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Abstract Genetic and environmental factors influence the development of coronary artery disease (CAD). Genetic analyses
of families and the population continue to yield important fundamental insights for CAD. For the past four decades,
CAD human genetic research focused largely on the study of germline genetic variation in CAD and its risk factors.
The first genes associated with CAD were discovered using basic Mendelian principles and pedigree analysis.
Mapping of the human genome and advancement in sequencing technology sparked further discovery of novel ge-
netic associations through exome sequencing and genome wide association analysis in increasingly larger popula-
tions. While prior work implicated in situ DNA damage as a feature of atherosclerosis, more recently, somatic mu-
tagenesis in and clonal expansion of haematopoietic stem cells was found to influence risk of CAD. Mutations
observed for this condition, termed clonal haematopoiesis of indeterminate potential, frequently occur within epige-
netic regulator genes (e.g. DNMT3A, TET2, ASXL1, etc.), which are also implicated in leukaemogenesis.
Hypercholesterolaemic mice with Tet2 bone marrow deficiency are predisposed to the development of atheroscle-
rosis that may be partly related to inflammatory cytokines. As the genetic basis of CAD expands from the germline
to somatic genome, our fundamental understanding of CAD continues to evolve; these new discoveries represent
new opportunities for risk prediction and prevention, and a new facet of cardio-oncology.
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This article is part of the Spotlight Issue on Cardio-oncology.

1. Introduction

Cardiovascular disease is the leading cause of death in the world.1,2 In ad-
dition to being the cause of death for over 3.8 million individuals in the
member nations of the European Society of Cardiology each year, it
accounts for a large share of each nation’s health care system expendi-
ture.3 Much of the mortality and morbidity from cardiovascular disease
stems from coronary artery disease (CAD). A deeper understanding of
the causes of CAD is essential to guide effective prevention and treat-
ment measures.

An individual’s genes, environment, and chance dictate the development
and severity of CAD and its risk factors.4 The heritability, or trait variability

explained by the sum of genetic differences, of CAD is estimated to be
40–60%.5,6 Although the template for germline genomic variation for an
individual is established at gametogenesis and fertilization, each mitosis
thereafter is subject to the forces of mutagenesis by chance, or biological
or environmental influences (Figure 1). In oncology, study of the acquired
mutations has been central to understanding the mechanism of tumouri-
genesis, and although cardio-oncology has emerged as a field due to
potential cardiovascular toxicities of oncologic therapies, recent discover-
ies in clonal haematopoiesis inform new appreciation of common features
between cardiovascular diseases and cancer. In this review, we highlight
genetic work performed over the past 40 years of largely germline genetic
variation to now somatic genetic variation, and their risks for CAD.
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2. Germline variant discovery,
Mendelian studies to exome
sequencing

CAD often aggregates in families, particularly when it occurs earlier in
life. Early human genetic studies of CAD analysed exceptional families
displaying apparent Mendelian segregation of CAD using genetic linkage
analysis (Figure 2A). In the first genetic analyses, families with co-
segregation of severe hypercholesterolaemia and premature CAD were
studied. In one such study, DNA sequence was deduced with cDNA
from restriction enzyme digestion patterns and blot hybridization; a 5 kb
deletion in the gene encoding for the low-density lipoprotein (LDL)
receptor (i.e. LDLR) deficient in cell membrane adherence and LDL
clearance was discovered.7,8 Advancement in genetic mapping and devel-
opment of Sanger sequencing technology led to further understanding
of the sequence and variation in LDLR and other genes involved in
syndromes of familial dyslipidaemia and myocardial infarction (MI)
(Figure 2B).9–11 In the study of families with apparent autosomal
dominant severe hypercholesterolaemia but without LDLR mutations,
mutations (later characterized to be gain-of-function) in the gene PCSK9
were implicated through positional cloning and parametric linkage analy-
ses.12 At the population-level, loss-of-function mutations in PCSK9 were
associated with marked reductions in LDL cholesterol concentration
and subsequent reduction in risk of CAD in both European and African
Americans.13

Advances in next-generation sequencing technology now permit
sequencing of the exome (i.e. the full protein-coding portion of the
genome) or even the whole genome itself (Figure 2C). Whole exome
analysis also facilities gene discovery within exceptional families. For ex-
ample, exome sequencing of a family with apparent Mendelian combined

hypolipidaemia identified causative nonsense mutations in ANGPTL3,
an inhibitor of lipoprotein lipase and endothelial lipase.14

Furthermore, advances now permit scalable application for gene
discovery in large studies (e.g. case-control, cohort, etc). Exome
sequencing of 9793 individuals of patients with early-onset MI and
MI-free controls verified that variants in LDLR associated with 4.2–13-
fold odds for MI, and showed that variants in APOA5 associated with
2.2-fold odds of MI, each also with associations of hypercholestero-
laemia and hypertriglyceridaemia, respectively.15 A cohort study with
exome sequences of 3734 individuals observed that loss-of-function
mutations in APOC3 were associated with lower levels of triglycerides
and reduced risk of CAD.16,17

3. Germline variant discovery, the
genome wide association study

While the analyses of rare alleles and their influences on cardiovascular
traits can lead to broad insights about cardiovascular disease, a larger
fraction of the heritability of common traits such as CAD appears to be
explained by common genetic variation. Genome-wide association stud-
ies (GWAS) catalogue common coding and non-coding variation across
the human genome through single nucleotide polymorphism (SNP)
arrays and associate these variants with quantitative or discrete traits in
population-based analyses (Figure 2D).

Over a decade ago, the first GWAS of CAD/MI showed that the top
association was at the 9p21 locus, a genomic region not previously impli-
cated in cardiovascular disease.18–20 As GWA studies increase in size
and ethnic diversity, novel loci continue to be discovered.21–27 The most
recent and largest meta-analyses identified 64 new loci implicated in

Figure 1 Germline and somatic mutagenesis. In germline mutagenesis, a mutation is transmitted from parent to offspring and all subsequent lineages
carry it. In somatic mutagenesis, a mutation occurs in a stem cell or replicating differentiated cell leading to mosaicism, and potentially clonal advantage in
replication and survival.
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Figure 2 Advances in genetic analysis methodology. (A) Linkage analysis is a statistical method that tracks and correlates hereditary phenotype trans-
mission with genetic loci relying on the consequences of genetic recombination between two autosomal chromosomes during meiosis. Finer resolution
mapping is possible with larger pedigrees. This schematic depicts an autosomal dominant trait originating from the terminal chromosomal locus in the
pedigree father (marked x) and being transmitted to a granddaughter via an affected son and to a grandson and granddaughter via an affected daughter.
(B) Sanger sequencing is used to determine the DNA sequence for a locus. Repetitive polymerase chain replication is performed in which a constitutively
replicated sequence fragment is randomly terminated with a labelled chain-terminating dideoxynucleotide. Several sequencing fragments of varying
lengths and end nucleotides emerge and are separated based on length. The attached base for each length is imaged to yield a sequence of bases. (C)
Next generation sequencing refers to a group of methods of large-scale, parallel sequencing using Sanger sequencing principles. This involves fragmenting
genomic DNA, attaching adaptors to the newly formed DNA fragments, attaching these adaptors to a solid surface for sequencing, amplifying the frag-
mented DNA strands in parallel, enriching desired segments, sequencing in parallel using different methods, aligning the sequence reads that result from
the pooled results to known genomic reference sequence, and examining the resulting DNA variants. (D) Genome wide association (GWA) involves us-
ing large genotyping arrays containing SNPs, each representative of a locus of bases that are generally inherited together due to linkage disequilibrium.
DNA from cohorts of individuals affected and unaffected by a trait are genotyped with these arrays and the comparative differences in prevalence of cer-
tain mutations are used to statistically determine associations of polymorphisms at a certain locus with the trait of interest.
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CAD, bringing estimated total to over 150 loci reaching genome wide
significance.24,28,29 Additionally, international collaborations identified
numerous associations with risk factors implicated in CAD, notably in
hypertension,30,31 lipids,32 and Type 2 diabetes.33–35 At the individual-
level, risk alleles can be summed as a weighted polygenic risk score to
quantify genetic predisposition to CAD as well as its risk factors.36–38

Although associations are abundant, explaining the true disease mech-
anism of GWAS signals at regions without previously implicated
Mendelian genes remains challenging. Disentangling the causal variant it-
self can be challenging as the lead significant variant with the strongest
statistical signal is correlated with several other variants in linkage dis-
equilibrium. Additionally, many of the implicated variants are in
non-protein-coding regions, making hypothesis-driven candidate testing
challenging. Musunuru et al.39 reported one common, non-coding
GWAS-implicated variant at the chromosome 1p13 locus to be involved
in a novel regulatory pathway, where altered transcription factor binding
leads to altered hepatic expression of SORT1. This gene is involved
in pre-secretory degradation of very low-density lipoprotein (VLDL)
cholesterol and leads to altered LDL cholesterol and VLDL cholesterol
levels, thereby influencing risk for CAD.

4. In situ DNA damage and
atherogenesis

Separate from the analysis of germline genetic variation, various investi-
gational methods in model systems previously linked acquired damage
to DNA and repair defects within endothelial cells and cholesterol pla-
ques with atherogenesis.40 The process of atherosclerosis is mediated
by damage to endothelium, deposition of cholesterol, activation of in-
flammation and fibroproliferation.41 Cholesterol bound to lipoprotein
particles in the bloodstream attach to intima and aggregate to form the
beginnings of fatty streaks. These particles undergo chemical modifica-
tions in the setting of oxidative stress.42 Deletions or additions of whole
or parts of chromosomes as well as loss-of-heterozygosity (LOH),
strand breaks, base pair modification, and microsatellite instability (MSI)
have been observed in the plaque environment. The phenomenon of
vascular aging is thought to occur as a result of exposure to reactive oxy-
gen species (ROS) and resultant genomic instability, which subsequently
affects normal cellular function within atheroma.43

Oxidative damage to mitochondrial genes promotes the generation of
ROS in vascular tissues and atherosclerotic lesions. Atherosclerotic plaques
are enriched for markers of immunoreactivity against oxidized DNA with
concomitant local up-regulation of DNA repair systems.44 Mitochondrial
DNA damage correlates with atherosclerotic extent in humans and
in mice.45,46 Furthermore, mitochondrial damage is widespread in cells in-
volved in atherosclerosis and may promote lesion development.47

MSI and LOH are common genomic alterations observed in cellular
nuclei within atherosclerotic plaques. Microsatellites are short, repeated
sequences of DNA, and instability in their inheritance occurs when the
number of repeats changes with erroneous replication. LOH is a phe-
nomenon that occurs when a heterozygote loses a wild-type allele
through mutagenesis or non-disjunction. Several human studies of
atherosclerotic plaques showed greater burden of LOH and MSI in ather-
omatous plaques compared with unaffected vascular tissue within
the same individual.48 MSI is particularly enriched at proto-oncogene reg-
ulators and genes central to signal transduction in vascular repair and
healing, implying a causal mechanism of disordered proliferation and
transformation of disease-related smooth muscle cells with

atherosclerosis.49,50 Furthermore, such mutagenesis may facilitate selec-
tion since large clonal chromosomal abnormalities are more commonly
observed in the smooth muscle cells from unstable atherosclerotic pla-
ques than in stable plaques.51 However, it remains unclear if observed
plaque characteristic differences are causes or effects of the observed ge-
netic instability.

Telomere dysfunction may also lead to genomic instability and to ath-
erogenesis. Telomere shortening in blood leucocytes is associated with
metabolic syndrome, diabetes mellitus, and CAD.52–54 Within vascular
smooth muscle cells, accelerated telomere attrition and replicative senes-
cence is associated with upstream angiotensin II-induced ROS-mediated
DNA damage.55 Similarly, it remains unclear if this is a cause or conse-
quence of atherogenesis. Nevertheless, statin use is correlated with
accelerated DNA repair in vascular smooth muscle cells, reduced
telomere shortening, and reduce vascular smooth muscle cell death.56

5. Somatic mutations in blood cells
conferring clonal advantage

In addition to the passive deposition and transformation of cholesterol
that occurs in the endothelium, monocytes play a central role in the for-
mation of atheroma.42 Somatic mutations can occur within the mono-
cytes interacting with vascular tissues and may separately influence
atherosclerosis.

Leucocytes are recruited to the intima through expression of extra-
cellular proteins in the cell adhesion molecule, integrin, and selectin fami-
lies. Monocytes subsequently accumulate lipids via scavenger receptors
and subsequently transform into foam cells. These cells thereafter pro-
duce further inflammatory mediators as well as oxidant species that con-
tribute to progression of atherosclerotic lesions. The vascular smooth
muscle cells then rapidly multiply, produce extracellular matrix mole-
cules, and foster calcification, leading to maturation and evolution of the
atherosclerotic plaque.42

Haematopoietic stem cells continuously regenerate providing an ideal
opportunity for selection and proliferation in the setting of mutagenesis
(Figure 1). DNA from whole blood for germline DNA analysis is
extracted from peripheral mononuclear cells; separate bioinformatics
software can be used to distinguish the presence of acquired mutations
of appreciable allele frequency (indicating clonal expansion).

Xie et al.57 studied 2728 individuals with non-haematologic
malignancy from The Cancer Genome Atlas and identified 77 somatic
mutations in cancer genes in blood cells from whole exome
sequencing. The majority of these mutations are commonly associ-
ated with haematologic malignancies, with nine loci that are recur-
rently mutated (DNMT3A, TET2, JAK2, ASXL1, TP53, GNAS, PPM1D,
BCORL1, and SF3B1, Figure 2).

Further studies among individuals without prior malignancy demon-
strated that clonal haematopoiesis with pre-malignant somatic mutations
is associated with increased risk of haematologic cancer and death. From
the analysis of 12 380 blood-derived whole exome sequences,
Genovese et al.58 identified 3111 somatic mutations in white blood cells
based on the presence of unusual allelic fractions dispersed across the
exome. There was similarly disproportionate enrichment of disruptive
mutations in the genes implicated in haematologic malignancy, namely
DNMT3A, TET2, and ASLX1 (Figure 3). Prevalence was associated with
age: 1% of individuals younger than age 50 were carriers and 10% of indi-
viduals older than age 65 were carriers. Furthermore, clonal haemato-
poiesis was associated with the development of haematologic

Completing the genetic spectrum influencing CAD 833

Deleted Text:  
Deleted Text:  
Deleted Text: <sup>39</sup>
Deleted Text: low-density lipoprotein (
Deleted Text: )
Deleted Text: Microsatellite instability
Deleted Text: loss-of-heterozygosity
Deleted Text: Loss-of-heterozygosity (
Deleted Text: )
Deleted Text: microsatellite instability (
Deleted Text: )
Deleted Text: to 
Deleted Text: leukocytes 
Deleted Text: Leukocytes 
Deleted Text: , 
Deleted Text: <sup>57</sup>
Deleted Text: , 
Deleted Text: , 
Deleted Text: <sup>58</sup>


..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..

..malignancy, conferring a hazard ratio of 12.9 [95% confidence interval
(CI) 5.8–28.7].58

Jaiswal et al. also report an age-related increase in observed frequency
of clonal somatic mutations. In this blood-derived whole exome se-
quencing study of 17 182 individuals, they also reported that the majority
of SNPs that were found in the same leukaemogenic genes (DNMT3A,
TET2, and ASLX1, Figure 3). Not only was carrying these mutations asso-
ciated with an increased risk of haematologic cancer but also all-cause
mortality (hazard ratio 1.4, 95% CI 1.1–1.8). Exploratory analyses sug-
gested an association with CAD (hazard ratio 2.0, 95% CI 1.2–3.4) and
ischaemic stroke (hazard ratio 2.6, 95% CI 1.4–4.8) despite accounting
for conventional risk factors.59

Notably, clonal haematopoiesis as detected by the presence of a pre-
malignant mutation of variant allele fraction at least 2% in the absence of
overt malignancy or other benign haematological conditions is termed
‘clonal haematopoiesis of indeterminate potential’ (CHIP).60–62

Recently, a whole genome sequencing study in Iceland demonstrated
that clonal development has a heritable basis. In this study, a common 8-
bp deletion in an intron of the telomerase reverse transcriptase gene
(TERT) increases risk for developing clonal haematopoiesis, though the
mechanism currently remains unclear.63

6. Clonal haematopoiesis of
indeterminate potential and
atherosclerosis

To examine the role of CHIP in CAD more closely, we exome se-
quenced 4726 participants with CAD and 3529 without known CAD, as
defined by history of MI or revascularization from a total of four cohorts.
As before, most mutations among those with CHIP were observed in
DNMT3A, TET2, and ASXL1. CHIP carriers were found to have 1.9 times
the risk of CAD when compared with non-carriers (95% CI 1.4–2.7;
P < 0.001). Remarkably, despite being an age-associated condition, youn-
ger carriers were at 4.0 times the risk of early-onset MI when compared
with non-carriers (95% CI 2.4–6.7; P < 0.001). Narrowing the pool of
mutations to just DNMT3A, TET2, and ASXL1 revealed that participants
with these mutations had 1.7 to 2.0 times the risk of CAD compared
with those without these mutations, and the p.V617F mutation in JAK2
was noted to confer 12.1 times the risk. Similar results were found with
early-onset MI. Furthermore, participants with CHIP mutations were
noted to have 3.3 times higher amount of coronary artery calcification as
non-carriers. Lastly, increased CHIP allele fraction, indicating a larger

Figure 3 Prevalence of the most common mutations implicated in clonal haematopoiesis of indeterminate potential (CHIP) in three seminal studies.
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Figure 4 Interplay of well-known germline and somatic mutations in atherogenesis. In the liver, cholesterol biosynthesis begins with acetyl-CoA, and
intracellular cholesterol levels are regulated with assistance the SREBP2 pathway. Statins interfere with cholesterol synthesis by inhibiting HMG-CoA
reductase, leading to a drop in intracellular cholesterol levels, synthesis of more LDL receptors, and increased uptake of LDL cholesterol from the circula-
tion. PCSK9 molecules help regulate the number of LDL receptors on the cell surface by aiding in their uptake from the cell membrane and transport to
the lysosome for degradation. Evolocumab and alirocumab inhibit the activity of PCSK9, allowing more LDLR-mediated uptake of serum cholesterol.
Sortilin expression, mediated by enhancers at the chromosome 1p13 locus, promotes release of mature VLDL particles into the circulation, PCSK9 se-
cretion, and macrophage lipid accumulation leading to foam cell formation. In the circulation, various forms of lipoproteins combined with lipid molecules
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clone size, correlated with greater effect size as well. Patients with CHIP
variant allele fraction >10% had 2.2 times the risk of having CAD, com-
pared with 1.4 times the risk seen in those with variant allele fraction of
less than 10%.64

To further assess for causality, we investigated the role of TET2, a
gene involved in DNA methylation and transcription regulation, fur-
ther in a mouse model of hypercholesterolaemia and atherosclerosis.
Ldlr-/- mice were irradiated and transplanted with bone marrows of
Tet2-/- mice or Tet2þ/þ mice. The hypercholesterolaemic mice with
transplanted Tet2 deficient bone marrow had twice the size of aortic
root median atherosclerotic lesion size compared with hypercholes-
terolaemic mice transplanted with wild-type bone marrow. An inter-
mediate phenotype was observed with Tet2þ/� bone marrow Ldlr-/-
mice.

To more specifically assess the consequence of knocking out Tet2 on
macrophage function, the above experiment was repeated with bone
marrow from mice with just myeloid lineage Tet2 knock out constructed
using a Cre-Lox system; the lesion sizes in these mice were still observed
to be 1.7 times as large as those of controls at 10 weeks. Ex vivo analysis
showed that inflammatory cytokines and chemokines were up-regulated
in Tet2-/- macrophages vs. Tet2þ/þ macrophages. The human cytokine
analogue of CXC (i.e. IL-8) was subsequently found to be higher
in humans with TET2-associated CHIP compared with unaffected
individuals.64

Fuster et al. created a model of competitive bone marrow transplanta-
tion with 10% Tet2 deficient HSPCs and 90% Tet2 wild type in place of ir-
radiated bone marrows of Ldlr-/- mice. They demonstrated that the Tet2
bone marrow deficiency had rapid clonal expansion without affecting
cell counts, weight, spleen weight, glucose, or cholesterol levels. They
further demonstrated that hypercholesterolaemic mice with Tet2 bone
marrow deficiency had larger aortic root plaque burden compared with
hypercholesterolaemic mice with transplanted wild-type bone marrow.
In vitro assays of macrophage activation showed significant alteration in
inflammatory cytokine and chemokine expression between Tet2-/- and
Tet2þ/þ macrophages. Through various provocations, they showed
that IL-1B may particularly link Tet2 deficiency with atherosclerosis
(Figure 4). Furthermore, inhibition of the NLRP3 inflammasome, an
activator of IL-1B, mitigated atherosclerosis plaque size in the setting of
Tet2-/- bone marrow in a murine model.65

7. Clonal haematopoiesis with
chromosomal alterations

Apart from SNPs (mutations typically observed in CHIP) leading to cell’s
increased proliferation, age-related large clonal chromosomal alterations
have also been observed in blood cells. Jacobs et al.66 studied 31 717
cancer cases and 26 136 cancer-free controls from 13 GWAS and found

significant aneuploidy or copy neutral LOH in a subset of clones. Like
with CHIP, age remains the strongest predictor of mosaic chromosomal
abnormalities. Frequency increased from 0.23% for cancer free individu-
als under age 50 years to 1.91% in individuals between age 75 and
79 years. Furthermore, these abnormalities were noted to be more
common in those with solid tumours.66

Although external and stochastic factors may influence the develop-
ment of somatic large chromosomal alterations, Loh et al.67 recently
demonstrated that germline genetic variation also plays a role. They
studied 8342 mosaic chromosomal alterations ranging in size from 50 kb
to 249 Mb in blood DNA from 151 202 individuals from UK Biobank.
Using phase-based computational techniques, they identified three
germline genomic loci (MPL, TM2D3/TARSL2, and FRA10B) associated
with clonal chromosomal mosaicism in blood cells. They demon-
strated that chromosomal alterations of trisomy 12, 13q, and þ3/3qþ
correlated strongly with incidence of CLL after 1 year; similarly 9p ab-
normalities were linked with risk of myeloproliferative neoplasms.
Additionally, this condition was strongly linked with increased overall
mortality.67

Despite these multiple associations of mosaic chromosomal abnor-
malities identified with cancers, less is known regarding associations with
cardiovascular disease.67 Bonnefond et al.68 previously studied the role
of large chromosomal clonal mosaic events and Type 2 diabetes. They
examined chromosomal alterations in 7659 individuals, 2208 of
which had diabetes, using DNA arrays and reported a significant associa-
tion between the presence of alterations and diabetes (odds ratio 5.3,
P 5.1 � 10-5). In secondary analyses among diabetics, they noted that
those with large chromosomal clonal mosaicism had a higher prevalence
of microvascular or macrovascular complications compared with those
without these alterations (19/26 vs. 810/2182, P 7.7 � 10-4). It is cur-
rently unclear whether such clonal chromosomal abnormalities are the
cause or consequence of Type 2 diabetes.68

8. Future directions

With ongoing evolution in our understanding of the complex genetic
underpinnings of CAD, more questions and opportunities continue to
arise. Just as understanding of principles of tumourigenesis have helped
reveal novel mechanisms of atherogenesis, the discovery techniques and
therapeutics from the genetic study of CAD can be applied more
broadly to cardio-oncology.

8.1 Germline directions
8.1.1 Discovery
With advancement in technology and lower costs, large-scale genetic
sequencing and genotyping is becoming more ubiquitous across
research, clinical, and direct-to-consumer settings.69 Large consortia

transport their contents throughout the body. APOA5 and APOC3 on VLDL particles participate in triglyceride metabolism and inhibit lipoprotein lipase
(LPL), respectively. ANGPTL3 also inhibits LPL, leading to increased circulating levels of cholesterol and triglycerides, which are deposited in the endothe-
lium of the vasculature. In the bone marrow, somatic mutations in TET2 lead to hyperproliferative advantage for a subset of haematopoietic pluripotent
stem cells (HPSCs), leading to clonal haematopoiesis of indeterminate potential (CHIP). The clonal monocytes that result from further replication
produce an abundance of IL-1 beta, which promotes further inflammatory cascades and is in part inhibited by canakinumab. These macrophages adhere
to the lipid-rich endothelium and traverse it. Within the vessel wall, mitochondrial dysfunction and generation of ROS leads to oxidation of LDL, genera-
tion of more inflammatory cytokines, and further damage to surrounding cells. Macrophages consume this oxidized LDL to become foam cells. Vascular
smooth muscle cells (VSMCs) proliferate, damaged cells apoptose, and the atheroma continues to grow.
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of researchers are comprehensively cataloguing the human germline
genome and a multitude of somatic mutations responsible for causing
cancer.70–72 In pursuit of precision medicine, many national health
systems and academic medical centres are amassing hundreds of thou-
sands of samples of blood and tissue from patients.73–76 With
increasing sample sizes and increasing diversity, new genes and
genetic variants related to cardiovascular disease and susceptibility
to cardiovascular toxicities from oncologic therapies will be
discovered.

8.1.2 Biological elucidation
GWAS already identified hundreds of new SNPs related to CAD and its
risk factors in large populations. Most associated SNPs are non-coding
(intergenic or intronic) and fall in regions of linkage disequilibrium
extending tens of thousands of bases. These regions often contain many
protein-coding genes. A major challenge at each GWAS locus is the
identification of the culprit variant and gene as well as the mechanistic
relationship between the two responsible for the associated outcome.
Targeted sequencing has been applied with limited success in identifying
novel loci within these regions.77 Scalable, systematic approaches robust
to diverse biological processes are urgently needed and require interdis-
ciplinary collaboration.78

8.1.3 Risk prediction
With the ongoing accumulation of knowledge of SNP and disease associ-
ation, polygenic risk scores for age-agnostic risk prediction are increas-
ingly improving. Polygenic risk scores can be applied to identify
individuals at future risk for virtually any heritable condition, including
CAD, orthogonal to conventional approaches.79 Similarly, variation in
biomarkers and SNPs have been used to predict risk of anthracycline-
induced cardiotoxicity risk, and this can further be expanded to other
oncologic therapies involved in cardiovascular disease development.80,81

With respect to CAD, genetic predisposition may also influence antici-
pated response to preventive strategies.82 Continued study of the
genetic basis of CAD in non-Europeans will improve polygenic risk pre-
diction in these groups. Furthermore, prospective clinical trials testing
the clinical efficacy of polygenic risk scoring are required.

8.2 Somatic directions
8.2.1 Discovery
By definition, CHIP requires the presence of leukaemogenic mutation in
a previously implicated gene. However, many individuals have evidence
of clonal haematopoiesis without driver mutations in known genes offer-
ing opportunities to discover newly implicated genes.59 Additionally,
while our understanding of the relationship between CHIP and CAD
continues to progress, the clinical significance of clonal chromosomal
mosaicism with respect to CAD is still less clear. Clonal selection and as-
sociated oncogenic somatic mutations were recently observed across
tissue types in asymptomatic individuals83 but whether this phenomenon
is associated with additional risk for cardiovascular disease is currently
not known. Furthermore, various chemotherapies, including platinum-
based84,85 and antimetabolite chemotherapies,86 growth factor inhib-
itors,87 and radiation therapy88,89 are linked to increased incidence of
vascular ischaemia but the contribution of DNA damage and mutagene-
sis is unknown.

8.2.2 Biological elucidation
Recent studies highlighted the role of TET2 in atherosclerosis. However,
the putative atherogenic mechanisms from other CHIP genes warrants
further investigation. DNMT3A, a DNA methyltransferase and the most
commonly mutated of the CHIP genes, is involved in de novo DNA meth-
ylation and epigenetic regulation in development, and mutations in the
gene have been liked to acute myeloid leukaemia.90,91 Inflammation-
related pathways are implicated in TET2 downstream signalling, however,
it remains to be discovered if any other processes are found to contrib-
ute to CHIP-related atherogenesis.

Despite being a strong risk factor for age-related diseases, a minority
of those with CHIP develops haematologic malignancy or CAD.
Discovery and characterization of the predictors of CHIP-related clinical
consequences may help clarify mechanistic relationships. For example,
whole blood or single cell RNA-seq complemented by DNA-seq
assessed longitudinally may help elucidate the biological processes linked
to driver mutation onset, clonal expansion, and ultimate clinical out-
come. Additional biochemical profiling may provide additional insights.
To verify alterations are not reflective of reverse confounding, causal in-
ference analyses using conventional and genetic epidemiology
approaches and experimental studies in model systems will likely be
necessary.

Furthermore, although we identify CHIP based on a set of commonly
identified mutations in genes involved in haematologic malignancies, the
clones that these mutated transcriptional regulators lead to have a host
of passenger variants that also become clonal by proxy. Whether such
passenger variants, independent from clone size, influence CAD risk is
currently unknown.

Further knowledge of mechanistic insight of cytokines in CAD as seen
in CHIP may also lead to broader connections of inflammation in athero-
sclerosis. This has the potential to further refine our understanding of
the accelerated atherosclerosis in patients with human immunodefi-
ciency virus (HIV) infection and autoimmune conditions such as psoria-
sis, where inflammation is presumed to be a unique driving force of
atherosclerosis.

8.2.3 Risk prediction
It is now clear that the genetic basis for CAD extends from the germline
to somatic genome. Currently, clinical genetic testing for CAD is largely
restricted to gene panel testing for familial hypercholesterolaemia. Our
work demonstrates that, at least among those with early-onset MI, the
prevalence of CHIP and MI risk conferred is similar to that of familial
hypercholesterolaemia.

Separately, array-based technologies are now implemented in the cal-
culation of polygenic risk scoring to quantify heritable risk of CAD.
However, this approach neglects the contribution of well-established
Mendelian risk mutations and the newly-recognized influence of rare so-
matic clonal mutations. Whole genome sequencing offers the opportu-
nity to most comprehensively quantify CAD genetic risk across germline
and somatic variant classes. With technological advances and reductions
in cost, implementation and interpretation of whole genome sequences
for CAD risk will become increasingly feasible.

8.3 Therapeutics
8.3.1 Germline
The discovery of genes implicated in CAD has prompted the develop-
ment of new therapeutic agents. For example, PCSK9 inhibitors reduce
LDL cholesterol, and consequently, cardiovascular disease events.92,93
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..Agents targeting other recently discovered targets such as ANGPTL3 are
in active clinical trials.94,95 Better mechanistic understanding of other
germline targets may further identify orthogonal therapeutic strategies.

8.3.2 Somatic
Knowledge of CHIP carrier status may influence statin decisions as other
similarly associated ‘risk-enhancing’ factors.96 Whether those with CHIP
have a different relative benefit from statins vs. those who do not
requires further study.

Screening for genetic mutations in tumour samples is increasingly be-
ing used in oncology to more appropriately match patients to therapies
and guide clinical trials.97–99 With further knowledge of CHIP-related
and other potential somatic mutations involved in atherosclerosis, a simi-
lar testing panel may help guide a personalized approach to managing a
particular individual’s CAD risk.

Vitamin C therapy was recently shown to mimic TET2 restoration in
otherwise deficient cells undergoing aberrant self-renewal via promoting
DNA demethylation, differentiation, and cell death.100 In CHIP clones
where TET2 is the driver, vitamin C therapy may also help curtail the im-
plicated downstream cardiovascular pathology.

Since IL-1B is believed to be a key contributor to TET2 deficiency-
driven atherosclerosis, inhibition of IL-1B may be particularly efficacious
for those with CHIP. In the CANTOS trial, canakinumab, an inhibitor of
IL-1B, was shown to reduce recurrent cardiovascular risk among 10 061
patients with prior MI and elevated high-sensitivity C-reactive protein.101

Preliminary analyses within the CANTOS trial suggests that individuals
with CHIP and TET2 mutations, experience a greater relative clinical ben-
efit from canakinumab.102

Finally, genomic editing research in the past decade has led to signifi-
cant breakthroughs leading to more efficient and accurate editing meth-
ods. Use of platforms such as CRISPR/cas9 paired with the appropriate
delivery apparatus to implicated somatic cells may be curative in diseases
stemming from somatic mutations, such as CHIP and atherosclerosis.103

9. Conclusions

Studying genetic variation and its association with CAD permits unbiased
evaluation of CAD risk, development and progression, and treatment
approaches. Germline associations identified through GWAS and next-
generation sequencing continue to yield important insights. More re-
cently, age-related clonal haematopoiesis with pre-leukaemic mutations
was shown to influence CAD broadening the genetic basis of CAD to
the somatic genome. Efforts to improve understanding of the genetic
contribution to CAD can continue to advance our understanding of
CAD.
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Dallinge-Thie GM, Gupta N, Boehnke M, Abecasis GR, Kastelein JJP, Hovingh GK,
Hegele RA, Rader DJ, Kathiresan S. Targeted exonic sequencing of GWAS loci in
the high extremes of the plasma lipids distribution. Atherosclerosis 2016;250:63–68.

78. Consortium E. An integrated encyclopedia of DNA elements in the human genome.
Nature 2012;489:57–74.

79. Khera AV, Chaffin M, Aragam KG, Haas ME, Roselli C, Choi SH, Natarajan P,
Lander ES, Lubitz SA, Ellinor PT, Kathiresan S. Genome-wide polygenic scores for
common diseases identify individuals with risk equivalent to monogenic mutations.
Nat Genet 2018;50:1219–1224.

80. Visscher H, Ross CJ, Rassekh SR, Barhdadi A, Dube MP, Al-Saloos H, Sandor GS,
Caron HN, van Dalen EC, Kremer LC, van der Pal HJ, Brown AM, Rogers PC,
Phillips MS, Rieder MJ, Carleton BC, Hayden MR. Pharmacogenomic prediction of
anthracycline-induced cardiotoxicity in children. J Clin Oncol 2012;30:1422–1428.

81. Ky B, Putt M, Sawaya H, French B, Januzzi JL Jr, Sebag IA, Plana JC, Cohen V, Banchs
J, Carver JR, Wiegers SE, Martin RP, Picard MH, Gerszten RE, Halpern EF, Passeri J,
Kuter I, Scherrer-Crosbie M. Early increases in multiple biomarkers predict

subsequent cardiotoxicity in patients with breast cancer treated with doxorubicin,
taxanes, and trastuzumab. J Am Coll Cardiol 2014;63:809–816.

82. Natarajan P, Young R, Stitziel NO, Padmanabhan S, Baber U, Mehran R, Sartori S,
Fuster V, Reilly DF, Butterworth A, Rader DJ, Ford I, Sattar N, Kathiresan S.
Polygenic risk score identifies subgroup with higher burden of atherosclerosis and
greater relative benefit from statin therapy in the primary prevention setting.
Circulation 2017;135:2091–2101.

83. Yizhak K, Aguet F, Kim J, Hess J, Kubler K, Grimsby J, Frazer R, Zhang H,
Haradhvala N, Rosebrock D, Livitz D, Li X, Arich-Landkof E, Shoresh N, Stewart C,
Segre A, Branton P, Polak P, Ardlie K, Getz G. A comprehensive analysis of RNA
sequences reveals macroscopic somatic clonal expansion across normal tissues.
bioRxiv 2018:416339. https://www.biorxiv.org/content/10.1101/416339v1.abstract
(12 February 2019, date last accessed).

84. van den Belt-Dusebout AW, Nuver J, de Wit R, Gietema JA, ten Bokkel Huinink WW,
Rodrigus PT, Schimmel EC, Aleman BM, van Leeuwen FE. Long-term risk of cardiovas-
cular disease in 5-year survivors of testicular cancer. J Clin Oncol 2006;24:467–475.

85. Haugnes HS, Wethal T, Aass N, Dahl O, Klepp O, Langberg CW, Wilsgaard T,
Bremnes RM, Fossa SD. Cardiovascular risk factors and morbidity in long-term survi-
vors of testicular cancer: a 20-year follow-up study. J Clin Oncol 2010;28:4649–4657.

86. Alter P, Herzum M, Soufi M, Schaefer JR, Maisch B. Cardiotoxicity of 5-fluorouracil.
Cardiovasc Hematol Agents Med Chem 2006;4:1–5.

87. Scappaticci FA, Skillings JR, Holden SN, Gerber HP, Miller K, Kabbinavar F,
Bergsland E, Ngai J, Holmgren E, Wang J, Hurwitz H. Arterial thromboembolic
events in patients with metastatic carcinoma treated with chemotherapy and beva-
cizumab. J Natl Cancer Inst 2007;99:1232–1239.

88. Lenneman CG, Sawyer DB. Cardio-oncology: an update on cardiotoxicity of
cancer-related treatment. Circ Res 2016;118:1008–1020.

89. Basavaraju SR, Easterly CE. Pathophysiological effects of radiation on atherosclerosis
development and progression, and the incidence of cardiovascular complications.
Med Phys 2002;29:2391–2403.

90. Okano M, Bell DW, Haber DA, Li E. DNA methyltransferases Dnmt3a and
Dnmt3b are essential for de novo methylation and mammalian development. Cell
1999;99:247–257.

91. Ley TJ, Ding L, Walter MJ, McLellan MD, Lamprecht T, Larson DE, Kandoth C,
Payton JE, Baty J, Welch J, Harris CC, Lichti CF, Townsend RR, Fulton RS, Dooling
DJ, Koboldt DC, Schmidt H, Zhang Q, Osborne JR, Lin L, O’Laughlin M, McMichael
JF, Delehaunty KD, McGrath SD, Fulton LA, Magrini VJ, Vickery TL, Hundal J, Cook
LL, Conyers JJ, Swift GW, Reed JP, Alldredge PA, Wylie T, Walker J, Kalicki J,
Watson MA, Heath S, Shannon WD, Varghese N, Nagarajan R, Westervelt P,
Tomasson MH, Link DC, Graubert TA, DiPersio JF, Mardis ER, Wilson RK.
DNMT3A mutations in acute myeloid leukemia. N Engl J Med 2010;363:2424–2433.

92. Sabatine MS, Giugliano RP, Keech AC, Honarpour N, Wiviott SD, Murphy SA,
Kuder JF, Wang H, Liu T, Wasserman SM, Sever PS, Pedersen TR, Committee FS.
Investigators Evolocumab and clinical outcomes in patients with cardiovascular dis-
ease. N Engl J Med 2017;376:1713–1722.

93. Schwartz GG, Steg PG, Szarek M, Bhatt DL, Bittner VA, Diaz R, Edelberg JM,
Goodman SG, Hanotin C, Harrington RA, Jukema JW, Lecorps G, Mahaffey KW,
Moryusef A, Pordy R, Quintero K, Roe MT, Sasiela WJ, Tamby JF, Tricoci P, White
HD, Zeiher AM. Alirocumab and cardiovascular outcomes after acute coronary
syndrome. N Engl J Med 2018;379:2097–2107.

94. Dewey FE, Gusarova V, Dunbar RL, O’Dushlaine C, Schurmann C, Gottesman O,
McCarthy S, Van Hout CV, Bruse S, Dansky HM, Leader JB, Murray MF, Ritchie
MD, Kirchner HL, Habegger L, Lopez A, Penn J, Zhao A, Shao W, Stahl N, Murphy
AJ, Hamon S, Bouzelmat A, Zhang R, Shumel B, Pordy R, Gipe D, Herman GA,
Sheu WHH, Lee I-T, Liang K-W, Guo X, Rotter JI, Chen Y-DI, Kraus WE, Shah SH,
Damrauer S, Small A, Rader DJ, Wulff AB, Nordestgaard BG, Tybjærg-Hansen A,
van den Hoek AM, Princen HMG, Ledbetter DH, Carey DJ, Overton JD, Reid JG,
Sasiela WJ, Banerjee P, Shuldiner AR, Borecki IB, Teslovich TM, Yancopoulos GD,
Mellis SJ, Gromada J, Baras A. Genetic and pharmacologic inactivation of ANGPTL3
and cardiovascular disease. N Engl J Med 2017;377:211–221.

95. Graham MJ, Lee RG, Brandt TA, Tai LJ, Fu W, Peralta R, Yu R, Hurh E, Paz E,
McEvoy BW, Baker BF, Pham NC, Digenio A, Hughes SG, Geary RS, Witztum JL,
Crooke RM, Tsimikas S. Cardiovascular and metabolic effects of ANGPTL3 anti-
sense oligonucleotides. N Engl J Med 2017;377:222–232.

96. Grundy SM, Stone NJ, Bailey AL, Beam C, Birtcher KK, Blumenthal RS, Braun LT,
Braun LTD, Ferranti S, Faiella-Tommasino J, Forman DE, Goldberg R, Heidenreich
PA, Hlatky MA, Jones DW, Lloyd-Jones D, Lopez-Pajares N, Ndumele CE, Orringer
CE, Peralta CA, Saseen JJ, Smith SC Jr, Sperling L, Virani SS, Yeboah J. 2018 AHA/
ACC/AACVPR/AAPA/ABC/ACPM/ADA/AGS/APhA/ASPC/NLA/PCNA Guideline
on the management of blood cholesterol: executive summary: a report of the
American College of Cardiology/American Heart Association Task Force on
Clinical Practice Guidelines. J Am Coll Cardiol 2018;25709. Doi:
10.1016/j.jacc.2018.11.003.

97. Rath MG, Uhlmann L, Fiedler M, Heil J, Golatta M, Dinkic C, Hennigs A, Schott S,
Ernst V, Koch T, Sohn C, Brucker C, Rom J. Oncotype DXVR in breast cancer
patients: clinical experience, outcome and follow-up-a case-control study. Arch
Gynecol Obstet 2018;297:443–447.

98. Heist RS, Engelman JA. SnapShot: non-small cell lung cancer. Cancer Cell 2012;21:
448.e2.

842 A.P. Patel and P. Natarajan

https://www.biorxiv.org/content/10.1101/416339v1.abstract


..

..

..

..

..

..

..

..

..

..99. Crowley E, Di Nicolantonio F, Loupakis F, Bardelli A. Liquid biopsy: monitoring
cancer-genetics in the blood. Nat Rev Clin Oncol 2013;10:472–484.

100. Cimmino L, Dolgalev I, Wang Y, Yoshimi A, Martin GH, Wang J, Ng V, Xia B,
Witkowski MT, Mitchell-Flack M, Grillo I, Bakogianni S, Ndiaye-Lobry D, Martı́n MT,
Guillamot M, Banh RS, Xu M, Figueroa ME, Dickins RA, Abdel-Wahab O, Park CY,
Tsirigos A, Neel BG, Aifantis I. Restoration of TET2 function blocks aberrant self-
renewal and leukemia progression. Cell 2017;170:1079–1095.e20.

101. Ridker PM, Thuren T, Zalewski A, Libby P. Interleukin-1b inhibition and the preven-
tion of recurrent cardiovascular events: rationale and design of the Canakinumab

Anti-inflammatory Thrombosis Outcomes Study (CANTOS). Am Heart J 2011;162:
597–605.

102. Svensson EC, Madar A, Campbell CD, He Y, Sultan M, Healey ML, D’Aco K,
Fernandez A, Wache-Mainier C, Ridker PM. TET2-driven clonal hematopoiesis pre-
dicts enhanced response to canakinumab in the CANTOS trial: an exploratory
analysis. Circulation 2018;138:A15111–A15111.

103. Musunuru K. How genome editing could be used in the treatment of cardiovascular
diseases. Per Med 2018;15:67–69.

Completing the genetic spectrum influencing CAD 843


