Stranger’s study. The NGS genotyping data used for this study comprise 38.2M
SNPs and 3.9M short indels. Consequently, our analysis covered variants with more depth and gener-
ated a larger amount of cis-eQTLs, including 228,743 SNP cis-eQTLs and 21,841 indel cis-eQTLs with
cis-association P value < 10~* Secondly, searching for functional variants in our LCL cis-eQTL database
is time-effective, in contrast with the traditional approach in which imputation is required to obtain
genotypes for the high LD variants. When a GWAS SNP is input in our LCL cis-eQTL database, we can
directly retrieve genotypes of its high LD variants as well as their cis-eQTL data. Thirdly, in the previous
study, a single Spearman Rank Correlation model was utilized to test the correlation between the gen-
otypes of each SNP and the expression levels of the corresponding cis gene. The expression-correlated
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SNPs that do not fit the Spearman Rank Correlation model may not be uncovered. Instead, we per-
formed the genotype-expression correlation analysis with five different models. The smallest correlation
P value among the five models was designated to each cis-eQTL. This strategy may be able to capture
more cis-association signals between variants and expression levels of the correlated genes. Fourthly, as
the second largest group of variations in human genome, indels are examined in our study but not in the
previous study. We identified and characterized a wealth of expression-correlated indel cis-eQTLs, which
might be more important than SNP cis-eQTLs for the regulation of gene expression. The identification
of these indel cis-eQTLs may facilitate our understanding towards the molecular mechanisms of human
diseases.

Apart from the comprehensive LCL cis-eQTL database, we also created a pipeline PEXFInS to fine
map disease association loci and pinpoint the potential functional variant(s) tagging one or multiple
GWAS SNP(s). In PEXFInS, we integrate three categories of analysis, including LD pattern visualization
with genotyping data from the 1 KG data of phase 1 release or phase 3 release, regulatory feature mapping
with data from Ensembl and UCSC, and eQTL mapping with our newly-generated LCL cis-eQTL data
and other published cis-eQTL datasets. Each of these analyses has unique advantages and can supple-
ment with each other. Specifically, LD pattern visualization can be conducted with the 1KG data of the
phase 1 release or phase 3 release. These deep sequencing data can relieve the necessity to conduct more
targeted resequencing to identify the potential causal variants tagging GWAS SNPs. Regulatory feature
mapping with data from Ensembl and UCSC can directly retrieve evidence of the possible functional
consequence of candidate variants. Additionally, eQTL mapping is conducive to prioritize the candidate
gene correlated to the GWAS SNPs. PEXFInS has been applied to identify several human host factors
involved in the pathogenesis of human influenza, including CD55%, surfactant protein B (SFTPB)*,
galectin 1 (LGALSI)*® and transmembrane protease, serine 2 (TMPRSS2)¥. Therefore, PExFInS is a pow-
erful tool to interpret the GWAS association signals, extend the GWAS discovery and move toward the
biological and mechanistic understanding of human diseases and traits.

Methods

cis-eQTL analysis in LCLs from six populations. A total of 423 LCLs across six populations were
applied to cis-eQTL analysis. The genotyping data of these LCLs were retrieved from the 1KG data of
phase 1 release. Their corresponding microarray expression data were downloaded from ArrayExpress®®
with the accession no. E-MTAB-264 and E-MTAB-198. Plink* was utilized to test the association of all
variants (MAF >1% and missing rate <20%) residing in 200kb upstream or downstream region of each
RefSeq gene with the expression levels of their corresponding transcript probes. Five different associa-
tion models were tested, including ADD (multiplicative model or genotypic model testing additivity),
GENO_2DF (genotypic model), DOMDEV (genotypic model testing deviation from additivity), DOM
(dominant model) and REC (recessive model)*’. Each cis-eQTL was defined based on the model with
the smallest association P value among the five test models. cis-eQTLs passed the cutoff P value < 102
were incorporated in the LCL cis-eQTL database.

Distribution analysis of cis-eQTLs. The cis-eQTLs shared among populations were illustrated with
six-way Venn diagrams. In cis-eQTL analysis, each RefSeq gene may be represented by more than one
transcript probe in gene expression microarray. Therefore, in order to have an accurate comparison
among populations, cis-eQTL is referred to the variant-probe pair. Based on the location in various
regions of the genome, cis-eQTLs were grouped into six categories, including+10kb to TSS, intron,
intergenic region, exon, ncRNA, and 3'UTR. In order to have the distribution of cis-eQTLs under null
hypothesis of no true association in these genomic regions, genome-wide permutation was utilized to
generate fake cis-eQTLs with Plink. We performed genome-wide permutation 100 times, with each per-
mutation performed by keeping the genotypes together, but swapping each gene expression phenotype.
In this setting, only the phenotype-genotype relationship was altered by permutation, while LD patterns
between variants remained the same. We assigned the smallest association P value among the five test
models to each variant, selected fake cis-eQTLs in each permutation dataset with cutoff P value < 107
and pooled these fake cis-eQTLs together. The chi-squared test was utilized to compare the genomic
distribution of population-shared and population-specific cis-eQTLs, including indel cis-eQTLs and SNP
cis-eQTLs, with the permutation-generated counterparts.

Analysis of GWAS SNPs in the LCL cis-eQTL database. Totally, 14,718 unique GWAS SNPs with
dbSNP rs IDs are associated with 1,099 diseases or traits in the NHGRI cataloged GWAS (released on Feb
10, 2015)'. Among these GWAS SNPs, a total of 14,172 SNPs (96.3%) had genotyping data in the 1KG
data of phase 1 release. We searched for these GWAS SNPs in our LCL cis-eQTL database. We also uti-
lized Plink to obtain all high LD (r?>> 0.7) indel cis-eQTLs with these GWAS SNPs in a 1000kb window.

Development of PEXFInS. We created a pipeline, PEXFInS, to identify the potential functional indels
and SNPs for the user-queried SNPs through the incorporated LD analysis, cis-eQTL mapping and func-
tional annotation. PEXFInS can map high LD variants to Ensembl regulatory regions stored in Ensembl
Regulatory Build 71 and run ANNOVAR to annotate these high LD variants with annotation databases
from UCSC Genome Browser. The pipeline was implemented in SAS language with seven SAS macros
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working together. BASE SAS software is required to run these SAS macros. VCFtools*' was utilized to
transform all biallelic variants (MAF >0.1% and missing rate <20%) included in the VCF files of the
1KG data of phase 1 release (1,092 individuals) and phase 3 release (2,504 individuals) into Plink BED
files. All these Plink BED files are included in our pipeline PEXFInS. Thus PEXFInS can utilize these
genotyping data and run Plink and Haploview? to calculate pairwise LD values (r? and D’) and visualize
LD pattern among query variants, including indels. PEXFInS is freely available at http://sourceforge.net/
projects/pexfins/.
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