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Editorial Commentary

Clonal hematopoiesis: background player in plasma cell-free DNA 
variants
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The presence of cell-free tumor-derived DNA (ctDNA) 
in plasma of cancer patients was first reported 30 years  
ago (1), which opens the door of blood-based analysis for 
cancer diagnosis and monitoring, or so-called cancer liquid 
biopsy. In recent years, with the development of high-
throughput and high sensitive techniques, cancer liquid 
biopsy has gained much interest and is actively researched 
globally (2). As a genetic disease, one hallmark of cancer 
is acquired somatic mutations in the genome of tumor 
cells, which could be detected in plasma ctDNA. A variety 
of assays had been developed to screen and quantify the 
tumor-derived somatic mutations in plasma. For instance, 
assays that utilized high depth sequencing technology, 
either on the whole human genome or specific regions 
of interest using target capture approaches, had showed 
good sensitivity and accuracy in this task (3,4). However, 
parallel analysis of plasma DNA and matched tumor tissues 
had revealed that in cancer patients of various types, even 
though the somatic mutation profiles of these two materials 
showed remarkable concordance, they were not identical 
(4-6). Conventionally, the intratumor heterogeneity is 
proposed to be the major reason to this phenomenon 
(2,7). However, the tissue origin of the mysterious somatic 
mutations that are only found in the plasma still remains 
elusive.

In a recent work published in Nature Medicine, Razavi 
and colleagues utilized a high-intensity sequencing assay 
of matched plasma DNA, tumor tissue and white blood 
cells for characterization and annotation of the somatic 
mutation repertoire in plasma DNA (8). A total of 124 

cancer patients and 47 control subjects were involved in 
the study. With extra-high sequencing depth (>60,000×) 
data generated using an assay that combined target capture 
and error-suppressive library preparation protocol, Razavi  
et al. identified 364 and 2,983 high-confidence variants 
in the plasma of control subjects and cancer patients, 
respectively. Interestingly, for the somatic mutations 
identified in plasma DNA of the cancer patients, only 
24.4% of them also existed in the matched tumors. In 
addition, Razavi et al. found that an even higher proportion 
of the somatic mutations actually could be detected in the 
matched white blood cells of the cancer patients. With 
further validation analyses on the somatic mutations using 
various approaches, Razavi et al. concluded that the vast 
majority of plasma DNA mutations (81.6% in controls 
and 53.2% in cancer patients), as a matter of fact, showed 
features that were consistent with clonal hematopoiesis. 
In fact, existence of somatic mutations in plasma DNA 
of non-cancer subjects had been reported before (2) and 
was linked to white blood cells in an earlier study by Liu 
et al. (9). Razavi et al. confirmed the findings in Liu et al. 
and extended the analysis to cancer patients, concluding 
that clonal hematopoiesis is a major contributor to plasma 
DNA variants, even in cancer patients. Razavi et al. work 
thus provided a convincing explanation to the discordance 
of somatic mutation profiles in plasma DNA and matched 
tumors in cancer patients.

Moreover, the tissue origin of the somatic mutations 
in plasma DNA is of high translational value in guiding 
the interpretation of cancer liquid biopsy results and 
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optimization of assays to reduce false positives, since somatic 
mutation profile is one of the most widely used analyte in 
cancer liquid biopsy (10). Razavi et al. work thus proposed 
a conceptual guideline that the matched white blood cells 
should also be analyzed along with plasma DNA if the assay 
is based on screening somatic mutations. Notably, there is 
still a certain proportion of somatic mutations identified 
in plasma DNA only that could not be confidently 
characterized (8), i.e., they are not found in the tumors, 
white blood cells or any other tissues specifically linked to 
the patients’ clinical scenario, which also had been reported 
in other studies using whole genome sequencing approach 
(4,11). In most clinical scenarios, plasma cell-free DNA 
molecules mostly originates from the hematopoietic system 
(12,13); however, this does not mean that they only come 
from the white blood cells. In fact, previous studies had 
revealed that in heathy subjects, DNA from the erythroid 
lineage could contribute as much as 30% of plasma cell-
free DNA (14,15). Clonal hematopoiesis also affects the 
erythroid lineage therefore may induce unique acquired 
somatic mutations that are different from white blood cells. 
It is therefore of interest to explore whether cells in the 
erythroid lineage is another contributor of plasma cell-
free DNA variants besides white blood cells. Epigenetic 
features could also apply to trace the tissue source of the 
somatic mutations in plasma (16). For instance, one could 
profile the DNA methylation levels of the CpG sites in 
the plasma DNA containing a somatic mutation of interest 
then compare it to the methylomes of the tumor, the blood 
cells or other possible tissues for origination prediction. 
Considering that tumor-derived DNA is generally shorter 
than the background DNA in plasma (17), the size and 
cleavage pattern of the plasma DNA containing the somatic 
mutations could also provide clues to its tissue origin  
(18-20). Such analyses may further uncover new important 
players in plasma DNA variants.

In the meantime, Razavi et al.  work has further 
demonstrated the clinical relevance of biology of plasma 
DNA to cancer liquid biopsy. Indeed, there is still 
much directions to be explored in plasma DNA, which 
knowledge could largely benefit our cancer liquid biopsy 
assays, including new concepts in diagnosis methods and 
guidelines for performance improvements. For instance, 
analysis of the tissue origin of plasma DNA could help us 
to predict the location of the tumor (13,18,20), and tissue 
origin of the somatic mutations explains the false positives 
in various assays (8,9). Another recent study had reported 
that Dnase1l3 gene is a newly-discovered essential player in 

plasma DNA fragmentation and its loss-of-function directly 
affects the motif profile of the plasma DNA in a mouse 
model (21); such discovery may lead to new approaches in 
fragmentomic analysis of plasma DNA (19,22). In summary, 
Razavi et al. work revealed that besides the tumor, clonal 
hematopoiesis is another momentous player in plasma DNA 
variants, which enhanced our understanding and provides 
a guideline that could improve the performance of somatic 
mutation based cancer liquid biopsy assays.
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