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Abstract: Somatic mosaicism refers to the occurrence of two genetically distinct populations
of cells within an individual, derived from a postzygotic mutation. In contrast to inherited
mutations, somatic mosaic mutations may affect only a portion of the body and are not
transmitted to progeny. These mutations affect varying genomic sizes ranging from single
nucleotides to entire chromosomes and have been implicated in disease, most prominently
cancer. The phenotypic consequences of somatic mosaicism are dependent upon many
factors including the developmental time at which the mutation occurs, the areas of the
body that are affected, and the pathophysiological effect(s) of the mutation. The advent of
second-generation sequencing technologies has augmented existing array-based and
cytogenetic approaches for the identification of somatic mutations. We outline the strengths
and weaknesses of these techniques and highlight recent insights into the role of somatic
mosaicism in causing cancer, neurodegenerative, monogenic, and complex disease.
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1. Introduction to Somatic Mosaicism
1.1. Early Studies of Mosaicism

Somatic mosaic mutations are defined as mutations that occur in some cells of the soma of a single
individual (Figure 1) [1,2]. The mixture of mutation-positive cells with non-mutated cells results in an
individual who is a mosaic, or contains different DNA within different cells of his or her body. Mosaic
mutations may be present in the germline or soma; however, typically only mutations in the soma have
phenotypic consequences or are detectable by current genotyping methods. Mosaic mutations in germ
cells are usually only discovered when they lead to inherited conditions in multiple progeny. De novo
mutations are operationally defined as mutations found in all cells of an individual but not detected in
that individual’s parents (Figure 1d,e) [3]. De novo mutations only present in the offspring may occur
very early in development; however, this is rare and increasingly sensitive genetic assays are discovering
low-level parental mosaicism in supposedly de novo cases (Figure 1b) [4,5].

The role of somatic genetic changes in human health has been considered at least since 1914 when
Theodor Boveri recognized that cancers frequently have abnormal karyotypes [6]. Alfred Knudson built
upon the work of Boveri and others and in 1971 described a two-hit model of cancer resulting from both
an inherited germline mutation and a later somatic mutation [7]. The model of metastatic cancer
occurring as a result of multiple mutations in a single cell lineage has remained largely unchanged for
over 40 years [8,9].

The scientific community was slower to realize the importance of postzygotic mutational events
outside of cancer. In the early 1950s, Barbara McClintock demonstrated the phenotypic importance of
somatic transposition in Zea mays, and in 1959 Sir Macfarlane Burnet proposed a role for somatic
mutation in disease [10,11]. Nonetheless, few studies indicated a role for somatic mosaicism in human
health. This changed in the 1970s with the discovery that somatic gene rearrangement creates functional
diversity of immunoglobulin and T-cell receptor genes [12—14]. Today, it is known that somatic mutations
are ubiquitous [15] and have important roles in cancer [9], aging [16,17], neurodegeneration [18],
monogenic disease [19-21], reversion of inherited disease [22—-25], and numerous neurocutaneous
disorders [26].

1.2. Categories of Somatic Variation

Somatic variation has been observed at all genomic scales from point mutations to aneuploidies.
At the level of whole chromosomes and large chromosomal segments, complex genomic rearrangements
occur somatically (as well as in the germline). The loss or gain of entire chromosomes is thought to be
caused by errors in chromosomal segregation during anaphase, while non-allelic homologous
recombination may cause the loss, gain, or rearrangement of large genomic regions [27,28]. The
phenotypic consequences of these events vary considerably based on the size of the event and the
genomic region involved.
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Figure 1. Overview of categories of variation including inherited (panels A—C), de novo

(panels D,E), and somatic variation (panels F,G). Inherited mutations are always transmitted

through the germline (A); although a parent may also have a mosaic mutation (this combination

of somatic and germline mosaicism is occasionally termed gonadal mosaicism) (B); In such

cases, a child may inherit the variant as a heterozygous mutation with a more severe clinical

phenotype. A parent may also have germline mosaicism that may be inherited by progeny (C);

De novo mutations are operationally defined as genotypes observed in a child but not in

either parent. They may originate in a parental germ cell (as may be inferred in a pedigree

having multiple affected offspring) (D) or postzygotically (E); Somatic mutation may occur

relatively early in development (F) or at any later time throughout the lifespan (G), generally

affecting fewer cells.
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In many instances, both copies of a chromosome pair (or of a chromosomal segment) are inherited
from one parent, a phenomenon termed uniparental disomy (UPD) [29,30]. UPD may involve two copies
from a parent that are identical (uniparental isodisomy) or different (uniparental heterodisomy).
Either form may disrupt epigenetically imprinted regions (defined as undergoing differential expression
depending on the parent of origin), while uniparental isodisomy may also expose two copies of a
recessive mutation. One mechanism for the occurrence of UPD involves trisomic rescue in which an
extra (third) copy of a chromosome is rejected, producing a diploid cell line in which one parent’s
monoploid copy is lost [31]. Frequently, the trisomic rescue is restricted to a fraction of cells in an
individual resulting in mosaic trisomy/UPD [32]. UPD may also result from somatic recombination
occurring from a reciprocal exchange during mitosis, leading to loss of heterozygosity.

RNA-templated DNA polymerases are another cause of genomic instability. While numerous types
of repetitive elements are present in human genomes, only non-long terminal repeat retrotransposons are
currently competent for retrotransposition [33]. Successful retrotransposition of these elements is dependent
upon functional protein products from long interspersed elements (LINEs). In most somatic tissues,
LINEs are epigenetically suppressed; however, these elements escape epigenetic repression during early
embryonic development, and their integration into other functional genomic elements occasionally
results in disease such as choroideremia (Online Mendelian Inheritance in Man [OMIM] #303100) [34].
Retrotransposition may also occur in somatic tissues with unusual epigenetic states [35].

Low complexity regions, including trinucleotide repeats, are scattered throughout the mammalian
genome. Trinucleotide repeats can be hypervariable and expansions of some trinucleotide repeats are the
causes of nearly 30 disorders [36,37]. The molecular mechanisms underlying expansion or contraction
of these regions are complex and cause these regions to have variable length throughout the body of
those afflicted with disease [38—44].

Small genetic aberrations may be caused by a number of mechanisms. Polymerase errors may result
in nucleotide misincorporation or small insertions or deletions in the germline or soma. Over time,
DNA will accumulate numerous lesions and DNA polymerization across these lesions is especially
error-prone. DNA lesions may be detected and repaired prior to DNA polymerization, but lesion repair
may also create single nucleotide variants, or small insertions or deletions [45,46].

In linear mammalian genomes, DNA replication starts at multiple origins with DNA polymerases ¢
and 6 [47,48]. Polymerase € moves with high processivity 5'-3" along the genome on the leading strand,
moving in the same direction as the replication fork. On the lagging strand replication by polymerase 6
also proceeds 5'-3' but in the opposite direction as the replication fork, causing replication of that strand
to be iterative. This process works well for the majority of the genome, but replication of the lagging
strand leads to loss of genetic information at the ends of the chromosome during every replication [49].
This end replication problem is solved in the germline because the ends of chromosomes, telomeres, are
protected by repetitive DNA which is synthesized by a dedicated RNA-templated DNA polymerase
called telomerase [49]. However, telomerase is not usually expressed in somatic tissues, likely as a
method of protection against malignant transformation, and decreased telomere length is a form of

somatic variation.
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1.3. Mosaicism during Development

A defining characteristic of mosaic mutations is that they occur postzygotically and are inherited by
all subsequent cells in their lineage (Figure 1). Somatic errors in chromosomal segregation in early
development induce an extraordinarily high rate of aneuploidy. Fifteen to 20% of clinically recognized
pregnancies result in spontaneous abortion, and half of these are attributed to aneuploidy [29]. A review
of 36 published studies showed that of 815 human preimplantation embryos, only 177 (22%) were
diploid while 73% were mosaic [50]. In most cases, these were diploid-aneuploid mosaic embryos,
having one or more diploid cells as well as other cells that were haploid or polyploid for a particular
chromosome. Mitotic errors could account for the high rate of chromosomal mosaicism.

Due to the exponential rate of growth during development, somatic mutations must occur early in
development to have phenotypic effects over large portions of the body. Severe somatic mutations,
which would be embryonic lethal if inherited, have a short window during development in which they
must occur to be observed in adults [19]. If these severe mutations occur early in development, they will
be embryonically or prenatally lethal; occurring later in development they may have little or no obvious
phenotypic effect.

Mutations that alter cellular growth do not necessarily have to occur within such a short developmental
window. Inactivating mutations in genes encoding tumor suppressors or activating mutations in
oncogenes may have functional consequences regardless of when they occur, as evident from their
known roles in cancer. On the other hand, somatic growth-retarding mutations, such as inactivating
mutations in oncogenes or certain cyclins, are unlikely to have phenotypic effect in adults regardless of
when they occur in development as the total number of cells containing the mutation is likely to be small.

Somatic mutations are thought to occur in all cells during replication. On average, 50 mutations occur
in microsatellite regions during every mitotic division of a given cell [15]. Mutations in microsatellites
and other regions of the genome, assessed by either single-cell or deep sequencing, can then be used to
infer cell lineage trees [S1]. To date, the most successful lineage tracing experiments have made use of
increasingly sophisticated microscopy techniques [52]. However, microscopy-based approaches have
practical and technological barriers such as the requirement that non-transgenic cells must be monitored
over time. Recent advances in whole genome amplification (WGA) and second-generation sequencing
offer genetic-based approaches that do not have the same limitations. Already, these techniques have
been used to provide a detailed view of the genetics of cancer metastasis [53,54].

1.4. Mosaicism across the Body

By definition, somatic mosaic mutations affect only a subset of cells within an individual (Figure 1).
This is most easily visible in monogenic mutations affecting pigmentation patterns. While such patterns
may be mistaken for stochastic X chromosome inactivation or autoimmune response, somatic mutation
is generally localized over a small portion of the body and in many cases occurs along lines of Blaschko [55].
To date, almost all non-cancerous somatic mutations characterized at the molecular level result in visible
abnormalities, usually involving hypertrophy (cellular overgrowth) or abnormal pigmentation [26,55].
Some of our inability to identify mutations that do not result in visible phenotypes is practical; during
dissection it is difficult to distinguish affected from unaffected tissue. However, due to the current
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emphasis on visible phenotypes, few data are available on the extent to which non-visible somatic
mutations influence important biological processes.

An important consideration is that somatic mutations occur in varying cell types and tissues as well
as different developmental stages. This raises the possibility that a specific mutation may vary in its
clinical importance depending on where the mutation occurs across the body. Mutations in GNAQ
provide an example. We identified p.Argl83GIn mutations in GNAQ, encoding the G protein alpha
subunit Gag, as the cause of both Sturge-Weber syndrome (OMIM #185300) and port-wine stain
birthmarks (OMIM #163000) [56]. Port-wine stains are non-syndromic vascular abnormalities, while
the Sturge-Weber syndrome is a severe neurocutaneous disorder, although both conditions likely affect
some of the same cell types (e.g., endothelial cells). The milder phenotype of the birthmarks could result
from a later developmental origin of the mutation during fetal development. The identical p.Arg183GlIn
mutation in GNAQ, when occurring in melanocytes later in life, is a frequent driver mutation in uveal
melanoma (OMIM #155720), highlighting the importance of both the location and timing of the
mutation. p.Arg183Gln mutations in different cell types and developmental stages could have different
phenotypic consequences, if any [57].

Other mosaic mutations also differ in their clinical importance based on cell or tissue-specific
involvement. McCune-Albright syndrome (OMIM #174800) is characterized by increased function of
endocrine glands, sexual precocity, café-au-lait macules, and fibrous dysplasia. These symptoms can
vary considerably based, in part, on the bodily extent of the mutation [58]. Like Sturge-Weber syndrome,
this disorder is caused by somatic activating mutations in a gene encoding a G protein alpha subunit
(GNAS encoding Gas). Expression of this gene highlights another dimension of mosaicism. GNAS is
expressed biallelically through most of the body, but the maternal allele is imprinted in particular
tissues such as the pituitary. The disorders progressive osseous heteroplasia (OMIM #166350) and
pseudopseudohypoparathyroidism (OMIM #612463) result from loss of function mutations in the
paternal allele of GNAS [59].

Somatic mutations in three AKT genes also have cell-specific effects [60—62]. Somatic AKT]
mutations are associated with somatic breast cancer, colorectal cancer, and ovarian cancer as well as the
Proteus syndrome. The AKT2 gene is expressed selectively in insulin-responsive tissues and mutations
are associated with diabetes. Somatic mutations in AK73 cause Megalencephaly-polymicrogyria-
polydactyly-hydrocephalus syndrome 2 (OMIM *615937). Given the localized nature of somatic
mutations in AKT discovered to date, it is likely that mutations in these genes occurring outside of
vulnerable cell types have few effects. These examples highlight the complex interaction of localized
somatic mutation with tissue or cell-specific gene expression and signaling pathways (Figure 2).

Numerous studies have aimed to assess the prevalence of mosaic alterations in tissues of apparently
normal individuals. Reanalysis of data from multiple large genome-wide association studies have
determined that the number of detectable mosaic events rises sharply after age 50. Furthermore,
individuals with increased numbers of mosaic events have higher risk for developing cancer [63,64].
While this measured increase of mosaicism may be due to increased rates mutation rates in elderly
individuals, it is much more likely that these events are the result of clonal expansion and positive
selection within the stem cell niche or decline in the total number of hematopoietic stem cell progenitors
later in life. Notably, increased rates of mosaicism in apparently normal tissues have been linked to
poorer prognosis in individuals with ovarian cancer [65].
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Figure 2. Tissue-specific effects of mutations in GNAQ (A); GNAS (B); and AKT1, AKT2,
and AKT3 (C). Constitutively activating mutations in GNAQ may lead to either Sturge-Weber
syndrome, nonsyndromic port-wine stains, or uveal melanoma (A). Somatic activating
mutations in GNAS lead to McCune-Albright syndrome, which may involve variable
hyperthyroidism, café au lait macules and sexual precocity (B). Activating mutations in all
three of the AKT genes cause cellular overgrowth phenotypes with mutations in AK72 also
implicated in abnormal insulin signaling (C).
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Studies of twins have demonstrated that post-zygotic mutations may be phenotypically important.
Notable examples are monozygotic twins who are discordant for phenotypic sex due to mosaic loss of
chromosome Y [66,67]. Numerous examples of monozygotic twins exist where either the presence [68,69]
or severity [70] of disease is discordant between twin pairs due to variable proportions of mosaic cells.

Studies of multiple tissues of apparently normal individuals have also found evidence for mosaic events.
Analysis of CNVs using hybridization of DNA from multiple tissues of three apparently normal individuals
to bacterial artifical chromosome arrays found evidence for six somatic CNVs [71]. Higher resolution
examination of a total 33 tissues from six individuals using array comparative genomic hybridization
found evidence for 73 high-confidence mosaic CNVs, although a majority of high-confidence events
(54/73) were found in one of two particular tissues [72]. It has been noted that induced pluripotent stem
cells (iPSC) frequently contain CNVs which may cause genomic instability inheritent to the process of
immortalization. Abyzov et al. performed a detailed study of this phenomenon and concluded that almost
half of CNVs present in iPSC lines can be found in the parental fibroblasts. Furthermore, they conclude
that approximately 30% of all fibroblasts in their sample contain some mosaic CNVs [73].

While experimentation with bulk tissues has shown that somatic mosaicism occurs frequently in
normal populations, the combination of DNA from many cells limits the ability of an assay to detect
mosaic events unique to single or few cells. As a result, sequencing of single-cells has been recently
used to assay mosaicism in normal tissues. These methods have been used to sensitively reexamine
conclusions regarding the extent of mosaicism in the brain. Previous reports had indicated that up to
33% of neuroblasts were aneuploid while up 80 retrotransposon insertions occur per neuron [74—77].
Single-cell experiments of the same phenomena have shown that large copy-number variants occur in
over 14% of neurons but whole chromosome aneuplodies and retrotransposition events are relatively
rare [78—80].

Single-cell studies have also been used to investigate the extent to which mosaicism occurs in early
development. It has been known since 1983 that chorionic villus sampling may indicate the presence of
a trisomy, while the fetus is diploid without the presence of mosaicism, a condition termed confined
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placental mosaicism [81-83]. Single-cell studies of young embryos cultured in vitro also demonstrate
that chromosomal aneuploidies are common and were found in 83% of tested embryos [84]. While it is
likely that many aneuploid embryos are unlikley to result in viable pregnancies, recent advances in
prenatal testing allow for the sensitive and specific detection of numerous trisomies by sequencing of
circulating fetal DNA from maternal plasma [85].

2. Detection of Somatic Mosaicism
2.1. Technical Considerations

Almost every type of genetic variation has been implicated as a source of somatic variation including
expansion of trinucleotide repeats, point mutation, copy-number loss/gain, uniparental disomy, mitotic
recombination, aneuploidy, translocation, and retrotransposition [39-41,43,44,69,77,79,86-94]. The
techniques summarized below vary widely in their ability to detect specific types of somatic variation
and more specialized techniques exist for the sensitive detection of some types of variation.

A primary consideration during the analysis of mosaic samples is the purity of the dissection from
tissue samples. The presence of normal cells in affected tissue significantly decreases the ability of
downstream analyses to detect mosaic alterations. This problem can be compounded by the prevalence
of cellular migration during development in some tissues. Thus, in a tissue affected by a somatic
mutation, two neighboring cells may both be affected if they share a common lineage from the mutated
cell. Alternatively, cellular migration could cause neighboring cells to originate from distinct precursors
with only one cell affected. Cellular migration can place an important biological constraint on the visible
frequency of driver somatic mutations in affected tissues (e.g., in the brain) [3,95,96].

While contamination of normal cells is known to decrease the observed frequency of mosaic
mutations, other mechanisms may decrease the detectable fraction of mosaic cells within a sample. Two
possibilities are cell-type specific lethality and mosaic absence of essential juxtacrine or paracrine
signaling factors. Cellular signaling pathways are known to have cell-type specific effects raising the
possibility that a mosaic mutation may be lethal in only one type of cell within a tissue (Figure 3a).
Furthermore, some paracrine or juxtacrine signaling factors are essential for cell viability [97-99].
Mosaic loss of these factors could result in affected tissue that is dependent upon surrounding normal
tissue for survival, reducing the total number of mutant cells (Figure 3b).

In Sturge-Weber affected tissues, we detected GNAQ mutant allele frequencies between 1% and
18% [56]. Other studies using similar techniques have detected mutant allele frequencies of 1%—47%
[61], 3%—-30% [100], and 3%—35% [60] for causative mutations in individuals with Proteus syndrome
(OMIM #176920), CLOVE (Congenital Lipomatous Overgrowth, Vascular anomalies, and Epidermal
nevi) syndrome (OMIM #612918), and hemimegalencephaly (e.g., OMIM #615937), respectively.
Such relatively low allele frequencies are likely explained by the presence of low proportions of
affected cells in a given tissue due to cellular migration or impure dissection. However, the occurrence
of mosaic cell death due to either cell-specific lethality or loss of essential signaling factors should
be considered.
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Figure 3. Cell death may reduce the total number of cells harboring somatic mutation.
Mosaic mutations may cause cell-type-specific lethality (A); Mosaic loss of an essential
juxtacrine signaling factor may cause localized death of cells that are not adjacent to
unaffected tissues (B).

(A) Cell-specific lethality (B) Mosaic loss of an essential juxtacrine factor
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In second-generation sequencing experiments, sequencing and mapping errors are a major concern,
as some portions of the genome are known to be prone to false-positive variant calls [101]. Recent
improvements in sequencing chemistry have lowered the frequency of sequencing errors. However,
biased errors in sequencing are still problematic for the detection of somatic variation, especially when
the mutant allele frequency may be close to the technology’s inherent error rate. Generally, ultra-high
depth sequencing (>500 reads) of normal and affected tissues will permit detection of these errors.
However, exploratory studies generally do not reach this level of depth. It is likely that without validation,
these errors are a source of false positives in somatic variation databases. Comparing suspected somatic
mutations across multiple tissue types from multiple individuals to estimate local error profiles may be
a possible solution to this problem [102].

2.2. Cytogenetics

Microscopy-based methods allow for the detection of large mosaic events in single cells. Early
cytogenetic methods for identifying extra or fewer chromosomes involved counting condensed
metaphase chromosomes under a microscope [103]. Later methods using Giemsa staining and other dyes
produced unique chromosomal bands allowing for the identification of intra- and interchromosomal
translocations, duplications, deletions, and large structural rearrangements. However, banding techniques
can only resolve aberrations larger than 3—10 Mb [104]. Other methods, such as fluorescent in situ
hybridization (FISH), label a specific region of the genome by hybridization of a fluorescent probe
allowing for the detection of deletions and some duplications [105]. Variations in this methodology exist
using multiple probes of different color to detect several unique fragments at a time (e.g., multicolor FISH).
These methods are able to achieve resolutions below 100 kilobases or, in some cases, as few as several
kilobases [106]. Potential probe binding to off-target regions is a major consideration in most FISH
experiments and adequate controls are required to confirm locus specificity [106]. Variants on classical
FISH methods continue to be developed which promise to increase the ability of fluorescent probes to
detect small chromosomal abnormalities across increasingly large portions of the genome [106,107].
In combination with high-throughput techniques, these approaches may be used to screen large numbers
of cells from a single individual allowing for the detection of low levels of mosaicism.
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2.3. Genome-Wide Arrays

Comparative genomic hybridization (CGH) is a technique in which fluorophore-labeled DNA from
a control and test individual are hybridized to a metaphase reference chromosome [108]. The ratio of
fluorescence emission is then measured to allow for the detection of duplication or deletions. A ratio of 1:1
indicates that both samples of DNA carry the same copy number while deviations from this ratio indicate
a copy number variant [109].

Two principal array-based techniques that have emerged as alternatives to CGH are array CGH
(aCGH) and single nucleotide polymorphism microarrays (SNP microarrays) [110-112]. Similar to
CGH, both aCGH and SNP microarrays have the ability to detect changes in copy number over
large regions of the genome. SNP microarrays further have the ability to genotype individuals at the
probed sites, which may be useful in the detection of low-level somatic events [113]. Array-based
approaches offer increased sensitivity over the entire genome for small CNVs relative to genome-wide
microscopy-based approaches. aCGH and SNP microarray analysis can resolve regions less than 100 kb
in size. However, the sensitivity of array-based approaches for somatic CNVs is dependent on having
at least 5%—10% of the cells assayed containing the genetic variant. For larger CNVs affecting a smaller
fraction of cells, microscopy-based approaches are more sensitive.

In both aCGH and SNP microarrays, deviations in relative probe intensities indicate deletion or
insertion events. Normalized probe intensities are commonly reported as log-R ratios, with higher
intensities indicating insertions while lower intensities indicate deletions. For SNP microarrays,
the relative intensities of the two probes (one specific to each allele) at a locus is informative,
and normalization of these intensities is measured as a B-allele frequency. For normal diploid tissues,
B-allele frequencies approximate 0.0, 0.5, and 1.0 for AA, AB, and BB genotypes, respectively, while
log-R ratios approximate 0 indicating no copy number change.

The hybridization of genomic DNA to microarrays is inherently noisy and can be subject to large
batch effects [114]. Furthermore, individual probes or even whole arrays may have errors caused by
faulty manufacture. Together these artifacts make the detection of statistically significant mosaic CNVs
difficult, but many software packages detect these events. Numerous tools use hidden Markov Models
(HMMs) to integrate B-allele frequency and log-R ratio information for the detection of mosaic events,
including PennCNV-2, GPHMM and MixHMM [115-117]. gBPCR uses an approach similar to the
Bayesian Piecewise Constant Regression for the detection of mosaic abnormalities but has a long
runtime per sample [118]. We developed triPOD which uses multiple algorithms for the detection of
mosaic events and is unique in that it utilizes parental genotypes allowing for more sensitive detection
of haplotype-specific mosaic abnormalities [113].

2.4. Second-Generation Sequencing

Second-generation sequencing techniques have revolutionized human genetics in the last decade.
Sequencing is performed either on single cells, a discrete number of cells, or bulk tissue. In the typical
sequencing experiment, DNA is extracted from the input material and is fragmented, size-selected, and
sequenced to produce strings of inferred nucleotides and their respective quality scores [119]. This
information is used to align the sequencing reads to a reference genome. Differences between the aligned
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reads and the reference can be used to infer genetic variants including single-nucleotide variants or
polymorphisms (SNVs or SNPs), insertions, deletions, translocations, and retrotransposition events.
Furthermore, the total number of reads aligned to certain regions of the genome can be used to infer
copy-number changes [120,121]. Numerous variations on this basic approach exist and here we will
discuss the methods most applicable for the detection of mosaic events.

Somatic genetic variants have been discovered via whole-exome or whole-genome sequencing of
bulk tissue from paired affected and unaffected portions of the body [56,60,61,100]. Whole-exome
sequencing relies upon an oligonucleotide bead or array-based enrichment of DNA fragments
corresponding to exonic regions to reduce the representation of sequence from noncoding regions of
the genome [122-124]. At similar depth, exome and whole-genome sequencing are considered to
have similar sensitivity for most pathogenic SNVs and small insertions or deletions. Whole-exome
sequencing is considered less sensitive for the identification of medium to large insertions or deletions
or the detection of copy-number changes by analysis of read depth due to introduced biases. However,
exome sequencing experiments are typically performed at higher depth due to the lower cost of
the method.

Numerous software packages allow the identification of somatic variants from these data. Somatic
variant callers typically evaluate second-generation sequence data from paired tumor/normal (or other
affected/unaffected) samples. Examples include VarScan2 [121], SomaticSniper [125], JointSNVMix [126],
Strelka [127], and MuTect [128]. After removal of low-quality reads, sequences are aligned to a
reference genome to generate aligned binary sequence alignment/map (BAM) files [129]. At least three
approaches have been employed for the detection of somatic SNVs and small insertions or deletions.
(1) Allele frequencies can be compared. For example, VarScan2 performs pairwise comparisons of
base calls and normalized sequence depth at each position, accounting for factors such base quality
scores, coverage and variant allele frequencies; (2) Bayesian comparison of joint diploid genotype
likelihood can be estimated for both samples. The SomaticSniper algorithm calculates the statistical
significance of all somatic variants at positions above a minimum threshold of coverage using this
method; (3) Other Bayesian approaches have been applied. For example, Strelka models the normal
sample as germline variation plus noise, while the affected sample includes noise along with germline
and somatic variation. Other types of somatic variation may be detected from bulk sequencing. Tools
such as VarScan2, ADTeX, Control-FREEC, SomatiCA, and LUMPY may be used for the detection of
somatic CNVs or structural variants [121,130-133].

Besides variant identification, quantification of the fraction of cells affected by particular somatic
changes provides a better understanding of the extent of the mosaic mutation and the period during
development at which it occurred. Several tools have been developed to deconvolute somatic mutations
into distinct populations as reviewed by Yadav and De and Ding et al. [134,135].

An alternative approach to sequencing bulk tissue is sequencing single cells or small numbers of cells.
As single or hundreds of cells contain very little DNA, most experiments utilize multiple displacement
amplification (MDA) or PCR based methods to amplify genomic DNA. Amplification can greatly
increase the total amount of available DNA for sequencing at the expense of introduced biases such as
allele dropout and chimeric amplification of genomic fragments [79,136—138]. Despite these introduced
biases, amplification and subsequent second-generation sequencing or array-based analysis of single
cells has been used to reliably find somatic copy number variation and retrotransposition events within
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the human brain as well as to map cell lineage within a bulk tumor dissection [53,54,79,139]. Numerous
groups have also used single-cell techniques to discover SNVs or indels in single cells, however,
allelic dropout and chimeric amplification are more problematic for these analyses as biases can be
reduced for analysis of CNVs by increasing bin sizes but are more difficult to account for in analysis
of SNVs [140-142].

3. Somatic Mosaicism in Disease
3.1. Cancer and Aging

The relationship between somatic mutation and cancer has been extensively reviewed
elsewhere [9,17,87,143—145] and comprehensive lists of known oncogenes or tumor suppressors or
genes significantly and recurrently mutated in cancer have been previously described [9,87]. Cancer has
been described as having six hallmarks: proliferative signaling, evading growth suppressors, resisting
cell death, enabling replicative immortality, induction of angiogenesis, and inactivating invasion and
metastasis [146]. Driver gene mutations are defined as conferring a selective growth advantage in
tumor cells [9]. This may be achieved by elevating the activity of growth factors and/or their
receptors, but more commonly driver mutations constitutively activate intracellular signal transduction
cascades. Three of these are depicted in Figure 4 (in simplified form): Ras/Raf/MEK/ERK,
Ras/PI3K/PTEN/Akt/mTOR [147], and GNAQ. These pathways contain both oncogenes (RAS, RAF,
MEK, PIK3CA, AKT, GNAQ) and tumor suppressor genes (NF1, PTEN, TSC1, TSC2). For example the
RAS family of oncogenes were the first oncogenes to be identified in cancer. Comprised of HRAS, KRAS
and NRAS, activating mutations in these genes occur in approximately 20% of all cancers [148].
Germline variants are also well known to contribute to cancer morbidity [149—151]. Frequently,
these variants affect proteins involved in DNA repair, highlighting the role of somatic mutations
in tumorigenesis [152—155].

In common solid tumors, ~95% of protein altering mutations consist of single base substitutions,
>90% of which are missense mutations, <8% are nonsense mutations, and <2% affect splice sites or
untranslated regions [9]. Relatively large numbers of somatic mutations occur in tumors that are
associated with mutagens such as ultraviolet light and cigarette smoke. For example, in non-small cell
lung carcinomas the average mutation frequency is greater than ten-fold higher in smokers compared to
those who never smoke [156].

Large-scale projects and databases have been developed to provide comprehensive catalogues of somatic
mutations found in cancer [157,158]. COSMIC (Catalogue Of Somatic Mutations In Cancer) includes
information on more than 1.6 million mutations from nearly 1 million cancer samples and includes various
types of mutations (fusions, genomic rearrangements, whole genomes, and copy number variants) [157].

The combination of well-characterized somatic mutation databases and low-cost sequencing
technologies may lead to improved patient outcomes in the near future. Biopsied tumors may be screened
rapidly for putative driver mutations based on cancer type, informing treatment. Furthermore, once a cancer
is in remission, tumor-specific DNA may be assayed at low cost with ultra-sensitive second-generation
sequencing-based techniques [159]. These advances will likely improve prognosis for millions of cancer
patients within the next decade.
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The primary risk factor for cancer is age, and cancers offer insight into age or mutagen-associated
mutational processes [160]. Somatic mutations have long been suspected to be an important part of the
molecular mechanism of aging, and accumulation of DNA lesions and mutations occurs in both the
germline and soma over time [63,64,161,162]. By chance, these mutations may result in malignant
transformation, apoptosis, or otherwise hampered cellular function. As visible in cancers, the characteristics
of acquired mutations differ by tissue type and are dependent upon environmental exposure [9].
Furthermore, frequently dividing stem cells and frequently transcribed genomic regions have different
patterns of mutation that are cell-type specific.

In both mouse and human, increased rates of somatic mutation and numbers of DNA lesions due to
either error-prone DNA polymerases or faulty DNA repair mechanisms cause cancer predisposition,
early aging, and neurodegenerative phenotypes [17]. Increased rates of somatic mutation in the nuclear
genome cause cancer predisposition, likely due to increased rates of mutation in somatic stem cell
populations. This has been demonstrated in transgenic mice whose processive DNA polymerases lack
proofreading. Notably, mice with mutated polymerases 6 and & develop distinct cancers but do not
demonstrate premature aging phenotypes [163—165]. While these mice may not live long enough to
demonstrate early aging phenotypes, their predisposition towards the development of cancer demonstrates
a strong link between cancer and somatic mutation.

Mutations in genes affecting other pathways demonstrate a strong relationship between somatic
mutations and aging. Mice with error-prone mitochondrial polymerases demonstrate a premature aging
phenotype without cancer predisposition, although subsequent data by some of the same authors
demonstrate that mitochondrial point mutations are unlikely the primary cause of aging in normal
mice [166,167]. Individuals with defects in DNA repair also demonstrate symptoms of progeria.
Cockayne syndrome (OMIM #216400) is caused by defects in transcription-coupled exonucleotide
repair leading to an early aging phenotype combined with intellectual disability and neurodegeneration
without noted predisposition to development of cancer [168]. Mutations in the genes encoding
RecQ helicases cause Werner syndrome (OMIM #277700) and Rothmund-Thomson syndrome
(OMIM #268400) [169]. The most prominent phenotype of individuals affected by these diseases is
premature aging, although these individuals are also predisposed to developing cancer [169]. Bloom
Syndrome (OMIM #210900) is notable in that it is also caused by mutations in a RecQ helicase-like
protein and also increases cancer incidence, but does not appear to result in progeria. Mutations in
numerous other genes are known to cause cancer predisposition. One such example is BUBIB. Loss of
BUBIB protein function leads to premature chromatid separation and mosaic variegated aneuploidy
syndrome 1 (OMIM #257300) typically resulting in cancer predisposition and intellectual disability [170].

Cancer is associated with many genomic changes. Large chromosomal changes occur in a variety of
noncancerous conditions. An example is Pallister-Killian syndrome (OMIM #601803) is a dysmorphic
condition caused by mosaicism for tetrasomy 12p. Affected individuals display tissue mosaicism, typically
with apparently normal karyotypes from lymphocytes but 47 chromosomes in skin fibroblasts and
chorionic villus and amniotic fluid cells. The extra chromosome is an isochromosome for a portion of
chromosome 12p. In several cases hexasomy of chromosome 12p has been observed.
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3.2. Neurodegenerative Disease

Somatic mutation is suspected to have a role in neurodegenerative disease [17,18]. As in cancer,
mutations in genes directly involved in DNA repair are implicated in neurodegenerative diseases such
as ataxia-telangiectasia (OMIM #208900) and ataxia-ocular apraxia 1 (OMIM #208920) [16,169,171-174].
These neurodegenerative phenotypes are likely caused by an increase of somatic mutation in the nervous
system leading to cellular dysfunction, indicating a possible role for somatic changes and DNA lesions
in age-related related neurodegenerative disorders.

There is evidence that mosaic mutations or accumulated damage to other macromolecules play a role
in Alzheimer’s disease (OMIM #104300) and Creutzfeldt-Jakob disease (CJD) (OMIM #123400).
Alzheimer’s disease is characterized by the accumulation of B-amyloid (AB) plaques while CJD is
caused by misfolded protein PRNP [175,176]. Significant incidence of both diseases is attributed to
familial risk and causal mosaic mutations have been found in sporadic cases [177,178]. AP plaques
have long been implicated in the formation of prions and introduction of AP plaques into the brains
of mice overexpressing AP leads to disease progression [179—-181]. Consistent with the link to prions,
the pathology of inoculated mice displays phenotypes dependent upon the infecting host [180]. This
has been corroborated by more recent experiments, which demonstrate that AP aggregates from
distinct sources have unique biophysical characteristics depending on the seeding protein [182—184].
While it is possible that sporadic misfolded or damaged proteins act as seeds in Alzheimer’s, this is
unlikely given the steep increase in disease incidence later in life and the constant turnover of cellular
proteins [185]. This steep rise in incidence mirrors the rise in incidence of CJD in individuals who have
predisposing mutations [186]. It is possible that in both diseases misfolded proteins arising as a result of
age-related somatic mutation or damage to other macromolecules in single cells act as seeds for the
initial protein aggregates.

3.3. Monogenic Disease

A list of diseases suspected to be caused by obligatory somatic mutations has been previously
described [21] and subsequently updated [19,20]. We note that somatic mutation likely contributes
significantly to nearly all Mendelian diseases.

We have described a series of oncogenes and tumor suppressor genes that undergo somatic mutation
in cancer. These same genes can also acquire somatic mutations that result in neurocutaneous disorders
or overgrowth syndromes, depending the particular cell type and developmental stage at which the
mutation occurs. Mutations in GNAQ cause Sturge-Weber syndrome and port-wine stain birthmarks
as well as uveal melanoma, as discussed above. Similarly, somatic mutations in GNAS can cause
McCune-Albright syndrome or benign tumors such as adenomas. We next highlight several specific
examples of such disorders affecting genes encoding intracellular signaling pathways (Figure 4).
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Figure 4. Three intracellular signaling pathways are shown schematically. (At left), receptor
tyrosine kinase activity leads to activation of PIK3CA, AKT, and mechanistic target of
rapamycin (mTOR) [187,188]. mTOR participates in complexes (TORC1, activated by RHEB;
TORC2, inhibited by RHEB) that regulate cell growth, proliferation, survival, and cell cycle
progression. This pathway includes genes that are frequently mutated in tumors such as
PIK3CA and PTEN (not shown); (At center), secreted growth factors bind to receptor
tyrosine kinase receptors on the cell surface leading to activation of the low molecular weight
G protein Ras and subsequent activation of Raf, MEK 1/2, and ERK 1/2 (official gene symbols
MAPK3, MAPK1I); (At right), a G-protein coupled receptor (GPCR) pathway is shown [189,190].
Ligands such as vasopressin, endothelin, glutamate, or norepinephrine bind to a GPCR.
When bound by ligand, the receptor activates a G protein alpha subunit such as Goq that
binds and hydrolyzes GTP. This leads to activation of phospholipase Cp producing inositol
1,4,5-triphosphate (IP3) and membrane-associated diacylglycerol (DAG). DAG, through
activation of protein kinase C, may activate the Raf/MEK/ERK pathway. IP3 may bind to an
IP3 receptor activating calcium signaling pathways (not shown). Other G protein a subunits
(such as Gas encoded by GNAS) activate membrane-bound adenylate cyclase, producing
cyclic AMP (cAMP) that activates protein kinase A (not shown).
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Phosphatidylinositol 3-kinases (PIK3s) are lipid kinases that phosphorylate phosphatidylinositol and
other phosphoinositides, catalyzing intracellular signaling pathways involving a PI3K/AKT/mTOR
network (Figure 4). Somatic, mosaic, gain-of-function mutations in PIK3C4 (OMIM *171834) are
associated with several syndromes involving overgrowth of the brain or lipomatous body overgrowth [191].
These include CLOVE syndrome, megalencephaly-capillary malformation syndrome, fibroadipose
hyperplasia, and hemimegalencephaly. These conditions are often characterized by early segmental
overgrowth, abnormal vasculogenesis, digital anomalies, cortical brain malformations, and connective
tissue dysplasia. Somatic gain-of-function mutations in PIK3CA are also found in a broad range of
cancers (ovarian, breast, lung, stomach, colorectal, and brain). While over 100 activating mutations in
PIK3CA are known, mutations in two domains of the protein account for 80% of cancer-associated
somatic mutations, and these same sites can be mutated in overgrowth disorders [192].

Clinical presentation of Proteus syndrome (OMIM #176920) includes distorting, progressive
overgrowth of various tissues including skin, skeleton, adipose, and central nervous system. In most
patients it is caused by somatic mosaic mutation of AK7/ involving ¢.49G > A (p.Glul7Lys) [61]. This
identical mutation is associated with breast, colorectal and ovarian cancers [193]. Mutations in the
homologs of AKT1, AKT2 and AKT3 are also known to cause somatic disorder. p.Glul7Lys mutations
in AKT3 cause hemimegalencephaly and other brain malformations, while the identical mutation in
AKT? is causative for hypoglycemia [60,62,194,195].

Germline inactivating mutations in the 7SC/ gene encoding hamartin cause tuberous sclerosis 1
(OMIM #191100), while mutations in 7SC2 encoding tuberin cause tuberous sclerosis 2 (OMIM #613254).
Hamartin and tuberin act as tumor suppressors by activating the GTPase function of RHEB [196].
Inactivating mutations in a single allele are sufficient to cause tuberous sclerosis. Rare somatic
inactivating mutations, lack of expression of the second allele or mosaic UDP events give rise to the
multiple benign tumors, tubers and macules characteristic of the disease [197,198].

Neurofibromatosis 1 (OMIM #162200) (NF1) is characterized by the occurrence of at least two (of a
list of seven) features such as café au lait spots, cutaneous neurofibromas, Lisch nodules (hamartomas)
of the iris, and inguinal freckles [199]. Clinical diagnosis requires a first-degree relative with the condition.
It is inherited in an autosomal dominant manner (and is among the most common such disorders with a
prevalence of 1:3000). Most cases of NF1 are caused by heterozygous loss-of-function mutations of the
tumor suppressor gene encoding neurofibromin 1. Only 50% of NF1 individuals have an affected parent,
with another 50% having a de novo mutation. Neurofibromin 1 is a negative regulator of the RAS signal
transduction pathway, with loss of function mutations in neurofibromin 1 leading to RAS activation.

It is possible that mosaic variation occurring during development may result in disease across
numerous tissues. One such example is somatic mutation of /DH1 and /DH? that has been shown to cause
Ollier disease and Maffucci syndrome. These syndromes are characterized by multiple enchondromas
(benign bone tumors originating from cartilage). The causative variants for disease are typically not
detectable outside of the tumors indicating that relatively few cells harbor the mutation [200].

The application of sensitive approaches for the detection of mosaicism to a smaller subset of genes
based on a patient’s phenotype may increase the likelihood of finding causative variants. Jamuar ef al.
applied this approach examining two sets of previously implicated genes in 158 individuals with cerebral
cortical defects. Causal mutations were found in 27 individuals, eight of who harbored the causative
variant in a mosaic fashion. Notably, causal mutations were only validated at extremely high read depth
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(>500x) highlighting both the importance of sequence coverage for the detection of mosaic variation
and the utility of targeted approaches [201].

Somatic mutations are also known to cause reversion to normal mutations in individuals with monogenic
disease [22,23,25,202,203]. Revertant mosaicism occurs when cells harboring a disease-causing
mutation revert in vivo to a wild-type allele. The disease-causing mutation could be inherited from the
germline or somatic. This has been observed for heritable skin diseases such as ichthyosis with confetti
(OMIM #609165) and epidermolysis bullosa (OMIM #226650) [202,204] as well as rare blood disorders
such as Fanconi anemia (OMIM #227646) and severe combined immunodeficiency resulting from
adenosine deaminase deficiency (OMIM #102700) [205,206]. These somatic reversions to normal events
may significantly ameliorate disease symptoms if the reversion occurs early enough in development.

For many other overgrowth syndromes somatic mutations have yet to be identified. Examples include
Klippel-Trenaunay-Weber syndrome (OMIM %149,000), which involves cutaneous hemangiomata and
clinically resembles Sturge-Weber syndrome; and Cobb syndrome (cutaneomeningospinal angiomatosis),
which involves vascular cutaneous, muscular, osseous, or other lesions of spinal segments.

3.4. Complex Disease

Multiple recent papers have proposed that somatic mutation may play a role in the etiology of
complex disease [3,207,208]. Studies of simplex autism probands have determined that de novo
mutations account for 2%—15% of disease incidence and that at least 30% of de novo mutations can be
causally implicated in simplex cases [209-212]. With de novo mutations playing such a large role, it is
likely that post-zygotic somatic variation also contributes to disease in some individuals. To date, most
genetic analysis has found few genetic variants to explain complex disease incidence, suggesting the
occurrence of “missing heritability” [213]. A possible model is that somatic variation occurs in conjunction
with common and rare inherited variation to cause disease. While this model is not directly supported
by current evidence, recent experiments indicate that it warrants investigation. One surprising result from
in situ hybridization experiments on postmortem brain tissue is the increased presence of patches of
cortical disorganization in individuals with autism relative to controls [214]. The authors note that they
examined only a small subsection of the brain and therefore cortical disorganization is likely widespread
in individuals with autism. Furthermore, an interesting conclusion of recent large-scale examination of
exonic de novo mutations in simplex autism is that most de novo variation implicated as causal occurs
opposite wild type alleles [212]. Given that large CNVs are common in neurons of the cortex [78,80],
we propose a model of brain-specific somatic mutation occurring opposite inherited de novo or rare
mutation resulting in sporadic brain-specific loss of gene function and patches of cortical disorganization.

4. Conclusions

While the role of somatic mosaicism in disease is currently under active investigation, it is clear that
functional somatic mosaicism has a significant role in human disease. In the last decade, major advances
in both cytogenetic and second-generation sequencing techniques have enabled researchers to discover
causative somatic mutations for an increasing number of diseases, and driver mutations in an increasing
number of cancers. Furthermore, this increased understanding of the genetic underpinnings of disease is
likely to lead to improved patient outcomes in the near future.
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