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m Clonal hematopoiesis (CH) of indeterminate potential has been described in blood
samples from large series of patients. Its prevalence and consequences are still not well
* CH is frequent in the
bone marrow and the

blood of carefully se-
lected healthy volunteers.

understood because sequencing methods vary and because most studies were performed

in cohorts comprising individuals with nonhematologic diseases. Here, we investigated

the frequency of CH in 82 paired bone marrow and blood samples from carefully selected

healthy adult volunteers. Forty-one genes known to be mutated in myeloid malignancies

* The detection of CH in were sequenced with a 1% threshold of detection. In bone marrow samples, clones were
the bone marrow must found in almost 40% of healthy volunteers more than 50 years old. The most frequent
be interpreted with mutations were found in DNMT3A and TETZ2, with 1 individual carrying 3 variants.

Celitfenn; e 0t i Variant allele frequencies were highly concordant between blood and bone marrow
presence of an unex-

elelined emaia samples. Blood parameters were normal except for those in 2 individuals: 1 had

a mild macrocytosis and 1 had a mild thrombocytosis. Furthermore, no morphologic
abnormalities or dysplasia were detected when bone marrow smears were carefully
evaluated. Individuals with CH differed from others by age (62.8 vs 38.6 years; P < .0001)
and platelet count (294 vs 241 xX10%L; P = .0208), the latter being no more significant
when removing the 2 individuals who carried the JAK2 p.V617F mutation. These results
confirm that CH is a very common condition in healthy adults over 50 years old.
Consequently, the detection of driver myeloid mutations should be interpreted

with caution in the absence of cytologic abnormalities in the blood and/or the bone
marrow.

Introduction
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Clonal hematopoiesis of indeterminate potential (CHIP) is defined as the presence of a clone at
more than 2% of variant allele frequency (VAF) in peripheral blood (PB) of individuals with no
evidence of hematologic disease."? In 2014, 3 studies identified clonal hematopoiesis (CH) by
analyzing PB samples from thousands of individuals with no history of hematologic disease.
However, these cohorts included both healthy people and patients with solid cancers, diabetes,
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cardiovascular diseases, psychiatric diseases, or other medical
conditions.®® Thus, these cohorts may not be fully representa-
tive of healthy individuals. The pioneer studies used whole-exome
sequencing (WES) to detect CH in 1% of individuals youn-
ger than 40 years old and up to 20% in the elderly. More
recently, targeted sequencing techniques allowed the discovery
of a higher prevalence of CH, prefacing the observation that
virtually all healthy adults have detectable clones, provided that
a highly sensitive method of detection is used.®”” CHIP has been
described as a risk factor for blood cancer.>® However, the
diagnosis of most blood cancers relies on morphologic and
genetic examination of the bone marrow (BM), and CH has
never been evaluated in BM samples from healthy individuals. To
address this issue, we studied CH in paired PB and BM samples
from an unprecedented cohort of rigorously selected healthy
volunteers.

Methods

Healthy volunteers

In all, 102 healthy volunteers aged 18 to 81 years were enrolled in the
HEALTHOX clinical trial (ClinicalTrials.gov identifier: NCT02789839)
of Tours University Hospital (Tours, France), and all provided
written informed consent. This study was approved by the
ethics committees of the Hospital (CPP [Comité de protection
des personnes] Tours and AFSSAPS [Agence frangaise de
sécurité sanitaire des produits de santé] identifier ID-RCB:
2011-A00262-39; CPP lle-de-France Ill: 2753). All volunteers
were given an initial complete medical examination. Exclusion
criteria for this study included previous hematologic or tumoral
disease, exposure to chemotherapy or radiotherapy, major
infectious diseases (ie, bacterial or fungal invasive infection or
chronic viral infection), inflammatory diseases, and anti-
agregant and anticoagulant treatments. Because this trial also
investigated oxidative metabolism, an antioxidant diet that
included ascorbic acid or N-acetylcysteine was another exclusion
criteria.

Sample collection and morphologic analyses

BM samples were collected through sternal puncture using the
classical diagnostic procedure that is standard in France, and
PB samples were taken at the same time. No BM biopsy was
performed. Cytomorphologic analyses were performed indepen-
dently by 3 expert cytopathologists at Tours University Hospital.
Standard 2016 World Health Organization (WHO) criteria for
myeloid diseases were used. These cytomorphologic analyses of
the BM included the quantification of the hematopoietic lineages
and their maturation as well as the assessment of dysplasia,
defined as more than 10% of a lineage with dysplasia.

DNA extraction and next-generation
sequencing analyses

PB cells and mononuclear BM cells were frozen and stored
for analysis. Both PB and BM samples were analyzed for 82
volunteers, but only PB samples were available for 8 individuals
and only BM samples were available for 7 individuals. DNA
extraction was performed using QlAsymphony DNA kits (Qiagen,
Hilden, Germany). Libraries and sequencing of a panel of
41 genes commonly mutated in myeloid malignancies (supple-
mental Table 1) were carried out as previously described.®'°
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Figure 1. Flowchart of the study.

Read alignment and variant calling were performed using Sophia
DDM software v5.0.12 (Sophia Genetics, Lausanne, Switzer-
land) with a sensitivity of 1%. CH was defined as the presence of
at least 10 reads carrying 1 somatic variant with a VAF >19%. All
variants were checked using IGV software v2.3 and were
confirmed on both PB and BM samples as true somatic
mutations.”

Statistical analyses

Statistical analyses were performed using Mann-Whitney U, x2,
Fisher's exact, and Wilcoxon matched-pairs tests or Spearman
correlation with GraphPad Prism 6 software (GraphPad Software,
San Diego, CA).

Results

Description of the cohort

A total of 102 volunteers were initially included. A full medical
evaluation was performed to ensure that only healthy adults were
included. Thirteen volunteers were excluded from the study (BM
DNA was not available or the patient withdrew consent), so
samples from 89 volunteers were included in the final analy-
ses (Figure 1). Included volunteers were aged from 18.6 to
80.1 years (median, 43.6 years). Twenty-six were younger than
30, 24 were between 31 and 50, and 39 were over 50 years
old (Figure 2A). Complete blood and BM parameters for all
volunteers are shown in Table 1 and in supplemental Tables 2
and 3. These parameters did not reveal any major abnormalities.
Complete blood counts, BM counts, and cell morphology did not
reveal any cytopenia or dysplasia.

CH in the BM

We evaluated the frequency of CH in the BM of the 89 volunteers
(Figure 2A-B). Overall 25 mutations with VAFs greater than 1%
and depths ranging from 291 to 2769 reads were detected in 19
individuals (21.3%) (Table 2). Among the volunteers, 14 harbored
1 variant, 4 carried 2 mutations, and 1 had 3 mutations (Figure 2A,C).
The most frequently mutated genes were DNMT3A (12 mutations
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in 9 volunteers), TET2 (n = 7), ASXL1 (h = 2), and JAK2 (n = 2)
(Figure 2C). VAFs (mean, 6.0%; range, 1%-49.4%) were not
correlated with age (P = .2505). When setting the VAF thresh-
old to the usual value of 2% for CHIP detection, only 4 indivi-
duals (age 28, 52, 66, and 67 years, respectively) moved
to the no CH group (Table 2). Consequently, the corrected
CH frequencies were 0% before the age of 40 years, 30.8% in
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the 51-to 60-year-old group, and 40% in volunteers aged 61 to
70 years.

Comparison of individuals with and without CH

When comparing individuals with CH to those without CH (Table 1;
Figure 3), we found that only 2 parameters were significantly
different: platelet counts (294 vs 241 X10%L, respectively;
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Table 1. Demographic and biological characteristics of individuals with and without CH

Total (N = 89) CH(n =19) No CH (n = 70)

Characteristic No. % Median Range No. % Median Range No. % Median Range P
Age, y 43.6 18.6-80.1 62.8 28.3-72.4 36.8 18.6-80.1 <.0001
Sex

Male 36 40.4 4 11.1 32 88.9 .0667

Female 53 59.6 15 28.3 38 71.7
Hemoglobin, g/L 142 118-165 139 123-161 142 118-165 .2059
Mean globular volume, fL 89.8 77.6-101.4 91.3 86.1-101.4 89.6 77.6-98.4 .0611
Red cell distribution width, % 134 12.1-15.7 13.6 12.3-15.0 13.4 12.1-15.7 .5031
Thrombocytes, X1 0°/L 245 128-439 294 213-439 241 128-404 .0208
Leukocytes, X10%/L 5.8 3.6-10.5 5.7 45-7.0 5.9 3.6-10.5 4690
Neutrophils, X10°%/L 3.3 1.3-7.6 3.3 2.3-4.6 3.2 1.3-7.6 .8058
Monocytes, X10°%/L 0.5 0.1-1.0 0.5 0.1-0.8 0.5 0.3-1.0 .3770
Gamma glutamyl transferase, IU/L 22 7-182 31 10-80 21 7-182 .1055
C-reactive protein, mg/L 1.2 0.3-26.2 1.8 0.3-5.8 1.1 0.3-26.2 .1653
Iron, wmol/L 18 5-43 17 11-26 18 5-43 .8404
Ferritin, pug/L 101 6-531 130 29-531 92 6-455 .0962

P = .0208) and age (62.8 vs 36.8 years, respectively; P < .0001),
with only 2 (4.0%) of 50 individuals under 50 years old and
17 (43.6%) of 39 individuals over 50 years old having a clone. There
was a trend for sex ratio, mean corpuscular volume, and ferritin to
differ when the 2 groups were compared. In individuals with mutations,
BM examination did not show any abnormality in any lineage or any
dysplasia, and BM erythroblasts and granulocyte maturation did not
differ between the 2 groups (Figures 3B-C and 4).

The analysis of PB also did not reveal any abnormalities, except for
patient #29, who had a mild isolated macrocytosis (101.4 fL) with
2 DNMT3A mutations, and patient #43, who had a mild thrombocytosis
(439 X10%L) and a JAK2 p.V617F mutation. It is worth noting that the
other volunteer with the JAK2 mutation (patient #36) had a normal
platelet count (347 X10%L). The 2 volunteers with the JAK2 V617F
mutation had platelet counts below 450 X 10°/L; therefore, they did not
meet the first criterium required by the WHO classsification for a diagnosis
of essential thrombocythemia. However, it cannot be assumed that these
2 individuals could be at the early preclinical phase of a myeloproliferative
neoplasm. BM biopsies were not performed, and no follow-up was
planned in the study to support this hypothesis. Thus a second analysis
was performed that excluded these 2 individuals with JAK2 p.V617F
mutations. Platelets count tended to be different between the CH
and no CH groups, without reaching statistical significance (276 vs
241 X10°/L, respectively; P = .0805) (data not shown).

Comparison of BM and PB for CH detection

We then compared the detection of CH in the blood to that in the
BM from the 82 volunteers with paired samples available (Table 2).
Variants were called in PB using the same detection algorithm with
a sensitivity of 1% (see “Methods”). Three volunteers had variants
that were detected only in the PB and 6 had variants only detected
in the BM with the algorithms. Systematic IGV checking of these
variants confirmed their presence in both samples. Failure of the
automated tool to detect variants were a result of either having
VAFs less than 1% or having insufficient numbers of mutated reads
(<10). When comparing the VAFs obtained from blood samples to

€ blood advances 11 augusT 2020 - vOLUME 4, NUMBER 15

Table 2. Mutations and VAF found in the BM and PB samples from
healthy volunteers with CH

UPN Age, y Gene Mutation VAF BM, % VAF PB, %
#33 28 TET2 p.Lys1877Glu 1.1 0.6
#36 47 JAK2 p.Val617Phe 3.1 1.3
#84 52 DNMT3A p.Arg771* 1.2 1.8
#05 53 TET2 p.Ala295*fs*1 1 0.5
DNMT3A p.? Splice 2.1 1.8
#68 54 DNMT3A p.lle310_Val328del 5.6 5.9
#101 54 TET2 p.His1904Arg 4.7 45
#13 59 DNMT3A p.? Splice 15 13
TET2 p.Gly1154Asp 14 11.2
#43 61 JAK2 p.Val617Phe 3.2 4.2
#99 61 TET2 p.Cys484Leufs*2 2.2 2
#49 63 DNMT3A p.Tyr735Ser 3.4 1.4
#30 63 DNMT3A p.Arg736Cys 3.2 1.5
#44 63 DNMT3A p.lle310Ser 5.2 4.2
#45 66 SRSF2 p.Tyr44His 1.4 17/
#47 66 RAD21 p.Leu393Pro 2.7 ND
#72 67 TET2 p.Cys1289Tyr 1 0.5
#38 69 ASXL1 p.Cys1527* 49.4 50.8
TET2 p.Leud446* 4.9 4.2
#53 70 DNMT3A p.Leu347GIn 4.3 ND
DNMT3A p-Ser714Cys 4.2 ND
DNMT3A p.Arg882His 1.8 ND
#78 71 ASXL1 p.Gly649* 9 11
#29 72 DNMT3A p.Glu578Gly 5.1 45
DNMT3A p.R882H 1.6 1.6

ND, no data; UPN, uniform patient number.
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Figure 3. PB and BM parameters according to the presence of CH or absence of CH (NCH). (A) Six PB parameters are shown in the boxplot. Horizontal dashed lines indicate
usual values. For parameters impacted by sex, values for women are in red and values for men are in blue. (B) Percentages of BM cells from the erythroid lineage (left panel) and maturation
of the erythroid lineage (right panel) in the BM of volunteers with CH or without CH (NCH) are shown in boxplots. (C) Percentages of BM cells from the granulocytic lineage (left panel) and
maturation of the granulocytic lineage (right panel) in the BM of volunteers with or without CH are shown in boxplots. baso-E, basophilic erythroblasts; F, female; M, male; Mb, myeloblasts;

MCV, mean corpuscular volume; Mm, metamyelocytes; My, myelocytes; ortho-E, orthochromatic erythroblasts; Pm, promyelocytes; poly-E, polychromatic erythroblasts; pro-E, proerythroblasts.
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Figure 4. Cytomorphologic aspects of the BM of
individuals with or without CH. BM photos from 2
volunteers without CH (#98 and #102) and 6 volunteers
with CH (#13, #36, #38, #45, #53, #78). Representative
cells from the megakaryocytic, granulocytic, and erythroid
lineages are shown. Mutated genes are indicated at top of

each panel. Scale bars represent 50 pm.
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those from paired BM samples, no statistical difference was found
(P = .1116). VAFs measured from the 2 sources were correlated
(R = .8877; P < .0001), with a trend toward higher values in BM
than in blood samples (supplemental Figures 1 and 2).

Discussion

In 2014, there were 3 studies that described CH in large groups of
individuals who did not have hematologic malignancies.?"5 WES
allowed the detection of mutations within the coding sequence of all
genes, but with a low sensitivity. Subsequently, a 2% cutoff VAF
was proposed for the validation of CHIP. By using this threshold in
the PB, sequencing of genes mutated in myeloid cancer highlighted
CH in 13.7% of 25630 women older than age 55 without hematologic
malignancies.'? Next, Young et al® used error-corrected sequencing
and digital droplet polymerase chain reaction to quantify small
circulating clones (0.03% VAF). They identified CH in PB samples
from 19 of 20 healthy women aged 50 to 60 years. In our series,
PB and BM samples from healthy volunteers were concomitantly
obtained and studied for the first time. With a 1% threshold for variant
detection, our data confirm that CH is a very frequent condition after
the age of 50 years in healthy adults.

Recent studies support the hypothesis that CH mutations may be
the cause of a delay in differentiation.'® Because CH mutations

€ blood advances 11 auausT 2020 - voLuME 4, NUMBER 15

occur in hematopoietic stem cell (HSC) compartments, we expect
that BM VAF may be higher compared with PB VAF. In our study,
we did not sort HSCs because we chose to identify CH frequency
using a panel-based sequencing that is also used for hematologic
diagnosis. Only a slight difference was observed between the 2
values with a trend toward a higher VAF in BM compared with VAF
in PB samples. Despite a potential increase in self-renewal because
of somatic CHIP mutations, HSCs are rare in the BM in comparison
with their mature progeny.'® It is noteworthy that the maturation
pyramids of late progenitors (erythroblasts and granulocytes) did
not differ between the 2 groups. This could explain why next-
generation sequencing with a sensitivity of 1% in bulk DNA does
not highlight any VAF difference between PB and BM.

The diagnosis of myelodysplastic syndromes (MDSs) still relies on
a set of clinical and biological arguments that allow the clone and
the disease to be linked in most patients. This is not the case in the
diagnostic context of clonal cytopenia of undetermined significance
(CCUS), which is defined as the association of CH and 1 or more
cytopenias without any criteria for a myeloid neoplasm.'"'® A
recent study in individuals with CCUS showed that distinction could
be drawn between patients with MDS-like symptoms that have
a high risk of evolution and others on the basis of mutation profiles.
Isolated mutation of DNMT3A, TET2, and ASXL1 (also known as
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DTA when the 3 genes are grouped together) may not be predictive
for hematologic malignancy. In contrast, mutations in spliceosome
genes (such as SF3B7 or SRSF2), JAK2 mutations, comutations,
or large clone size may be present in individuals with MDS-like
symptoms who have survival characteristics or risk of disease
progression similar to those of patients with MDS."”'8 In our series,
3 volunteers harbored isolated non-DTA mutation. Yet none of them
revealed any PB parameter abnormality or any dysplasia.

Our cohort of healthy individuals showed a high frequency of CH with
normal BM cytomorphology and normal blood count. Thus, the causal
link between an eventual cytopenia and a clonal mutation, including
non-DTA mutations, should be carefully assessed. To that end, a BM
examination is mandatory for diagnosing a possible BM dysplasia.
Moreover, in the absence of documented BM dysplasia, this causal link
might still be highly questionable, and all alternative diagnoses should
be investigated before declaring a diagnosis of CCUS.

To conclude, we find a high prevalence of CH after 50 years of
age by studying for the first time both BM and PB from healthy
volunteers for whom we have assessed the normality of PB and
BM morphology. In light of these results, the medical follow-up
of individuals with CH can be carefully managed. We think that
marrow examination and medical follow-up are essential when
a patient presents with the combination of a cytopenia and CH in
a blood sample to avoid making a wrong diagnosis of CCUS at
some point. Further prospective studies that include patients with
cytopenia and medical follow-up are required to evaluate the
evolutionary potential of such clones in healthy individuals.
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