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Somatic mutations found in the healthy blood
compartment of a 115-yr-old woman demonstrate
oligoclonal hematopoiesis
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The somatic mutation burden in healthy white blood cells (WBCs) is not well known. Based on deep whole-genome
sequencing, we estimate that approximately 450 somatic mutations accumulated in the nonrepetitive genome within the
healthy blood compartment of a 115-yr-old woman. The detected mutations appear to have been harmless passenger
mutations: They were enriched in noncoding, AT-rich regions that are not evolutionarily conserved, and they were
depleted for genomic elements where mutations might have favorable or adverse effects on cellular fitness, such as regions
with actively transcribed genes. The distribution of variant allele frequencies of these mutations suggests that the majority
of the peripheral white blood cells were offspring of two related hematopoietic stem cell (HSC) clones. Moreover, telomere
lengths of the WBCs were significantly shorter than telomere lengths from other tissues. Together, this suggests that the finite
lifespan of HSCs, rather than somatic mutation effects, may lead to hematopoietic clonal evolution at extreme ages.

[Supplemental material is available for this article.]

Mutations are called somatic if they were acquired in a tissue cell

during organismal development or later in life, rather than being

inherited from a germ cell. As such, somatic mutations lead to ge-

notypic and possibly phenotypic heterogeneity within and between

tissues, and they may compromise growth or lead to a growth ad-

vantage (Frank 2010). Because somatic mutations often occur during

cell division, frequently dividing cell types are more prone to acquire

somatic mutations than tissues that rarely divide (Youssoufian and

Pyeritz 2002). Consequently, frequently dividing cell types, i.e.,

epithelial cells, hematopoietic cells, and male germ cells are vul-

nerable to somatic mutations that may lead to tumor development

or other diseases and disorders. Therefore, most studies regarding

somatic mutations have been attempts to discover mechanisms

leading to cancer and disease (Youssoufian and Pyeritz 2002;

Erickson 2010; Hanahan and Weinberg 2011).

It has been estimated that the adult human blood compart-

ment is populated by the offspring of approximately 10,000–

20,000 hematopoietic stem cells (HSCs) (Abkowitz et al. 2002).

HSCs self-renew about once every 25–50 wk to create two daughter

cells equivalent to their parent, and they differentiate to create

offspring clones with multipotent progenitor cells that generate

the much larger number of diverse blood cells via hematopoiesis

(Catlin et al. 2011). Over time, somatic mutations will gradually

accumulate within the HSCs, and the genotypes of the HSCs

along with their offspring clones will diverge and lead to new

clones of varying sizes.

Recent publications show that the genomes of patients with

acute myeloid leukemia (AML) contain hundreds of somatic mu-

tations that accumulate with age (Ley et al. 2008; Mardis et al.

2009; Ding et al. 2012), and that most of these mutations occur as

random events in HSCs before one of them acquires a specific

pathogenic mutation leading to AML (Welch et al. 2012). Similar

patterns of clonal evolution have also been shown for the de-

velopment of chronic lymphocytic leukemia (CLL) (Landau et al.

2013). However, it is currently unknown to what extent healthy

HSCs acquire somatic mutations and which types of mutations

can be tolerated in the genome during a lifetime without causing

disease.

We set out to determine the prevalence and types of single

nucleotide and small insertion/deletion mutations that are somatic

within the healthy blood genome. Since the occurrence of somatic

copy number changes has been shown to increase with age in sev-
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eral tissues in mice (Dolle and Vijg 2002) and also in peripheral

blood in cancer-free humans (Forsberg et al. 2012; Jacobs et al. 2012;

Laurie et al. 2012), we assumed that single nucleotide somatic mu-

tations might also increase with age. Therefore, we chose a healthy

person of extreme age as our subject, anticipating that during a long

lifetime, mutations leading to the fittest HSCs might lead to clonal

selection and thus the detectability of somatic mutations (Naylor

et al. 2005; Gibson et al. 2009). Together, the large number

of cellular divisions during a long lifetime and the expected age-

dependent clonality could provide better statistical represen-

tation of the mutation rate and spectrum. To detect somatic

mutations in peripheral blood, we compared its DNA sequence

with that from the brain tissue from the same individual. Since

cells in occipital brain tissue rarely divide after birth (Spalding

et al. 2005), it is expected that these cells do not acquire many

somatic mutations, so that DNA isolated from occipital brain

tissue may serve as a candid representation of the germline con-

trol genome.

Such an analysis of somatic mutations in the healthy white

blood cell (WBC) population allowed us to determine the number

of (detectable) mutations acquired during a lifetime and to what

extent the healthy blood compartment is subject to clonal evolu-

tion. Furthermore, we investigated where such somatic mutations

occurred in the genome and to what extent the spectrum of so-

matic mutations compares with the spectrum of germline muta-

tions sustained in offspring populations and with the spectrum of

mutations implicated in heritable disease.

Results

Subject: W115, a supercentenarian

The subject of our study was W115, a woman who lived to the age

of 115 and who was regarded as the oldest human being in the

world at the time of her death (Holden 2005). At the age of 82,

W115 sent a written consent to donate her body to science after

death. W115 had no symptoms of hematological illnesses, and

autopsy showed that she did not suffer from vascular or dementia-

related pathology. She had breast tumor surgery at age 100 and died

15 years later of a gastric tumor that metastasized into her abdomen

(den Dunnen et al. 2008). Since W115 never received mutation-

inducing chemotherapy, the somatic mutations in the genomes of

her tissues are purely a consequence of normal aging.

DNA was isolated from several tissues that were collected

during autopsy: whole blood, brain (occipital cortex), artery (me-

dia and endothelium), kidney (renal pyramid and minor calyx),

heart, liver, lung, spleen, aorta, and the gastric tumor that she died

of. DNA was also isolated from the breast tumor that was removed

at age 100.

Blood cells had shorter telomeres than cells from other tissues

Telomeres shorten with every cell division (Hastie et al. 1990). To

ascertain cellular turnover differences between W115’s whole

blood and brain cells, we measured telomere lengths (TLs) in DNA

isolated from these and several other W115 tissues (Lin et al. 2010).

Telomeres in blood cells were 173 shorter than telomeres in brain

cells and the shortest of all tissues tested (Fig. 1). This result sup-

ports our expectation that the (precursors of) W115’s blood cells

underwent many more divisions than cells isolated from occipital

brain. Since the TLs between tissues of a newborn are similar (Okuda

et al. 2002) and since occipital brain cells only rarely divide after

birth (Spalding et al. 2005), the 17-fold TL reduction of blood cells

can be considered relative to birth and thus extremely short (Frenck

et al. 1998; Hewakapuge et al. 2008).

Detected and confirmed somatic SNVs and indels were mostly
novel

To detect somatic point mutations (single nucleotide variants

[SNVs]) and short insertions/deletions (indels), we sequenced the

DNA isolated from peripheral blood and from brain tissue from

W115 to >603 mean read depth for each tissue using SOLiD se-

quencing (Fig. 2). During subsequent sequence analysis, we iden-

tified 612 candidate somatic SNVs in blood that could not be

detected in the brain genome. Validation experiments showed that

of the candidates with high read depth, almost all novel (i.e., un-

known to dbSNP) and only half of the known candidates could be

confirmed (Table 1A). Likewise, we identified 107 candidate so-

matic SNVs in brain that were not detected in the blood genome,

but none of these could be confirmed. We also detected 30 can-

didate indels in the whole blood genome and three in the brain

genome (indel detection was genome wide, not only in the non-

repetitive genome). We tested 23 indels in validation experiments

and confirmed 22 somatic indels in blood (Table 1B). Together, we

conclude that somatic mutations could only be detected in blood

and were mostly novel. For a detailed description of somatic vari-

ant detection and validation, see Supplemental Material SR1–SR4,

the corresponding Supplemental Figures S1–S3, and Supplemental

Tables S1–S8.

The whole blood genome included roughly 600 somatic
mutations

Based on the proportion of tested variants that were confirmed to

be somatic mutations, we estimate that there were roughly 424

somatic SNVs in the nonrepetitive genome (Fig. 2; Table 1). Since

the nonrepetitive genome comprised 77% of the whole genome

(Supplemental Table S1), we estimate that we could have con-

firmed about 551 somatic SNVs, had we been able to assess the

whole genome. Based on the fraction of confirmed somatic indels,

we estimate that we could have confirmed 28 somatic indels in the

whole genome, of which 22 were in the nonrepetitive genome.

Together, we estimate that the nonrepetitive genome included

Figure 1. Mean telomere length of W115 tissues. DNA from W115
tissues was isolated using the Qiagen DNA isolation kit and the Promega
Wizard kit. Both DNA isolates were measured twice for telomere length
(T/S ratio). (*) Blood DNA was isolated only with the Promega Wizard kit.

734 Genome Research
www.genome.org

Holstege et al.



approximately 450 somatic mutations (424 SNVs plus 22 indels)

and the whole blood genome included roughly 600 somatic mu-

tations (551 SNVs plus 28 indels). Because our stringent pipeline

did not assess the mutation-prone repetitive sequences, and we

required the same genotype calling by both the GATK (McKenna

et al. 2010; DePristo et al. 2011) and SAMtools variant callers (Li

et al. 2009), we consider these numbers to be lower bounds.

Somatic mutations detected in blood were not detected
in tumor or other native tissues

The somatic mutations that we detected in blood were not de-

tected in the breast cancer that W115 had at age 100 nor in the

gastric tumor she had at age 115. This indicates that the somatic

mutations were not derived from tumor cells present in the blood

circulation at the time of her death. The validation panel was also

used to test samples derived from aorta,

artery (endothelium), heart, and kidney

(renal pyramid) tissues. None of the con-

firmed somatic mutations detected in

blood were detected in these tissues, and

only an occasional mutation detected in

blood could be detected in artery (media),

kidney (minor calyx), liver, and spleen

tissues. In contrast, almost all somatic

mutations were detected in DNA derived

from lung tissue, but the fraction of reads

with the variant allele (the variant allele

frequency [VAF]) was much lower in lung

tissue than in blood (Fig. 3). Presumably,

the DNA isolated from lung tissue was

contaminated with blood DNA due to

a vast leukocyte presence in the lung tis-

sue. Blood contamination of the brain

DNA was kept at a minimum because

there were almost no blood cells in the

brain blood vessels after the brain was

perfused during fixation (Supplemental

Material SR5).

Somatic mutations were not predicted
to have a functional selective
advantage

To characterize the somatic mutations

acquired in the healthy blood compart-

ment, we used the complete group of 382

‘‘highly likely’’ somatic mutations because

almost all variants in this group that were

tested in validation experiments were

confirmed to be true mutations (Table 1;

Supplemental Material SR2). Of these

mutations, 376 passed consistency filters

and were used for further analysis

(Methods; Supplemental Material SM7).

None of the 376 somatic mutations that

mapped to coding regions were predicted

to have a deleterious effect on protein

function by the SIFT and PolyPhen algo-

rithms (Kumar et al. 2009; Ng et al. 2009).

For details of functional effect prediction,

see Supplemental Material SR6. Further-

more, none of the mutations were previously associated with

clinical outcome; they do not appear in the COSMIC catalogue of

somatic mutations in cancer (Forbes et al. 2011) or in the Human

Gene Mutation Database (HGMD) (http://www.hgmd.org). In

particular, none have been implicated in any form of leukemia.

For further characterization, we compared the somatic muta-

tions to a random set of mostly nonpathogenic polymorphisms

(dbSNP) and with single nucleotide mutations associated with

disease (ClinVar) (Table 2; Methods; Supplemental Material SM8).

Like the somatic mutations, most of the dbSNP variants mapped

to noncoding regions with unknown functional effect, whereas

almost all ClinVar variants mapped to coding regions and were

predicted to have a ‘‘probably damaging effect’’ on protein function

(Table 2; Wei et al. 2011). Concluding, somatic mutations, like

dbSNP variants, were not predicted to have a functional selective

advantage.

Figure 2. Somatic variant detection pipeline SNV and indel detection. Whole-genome sequences of
W115 blood and brain tissues were mapped to hg19. Variants were called using both GATK and
SAMtools. The SNVs that overlapped between the two genotyping algorithms were considered most
trustworthy and were used for further analysis with high stringency (HS-SNV) and low stringency (LS-
SNV) filters. Indels were passed through a high stringency (HS-indel) and low stringency (LS-indel)
read-depth filter. Candidate somatic SNVs and indels were confirmed by validation with Ion Torrent
PGM sequencing and/or Sanger sequencing. The number of confirmed SNVs and indels was extrap-
olated to account for those not validated. The number of SNVs was also extrapolated to the whole
genome, whereas for indel detection the whole genome was assessed.
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Spectrum of functional elements of somatic mutations is similar
to dbSNP variants and different from disease-associated variants

To determine whether somatic mutations in the healthy blood

compartment located to specific functional genomic elements,

we intersected mutated loci with functional elements tracked by

ENCODE; for tracks, see Supplemental Table S9 (The ENCODE

Project Consortium 2012). We then compared the enrichment/

depletion spectra with those of the dbSNP and ClinVar variants.

Somatic mutations and dbSNP variants did not cluster at confined

genomic locations (Supplemental Fig. S5;

Supplemental Material SR7, SM9). They

were, however, significantly enriched in

Lamin B1 associated domains (LADs), in

gene-poor Giemsa positive, strongly A/T-

rich heterochromatin, in solvent-acces-

sible sites (BU ORChID), and at meth-

ylated cytosines (Fig. 4; Supplemental

Table S9; Balasubramanian et al. 1998;

Greenbaum et al. 2007; Guelen et al. 2008;

Meissner et al. 2008). In contrast, they

were significantly depleted in regions with

histone methylation/acetylation associ-

ated with active gene transcription, es-

pecially in regions with high H3K36me3

levels, associated with transcriptional acti-

vation and elongation (Ram et al. 2011)

and at conserved loci (GERP) (Supple-

mental Fig. S6; Davydov et al. 2010). The

ClinVar variants, on the other hand, were

especially depleted in regions with high

H3K9me3 levels, associated with gene re-

pression and silencing.

In a second comparative analysis, we analyzed whether the

genomic functional elements were differentially enriched or de-

pleted with loci of somatic mutations, dbSNP and ClinVar variants

(details in Supplemental Material SM9). The somatic mutations were

significantly more enriched in solvent accessible sites (BU ORChID

track) compared to dbSNP loci, but in all other functional ele-

ments, dbSNP variants were similarly enriched/depleted. In con-

trast, the somatic mutation and dbSNP spectra differed significantly

from that of the disease-associated variants (Fig. 4; Supplemental

Table 1. Validation of variants detected in blood but not in brain

(A) Somatic SNV detection in blood

Candidate SNVs dbSNP
SNVs detected

(HS and/or LS filters)
SNVs
tested

Confirmed
mutations Confirmed (%)

Mutation estimate
in nonrepetitive genome

Mutation estimate
in whole genome

High read depth (SOLiD read depth ‡20 in blood and brain)
Highly likely Novel 382 202 201 99.5 380 494
Moderately likely-I Known 71 17 9 52.9 38 49

Low read depth (SOLiD read depth <20 in blood and/or brain)
Moderately likely-II Novel 15 10 4 40.0 6 8
Slightly likely Known 144 27 0 0.0 0 0

Total 612 256 214 424 551

(B) Somatic indel detection in blood

Filter Indels detected Indels tested Confirmed mutations Confirmed (%)
Mutation estimate
in whole genome

HS-indel 19 18 18 100.0 19
LS-indel 11 5 4 80.0 9

Total 30 23 22 28

(A) The candidate somatic mutations in blood are divided into SNVs with high and low read depth as well as novel and known to dbSNP. A subset of all
groups was tested with Ion Torrent PGM sequencing (SNVs tested), and the number of confirmed mutations was extrapolated to account for those that
were not tested (mutation estimate in nonrepetitive genome). This number was subsequently extrapolated to the whole genome (mutation estimate in
whole genome). (B) Candidate somatic indels were tested in the Ion Torrent validation rounds as well as with Sanger sequencing. Indel detection was
genome wide (not only in the nonrepetitive genome), and the HS-indel and LS-indel filters were mutually exclusive.

Figure 3. Presence of single nucleotide mutations detected in blood in other W115 tissues. Box plot
of the VAF values for the 214 confirmed somatic mutations detected in blood for a variety of other
tissues. On each box, the central mark is the median VAF; the edges of the box are the 25th and 75th
percentiles, the whiskers extend to the most extreme data points not considered outliers, and outliers
are plotted individually as red crosses.
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Fig. S6; Supplemental Table S9). In short, somatic mutations overlap

with functional elements similar to nonpathogenic dbSNP variants,

but not with disease-associated variants, supporting their harmless

nature.

Mutations occurred in a cell with a stem-cell-like methylation
signature

A subset of the somatic mutations may have resulted from the

spontaneous deamination of methylated cytosines, forming a

thymine at that location. Indeed, 62 of the 376 somatic mutations

mapped in putatively methylated CpG sites, indicating a signifi-

cantly increased mutation-likelihood at CpG loci (P-value < 1 3

10�6) (Fig. 4; Supplemental Table S9). To determine whether the

methylation signature of a stem or a lymphoblastoid cell could

explain the loci of the detected somatic mutations, we com-

pared their loci with the methylation status of CpG sites of the

H1 hESC stem cell line and GM12878 lymphoblastoid cell line

as tracked by ENCODE, HAIB Methyl RRBS (Meissner et al. 2008).

In the GM12878 cell line, 50.7% of the CpG sites were meth-

ylated, and 28/62 of the somatic mutations coincided with these

loci, which could be expected by chance (P-value = 0.8) (Table 2).

In contrast, 85.4% of the CpG sites were methylated in the H1

hESC cell line, and 61/62 loci of the somatic mutations over-

lapped with these loci, significantly more than expected by

chance (P-value = 5.7 3 10�5) (Table 2). From this, we conclude

that the somatic mutations are indeed more likely to occur at

methylated CpG sites. Since the somatic mutations largely over-

lap with the methylated CpG sites of H1 hESC stem cells, they

likely occurred in a cell type with a methylation signature re-

sembling a stem cell rather than a GM12878 differentiated lym-

phoblastoid cell.

Distribution of the variant allele frequency suggests that
somatic mutations were in two clones

The VAF distribution based on the Ion Torrent PGM reads for

the 201 confirmed somatic mutations (Table 1) shows two well-

resolved peaks at VAF values of 0.22 and 0.32, which is corrobo-

rated by fitting a mixture of Gaussians (Fig. 5; Supplemental Table

S10; Methods). After multiplying by 2 to correct for assumed het-

erozygosity of the somatic mutations, this implies that two clones

were present, comprising ;44% and ;64% of the peripheral blood

cells, respectively. The sum of these percentages is appreciably larger

than 100%: 106.2%–112.8%, 95% CI (Supplemental Table S10;

Figure 4. Enrichment and depletion of somatic mutations in functional genomic elements tracked by ENCODE. Enrichment depletion analysis: (y-axis)
�log P-values indicate the enrichment or depletion of somatic mutations (blue bar), dbSNP variants (green bar), and ClinVar (red bar) variants for each
functional element tracked by ENCODE. The lowest possible P-value = 1 3 10�6, or – log P-value = 6. Comparative analysis: (Black stars) Variant set is
significantly enriched (star above bars) or depleted (star below bars) relative to ClinVar variants, P < 1 3 10�6. Pink star (BU ORChID track only) Variant set is
significantly enriched relative to dbSNP variants. Comparisons of other variant sets did not yield significant differences. (z) Tracks are not specific for cell
lines. (*) Track not available for H1 hESC, track for H7 human embryonic stem cell line used instead.

Figure 5. Gaussian fit for VAF values of 201 confirmed somatic muta-
tions. (Gray) Histogram of VAF values of 201 mutations confirmed by Ion
Torrent PGM; (red) Gaussian fit of clone A; (green) Gaussian fit of clone B;
(blue) Gaussian fit of background mutations; (black) resultant mixture of
Gaussians.
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Supplemental Material SR9). Thus, the smaller clone at VAF = 0.32

was most likely subsidiary to the larger one at VAF = 0.22, repre-

senting the mutations from a more recent subclonal expansion. The

remaining ;36% of the cells were presumably present in much

smaller clones that were below our detection limit. The character-

istics of variants in the two peaks were similar (Supplemental Ma-

terial SR10; Supplemental Fig. S7).

No disease in W115 blood

Dominant clones in the blood have been associated with leukemia.

However, there were no clinical signs of leukemia at the time of

W115’s death. Moreover, no gross chromosomal abnormalities

characteristic of leukemia were detected in W115’s WBCs by CGH

array analysis or in the sequencing data (Supplemental Fig. S8),

thereby excluding the presence of CML, most forms of precursor

B-ALL, and AML (Simons et al. 2012).

Unknown germline variants detected in DNA repair genes

W115 may have had germline variants that altered DNA repair

mechanisms. (Possibly) damaging effects on protein function,

which may also favorably modify protein function, were predicted

for variants in the BRCA1, POLL, RAD50, PKD1L1, DCLRE1A,

CCNH, EXO1, LIG4, BRCA2, CHAF1A, XRCC1, RNF168, and WRN

genes, which all had population allele frequencies >0.1, indicating

that these variants commonly occur. Furthermore, W115 had ho-

mozygous novel variants in BRCA2, XRCC1, and PKD1L1 that were

predicted to modify protein function (Supplemental Table S11). To

what extent these variants contribute to DNA repair needs to be

further analyzed with functional tests.

Discussion
Here we report, for the first time, a ‘‘per clone’’ somatic mutation

burden estimate in truly uncultured blood cells. We estimate that

approximately 450 somatic mutations, mostly novel to dbSNP,

accumulated in the nonrepetitive genome of a hematopoietic stem

cell (HSC) clone of a 115-yr-old woman, indicating that about 600

somatic mutations accumulated in the whole genome of this HSC

clone. Since we did not assess the mutation-prone repetitive ge-

nome and applied extensive filters to the data, these estimates

should be considered lower bounds.

The somatic mutations detected in blood were not tumor-

derived, and only a few were detected at minimal frequencies in

other tissues, suggesting that they represent the fraction of blood

infiltration in these tissues. Together, this indicates that the mu-

tations were confined to the blood compartment.

Somatic mutations routinely occur in the blood genome

These somatic mutations accumulated in a cell type with a meth-

ylation signature resembling an embryonic stem cell—possibly an

HSC (Broske et al. 2009). If we assume that it took 115 years for all

of the roughly 450 somatic mutations to accumulate in the non-

repetitive genome of one HSC, then with a constant mutation rate,

this amounts to about four mutations per year or about three

mutations per division, given that HSCs self-renew once every 25–

50 wk (Catlin et al. 2011). This is in line with the finding that

exomes from three clones from seven healthy individuals acquired

0.13 mutations per year (Welch et al. 2012), which extrapolates to

about five mutations per year in the nonrepetitive genome. Likewise,

the vast majority of the somatic mutations detected in HSC clones

from patients with myelodysplastic syndrome were harmless

events randomly distributed in the genome (Walter et al. 2012).

Therefore, it is likely that somatic mutations are routinely acquired

in HSCs during normal aging. Note, however, that comparison of

mutation rates for any clone/genome is subject to uncertainty

because one cannot determine when each mutation was acquired

and how the analyzed clones expanded during a lifetime. Also,

inconsistencies between sequencing techniques and downstream

analyses complicate an accurate comparison of mutation numbers.

Chromatin organization influences the genomic susceptibility
to acquire somatic mutations

Somatic mutations detected in the healthy blood compartment

did not map to coding regions and are not predicted to confer se-

lective advantage on the growth pattern of their host cell. The

mutations were enriched in mutation-prone sites, such as meth-

ylated cytosines and sites accessible by surrounding solvents. They

occurred in regions that were not evolutionarily conserved and in

AT-rich heterochromatin and gene-poor sequences such as LADs

(genomic regions that attach to the nuclear lamina to secure the

spatial orientation of the chromosome in the nucleus). In these

regions, mutations are unlikely to have deleterious effects on cel-

lular fitness. In contrast, they were depleted in regions where

mutations may lead to favorable or adverse effects on cellular fitness,

such as in actively transcribed gene-rich regions. The mutation

spectrum thus resembles that of mutations that occurred in germ

cells and persisted in the offspring population, often with no patho-

genic effects (dbSNP) but distinctly different from that of disease-

associated mutations (ClinVar). These results are in agreement with

recent findings that chromatin organization influences the geno-

mic susceptibility to acquire somatic mutations (Michaelson et al.

2012; Schuster-Bockler and Lehner 2012).

Thus, it appears that the many somatic mutations accumu-

lated in the healthy HSC compartment were harmless passenger

mutations that occurred at nondeleterious genomic regions.

W115 blood compartment was oligoclonal

The majority (;65%) of the healthy blood compartment of W115

was populated by the offspring of two HSC clones, one of which

was likely derived from the other. A possible explanation for this

oligoclonality may be found in the extremely short telomere

lengths (TLs) of W115’s peripheral blood cells. Telomere attrition

to critical lengths has been associated with the replicative senes-

cence of somatic cells (Frenck et al. 1998). Although the TLs of

W115’s blood cells were in line with normal telomere shortening

in blood as a function of age, a 17-fold reduction in TL relative to

birth (proxied by brain tissue) is extreme (Frenck et al. 1998). The

very long lifetime of W115 may have allowed many HSCs to reach

critically short TLs, leading to their disappearance from the HSC

pool (Orford and Scadden 2008).

Possible implications of oligoclonality for the immune system

According to a recent model (Catlin et al. 2011), roughly 11,000

HSCs reside in the marrow, of which only 1300 are actively gen-

erating WBCs, implying that most of the HSCs are quiescent. The

composition of the HSC compartment changes significantly dur-

ing a lifetime and consists of several types of HSCs. Each has its

own differentiation requirements and self-renewal programs and is

Somatic mutations in healthy WBCs of a 115-yr-old
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subject to stem cell exhaustion (Roeder et al. 2008; Forsberg et al.

2012). Although percentages differ widely between individuals

and with age, ;35% of the peripheral WBCs are of lymphoid origin

(Tand B lymphocytes and NK cells), and ;65% are of myeloid origin

(Stulnig et al. 1995). The most common myeloid cells, granulocytes,

are the immediate progeny of actively contributing HSC clones

since they have a half-life of only 6–8 d. As a consequence of the

finite lifespan of HSCs, the short-lived myeloid and lymphoid WBCs

may have been continuously generated by the offspring of only

a few HSC clones that were still active at the time of W115’s death.

In contrast, T lymphocytes, which make up ;25% of the WBCs,

are generated in the thymus, where they are seeded by a limited

number of HSC clones (Weerkamp et al. 2006) and can expand by

homeostatic peripheral proliferation. Because thymus function

and output rapidly decrease with age (Montecino-Rodriguez et al.

2013), most of the T cells may have originated decades ago from

HSC clones that were active then. Although data from more sub-

jects is needed to provide further support for these hypotheses, it

would not be surprising if in very old individuals only a few active

HSCs clones were left to contribute to the T cell pool, and that

T cell-mediated immunity is upheld by peripheral T cells that are

offspring from older HSCs.

We conclude that there is a vast somatic mutation back-

ground, even in a healthy blood compartment, with a spectrum

similar to that between generations (dbSNP) and distinctly different

from disease-associated mutations. The detected somatic mutations

occurred in an undifferentiated cell type but had no favorable or

adverse effects on genomic fitness. Moreover, our telomere length

measurements suggest that the oligoclonality in the HSC pool of

W115 may be a consequence of the finite lifespan of HSCs.

Methods

DNA isolation and telomere length analysis
Details about DNA isolation procedures are described in Supple-
mental Material SM1. The telomere-to-single copy gene (T/S) ratio
was determined as described in Lin et al. (2010) using a real-time
PCR assay and using DNA isolated from the Hela cancer cell line as
reference DNA. For each tissue, the T/S ratio was measured twice
for both the Promega and the Qiagen DNA isolations.

Identification of somatic SNVs and indels

We used SOLiD paired-end sequencing to obtain whole-genome
sequences of W115 blood and brain tissues, each with approxi-
mately 603 read depth (see Supplemental Material SM2 for further
details). Variants were called using both the GATK Unified Geno-
typer and SAMtools (v0.1.18) (Fig. 2; Supplemental Material SM3).
The SNV calls that overlapped between GATK and SAMtools geno-
typing algorithms were considered most trustworthy. SNVs were
passed through high stringency (HS-SNV) and low stringency
(LS-SNV) filters. Indels in blood and brain were detected with GATK
and BFAST (Homer et al. 2009); the two sets of read counts were
filtered to eliminate spurious indel calls. For further descriptions of
SNV and indel stringency filters see Supplemental Material SM4,
SM5 and Supplemental Figure S9.

Mutation validation experiments

A subset of somatic mutation candidates was validated in all
available tissues by targeted sequencing using the Ion Torrent PGM
with an average mapped read depth >20003. Indels that mapped
to repeat regions or homopolymer sequences could not be vali-

dated with Ion Torrent PGM sequencing and were validated with
Sanger sequencing. Details of experimental procedures are de-
scribed in the Supplemental Material SM6.

Comparison of characteristics of mutations with dbSNP
and ClinVar variants

Somatic mutation characteristics were compared in a random set of
10,000 mostly nonpathogenic polymorphisms (dbSNP; http://
www.ncbi.nlm.nih.gov/SNP) and with 12,979 single nucleotide
mutations implicated in disease (ClinVar; http://www.ncbi.nlm.
nih.gov/clinvar). For the comparison of variant characteristics, we
applied a consistency filter by including variants that mapped in
unique sequences (50-mer mapability track; UCSC) and regions
with high read depth ($203 read coverage in the blood and the
brain sequence) (for details, see Supplemental Material SM7). This
left 376/382 of the ‘‘highly likely’’ somatic mutations, 7242/10,000
dbSNP variants, and 8189/12,979 ClinVar variants for analysis
(Table 2). For each set of variants, we determined the percentage of
variants with a characteristic listed in Table 2. Distances between
these percentages were compared, taking their associated un-
certainty into account. Probability values indicate the probability
that the set of somatic mutations is more similar to dbSNP than
ClinVar (for further details, see Supplemental Material SM8).

Enrichment/depletion of variants in functional genomic
regions (ENCODE)

Somatic mutations, dbSNP variants, and ClinVar variants were
intersected with functional genomic regions tracked by ENCODE.
In addition to seven cell-line-independent tracks, we chose to use
the 140 GM12878 B-lymphocyte and 103 H1 hESC or H7 human
embryonic stem-cell lines because we speculated that somatic
mutations in an HSC had a differentiation status between a human
stem cell and a fully differentiated lymphocyte (tracks are listed
in Supplemental Table S9). To detect enrichment or depletion of
a variant set in genomic functional elements, we calculated an
‘‘ENCODE score’’ by summing the track-values at the variant loci.
Significance was determined by comparing this value with the
ENCODE scores of 1,000,000 equally sized sets of random loci as
further described in Supplemental Material SM9. Next, we com-
pared levels of enrichment/depletion between the different variant
sets by comparing the ENCODE score between variant collections
(for the exact test, see Supplemental Material SM9).

Methylation signature of somatic mutations

Methylation signatures were taken from two whole-genome bi-
sulfite sequencing (WGBS) data sets for H1 hESC and GM12878
cell lines: HAIB Methyl RRBS tracks from ENCODE (http://
www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE40832). For each
cell line, these tracks indicate methylation percentages for each
cytosine, in (A) CpG sites and (B) nonCpG sites. A methylation
percentage of $ 50% was regarded as ‘‘methylated,’’ and only sites
that were assessed for both H1 hESC and GM12878 cell lines were
included in the analysis (98% overlap).

Mixture of Gaussians fit to the VAF distribution of confirmed
somatic mutations

For the 201 confirmed mutations, a mixture of three Gaussians
was fit to the VAF distribution using the Matlab gmdistribution.fit
function with regularization of 0.0001. The fit was repeated 50
times from different initial guesses using a maximum of 500 it-
erations (Fig. 5). Two Gaussians fit the mutations within the large
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clones, whereas the third Gaussian component fit the back-
ground mutations.

Detection of germline variants in genes associated with DNA
repair

A list of 177 genes associated with DNA repair was taken from http://
sciencepark.mdanderson.org/labs/wood/dna_repair_genes.html#
Human DNA Repair Genes. All 4880 germline variants in the W115
genome that mapped in these genes and passed the consistency
filter were analyzed with SIFT and PolyPhen.

Data access
All sequence data from this study have been submitted to the
European Genome-phenome Archive (EGA; https://www.ebi.ac.uk/
ega/) under accession number EGAS00001000660.
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