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C-Reactive Protein (CRP) is a biomarker indicating tissue damage, inflammation, and
infection. High-sensitivity CRP (hsCRP) is an emerging biomarker often used to estimate
an individual’s risk for future coronary heart disease (CHD). hsCRP levels falling below
1.00 mg/l indicate a low risk for developing CHD, levels ranging between 1.00 mg/l and
3.00 mg/l indicate an elevated risk, and levels exceeding 3.00 mg/l indicate high risk.
Multiple Genome-Wide Association Studies (GWAS) have identified a number of genetic
polymorphisms which influence CRP levels. SNPs implicated in such studies have been
found in or near genes of interest including: CRP, APOE, APOC, IL-6, HNF1A, LEPR, and
GCKR. A strong positive correlation has also been found to exist between CRP levels and
BMI, a known risk factor for CHD and a state of chronic inflammation. We conducted a
series of analyses designed to identify loci which interact with BMI to influence CRP levels
in a subsample of European-Americans in the ARIC cohort. In a stratified GWA analysis,
15 genetic regions were identified as having significantly (p-value < 2.00*10°®) distinct
effects on hsCRP levels between the two obesity strata: lean (18.50 kg/m? < BMI < 24.99
kg/m?) and obese (BMI > 30.00 kg/m®). A GWA analysis performed on all individuals
combined (i.e. not a priori stratified for obesity status) with the inclusion of an additional
parameter for BMI by gene interaction, identified 11 regions which interact with BMI to

influence hsCRP levels. Two regions containing the genes GJAS and GJAS8 (on



chromosome 1) and FBXO11 (on chromosome 2) were identified in both methods of
analysis suggesting that these genes possibly interact with BMI to influence hsCRP levels.
We speculate that atrial fibrillation (AF), age-related cataracts and the TGF-f3 pathway may
be the biological processes influenced by the interaction of GJA5, GJA8 and FBXO11,
respectively, with BMI to cause changes in hsCRP levels. Future studies should focus on

the influence of gene x bmi interaction on AF, age-related cataracts and TGF-p.
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CHAPTER 1: BACKGROUND AND LITERATURE REVIEW



1.1 C-Reactive Protein

C-Reactive Protein Definition

C-Reactive Protein (CRP), which is named for its ability to “precipitate the somatic C-
polysaccharide of Streptococcus pneumonia” (1), is an acute-phase protein which is a
sensitive systemic marker indicating tissue damage, inflammation, infection and malignant
neoplasia. It has also been found to be a highly stable analyte and “immunoassays for it are
robust, well-standardized, reproducible, and readily available” (2). Because of these
characteristics, CRP has been the most effective laboratory measurement in organic disease
screening, monitoring inflammation response, detecting infection for individuals who are

immunocompromised and in identifying chronic inflammation. (1)

High-sensitivity CRP (hsCRP) is a nephelometric measurement with sensitivity down
to 0.04 mg/l (3), and is the measurement most often used to estimate an individual’s risk for
future coronary heart disease. The average hsCRP levels of middle-aged Americans fall
between 1.00 mg/l and 2.00 mg/I. A single hsCRP measurement above 10.00 mg/l is
probably an indication of acute infection. A repeated measurement (2-3 weeks after the
initial high measurement) of above 10.00 mg/l is evidence of more serious, underlying
inflammation (4). Level of hsCRP increase with age and obesity, have no diurnal or
seasonal variation, and are affected by liver failure (2). Interestingly, most individuals will
hold a consistent level of plasma hsCRP characteristic of their age and health. Two

measurements taken years apart have a self correlation coefficient of 0.5 (2).



CRP Levels as a Response to Inflammation

Inflammation increases CRP synthesis in hepatocytes. CRP synthesis is controlled by
cytokines, primarily interleukin 6 (IL-6), originating at the site of inflammation. Values of
CRP can rise from less than .05 mg/l to over 5.00 mg/l within six hours. After 48 hours,
CRP levels may peak at up to 500.00 mg/I (a 10,000 fold increase) (2). After the
inflammation ceases, CRP levels drop quickly. Because the rate of degradation of CRP is
constant under all conditions (its half-life is 19 hours), its rate of synthesis determines its

circulating level and is a reflection of the stimulus intensity (5).

CRP Production

Following inflammation plasma CRP is synthesized in hepatocytes by the CRP gene
(located on the short arm of chromosome 1). This synthesis is transcriptionally regulated by
IL-6 and may be increased by the cytokine, interleukin-1p (IL-1p). Both IL-6 and IL-1f are
produced at the site of inflammation and activate transcription factors in the cytidine-
cytidine-adenosine-adenosine-thymidine-enhancer-binding-proteins (C/EBP) family,
C/EBPp and C/EBPS. In the proximal promoter region of CRP, C/EBP binding sites
interact with binding sites for signal transducer and activator of transcription 3 (STAT3) and
Rel (proto-oncogene c-Rel) transcription factors. This interaction stabilizes binding of

C/EBPp and C/EBPS to the CRP promoter, maximizing CRP production (6).

Tumor necrosis factor a (TNF-a) (7) and transforming growth factor- g (TGF-B) (8)
may also help regulate CRP production. CRP production in other cells, such as neurons,

monocytes, and lymphocytes has also been reported. However, the mechanisms of


http://en.wikipedia.org/wiki/Cytidine
http://en.wikipedia.org/wiki/Adenosine
http://en.wikipedia.org/wiki/Thymidine

production are unknown, and it is thought that production in these cells does not affect

plasma CRP levels significantly (6).

1.2 Coronary Heart Disease

Coronary heart disease (CHD) is the leading cause of death for both men and women
in the United States and is caused by atherosclerosis (9). Atherosclerosis is characterized by
the accumulation of lipids and other substances (such as leukocytes and smooth muscle
cells) on the arterial walls (9, 10). This accumulation, called a plaque or fiberatheroma,
consists of a lipid core and fibrous cap (9, 10, 11, 12, 13). Leukocytes cause thinning of the
plaques’ fibrous cap by inhibiting collagen synthesis. The plaque may weaken and
eventually rupture, causing clotting of arterial blood and interrupting blood flow to the heart,

causing acute CHD or myocardial infarction (MI) (10, 14).

Coronary Heart Disease and Inflammation

Inflammation accompanies atherosclerosis. Leukocytes, mediators of inflammation
mediators, accumulate in early atherosclerotic lesions when the normal endothelial
monolayer of the arterial wall becomes inflamed. The cell surfaces express selective
adhesion molecules, such as vascular cell adhesion molecule-1 (VCAM-1) (10) and
endothelial leukocyte adhesion molecule-1 (ELAM) (14), which subsequently bind to

monocytes and T lymphocytes. Leukocytes migrate into the intima in a process called



diapedesis (14). They also propagate an inflammatory response, including secretion of
cytokines (IL-6, TNF-a, and IL-1P) (14), which are believed to influence CRP
production(10). Because of this, CRP is used as a biomarker for the risk of CHD. Some
investigators (14, 15) believe that CRP plays a causal role in atherosclerosis and is not

simply a passive biomarker.

Coronary Heart Disease and CRP

In addition to atherosclerosis, CHD, and M1, elevated CRP levels have been associated
with type 2 diabetes, stroke, and mortality (16, 17, 18, 19, 20, 21). According to American
Heart Association (22), hsCRP levels below 1.00 mg/l indicate a low risk for CHD, levels
between 1.00 mg/l and 3.00 mg/l indicate an elevated risk, and levels exceeding 3.00 mg/I
indicate high risk. In one meta-analysis, it was shown that individuals with a baseline CRP
level in the upper tertile have a relative risk of 2.0 for CHD, compared to individuals in the
lowest tertile(20). Both men and women with CRP levels above 10.00 mg/l are 2 to 3 times
more likely to experience MI, peripheral artery disease, and ischemic stroke (20, 21, 23, 24.
Individuals with elevated CRP levels and unstable angina or M1 are more likely to
experience cardiac complications (25, 26). It has also been suggested that the susceptibility
to coronary events of obese individuals may be attributable to the association of high plasma

CRP levels with increased Body Mass Index (BMI) (20).



1.3 BMI and Obesity

Definition of Obesity

Obesity is defined by the World Health Organization (27)as having a BMI of over 30.00
kg/m? a person with a BMI between 25 and 30 kg/m? is considered overweight. A normal
weight, or lean, individual will have a BMI which falls between 18.50 and 24.99 kg/m?%. In
2007 and 2008, the overall age-adjusted prevalence of obesity in the United States was
33.8% (32.3% in men, 35.5% in women) (28). The overall prevalence of those either
overweight or obese was 68.0%, 72.3% in men and 64.1% in women (28). In the past 30
years, the global prevalence of obesity has tripled (27, 29, 30). Around the world, one
billion adults and 155 million children are overweight, and 300 million adults and 40
million children are obese (27, 31). The causes of obesity are both environmental and
genetic in origin. Lack of physical activity and consumption of energy-dense foods with
high saturated fat content are two of the major environmental factors influencing obesity
(27). Smoking, alcohol consumption, and depression have also been suggested as causal

factors (32, 33)

Obesity and CRP

A strong positive correlation exists between CRP levels and BMI (and other measures of
obesity, including waist-to-hip ratio (20) and those used to estimate visceral adiposity (26)).
This correlation could not be explained by other diseases or conditions known to increase
CRP levels (34). When a person is obese, they are considered to be in a state of low-grade,

chronic inflammation, marked by high CRP levels (7, 35). In obese individuals, elevated



CRP is caused by adipokines, chemokines, and cytokines secreted by adipocytes (36).
Elevated cytokine levels, including IL-6 and TNF-a levels, have been observed in both
obese adults and obese children (7), and it is estimated that 25% of systemic IL-6 is released
into the circulation by adipose tissue (34). This means that in addition to being a state of
inflammation, obesity may also be also a promoter of inflammation and is a potential

mediator in the inflammatory process of coronary heart disease.

1.4 Genetics of CRP

Heritability

CRP heritability (the percentage of variation in CRP levels due to genetic variation) is
approximately 0.3 — 0.4 in multiple populations, including Caucasian Americans, Caucasian
Europeans, Japanese Americans, and Native Americans (37). A weakness of most
heritability studies is that they typically assume pure additivity among genes and among
genes and the environment. This thesis will investigate whether interactions between genes

and obesity influence CRP levels.

Heritability estimates indicate that genes affect a trait, but they do not identify
individual genes. Genome-Wide Association Studies (GWAS) have been used to identify
single nucleotide polymorphisms (SNPs) associated with CRP levels and their
corresponding genes. Table 1 is a list of SNPs associated with CRP in published genome-

wide association studies (38).



Initial Replication Region Reported SNP - risk P-Value | Reference
Population Population Gene(s) allele
66,185 16,540 19913.32 APOC1 rs4420638-A | 9x 10" 39
Individuals of | Individuals of 1023.2 CRP rs2794520-C | 2x 10
European European 12924.31 HNF1A rs1183910-G | 2x 10"
ancestry ancestry 1p31.3 LEPR rs4420065-C 4 %10
1g21.3 IL6R rs4129267-C 2x 10
2p23.3 GCKR rs1260326-T 5x 10
2q13 IL1F10 rs6734238-G 2x 10"
1g44 NLRP3 rs12239046-C | 1x10™
8p23.1 PPP1R3B rs9987289-A 3x10™
16q12.1 SALL1 rs10521222-C | 9x10™%
12923.2 ASCL1 rs10745954-A | 2x10™
1p34.3 PABPC4 rs12037222-A | 6x10™
20q13.12 HNF4A rs1800961-C 2x10°
15q22.2 RORA rs340029-T 4x107
7911.23 BCL7B rs13233571-C 4x10°
5q31.1 IRF1 rs4705952-G 1x10°8
18p11.21 PTPN2 rs2847281-A 2x10°8
6022.1 GPRC6A rs6901250-A 5x 107
21022.2 PSMG1 rs2836878-G 2x10”7
14q24.2 RGS6 rs4903031-G 5x10°
10,112 2,742 1023.2 CRP rs3093059-G 4x107 40
Japanese Japanese 7p15.3 IL6 rs2097677-A 4x10™
Individuals Individuals 12924.31 HNF1A rs7310409-G 3x10°
19913.32 APOE-CI- rs4420638-A 3x107
Cll-cluster
17,967 17,967 1g23.2 CRP rs7553007-A 8x10™ 41
European and | Europeanand | 12q24.31 HNF1A rs1183910-T 1x10%
Indian Asian Indian Asian 19913.32 APOE, rs4420638-G 5x10%
men and men and APOC1,
women women APOCII
1021.3 IL6R rs4537545-T 2x10™
1p31.3 LEPR rs6700896-T 3x10™
909 5,106 12q24.31 HNF1A rs1169310-A 2x10° 42
individuals individuals 19¢13.32 APOE rs2075650-? 1x107
1023.2 CRP rs11265260-? 7x10°
6,345 women NR 1g23.2 CRP rs3091244-? 6x107° 43
1p31.3 LEPR rs1892534-A 7x10%
19913.32 APOE rs769449-? 9x10%
12924.31 HNF1A rs7310409-A 7x10™"
2p23.3 GCKR rs780094-A 7x 10"
12923.2 Unknown rs10778213-G | 1x10™
1021.3 IL6R rs8192284-? 2x10°8

Table 1: Genes associated with CRP in Published Genome-Wide Association Studies
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CRP Gene

The most frequently studied gene in relation to CRP levels is the CRP gene itself, on
chromosome 1g21-23. Variants in this gene have been found in multiple GWA and
candidate gene studies to be associated with CRP levels (39, 40, 41, 42, 43, 36, 35, 44, 45).
One GWA study found that 3.4% of residual variation in CRP levels could be attributed to
the CRP gene (43). In another GWAS, rs7553007 in the CRP gene was the single
nucleotide polymorphism (SNP) found to be most associated with CRP (each minor allele
lowered CRP levels by 21%) (41). Bochud et al. also reported CRP to be influenced by
rs7553007 which tags multiple SNPs in the CRP gene. In women only, this SNP was also

positively associated with BMI, waist circumference, and fat mass (35).

IL-6 Gene

The IL6 gene on chromosome 7p15 has been studied in relation to CRP levels. A SNP
in the IL6 promoter region, rs2097677, was significantly associated with CRP levels in a Japanese
population (40). Five GWA studies have found variants in IL-6 to be associated with CRP
levels (39, 40, 41, 42, 43). One study (43) found the contribution of IL-6 to variation in
CRP levels to be 0.6%. A G-C transversion at -174, 5° to IL6, has been inversely associated with

CRP levels (44).



HNF1A Gene

Hepatocyte nuclear factor 1 homeobox A (HNF1A), located on chromosome
12q24.31, was reported in the five GWA studies to be significantly associated with CRP
levels. In addition to IL-6, nuclear factor kappa-light-chain-enhancer of activated B cells
(NF-xB), is involved in transcriptional control of CRP synthesis. NF-kB binding sites
interact with HNF-1a binding sites in the CRP gene promoter to help regulate CRP
synthesis. One GWAS (42) found five SNPs in HNF1A to be associated with CRP levels
including two nonsynonymous coding SNPs, rs1169288 and rs2464196. The strongest
significantly associated SNP, however, was rs1139310 in the HNF1A 3’ untranslated
region. Addition of each copy of the minor allele of this SNP was associated with “0.13
mg/l lower mean log(CRP) levels” (42). A common haplotype (frequency = 30%)
consisting of the minor alleles of rs1169288, rs1169286, rs2464196, and rs1169310 was
also found to be associated with lower CRP levels. Ridker et al. found 8 SNPS in HNF1A
to be significantly associated with CRP levels, and that 1.1% of residual variation in CRP

levels could be attributed to these polymorphisms.

APOE and LEPR Genes

Genes that have been previously found to be associated with obesity and
atherosclerosis is of particular interest in CRP GWA studies because of CRP’s known
association with BMI, waist circumference and adiposity. Such polymorphisms are
contained in the apolipoprotein E gene (APOE) (Lange) and the leptin receptor gene (LEPR)

(35). APOE, in addition to being involved in obesity, also plays a role in coronary heart
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disease development. Its roles include “macrophage cholesterol efflux, platelet aggregation,
and allele-specific antioxidant and immune activities” (46, 47, 48). APOE was significantly
associated with CRP levels in 4 GWA studies (40, 41, 42, 43). Ridker and colleagues and
Reiner and colleagues. both found two variants at 19913.32 near the APOE gene to be
associated with CRP (42, 43); 1.5% of variation in CRP levels was attributable to APOE
variants (43). Ridker et al. also noted that “two highly significant SNPs near the APOE
locus are in a block that includes APOC1 [apolipoprotein C1 gene] and TOMM40
[Translocase of outer mitochondrial membrane 40 homolog] loci” (43). Three GWA studies
found LEPR to be associated with CRP levels (35, 43, 49, 39, 41). Ridker et al. estimated
that 1.6% of variation in CRP levels was due to nine variants at the LEPR locus (1931.3)
(43). CRP expression is induced by leptin receptor activation in vascular endothelial cells
(50). These data indicate that leptin may be a mediating factor in the relationship between
CRP and BMl/adiposity. One GWAS found a significant interaction (p < 2.9x10°®) between

the LEPR gene and BMI that was associated with CRP levels.

GCKR

Two GWA studies (39, 43) found CPR levels to be associated with variants in the
glucokinase (hexokinase 4) regulator (GCKR) at chromosome 2p23.2, which is expressed in
hepatocytes. Ridker et al. estimated that 1.1% of variation in CRP levels is due to the SNPs
in the GCKR gene. The GCKR gene codes for a regulatory protein which inhibits
glucokinase in liver cells, possibly resulting in limited accumulation of glucose as glycogen

in hepatocytes (43).
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CHAPTER 2: RESEARCH DESIGN AND METHODS
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2.1 Significance of Research

Obesity phenotypes (such as BMI) may interact with genes to increase a person’s risk
for many life-threatening diseases. Such diseases include atherosclerosis, CHD, type 2
diabetes, hypertension, and stroke (27). Obesity is also known to be associated with high
plasma CRP levels (which may be an additional risk factor for cardiovascular disease).
Defining the interaction between obesity and genes that affect CRP levels will help in better

characterizing risk factors for the aforementioned diseases.

2.2 Hypothesis and Specific Aims
The main hypothesis of this thesis is that BMI interacts with genetic variation to
influence CRP levels. This hypothesis will be tested by performing genome-wide

association analyses on data from the Atherosclerosis Risk in Communities (ARIC) study.

Aim 1: Investigate whether body mass index interacts with genes in a GWA study to

influence C-reactive protein levels in European-Americans.

Exploratory Aim 2: Compare and contrast two different statistical methods of analysis for

assessing gene x environment interaction used to investigate the previous aim.
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2.3 Genome Wide Association Studies

Background

A genome wide association study (GWAS) is a hypothesis-free analysis which takes
between 300K and 1,000K SNPs into account. Many factors including the Human Genome
Project (2003), the international HapMap project, improved genotyping technologies, and
fast statistical genetic analysis technologies have all contributed significantly to the GWAS

movement in recent years.

In ARIC

Genotyping was performed in the ARIC study via the Affymetrix Genome-Wide
Human SNP Array 6.0 genotyping chip and quality control was performed (crucial because
of the huge amount of data in the study). Of those European Americans genotyped, 9,345
individuals remained after initial quality control exclusions. Subjects were excluded if they
did not allow use of their DNA. Individuals with genotype success rates < 95% and those
with a greater percentage of heterozygous genotypes than anticipated were also removed
from the sample. Relatedness was assessed using estimated identity by decent (IBD), and
one suspected first-degree relative of an included individual was removed from the sample.
(The subject with less missing data was retained). Other individuals were excluded because
of suspected mixed/contaminated samples, problems with one DNA plate, mismatches
between sex estimated from genotype data and phenotypic sex, mismatches with 39
previously genotyped SNPs, and identification as a genetic outlier based on average identity

by state (IBS) statistics and principal components analysis. SNPs were excluded based on

14



no chromosome location, being monomorphic, being out of Hardy-Weinburg Equilibrium
(HWE) (p-value < 10°®), having a minor allele frequency (MAF) < 1%, and having a call
rate < 95%. Out of the original 841,820 called SNPs, 669,450 made it past quality control
and were used for imputation. Autosomal SNPs were imputed from HapMap Phase 1l CEU
samples (consisting of Utah residents with ancestry from northern and western Europe),

using Mach v1.0.16 software. A total of 2,543,887 SNPs will be used in this analysis.

2.4 Data Analysis Methods

Subjects

The GWA analyses for this project will be done in European Americans from the
Atherosclerosis Risk in Communities (ARIC) study. The study, sponsored by the National
Heart, Lung and Blood Institute (NHLBI), seeks to investigate atherosclerotic diseases and
cardiovascular risk factors by race, gender, location and date. The initial cohort comprised
15,792 participants between the ages of 45 and 64 who were ascertained in 1987 from four
different communities in the US. Roughly 4,000 individuals were recruited from each
community. These communities included Forsyth County, NC; the city of Jackson, MS
(where only African American residents were sampled); the northwestern suburbs of
Minneapolis, MN; and Washington County, MD. Individuals in the cohort were examined
every three years from 1987 until 1998 and continue to have yearly telephone follow-ups.
Information from the initial exams included medical, social and demographic data. This
thesis will use information from the 4™ examination year (1996-1998), in which hsCRP,

BMI, age, sex and genotype data were collected for 7,675 European American individuals.
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Summary statistics will be calculated including mean, standard deviation, and median.

Simple comparison statistics will be done using a student’s t-test.

Determining Significance Levels

Due to the large number of tests required to run a GWAS, by chance alone, as many as
50,000 SNPs out of 1,000,000 will be significant at the 0.05 level. For this reason, a method
such as Bonferroni’s correction or permutation must be used to determine a significant p-
value. It is typical to correct for 1,000,000 SNPs allowing for a nominal significance value

of 0.05/2,500,000 or 5 x 10°® (51).

Aim 1: Method 1

The first method used to approach aim 1 will be a stratified analysis. Individuals will
be separated into two categories based on their BMI: obese and lean. Regardless of gender,
an individual with a BMI > 30.00 kg/m? will be placed in the obese group where as an
individual with a BMI > 18.50 kg/m? and less than 25.00 kg/m? will be placed in the lean
group. The raw measurement of hsCRP will not be directly used, but will instead be natural
log transformed to normalize the data. Genome wide association analyses will be performed
in each group to identify genetic variations associated with In(hsCRP). Each analysis will
be done adjusting for sex and age. An additive genetic model for the alleles at each locus

will be assumed.
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Because In(hsCRP) is a quantitative trait, a linear regression model for this analysis will be

used.
In(hsCRP) = p + Brage + Posex + P3SNP + ¢

The output of the analysis will supply the minor allele, the minor allele frequency, the
number of individuals used in the analysis, the B value for each SNP, and the standard error
for each 3 value. Each 3 value is tested against the null hypothesis that § = 0 (or that hsCRP
levels do not change with genotype) using a chi squared test. A corresponding p-value will

be calculated for each test.

Once the analysis is complete in both categories of obesity, genetic variants with a
significant association with In(hsCRP) (p-value less than 5.00%10°®) will be examined. To
ensure that SNPs with possible moderate effects on hsCRP are not disregarded, those with p-
values less than 107 will also be inspected. The significant SNPs in each category will be
separated into regions of 800 kilobases (kb) and the most significant SNP in each region will

be chosen as the index SNP.

The difference between the index SNPs significant in one or both categories will be

tested using the T-statistic:
(bo—by) / V(seo? + sef? - 2*corr(bo,by)*se,*se;)

where by is the beta estimate for each SNP in the obese and lean groups, se is the standard
error of the 3 estimates for each SNP in the obese and lean groups and corr(bo,by) is the
correlation between the lean and obese 3 estimates for all SNPs in the GWA analysis.

Because of the large sample size, the t-statistic will be treated as a z-score. The p-value of
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significance will be determined by dividing 0.05 by the number of unique regions being
examined. This method will help identify those regions which have diverse effects on CRP

levels for individuals in different weight classes.

Aim 1: Method 2

In the second method used to approach aim 1, the genome wide association analysis
will be performed on all individuals combined (i.e. not a priori stratified for obesity status)
with the inclusion of an additional parameter for BMI by gene interaction. The linear

regression model for this analysis is:
In(hsCRP) = p + Biage + Bosex + BsBMI + B4SNP + B4SNPxBMI + ¢

The output of the analysis for each SNP will provide a 3-value of interaction and a
corresponding p-value. A p-value of less than 10 will be considered to be statistically
significant for this interaction analysis. The top SNPs will be separated into 800 kb regions
with the most significant SNP in each region being chosen as the index SNP. Regions for
which this interaction is significant can be considered to have an interactive effect with BMI

on CRP levels.

Aim 2

Exploratory Aim 2 will be a comparison of the previously described methods. This
comparison will identify which genetic regions are most likely to interact with BMI to

influence CRP levels in European-Americans. In general, an indication of this will be
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consistent effects across the two methods. Top regions that are significantly different
between the two classes of obesity from the first method and those which show significant
interaction with BMI from the second method will be identified. If these regions interact
with BMI/obesity in the same direction (indicated by [ values) then they can be considered
to have an interactive effect on BMI. In each of the regions identified by both methods,
genes near the index SNP or containing the index SNP will be considered as having possible
interactive effects with BMI on hsCRP levels in European-Americans. The investigation of
gene x BMI interactions using these methods are initial studies and results will need to be

replicated in subsequent genome wide association studies.
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CHAPTER 3: RESULTS
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3.1 Summary Statistics

Of the 15,792 participants examined at baseline in the ARIC cohort, 11,440 are self-
reported European-Americans. Of these individuals, 9,345 were genotyped and provided
informed consent to use their genetic information. At the fourth examination, hsCRP levels
were measured in 7,675 of the 9,345 genotyped individuals. One or more of BMI, age and
sex were not reported in 12 of the 7,675 individuals with hsCRP levels. Table 2 contains
summary statistics from the fourth examination for the 7,663 individuals with information

including genotype, BMI, age, sex, and hsCRP levels.

The sample included 46.59% (n = 3,570) males and 53.41% (n = 4,093) females. The
participants’ ages ranged between 53 and 75 and the average age was 63.11 (SD = 5.63).
Underweight (BMI < 18.50 kg/m?) individuals made up 0.74% (n = 57) of the sample;
27.18% (n = 2,083) of the individuals were lean (18.50 kg/m? < BMI < 25.00 kg/m?);
40.61% (n = 3,112) of the individuals were overweight (25.00 kg/m?< BMI < 30.00 kg/m?);
and 31.46% (n = 2,411) of the individuals were obese (BMI > 30.00 kg/m?). Mean BMI was
28.31 kg/m? (n = 7,663) with the average for men being 28.45 kg/m? and the average for

women being 28.18 kg/m>.

Levels of hsCRP ranged between 0.15 mg/l and 142.74 mg/l and the average level was
4.13 (SD = 6.24) mg/Il. Individuals whose hsCRP levels fell below 1.00 mg/l made up
23.72%. The average BMI of these individuals (n = 1818) was 25.78 kg/m? (SD = 3.90).
Individuals who had hsCRP levels between 1.00 mg/l and 3.00 mg/l made up 35.50% of the
sample (average BMI 28.00 kg/m?, SD = 4.55). Most individuals (40.98%), however, had

hsCRP levels above 3.00 mg/l. This group’s average BMI was 30.03 kg/m? (SD = 5.88). A
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total of 479 individuals had hsCRP levels above 10.00 mg/l. These individuals had an

average BMI of 30.90 kg/m? (SD = 5.68).

On average, men had a significantly lower hsCRP level ( 3.33 mg/l, SD = 5.94)
than women ( 4.83 mg/l, SD = 6.43) (p < 0.0001). Mean hsCRP levels increased with
BMI (Table 2). In all categories of BMI, mean hsCRP levels were above the average for
American middle-aged adults (between 1.00 mg/l and 2.00 mg/I) (4). This was to be
expected due to the age range of the cohort and the fact that CRP increases with age (2).
Only individuals in the underweight category had a mean hsCRP level ( 2.11 mg/l, SD =
4.45) between 1.00 mg/l and 3.00 mg/l. The means inthe lean (  3.08 mg/l, SD = 5.70),
overweight ( 3.85mg/l, SD =6.53) and obese (  5.45 mg/l, SD = 6.15) categories

were all above 3.00 mg/I.
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Variable N Mean Median Std. Dev. Minimum Maximum
Age (years) 7.663 63.11 5.63 53.00 75.00
BMI (kg-"m2) 7.663 2831 527 13.52 5562
hsCRP (mgT) 7.663 4.13 223 6.25 0.15 142.75
Sex Frequency Percent BMI (kg;"m:} Age (vears) hsCRP (mg/l) Median hsCRP (mg/l
Male 3.570 46.59 28 45(8D=442) 6350(SD=564) 3.33(SD=594) 1.72
Female 4093 5341 28 18(SD=5.12) 62.77(SD=5359) 4 .83(SD=643) 299
Difference between sexes: p=0.0245 p < 0.0001 p < 0.0001

Obesity Status  Frequency Percent BMI (kg;’m:} Age (vears) hsCRP (mg/l)

Underweight 57 0.74 1741(SD=1.01) 643%SD=561) 2.11(SD=445) 0.69
Lean 2.083 2718 22 87(SD=1.55) 63.15(5D=5.73) 3.08(SD=5.70) 144
Overweight 3.112 4061 2742(SD=140) 6336(SD=566) 3 85(SD=653) 2.00
Obese 2411 31.46 34 41(SD=4.16) 62.73(SD=547) 545(5D=6.15) 3.68
hsCRP Level

(mgM CHD Risk  Freq. Percent hsCRP (mg/l) BMI (kg/m”)

=1.00 Low 1818 2372 0.61(SD=024) 2578(SD=390) 0.63
1.00-3.00 Elevated 2705 353 1.83(SD=0.57)  28.00(SD=4.55) 1.72
=>3.00 High 3140 4098 8.15(SD=8.20) 30.03(SD=5.88) 5.80
=1000 emmemeeeeee 479 6.25 21.84(SD=14.06) 30.90(SD=5.68) 18.02

Table 2: Exam Year 4 Summary Statistics

Frequencies and means of select exam year 4 variables in European-American participants

in the ARIC cohort who had been previously genotyped. Basic mean comparison statistics

are also provided.
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3.2 AIM 1: Method 1

Summary Statistics

Since the first series of analyses uses information from only lean and obese
individuals, summary statistics are provided for each group separately. There were 2,083
lean individuals with BMI values between 18.50 kg/m? and 24.99 kg/m?. There were 2,411
obese individuals (BMI > 30.00 kg/m?). Table 3 contains summary statistics for lean

individuals; Table 4 contains statistics for obese individuals.

The mean age in the lean sample was 63.15 years (SD = 5.72) while the mean age in
the obese sample was 62.73 years (SD = 5.47) (p = 0.0114). The lean individuals in the
sample had an average BMI of 22.87 (SD = 1.55) kg/m? and the average BMI for obese
individuals was 34.41 (SD = 4.16) kg/m? (p < 0.0001). Lean individuals had an average
hsCRP level of 3.06 (SD = 5.66) mg/l and obese individuals had an average level of 5.45

(SD = 6.15) mg/l (p < 0.0001).

In the lean group, the men (making up 35.67% of the sample) had a mean BMI (
23.31 kg/m?, SD = 1.37) that was significantly greater than that of the women in the group
( 22.63 kg/m? SD =1.60) (p < 0.0001). The men, however, had a significantly lower
mean hsCRP level (  2.41 mg/l, SD = 3.87) than the women ( 3.45 mg/l, SD = 6.47)

(p < 0.0001).

The obese women (making up 46.12% of the sample) had a significantly greater
average BMI (35.14 kg/m?, SD = 4.55) than the obese men (33.54 kg/m?, SD = 3.46) (p <
0.0001). The women also had a significantly higher average hsCRP level (6.80 mg/l, SD =

6.80 mg/l) as compared to the level in men (3.88 mg/l, SD = 4.83) (p <0.0001). Individuals
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with hsCRP levels falling below 1.00 mg/l made up 37.25% (n = 776) of the lean subsample
and only 9.87% (n = 238) of the obese sample. The percentage of individuals with hsCRP
levels between 1.00 mg/l and 3.00 mg/I (elevated CHD risk) was similar between the lean
group (33.75%, n = 703) and obese group (32.73%, n = 789). There was a very large
difference, however, in the percentages of lean (29.00%, n = 604) and obese (57.40%, n =
1384) individuals with hsCRP levels above 3.00 mg/l, indicating high CHD risk. In the lean
group, 82 individuals (3.94%) had hsCRP levels above 10.00 mg/l. A greater percentage

(9.50%, n = 22.9) of obese individuals were also in this category.

Variable Category N Mean Median Std. Dev. Minimum Maximum
Age (years) Lean 2,083 63.15 5.72 53.00 74.00
Obese 2411 62.73 547 53.00 75.00

Difference between obesity strata -p=0.0114

BMI (kg-"mz) Lean 2,083 2287 1.55 18.53 24,99
Obese 2411 3441 4.16 30 35.62

Difference between obesity strata : p < 0.0001

hsCRP (mg/T) Lean 2,083 3.08 144 57 0.15 11144
Obese 2411 545 368 6.15 0.17 91.09

Difference between obesity strata - p < 0.0001

In(hsCRP)

(In(mg/1)) Lean 2,083 045 111 -187 471
Obese 2411 126 0.96 -1.78 451

Difference between obesity strata - p < 0.0001

Table 3: Summary Statistics for Lean and Obese Individuals

Frequencies and means of select exam year 4 variables in lean and obese European-
American participants in the ARIC cohort who had been previously genotyped. Basic mean

comparison statistics are also provided.
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Sex Category Frequency Percent BMI (kg/m®) Age (years) hsCRP (mg/) Median hsCRP (mg/l)
Male Lean 743 35.67 23.31(SD=1.37) 64.20(SD=5.73) 2.41(SD=3.8T) 1.19
Female Lean 1340 64.33 22.63(SD=1.60) 62.57(SD=5.65) 3.45(SD=6.46) 1.68
Difference between sexes in lean subsample: p < 00001 p<0.0001 p <0.0001
Sex Category  Frequency Percent BMI(kg/mD) Age (years) hsCRP(mg/T)
Male Obese 1112 46.12 33.54(3.46) 62.96(5.50) 3.88(4.83) 2.50
Female Obese 1299 53.88 35.14(4.55) 62.52(5.449) 6.80(6.80) 98
Difference between sexes in obese subsample: p < 0.0001 p=0.0490 p < 0.0001
Difference between obesity strata by sex: Male p<0.0001 p<0.0001 p <0.0001

Female p < 0.0001 p=08370 p<0.0001

hsCRP Level
(mg/T) Category CHD Risk Freq.Perdent BMI ['kg;"m:} Age (years) hsCRP (mg/T)
=1.00 Lean Low 776/37.25 22.65(SD=5.81) 62.90(SD=5.81) 0.57(SD=0.24) 0.57
1.00-3.00 Lean Elevated 703/33.75 23.03(SD=5.65) 63.28(SD=5.65) 1.77(SD=0.58) 1.64
=3.00 Lean High 604/29.00 22.97(SD=1.52) 63.32(SD=5.71) 7.82(SD=8.89) 547
=10.00 Lean coooooee 82/3.94 22.88(SD=5.63) 63.17(SD=5.63) 23.15(SD=17.05) 17.60
hsCRP Level
(mg/T) Category CHD Risk  Freq./Percent B}[[['kg;"m:} Age (years) hsCRP (mg/T)
=1.00 Obese Low 238.9.87 32.67(SD=2.54) 62.79(SD=5.55) 0.68(5D=0.22 0.70
1.00-3.00 Obese Elevated 789/32.73 33.42(SD=3.42) 62.61(SD=5.44) 193(SD=0.5T) 1.89
=3.00 Obese High 1384/57.40 35.27(SD=4.54) 62.78(SD=5.48) 8.28(SD=6.83) 6.26
=10.00 Obese - 229/9.50 36.40(SD=5.48) 62.48(SD=5.81) 20.13(SD=9.65) 17.63
Difference between obesity strata by hsCRP level: =1.00 p <0.0001 p=0.7710 p <0.0001

1.00-3.00 < 0.0001 p=00213 p<0.0001

=3.00 p <0.0001 p=00520 p=02550
>10.00 p < 0.0001 p=03491 p <0.0001

Table 4: Summary Statistics for Lean and Obese Individuals by Sex and hsCRP Level

Frequencies and means of select exam year 4 variables in lean and obese European-

American participants in the ARIC cohort who had been previously genotyped. These

statistics are stratified for each obesity category by sex and hsCRP level (separately). Basic

mean comparison statistics are also provided.
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Natural Log Transformation

Histograms were plotted for hsCRP levels in both the lean and obese subsamples to
investigate their distribution. Neither distribution was normal so the hsCRP level for each
individual was natural log transformed for use in the linear regression analyses. Figures 1
and 2 show the distributions before and after transformation for the lean and obese

subsamples respectively.
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Figure 1: Lean Subsample Distribution of hsCRP Levels Before and After Natural Log
Transformation

Percent of individuals is on the y-axis and hsCRP or In(hsCRP) levels are on the x-axis.

£
[
R 18 48 2 48 - 93 8 03 48 @8 12 15 18 21 24 2P 20 21 36 28
Hacre [

Figure 2: Obese Subsample Distribution of hsCRP Levels Before and After Natural
Log Transformation

Percent of individuals is on the y-axis and hsCRP or In(hsCRP) levels are on the x-axis.
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GWA Results in Lean Individuals

This thesis first examined the association of 2,543,887 genotyped and imputed SNPs
with natural log transformed hsCRP levels using linear regression in 2,083 lean European-
Americans (18.50 kg/m® < BMI < 25.00 kg/m?). An additive genetic model was assumed,
adjusted for age and sex. No SNP met the pre-determined genome-wide significant p-value
of 2.00*10°® and only one (rs2272417, p = 2.67*10°®) had a p-value less than 107
However, 145 SNPs reached moderate levels of significance (defined as p < 10°)
(Supplementary Table 1). These 145 SNPs fell into 16 separate 800 kb regions across the
genome. The SNPs with the most significant p-values of association in each region were

selected as index SNPs. Table 5 contains information about these index SNPs.
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name (rs) chr position alleles function nearby genes MAF n p p-value

2272417 2 27560144 CT intron IFT172(i), GCKR 04134 2083 -0.2026 |2.670E-08
11265260%* 1 157966663 A/G unknown CRP 0.0601 2083 -0.3639 1450E-07
12463210 19 35788102 AIG unknown ZINF536 0.0075 2083 -0.9934 4 280E-07
4448101 6 06095326 CT unknown MANEA 0.3587 2083 -0.1764 ©6.900E-07
157582 19 50088059 CT intron TOMM40(1), APOE/C 02291 2083 03098 7.590E-07
663002 1 22798200 AIC intron EPHAZ() 02174 2083 -0.2035 1.B50E-06
12260720 10 33415966 CT unknown ITGBI1, NRP1 02135 2083 -0.2013 4.210E-06
7662351 4 30831931 CT unknown PCDH7 0.0502 2083 03464 4.290E-06
12713007 2 48337971 CT unknown FBXO011, FOXN2 04905 2083 0.1589 4 B70E-06
10841753 12 21212637 CT intron SLCO1BI1{j) 0.1880 2083 0.2000 5.020E-06
4335431 1 216624232 C/T intron TGFB2(i) 0.0842 2083 -0.2775 5.8T70E-06
17052680 6 117407601 A/C unknown RFX6 0.2335 2083 -0.1814 ©6.870E-06
12568235 1 145785795 CT unknown GJAS, GJAS 0.0092 2083 22839 6.910E-06
7026971 9 113371319 AT intron PTGRI1(i). ZNF483(1) 00427 2083 -0.3672 7.130E-06
13093806 3 157680330 A/C intron KCNABI() 03751 2083 0.1672 7.B60E-06
13041068 20 3109994 AT unknown DDRGK1 0.0140 2083 -1.2894 8.940E-06

Table 5: Top Regions in Lean Individuals (Method 1)

Index SNPs from the top 16 genomic regions associated with hsCRP levels in European-American lean individuals. Only the most

significant SNP, rs2272417, met the pre-determined genome wide significance value of 5*10°®. SNPs with function listed as unknown

have nearby gene(s) reported. Those with function listed as intron have the gene they are in indicated with an (i) and any nearby gene

reported (if relevant). ** = found to be previously associated with CRP levels in a GWAS (31)
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The most significant SNP found to be associated with hsCRP levels in 2,083 lean
individuals was rs2272417. Its significant negative  value indicates that with addition of
each minor allele (C) hsCRP levels are lowered by 0.2026. This SNP is in the intraflagellar
transport 172 homolog (IFT172) gene and is also in a region (see Figure 1) containing the
GCKR gene which was reported in two previous GWAS to be associated with CRP levels
(31, 56). Out of the 145 SNPs with a p-value of less than 107, 51 are in the 800 kb region
flanking IFT172 and GCKR (on chromosome 2). Along with rs2272417, 8 other SNPs are
contained in IFT172. Eight SNPs in the region are found in the GCKR gene and 3 of these

have p-values of less than 3*10° (rs11681351, rs4425043, and rs2293571).

The top SNP in the second most hsCRP-associated region in lean individuals is
rs11265260 (p-value = 1.54*10°"). Figure 1 shows the region of association (on
chromosome 1), containing the CRP gene, with rs11265260 as the index SNP. The SNP
rs11265260 specifically has been previously reported and replicated in one previous CRP
GWAS (59. Reiner). With addition of each minor allele (A) at the rs11265260 locus,

hsCRP levels decrease, on average, by 0.36.

rs12463210 (p-value = 4.28*10™) on chromosome 19 is in third most significant
region associated with hsCRP levels in lean individuals. This SNP and 11 others with p-
values < 10°® are in the region (Figure 1) containing zinc finger nuclease 536 (ZNF536).

Each additional A allele causes hsCRP levels to decrease, on average, by 0.99.

The SNP rs4448101 on chromosome 6 is also associated with hsCRP levels in lean
individuals with a significance of 6.90*10”. Each C allele leads to an average change in

hsCRP of -0.18. Two other SNPs, rs2613562 (p-value = 3.39*10°) and rs2612565 (p-value

30



= 3.50*10°), met moderate levels of significance in the same region. The gene alpha-

endomannosidase (MANEA) is contained in this region (Figure 1).

The fifth most significant associated region in lean individuals contains the SNP
rs157582 (p-value = 7.59*10'7). Its significant positive  value indicates that each C allele
increases hsCRP levels by 0.31. Genes in the 800 kb region (Figure 1) surrounding the SNP
include TOMMA40, APOE and APOC1. Two other SNPs in the region reached the moderate

significance level of 10° (rs4420628 and rs6857).

Figure 1 also shows plots of 11 regions containing moderately significant top SNPs (p-
values of 10™ to 107). Three of these regions were found in chromosome 1 and one was
found in each of chromosomes 2, 3, 4, 6, 9, 10, 12, and 20. Gene found in these regions
include: ephrin type-A receptor 8 (EPHAR), integrin B1 (ITGB1), neuropilin 1 (NRP1),
protocadherin 7 (PCDH?7), F-box protein 11 (FBXO11), forkhead box N2 (FOXN2), gap
junction protein a5/8 (GJAS and GJAS), voltage-gated potassium channel subunit beta-1
(KCNABL1), DDRGK domain containing 1 (DDRGK1), solute carrier organic anion
transporter family member 1B1 (SLCO1B1), TGF-B2, regulator factor X 6 (RFX6),

prostaglandin reductase 1 (PTGR1), and zinc finger nuclease 483 (ZNF483).
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Figure 3: Plots of Top Regions in Lean Individuals
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Figure 1 continued: Regional plots of 16 loci showing moderate genome-wide significant association with hsCRP levels in European-American lean
individuals. This plot shows the 9" through 12" most significant regions (refer to table 5). Each region’s rank is at the bottom right corner of each plot. In
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GWA Results in Obese Individuals

Genome-wide linear regression was subsequently performed to investigate the
association of 2,543,887 genotyped and imputed SNPs with In(hsCRP) in 2,411 obese (BMI
> 30.00 kg/m?) European-Americans. Just as in the lean group, the analysis was adjusted for
age and sex and an additive genetic model was assumed. Significant or suggestive
association was observed in only 36 SNPs (p-value < 10) (see supplementary table 2). The
top 4 most significantly associated SNPs all fell into the same region on chromosome 19
flanking the genes TOMM40, APOE, and APOC. Two of these polymorphisms, rs4420638
(p-value = 1.86*10°°) and rs6857 (p-value = 1.31*10°®), reached the pre-determined genome-
wide significance level of 2.00*108. The 5™ most associated SNP (rs12068753, p-value =
8.07*107") was located on chromosome 1 in a region containing the CRP gene. These SNPs
and the 31 others reaching suggestive significance levels were grouped into 11
representative 800 kb regions of association across the genome. The SNPs with the most

significant p-value in each region were selected as index SNPs (see table 6).
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name (rs) chr position alleles fonction nearby genes MAF n B p-value

4420638 19 50114786 AG intron LOC100129500(), APOE/C 0.1736 2411 0.2155  1.860E-09
12068753 1 157959161 AT unknown CEP 0.0623 2411 02711 B.020E-07
13330968 16 TO898765 GT unknown BCMOI1, GAN 0.0141 2411 -1.5731 1.490E-06
4278077 7 33356392 c/G intron BBS9(j) 0.0158 2411 0.4425 6.190E-06
2808898 9 43432012 CT unknown FAMTSA6 0.1265 2411 09764 6.700E-06
5008004 12 40283747 CT unknown PDZEN4 03251 2411 0.1286 B 490E-06
17086609 13 27827711 AG intron FLT1(i) 0.2992 2411 -0.1530 B8.560E-06
620882 11 125747907 C/T intron ST3GAL4(i) 0.1278 2411 -0.1736 B.890E-06
4903731 14 77765959 AG unknown NRXN3 0.0743 2411 0.2201 9.160E-06
10408037 19 56133595 AG unknown KLKS 0.0090 2411 -1.0801 9.940E-06
7019284 9 28384358 GT intron LINGO?2 03167 2411 0.1260 9.950E-06

Table 6: Top Regions in Obese Individuals (Method 1)

Index SNPs from 11 genomic regions associated with hsCRP levels in obese European-Americans. Only the top SNP,

rs4420638, reached the set genome wide significance level of 5.00%10®. SNPs with function listed as unknown have nearby

gene(s) reported. Those with function listed as intron have the gene they are in indicated with an (i) and any nearby gene

reported (if relevant).
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The most significant region of association is represented by the SNP rs4420638 (p-
value 1.86*10™°) on chromosome 19 (figure 2). This SNP has a f value of 0.22. In the top
36 significantly associated SNPs, only the top four are in this region. rs6857 (p-value =
1.31*10®) is located in the poliovirus receptor-related 2 (PVRL2) gene. The third most
significant SNP (p-value = 3.84*107) is rs2075650 and it is contained in the TOMMA40
gene. The SNP rs439401 (p-value = 4.71*107) in LOC100129500 (also the gene in which

rs4420638 is located) is the fourth most significantly hsCRP associated SNP.

23 SNPs located in chromosome 1 in the region containing the CRP gene are
moderately associated with hsCRP levels in the 2,411 obese individuals. This region is
represented in figure 2 with rs12068753 as the index SNP (p-value = 8.02*10°). With
addition of each A allele at the rs12068753 locus, hsCRP levels increase by 0.27.
rs11265260, the top SNP in this region in lean individuals, is associated with hsCRP levels

in obese individuals with a significance level of 7.15*10°.

The other 9 SNPs in the top 36 were the only SNPs in their respective regions (see
figure 2) found to be associated with hsCRP levels in obese individuals. These SNPs were
found in chromosome 16 (rs13330968, p-value = 1.49*10°®), chromosome 7 (rs4278077, p-
value = 6.19*10°%), chromosome 9 (rs2808988, p-value = 6.70*10 and rs7019284, p-value
=9.95*10°), chromosome 12 (rs5008004, p-value = 8.49*10°), chromosome 13
(rs17086609, p-value = 8.56*10°°), chromosome 11 (rs629882, p-value = 8.89%10°°),
chromosome 14 (rs4903731, p-value = 9.16%10), and chromosome 19 (rs10408037, p-
value = 9.94*10°°). Genes in these regions include Bardet-Biedl syndrome 9 (BBS9),
leucine rich repeat and Ig domain containing 2 (LINGOZ2). PDZ domain containing ring

finger 4 (PDZRN4), vascular endothelial growth factor receptor 1 (FLT1), CMP-N-
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acetylneuraminate-beta-galactosamide-alpha-2,3-sialyltransferase (ST3GAL4), neurexin 3
(NRXN3), Kallikrein-5 (KLK5), and family with sequence similarity 75, member A6

(FAMT75A6).
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Figure 4: Plots of Top Regions in Lean Individuals
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Figure 2 continued: Regional plots of 11 loci showing moderate genome-wide significant association with hsCRP levels in European-American obese
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Figure 2 continued: Regional plots of 11 loci showing moderate genome-wide significant association with hsCRP levels in European American obese

individuals. This plot shows the 9" through 11™ most significant regions (refer to table 6). Each region’s rank is at the bottom right corner of each plot.

In each plot, the top SNP is designated by a purple diamond. — log;, p-values are on the y-axis and SNP genomic positions are on the x-axis. Genes
which flank the 800 kb regions are reported under the x-axis. The estimated rates of recombination are marked in blue. Each SNP is colored to show

linkage disequilibrium (LD) with the top SNP.
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Comparison of GWA Results between Lean and Obese Individuals

The first aim of this thesis was to investigate which SNPs interact with BMI to
influence the outcome of hsCRP levels. The first method used to do this was to compare the
SNP association results from the separate GWA analyses done in lean and obese individuals
(results above). Index SNPs from the 16 regions of significant association with hsCRP
levels in lean individuals and the 11 regions of significant association with hsCRP levels in
obese individuals were used in this analysis. Two of those regions were similar in both the

lean and obese individuals leaving 25 unique regions.

To compare the effects of each region between BMI strata, the B value for each index
SNP in lean individuals was compared to the B value for each index SNP in obese

individuals using a t-statistic:
(bo— by) / V(seo? + sef? - 2*corr(bo,by)*se,*se;)

The Pearson correlation between the lean and obese 3 estimates for all SNPs in the GWAS
was calculated to be 0.0305. Because of the large sample size (2,083 lean individuals, 2,411
obese individuals), the t-test is treated as a z-test. The p-value for significance was set at
0.05 divided by the number of independent SNPs being investigated (0.05/25 = 2.00%107%).
This 2-sided p-value corresponds to the z-test statistic of + 3.09. In any SNP comparison
with a test statistic greater than 3.09 and less than -3.09 the null hypothesis is rejected and
that SNP can be considered to differ significantly between obesity strata in their influence of
hsCRP levels. Table 7 provides information on the 16 regions which were found to be

significant by this test.

43



Of the 16 regions found to differ significantly in their effects on lean and obese
individuals, the most significant was on chromosome 2. The index SNP was rs12713007 and had a

p-value of 2.00%10°. The region was identified in the GWA performed in the lean subsample. It
contained 18 SNPs which all had moderately significant (10° < 107) p-values of association. None
of these SNPs were in a known gene, however, all 18 SNPs are contained in the 400 kb region

between the genes FBX0O11 and FOXN2.

The 15 other regions found to differ significantly between lean and obese individuals had
index SNPs with p-values ranging between 1.88*10° and 6.00%10°°. These include regions located
in or near KCNABL1 (rs13093806, p-value = 6.00*10®) on chromosome 3, TGFB2
(rs4335431, p-value = 3.00¥10%) on chromosome 1, ITGB1 and NRP1 (rs12260720, p-value
= 3.20*10°) on chromosome 10, PTGR1 and ZNF483 (rs7026971, p-value = 5.00%10"°) on
chromosome 9, GJA5 and GJAS (512568235, p-value = 5.80*10°) on chromosome 1,
NRXN3 (rs4903731, p-value = 9.40*10°) on chromosome 14, ZNF536 (rs12463210, p-
value = 1.22*10™) on chromosome 19, EPHAS (rs663002, p-value = 2.30*10™) on
chromosome 1, PCDH7 (rs7662351, p-value = 4.43*10™) on chromosome 4, IFT172 and
GCKR (rs2272417, p-value = 4.68*10™) on chromosome 2, MANEA (rs4448101, p-value =
5.06*10™) on chromosome 6, SLCO1B1 (rs10841753, p-value = 6.08*10™) on chromosome
12, PDZRN4 (rs5008004, p-value = 7.16*10™*) on chromosome 12, KLK5 (rs10408037, p-
value = 7.76*10™) on chromosome 19, and FLT1 (rs17086609, p-value = 1.88*10%) on

chromosome 13.
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name (rs) chr position alleles function  nearby genes B_lean se_p_lean p-val lean |B_obese se_p_obese p-val obese |[t-stat  2-sided p-val|Regional Plot
12713007 2 48337971 CT unknown FBXOI11.FOXN2 |(0.1589 0.0348 4. 87E-06 -0.0418 0.0261 0.1095 -4.6837 2.00E-06 Figure 3 #9
13093806 3 157680330 A/C intron KCNABI() 0.1672 0.0374 7.86E-06 -0.0413 0.0280 0.1405 -4.5278 6.00E-06 Figure 3 £15
4335431 1 216624232 C/T intron TGFB2(i) -0.2775  0.0612 5.87E-06 0.0460 0.0492 0.3500 4.1799 3.00E-05 Figure 3 #£11
12260720 10 33413966 C/T uknown ITGB1, NRP1 -0.2013  0.0437 4.21E-06 0.0253  0.0340 0.4562 41518 3.20E-05 Figure 3 #7
7026971 9 113371319 AT intron PTGRI1(i).ZNF483(1) -0.3672  0.0818 7.13E-06 0.0524 0.0659 0.4265 4.0556 5.00E-05 Figure 3 #14
12568235 1 145785795 C/T unknown  GJAS, GJAS 2.2839 0.5079 6.91E-06 -0.1563 03471 0.6526 -4.0240 5.80E-05 Figure 3 £13
4903731 14 77765959 A/G unknown  NRXN3 -0.0875  0.0627 0.1629 0.2201 0.0496 9.16E-06 39053 9.40E-05 Figure 4 #9
12463210 19 35788102 A/G unknown  ZNF536 -0.9934  0.1965 4.28E-07 -0.0034 0.1730 0.9845 3.8405 1.22E-04 Figure 3 #3
663002 1 22798200 A/C intron EPHAS(i) -0.2035  0.0427 1.85E-06 -0.0100 0.0320 0.7553 3.6832 2.30E-04 Figure 3 #6
7662351 4 30831931 CT unknown PCDH7 0.3464 0.0753 4.29E-06 0.0163 0.0582 0.7800 -3.5184 434E-04 Figure 3 #8
2272417 2 27560144 CT intron IFT172(). GCKR -0.2026  0.0364 2.67E-08 -0.0461 0.0271 0.0889 34979 4.68E-04 Figure 3 #1
4448101 6 96095326 C/T unknown MANEA -0.1764  0.0355 6.90E-07 -0.0231 0.0272 0.3943 34770 5.06E-04 Figure 3 #4
10841753 12 21212637 CT intron SLCO1B1(i) 0.2000 0.0438 5.02E-06 0.0165 0.0321 0.6081 -3.4281 6.08E-04 Figure 3 £10
5008004 12 40283747 CT unknown PDZRN4 -0.0301  0.0378 0.4265 0.1286 0.0289 8.49E-06 33833 7.16E-04 Figure 4 #6
10408037 19 56133595 A/G unknown KLKS 0.3790 0.3663 0.3008 -1.0801 0.2445 9.94E-06 -3.3612 7.76E-04 Figure 4 £10
17086609 13 27827711  A/G intron FLT1() 0.0219 0.0456 0.6318 -0.1530 0.0344 8.56E-06 -3.1083 1.88E-03 Figure 4 #7

Table 7: Top Regions Identified by Method 1 Comparison

Information on 16 regions which represent the regions found through comparison of obese strata-specific § values to have

significantly different effects on hsCRP levels. SNPs with function listed as unknown have nearby gene(s) reported. Those

with function listed as intron have the gene they are in indicated with an (i) and any nearby gene reported (if relevant).

45



3.3 AIM 1: Method 2

The second series of analyses used a SNP by BMI interaction term to investigate the
pairwise interaction between the 2,543,887 genetic polymorphisms and BMI in all
genotyped individuals (i.e. not a priori stratified for obesity status).. The linear regression
was adjusted for age, sex and SNP, and an additive genetic model was assumed. 40 SNPs
reached the set significance level of less than 10 (see table 8). These 40 SNPs were

contained in 11 genomic regions.

The index SNP with the most significant interaction term (p-value = 6.710*10™) was
found on chromosome 5 in the gene encoding transcription factor TFIIIB component B
homolog (BDP1). The index SNPs in the remaining 10 regions found to interact
significantly with BMI to influence hsCRP levels include: rs4265829 (p-value = 1.980*10°)
on chromosome 8 near LOC100132891, rs1481852 (p-value = 2.310*10°®) on chromosome
5 in the gene cadherin 9 type 2 (CDH9), rs7476844 (p-value = 3.32*10°) on chromosome
10 in no known gene, rs12568235 (p-value = 3.450*10°%) near GJA5 and GJA8 on
chromosome 1, rs12713007 (p-value = 5.11*10°) near FXO11 and FOXN2 on chromosome
2, 151955377, p-value = 6.200*10° on chromosome 3, rs1793615 (p-value = 8.330*10°)
near the neurotrimin gene (NTM) on chromosome 11, rs11708430 (p-value = 8.63*10°®) on
chromosome 3 in no known gene, rs11136787 (p-value = 9.190*10°) in CUB and sushi
domain-containing protein 1 (CSMD1) on chromosome 8, and rs9386702 (p-value =

9.88*10°°) in osteopetrosis associated transmembrane protein 1 (OSTM1) on chromosome 6.
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name (rs) chr position alleles fanction nearby genes MAF n B_interaction  p-value interaction
4365829 5 70894524 GT intron BDP1{i) 0.0056 7663 0321544 6.71E-07
1481852 g 72914781 AG near-gene-3 LOCI00132891  0.3489 7663 0.021557 1.98E-06
11954115 5 26901834 CT unknown CDH?9 0.0559 7663 -0.0307423 231E-06
7476844 10 54234734 GT unknown none 0.225 7663 0.0175078 3.32E-06
12568235 1 145785795 CT unknown GIAS/E 0.0092 7663 -0.203205 3 45E-06
12713007 2 48337971 CT unknown FBXO11, FOXN2Z 04905 7663 -0.0137985 5.11E-06
1955377 3 165554969 CT unknown none 0.0763 7663 0.0282072 6.20E-06
1793615 11 130593236 AG unknown NTM 0.3954 7663 -0.0206864 8.33E-06
11708430 3 139015963 AG unknown none 0.1965 7663 -0.017484 & 63E-06
11136787 & 4726407 GT intron CSMDI1(i) 0.3375 7663 0.0159343 8.19E-06
9386702 6 108486976 CT intron OSTMI() 0.0479 7663 -0.0319514 9 88E-06

Table 8: Top Regions found to Interact with BMI (Method 2)

Index SNPs of the 11 regions found through a GWA analysis in the ARIC cohort to interact significantly (p-value < 107)

with BMI to influence hsCRP levels in this sample of European-Americans. SNPs with function listed as unknown have

nearby gene(s) reported. Those with function listed as intron have the gene they are in indicated with an (i) and any nearby

gene reported (if relevant).
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3.4 Exploratory Aim 2

To identify genomic regions which interact with BMI to influence hsCRP levels in
the subsample of European-Americans used in this thesis, the results from the two methods
used in the first aim were compared. Two regions, defined by the index SNPs, on
chromosome 2 and chromosome 1 were identified to be significant or suggestive by both
methods. Table 9 contains information about these regions. The region containing the SNP
on chromosome 2 was found near the genes FXO11 and FOXNZ2, and the region containing
the SNP on chromosome 1 was found near the genes GJA5 and GJAS (see figure 1 above to

view regions).

The region on chromosome 2, found near the genes FXO11 and FOXNZ2, contained
18 SNPs (including the index SNP, rs12713007) which were all found to be moderately
associated (p-values between 4.87*10° and 9.65*10°®) with hsCRP levels in lean
individuals. Seven of these SNPs had negative  values falling around -0.1550. The other
11 had positive B values falling in a similar range. The B-values of these SNPs in obese
individuals were not found to be significant, but were discovered to have opposite effects
(negative instead of positive f-values and vice versa) with magnitudes between 0.04 and
0.05. The differences between the B-values in lean and obese individuals for each SNP were
significantly different from zero (p-values between 1.57*10° and 2.00*10°®). The analysis
performed on the un-stratified European-American subsample also showed each of these 18
SNPs to interact significantly (p-values between 7.88*10° and 5.11*10°) with BMIL. The p-
values for each interaction were all found to have a magnitude of around 0.01 (7 SNPs with
positive values and 11 with negative values). The 7 SNPs with positive B-values of

interaction were the same SNPs with positive 3-values in the association analysis using only
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obese individuals. The index SNP, rs12568235, on chromosome 1 was in a region

containing the genes GJA5 and GJAS.

Through comparison of the two methods it was the only SNP in this region found to
interact with BMI. It was significantly associated with hsCRP levels in lean individuals
with a B value of 2.28. The SNP’s association with hsCRP levels in obese individuals was
not significant, but had an opposite effect with a  value of -0.16. Comparison of these two
B values was significant (p-value = 1.80*10). The un-stratified interaction analysis was

also significant (p-value of 3.45*10°) with a p value of -0.20.
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name chr position alleles function nearby genes B_lean p-value lean |B_obese p-value ohese t-stat 2-sided p-val |p_interaction p-value interaction
12713007 2 48337971 cT unknown FBXO11, FOXN2 [0.1589 4. 8700E-06 |-0.0418 0.1095 -4999  5779E-07 |-0.0138 5.110E-06
12568235 1 145785795 CT unknown GJAS, GJAR 22839 69100E-06 |-0.1563 0.6526 -4285 1800E-05 |-0.2032 3 450E-06

Table 9: Two Regions which Possibly Interact with BMI (Exploratory Aim 2)

Information about the 2 regions found to interact with BMI to influence hsCRP levels in European-Americans. They were

identified through the comparison of two separate methods used to investigate the interaction. This table contains the B values and

corresponding p-values from the stratified association analyses (in lean and obese individuals), the t-statistics and p-values from the

comparison of the results from these association analyses, and the  values and corresponding p-values from the non-stratified

interaction analysis.
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CHAPTER 4: DISCUSSION
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4.1 Identifying Genes that Possibly Interact with BMI to Influence hsCRP Levels
C-Reactive Protein is a biomarker for inflammation whose increased plasma levels are
observed to accompany atherosclerotic coronary heart disease (16, 17, 18, 19, 20, 21, 23, 24,
25). It is produced in hepatocytes and secreted by the liver and CRP production is regulated
by cytokines such as IL-6 and TNF-a (6, 8). In addition to being a biomarker of CHD,
increased levels of CRP may also play a key role in the development of CHD (14, 15, 20).
Furthermore, CRP levels have been observed to be correlated with body mass index (20, 34,
36), a common risk factor known to increase CHD risk (20). CRP also has a recognized
genetic component. Multiple GWAS have identified multiple genetic polymorphisms which
influence CRP levels. SNPs implicated in such studies have been found in or near genes of
interest including: CRP, APOE, APOC, IL-6, HNF1A, LEPR, and GCKR (39, 40, 41, 42,
43). Because of the genetic influence on CRP levels in conjunction with the link between
BMI and CRP levels, we undertook and presented the results of a series of analyses
designed to identify loci which interact with BMI to influence CRP levels in a subsample of
European-Americans in the ARIC cohort. By using and then synthesizing the results from
two statistical methods used to investigate this interaction, we identified three genes, GJAS5,
GJA8 and FBXO11, which interact with BMI to influence hsCRP levels. Because there have
been previous GWA studies of CRP with much larger sample sizes and because those genes
with main effects on CRP have been adequately discussed, this discussion will limit itself to
only those genes with suggestive or significant evidence for an interaction with BMI as they

combine to influence of hsCRP levels.
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Method 1: Stratified analysis

By comparing our stratified analyses, we found 16 regions (see table 7) to have
significantly distinct effects (p-value < 2.00%10") on hsCRP levels between the two obesity
strata (lean and obese). Fifteen of them were not previously reported in CRP GWA studies,
and only one region, containing the GCKR gene, was previously reported as being

associated with CRP levels in non-stratified CRP GWA studies (39, 43).

In addition to the region containing GCKR, regions on chromosome 1 containing the
TGF-B2 gene, on chromosome 10 containing ITGB1 and NRP1, on chromosome 2
containing FBXO11, on chromosome 1 containing GJA5 and GJAS, and on chromosome 13
containing FLT1 were of particular interest to us, because of their known affiliation with
CRP or the inflammatory process. TGF-p has been identified as a cytokine having a
regulatory effect on CRP production (8). ITGBL1 is an integrin which is a protein known to
participate in the immune response (52). NRP1 has been suggested as playing a role in
inflammation via the vascular endothelial growth factor receptor (VEGF) signaling pathway
(53). The VEGF-A protein and TGF-f3 were both found to increase during atherogenesis
(54). It has been reported that the vascular endothelial growth factor receptor 1, a tyrosine-
kinase found in monocytes and encoded by FLT1, in its soluble form (sFLT1) is also
positively correlated with VEGF. After binding to VEGF, it inhibits VEGF from binding to
endothelial cells and, in turn, prevents cell migration. In the same study, VEGF was also
found to be positively correlated with CRP levels (55). We will discuss FBXO11, GJA5,

and GJAS8 in more detail in the following sections of the discussion. The loci containing
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TGF-B2, ITGB1 and NRP1, FBXO11, and GJAS and GJAS8 were all associated significantly
with hsCRP levels specifically in the lean subsample, this suggests their effect is greatest in
individuals with a lower BMI. FLT1 was associated was significantly associated with

hsCRP levels in only in the obese subsample.

The genes in regions we found to have significantly different effects on hsCRP levels
and which have no a priori obvious relationship to CRP include: FOXN2, KCNAB1,
PTGR1, ZNF483, NRXN3, ZNF536, EPHAS8, PCDH7, IFT172, MANEA, SLCO1B1,
PDZRN4, and KLK5. Additional stratified analyses should be done to replicate or validate

these findings in well-powered independent samples.

Method 2: Interaction analysis

Using the second method, a formal interaction modeling strategy, to accomplish the
overall research objective, we observed 11 genomic regions (see table 8) to significantly
interact (p-value < 10™) with BMI to influence hsCRP levels in the combined European-
American sample. No SNP or gene reported as being associated with CRP levels in any
published CRP GWAS was found to have an interactive effect with BMI on hsCRP levels in
this thesis. Through literature searches we concluded that only two regions identified
through this interaction analysis were biologically implicated in CRP production or
regulation. These are the regions containing GJAS and GJA8 (chromosome 1), and
FBXO11 (chromosome 2). The genes in regions found to interact with BMI to influence
hsCRP levels in this analysis which have no a priori obvious link to CRP are BDP1,

LOC100132891, CDH9, FOXN2, NTM, CSMD1, and OSTML1.
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Comparison of Methods

The two regions containing GJA5/GJA8 and FBXO11 provided consistent and
statistically significant results using both methods employed in this thesis. Using the
criterion of consistency between the two methods, these are the only two regions found to
interact with BMI to influence hsCRP levels in this thesis. These statistically significant
results do not necessarily mean that there is biologic interaction between the index SNPs
(rs12713007 and rs12568235) and BMI causing a change in hsCRP levels. The results may
simply imply that these SNPs are near or in linkage disequilibrium (LD) with the
unmeasured or unknown causal variant or gene in their respective regions that interacts with
BMI to influence hsCRP levels. For this reason, genes located near these two index SNPs

were carefully considered and researched for functional relevance to CRP.

4.2 GJA8 and GJAS

In analytic strategies presented above, rs12568235 on chromosome 1 was the only
SNP in a 800 kb region found to be statistically significant. The closest two genes, GJA5
and GJAS8, located on either side of the SNP (see figure 1, region 13) were considered as loci

having possible interactive effects with BMI on hsCRP levels.

GJADS codes for the cardiac gap junction protein connexin 40 whose composition of
intercellular channel arrays allows low molecular weight materials to move from cell to cell.
It is expressed specifically in atrial myocytes, and its function is to mediate “the coordinated
electrical activation of the atria” (56, 57). One study investigating heterozygous missense

mutations in GJA5 concluded that such mutations may inhibit assembly of the gap junctions
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or damage electrical coupling. These impairments of function could predispose individuals
with such mutations to idiopathic atrial fibrillation (AF) (57). AF, which affects 2.3 million
people in the US, is associated with increased risks for clot formation and stroke ((58). It
has also been reported that traditional risk factors for CHD, such as CRP, are predictive of
AF (59, 60). It is not known whether AF directly activates inflammation or if pre-existing
inflammation and its accompanying elevated CRP levels promote AF (59, 61-63). Future
studies should investigate the association between CRP and AF to speculate on which

process is biologically most probable.

Although GJAS8, a gene encoding for connexin 50 (64), has not been previously
reported to be associated with CRP levels, it is known that variations in GJA8 have been
associated with a number of cataract syndromes (65, 66) including congenital inherited
cataracts (64). GJAS8 is critical in the transport of “second messengers, metabolites, ions and
water between the lens epithelium and the central lens nucleus” (67). Several studies have
suggested and found that genetic polymorphisms involved in congenital cataracts, such as
those in GJAS8, also play a role in age-related cataracts (64, 68, 69, 70). Age-related
cataract, a multifactorial disease making up 80% of all cataracts world-wide (71), is the
principal source of visual impairment and blindness (72). In addition to having a genetic
component, age-related cataracts are also environmentally influenced by high BMI (73) and
inflammation (74, 75). Because of its association with inflammation, several studies
investigated the relationship between age-related cataract and CRP levels (74, 76).
Schaumberg et al studied CRP’s relationship with the risk for future age-related cataract in
834 men and found an association in apparently healthy men (those with CRP levels > 6.17

mg/l had a three-fold elevated risk of age-related cataract) (74).
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The results of this thesis indicate that GJA5 and GJA8 possibly interact with BMI to
influence hsCRP levels in European-Americans. In conjunction with the preceding
information the results suggest that GJA5 and GJA8 may interact with BMI to influence
hsCRP levels through the inflammatory processes involved in AF and age-related cataracts

respectively.

4.3 FBXO11

rs12713007 and 18 other significantly or suggestive SNPs on chromosome 2 are
found in a ~400 kb region located upstream of FBXO11 and downstream of FOXN2.
FOXNZ2, is a transcriptional regulator of the T-cell leukemia virus long terminal repeat in
humans (77), was found to have no obvious connection to CRP. In two separate studies,
FBXO11 has been associated with a common childhood disease called otitis media (OM).
OM is characterized by inflammation of the middle ear arising with infection (78, 79).
Through use of Jeff, a mouse mutant model for OM, FBXO11 was identified as an
underlying susceptibility gene (79, 80). In humans, the association between FBX011 and
OM has been replicated in two separate studies of Western Australian children (78). In
functional studies, FBXO11 was found to play a role in the regulation of the TGF- pathway
(79), possibly through neddylation and stabilization of p53, a cofactor of pospho-Smad?2
(pSmad2)(81). Stabilization of p53 is mandatory to reduce accumulation of pSmad2 in the
nucleus of epithelial cells (79, 82). The partnering of p53 and pSmad2 activates TGF- 3
target genes (82). The TGF-B pathway and release of the TGF- 3 protein during the acute

stage of inflammation (83, 84) is known to play a regulatory role in cytokine-driven CRP
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production (8). This information in addition to the results of this thesis suggests that

FBXO11 interacts with BMI to influence hsCRP levels through the TGF-B pathway.

4.4 Conclusions and Future Studies

The primary objective of this thesis was to identify genes which interact with BMI to
influence hsCRP levels in European-Americans in the ARIC cohort. Evidence for such an
interaction with the genes GJA5, GJA8 and FBXO11 include: discovery through two
separate statistical analysis strategies of rs12568235 and rs12713007 to interact significantly
with BMI to affect hsCRP levels ; the close proximity of GJA5 and GJA8 to rs12568235
and of FBXO11 to rs12713007; and the biological link between mutations in these two
genes and CRP levels. We speculate that atrial fibrillation (AF), age-related cataract and the
TGF-p pathway may be biological processes influenced by the interaction of GJA5, GJA8
and FBXO11, respectively, with BMI to cause changes in hsCRP levels. If these results can
be reproduced in other studies and populations, the next step could be to investigate in
further detail how CRP levels and these biological processes affected each other. Future
studies should focus on the influence of gene x bmi interaction on AF, age-related cataracts

and the TGF-f pathway.
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Region name (rs) chr position alleles function nearby genes MAF n B p-value
2272417 2 27560144 CT intron IFT172(i), GCKR 04134 2083 -0.20259 267E-08
2280737 2 27443314 CT intron EIF2B4 0.3884 2083 -0.19276 7.43E-08
13472 2 27453743 A/G utr-3 ZNF513 0.3884 2083 -0.19235 7.71E-08
12476704 2 27466535 AlC intron PPMIG 0.3882 2083 -0.19161 B8.26E-08
11689803 2 27420024 AT intron GTF3C2 0.2866 2083 -0.18895 3.57E-06
4425043 2 27586956 AIG intron GCKR 0.3877 2083 -0.18742 1.535E-07
2293571 2 27582984 A/G intron GCKR 03863 2083 -0.18553 188E-07
8395 2 27568711 AT utr-3 FNDC4 0.3877 2083 -0.18348 288E-07
1528533 2 27449260 C/G intron SNX17 0.3922 2083 -0.18339 267E-07
11681351 2 27596927 A/G intron GCKR 0.3966 2083 -0.18213 281E-07
704791 2 27510671 CT intron NRBP1 0.3911 2083 -0.1779  6.08E-07
780102 2 27512995 CT intron NRBPL 0.3911 2083 -0.17783 6.15E-07
1260341 2 27516719 AT intron NRBP1 03911 2083 -0.17775 622E-07
780104 2 27531195 A/G intron TFT172 03911 2083 -0.17755 641E-07
6760828 2 27432735 CT intron GTF3C2 0.3931 2083 -0.17747 6.04E-07
10205219 2 27422069 CT intron GTF3C2 0.3931 2083 -0.17745 6.19E-07
4665969 2 27428457 CT intron GTF3C2 0.3931 2083 -0.17744  6.04E-07
1647266 2 27546989 CT intron IFT172 0.3912 2083 -0.17681 7.15E-07
4665978 2 27502230 CT unknown GCKR 0.4445 2083 -0.1741  B.66E-07
704795 2 27569998 A/G intron FNDC4 03914 2083 -0.1727  124E-06
813592 2 27575475 CT intron GCKR 0.3911 2083 -0.17071 1.60E-06
1260320 2 27575920 A/G intron GCKR 0.3911 2083 -0.17058 1.63E-06
3739095 2 27410225 A/G intron GTF3C2 04311 2083 -0.17048 1.81E-06
780110 2 27538892 A/G intron IFT172 0.4436 2083 -0.16945 1.68E-06
780094 2 27594741 CT intron GCKR 0.3995 2083 -0.1617 3.75E-06
1260326 2 27584444 CT missense GCKR 04144 2083 -0.16164 4.15E-06
780093 2 27596107 CT intron GCKR 03995 2083 -0.1615 385E-06

Region 1 2911711 2 27604050 AT unknown GCKR 04514 2083 -0.15605 5.46E-06
1260333 2 27602128 A/G unknown GCKR 04514 2083 0.156021 5.44E-06
780117 2 27551847 C/G intron IFT172 0.3912 2083 0.176672 7.29E-07
7586601 2 27438170 A/G unknown GCKR 0.444 2083 0.176832 6.20E-07
1049817 2 27404471 AIG coding-synonyn GTF3C2 0.3929 2083 0.176879 7.33E-07
11684134 2 27411756 A/G intron GTF3C2 04431 2083 0176926 122E-06
1647276 2 27542105 CT intron IFT172 0.3912 2083 0.176929 7.03E-07
780107 2 27538238 A/G intron IFT172 0.3912 2083 0.177222 6.73E-07
780106 2 27535102 A/C intron IFT172 0.3912 2083 0.177305 6.65E-07
6743819 2 27420011 G'T intron GTF3C2 0.393 2083 0.177431 6.29E-07
4803 2 27520801 AIG utr-3 IFT172 0.3911 2083 0.177625 6.34E-07
1260342 2 27516920 GT intron NRBPL 0.3911 2083 0.177709 6.26E-07
780100 2 27505657 G'T intron NRBP1 03911 2083 0178047 594E-07
8179252 2 27600336 AlC near-gene-3  GCKR 0.3967 2083 0.181606 3.04E-07
6347626 2 27500274 CT unknown GCKR 0.3921 2083 0.181718 3.29E-07
1728922 2 27497968 A/C unknown GCKR 0.3921 2083 0.18177 3.26E-07
4665976 2 27493829 A/G unknown GCKR 0.3921 2083 0.181875 3.19E-07
1060525 2 27489086 AIG unknown GCKR 0.392 2083 0.182087 3.05E-07
7363162 2 27484695 CT intron PPMI1G 0392 2083 0182102 3.04E-07
2911712 2 27480449 AT intron PPMI1G 0392 2083 0182198 301E-07
7594812 2 27464973 A/G intron PPMIG 0.3921 2083 0.18255 291E-07
1647284 2 27461619 CT intron PPMIG 0.3921 2083 0.182637 2.8BE-07
4582 2 27457783 A/G utr-3 PPMIG 0.3921 2083 0.182972 2.79E-07
2303369 2 27568920 CT intron FNDC4 0.3877 2083 0.183346 2.93E-07
2293572 2 27582281 CiG intron GCKR 0.3864 2083 0.185558 1.87E-07
2010087 2 27490739 CT unknown GCKR 03883 2083 0191204 B872E-08
7602534 2 27445927 CT intron EIF2B4 0.3884 2083 0.192667 7.49E-08
1260345 2 27556999 A/G intron IFT172 0.4168 2083 0.195044 7.75E-08

Supplementary Table 1: Top 145 SNPs associated with hsCRP levels in European-

American lean individuals. SNPs with function listed as unknown have nearby gene(s)

reported. Those with function listed as intron have the gene they are in indicated with an (i)

and any nearby gene reported (if relevant). The SNP highlighted in pink is the index SNP

in its respective region.
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Region name (rs) chr position alleles function nearby genes MAF n B p-value
11265260 1 157966663 A/G unknown CRP 0.0601 2083 -0.36391 1435E-07
12081252 1 157973137 CT unknown CRP 0.06 2083 0.364024 145E-07
12081264 1 157973184 CT unknown CRP 0.06 2083 0364106 145E-07
16842599 1 157964099 CT unknown CRP 0.0601 2083 0.363607 147E-07
12068753 1 157959161 AT unknown CRP 0.0623 2083 0.359797 1.73E-07
12755606 1 157936960 C/G unknown CRP 03316 2083 -0.18584 4 48E-07
7553007 1 157965173 A/G unknown CRP 0.3286 2083 -0.18223 521E-07
3093075 1 157946537 GT unknown CRP 0.0621 2083 -0.34655 582E-07
3093077 1 157946260 A/C unknown CRP 0.0621 2083 -0.34499 6.48E-07
16842568 1 157942844 A/G unknown CRP 0.062 2083 -0.34497 6.57E-07
1341665 1 157958183 A/G unknown CRP 0.3301 2083 -0.18076 6.57E-07
16842559 1 157942795 CT unknown CRP 0.062 2083 0344904 664E-07
Region 2 1205 1 157948857 C/T utr-3 CRP 03302 2083 0.180356 6.99E-07
2808629 1 157943420 A/G unknown CRP 0.3304 2083 -0.17704 1.06E-06
2794520 1 157945440 C/T unknown CRP 0.3305 2083 0.177009 1.07E-06
2027471 1 157956012 AT unknown CRP 0.3395 2083 -0.17798 1.08E-06
2808628 1 157942635 A/G unknown CRP 0.3301 2083 -0.17764 1.12E-06
16842502 1 157920487 A/C unknown CRP 0.0616 2083 0.344749 1.48E-06
876537 1 157941557 C/T unknown CRP 03796 2083 0164229 4 76E-06
11265257 1 157935608 C/T unknown CRP 0.379 2083 0.164396 4.87E-06
2808624 1 157932545 C/G unknown CRP 0.3789 2083 0.164392 4.89E-06
12081480 1 157973614 GT unknown CRP 0.0416 2083 0.427218 599E-06
11588887 1 157983786 A/G unknown CRP 0.1269 2083 -0.26201 6.53E-06
1470515 1 157920223 CT unknown CRP 0.3778 2083 0.16381 7.02E-06
2592887 1 157919563 C/T unknown CRP 0.3824 2083 0.164128 9.76E-06
12463210 19 35788102 A/G unknown ZNF536 0.0075 2083 -0.99342 4.28E-07
726644 19 35784264 CT unknown ZNF536 0.0074 2083 -1.02787 4.29E-07
12459020 19 35784794 C/G unknown ZNF536 0.0075 2083 -1.01997 4.29E-07
12461477 19 35789462 AIG unknown ZNF536 0.0075 2083 0.990881 4.33E-07
12461628 19 35789579 CT unknown ZNF546 0.0075 2083 -0.94941 4.36E-07
Region3 (4805589 19 35809795 CT unknown ZNF546 0.0079 2083 -0.86626 2.39E-06
1529722 19 35808730 CT unknown ZNF546 0.0079 2083 -0.86214 2.56E-06
2043313 19 35805590 CT unknown ZNF546 0.008 2083 -0.85144 299E-06
7359955 19 35821299 AIG unknown ZNF546 0.0079 2083 -0.85747 3.17E-06
7359965 19 35821309 A/G unknown ZNF546 0.0079 2083 0856199 329E-06
12461634 19 35821632 CT unknown ZNF546 0.0079 2083 0.855365 3.37E-06
2043311 19 35824238 C/T unknown ZNF546 0.0079 2083 0.85335 3.57E-06
4448101 6 96095326 CT unknown MANEA 0.3587 2083 -0.17635 6.90E-07
Region4 |2613562 6 95995138 CiG unknown MANEA 0.3441 2083 0.168897 3.39E-06
2613565 6 96001120 A/C unknown MANEA 0345 2083 0166692 3 50E-06
157582 19 50088059 CT intron TOMMA40(i). APOE/C 0.2291 2083 0.309804 7.59E-07
Region 5 (4420638 19 50114786 A/G intron LOC100129500()), APOE/C  0.1736 2083 0.228672 1.06E-06
6857 19 50084094 C/T utr-3 PVRL2, APOE/C 0.153 2083 0.30722 3.46E-06
Region 6 |663002 1 22798200 A/C intron EPHAS 0.2174 2083 -0.20348 1.85E-06
Region 7 12260720 10 33415966 CT unknown ITGE1l. NRP1 0.2135 2083 -0.20125 4.21E-06

Supplementary Table 1 continued: Top 145 SNPs associated with hsCRP levels in

European-American lean individuals. SNPs with function listed as unknown have nearby

gene(s) reported. Those with function listed as intron have the gene they are in indicated

with an (i) and any nearby gene reported (if relevant). The SNP highlighted in pink is the

index SNP in its respective region.
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Region name (rs) chr position alleles function nearby genes MAF n B p-value
12713007 2 48337971 CT unknown FBXO11, FOXN2 04905 2083 0.158899 4 87E-06
963134 2 48162112 CT unknown FBXO11, FOXN2 04583 2083 0.158877 547E-06
6545018 2 48157885 CT unknown FBXO11, FOXN2 0.4583 2083 0.158881 5.50E-06
1483213 2 48168771 AIG unknown FBXO11, FOXN2 0.4593 2083 0.158553 5.82E-06
10865228 2 48145389 CT unknown FBXO11, FOXN2 04583 2083 -0.15751 7.11E-06
2128720 2 48105539 G'T unknown FBXO11, FOXN2 04579 2083 0.155644 B852E-06
10193482 2 48105182 G'T unknown FBXO11, FOXIN2 04579 2083 -0.15562 B8.53E-06
2128722 2 48106434 A/C unknown FBXO11, FOXN2 0.4581 2083 -0.15571 B.63E-06
Region 9  |4525741 2 48106759 CT unknown FBXO11, FOXN2 0.4581 2083 0.155699 B.69E-06
4324359 2 48106772 A/G unknown FBXO11, FOXN2 0.4581 2083 0.155689 B8.72E-06
6545014 2 48108695 AIG unknown FBXO11, FOXN2 0.4581 2083 0.155662 8.78E-06
10865227 2 48109258 AT unknown FBXO11, FOXN2 04581 2083 -0.15564 B8 83E-06
6707641 2 48109337 A/G unknown FBXO11, FOXN2 04582 2083 -0.15552 9.02E-06
10176365 2 48116260 A/G unknown FBXO11, FOXIN2 0.4582 2083 0.155343 9.25E-06
2056138 2 48120680 G'T unknown FBXO11, FOXN2 0.4582 2083 0.15531 9.30E-06
6749276 2 48120803 CT unknown FBXO11, FOXN2 0.4582 2083 -0.15529 9.32E-06
7584493 2 48121249 A/G unknown FBXO11, FOXN2 0.4582 2083 -0.15518 9.435E-06
7584401 2 48121348 C/T unknown FBEXO11, FOXN2 0.4583 2083 0.155005 9.65E-06
Region 10 |10841753 12 21212637 C/T intron SLCO1B1 0.188 2083 0.199965 5.02E-06
4335431 1 216624232 CT intron TGFB2 0.0842 2083 -0.27746 5.87TE-06
Region 11 [11466381 1 216625068 A/G intron TGFB2 0.0843 2083 0.277399 6.06E-06
12058490 1 216625903 A/G intron TGFB2 0.0843 2083 0.278127 6.28E-06
17052680 6 117407601 A/C unknown RFX6 0.2335 2083 -0.1814 6.87E-06
13194910 6 117414024 C/G unknown RFX6 0.2938 2083 -0.16642 8. 46E-06
13195177 6 117428076 AT unknown RFX6 0.294 2083 -0.1665 B.69E-06
874403 6 117418448 CT unknown RFX6 0.2938 2083 -0.16613 8.74E-06
13197353 6 117419910 AT unknown RFX6 0.2938 2083 0.166078 8.78E-06
2883129 6 117420799 A/G unknown RFX6 02938 2083 0166042 8 81E-06
2353281 6 117420808 G/T unknown RFX6 02938 2083 -0.16603 B8.82E-06
11961055 6 117421413 CT unknown RFX6 0.2938 2083 -0.16599 B.85E-06
Region 12 (13197405 6 117419723 GT unknown RFX6 0.2898 2083 0.167749 892E-06
1334682 6 117422761 A/G unknown RFX6 0.2938 2083 0.165883 8.98E-06
10485192 6 117424688 C/T unknown RFX6 0.2938 2083 0.165677 9.22E-06
4946207 6 117396458 C/G unknown RFX6 0.2944 2083 -0.16866 9.27E-06
1321363 6 117409336 A/G unknown RFX6 02905 2083 -0.16642 9 66E-06
11961334 6 117425962 C/G unknown RFX6 0.2939 2083 0.165285 9.66E-06
10485193 6 117426440 GT unknown RFX6 0.2939 2083 -0.16528 9.67E-06
17078735 6 117430029 CT unknown RFX6 0.2352 2083 0.178277 9.84E-06
13213573 6 117427156 GT unknown RFX6 0.2942 2083 -0.16522 9.89E-06
11968834 6 117427834 A/G unknown RFX6 0.2943 2083 -0.1652  9.94E-06
Region 13 [12568235 1 145785795 C/T unknown GJAS5, GJAS 00092 2083 228392 691E-06
Region 14 [7026971 9 113371319 AT intron PTGR1,ZNF483 0.0427 2083 -0.36723 7.13E-06
Region 15 [13093806 3 157680330 A/C intron KCNABL 0.3751 2083 0.16719 7.86E-06

Supplementary Table 1 continued: Top 145 SNPs associated with hsCRP levels in

European-American lean individuals. SNPs with function listed as unknown have nearby

gene(s) reported. Those with function listed as intron have the gene they are in indicated

with an (i) and any nearby gene reported (if relevant). The SNP highlighted in pink is the

index SNP in its respective region.
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Region name (rs) chr position alleles  function nearby genes MAF n B p-value
4420638 19 50114786 A/G intron LOC100129500 (). APOE 0.1736 2411 0.215498  1.86E-09
Region 1 6857 19 50084094 CIT utr-3 PVRL2, APOE/C 0.153 2411 0.290624 1.31E-08
2075650 19 50087459 AIG intron TOMMA40 (7). APOE/C 0.1389 2411 0.28007 3.84E-07
439401 19 50106291 CIT intron LOC100129500 (i), APOE 0.3867 2411 -0.260541 4.71E-07
12068753 1 157959161 AT unknown CRP 0.0623 2411 0.271131 8.02E-07
2808628 1 157942635 AIG unknown CRP 0.3301 2411 -0.135287 1.18E-06
2794520 1 157945440 CIT unknown CRP 0.3305 2411 0.134296 1.23E-06
2808629 1 157943420 A/G unknown CRP 03304 2411 -0.134262 1.24E-06
1205 1 157948857 CIT utr-3 CRP 0.3302 2411 0.134366 1.27E-06
1341665 1 157958183 AI/G unknown CRP 0.3301 2411 -0.134052 1.32E-06
2027471 1 157956012 AT unknown CRP 0.3395 2411 -0.13339  1.65E-06
3093075 1 157946537 GT unknown CEP 0.0621 2411 -0.262416 1.96E-06
16842502 1 157920487 A/C unknown CRP 0.0616 2411 0.270112 2.01E-06
7553007 1 157965173 A/G unknown CRP 0.3286 2411 -0.131546 2.04E-06
16842559 1 157942795 CIT unknown CRP 0.062 2411 0.261416 2.13E-06
Region 2 16842568 1 157942844 AIG unknown CRP 0.062 2411 -0.261345 2.13E-06
3093077 1 157946260 A/C unknown CRP 0.0621 2411 -0.261219 2.14E-06
2592887 1 157919563 CIT unknown CRP 03824 2411 0.134288  3.02E-06
12081480 1 157973614 G/T unknown CRP 0.0416 2411 0.340329 5.27E-06
1470515 1 157920223 CIT unknown CRP 0.3778 2411 0.127779  5.90E-06
12081264 1 157973184 CIT unknown CRP 0.06 2411 0.250863  7.02E-06
12081252 1 157973137 CT unknown CRP 0.06 2411 0.250694  7.06E-06
11265260 1 157966663 A/G unknown CRP 0.0601 2411 -0.250438 7.15E-06
16842599 1 157964099 CIT unknown CRP 0.0601 2411 0.250396 7.17E-06
2808624 1 157932545 CIG unknown CRP 0.3789 2411 0.124762  7.54E-06
11265257 1 157935608 C/T unknown CRP 0379 2411 0.124538  7.79E-06
876537 1 157941557 CIT unknown CRP 0.3796 2411 0.122747  9.95E-06
Region3 13330968 16 79898765 G/T unknown BCMO1, GAN 0.0141 2411 -1.57314  1.49E-06
Region 4 4278077 7 33356392 CIG intron BBS9 (1) 0.0158 2411 0.442459  6.19E-06
Region 5 2808898 9 43432012 CIT unknown FAMT5A6 0.1265 2411 0.976443  6.70E-06
Region 6 5008004 12 40283747 CIT unknown PDZRIN4 0.3251 2411 0.128582 B.49E-06
Region 7 17086609 13 27827711 AIG intron FLTI () 0.2992 2411 -0.153033 B 56E-06
Region § 629882 11 125747907 CIT intron ST3GAL4 () 0.1278 2411 -0.17358  B.89E-06
Region 9 4903731 14 77765959  AIG unknown NEXN3 0.0743 2411 0.220079  9.16E-06
Region 10 10408037 19 56133595 A/G unknown KLKS5 0.009 2411 -1.08014  994E-06
Region 11 7019284 9 28384358 GIT intron LINGO2 (1) 03167 2411 0.126009  995E-06

Supplementary Table 2: Top 36 SNPs associated with hsCRP levels in European-

American lean individuals. SNPs with function listed as unknown have nearby gene(s)

reported. Those with function listed as intron have the gene they are in indicated with an (i)

and any nearby gene reported (if relevant). The SNP highlighted in pink is the index SNP

in its respective region.
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