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a b s t r a c t

Extrachromosomal circular DNA (eccDNA) is a class of circular DNA molecules that originate from genomic 
DNA but are separate from chromosomes. They are common in various organisms, with sizes ranging from a 
few hundred to millions of base pairs. A special type of large extrachromosomal DNA (ecDNA) is prevalent 
in cancer cells. Research on ecDNA has significantly contributed to our comprehension of cancer devel-
opment, progression, evolution, and drug resistance. The use of next-generation (NGS) and third-generation 
sequencing (TGS) techniques to identify eccDNAs throughout the genome has become a trend in current 
research. Here, we briefly review current advances in the biological mechanisms and applications of two 
distinct types of eccDNAs: microDNA and ecDNA. In addition to presenting available identification tools 
based on sequencing data, we summarize the most recent efforts to integrate ecDNA with single-cell 
analysis and put forth suggestions to promote the process.

© 2023 The Authors. Published by Elsevier B.V. on behalf of Research Network of Computational and 
Structural Biotechnology. This is an open access article under the CC BY-NC-ND license (http://creative-

commons.org/licenses/by-nc-nd/4.0/).

1. Introduction

Since its discovery in wheat embryos and boar sperm in 1964, 
extrachromosomal circular DNA (eccDNA) has been detected in nu-
merous cell lines and tissues across various species [1,2]. EccDNAs 
are derived from genomic DNA and range in size from a few hundred 
bases to megabases [3]. Recent studies have classified eccDNAs into 
four main classes based on their sizes and sequence features: small 
polydispersed DNA (spcDNA), telomeric circles (t-circles), mi-
croDNA, and extrachromosomal DNA (ecDNA) [2,4]. Recently, mi-
croDNA and ecDNA have garnered increasing attention. Due to its 
stability in plasma, microDNA has the potential to become a new 
diagnostic and prognostic biomarker for various diseases [5].

The earliest description of ecDNA dates back to 1965, when Cox 
et al. observed small double chromatin bodies without visible cen-
tromeres, which they named ’double minutes’ (DMs) due to their 
presence in pairs during metaphase [6]. Currently, the term ’DMs’ is 
being replaced by the more inclusive term ’ecDNA’, encompassing 
both singlet ecDNA particles and double-minute pairs, with research 

indicating that only approximately 30% of ecDNAs occur as paired 
bodies [7]. EcDNA has been found in almost half of all known human 
cancer types and is estimated to occur in at least a quarter of all 
cancer patients [7,8]. ecDNA is considered to show a size larger than 
100 kb or 1 Mb, and a pan-cancer analysis with 3212 tumor samples 
revealed that the median size of 516 candidate ecDNAs was ap-
proximately 3.7 Mb [2,4,8–11]. EcDNA leads to oncogene amplifica-
tion and drug resistance via a different mechanism than linear 
chromosomes, so interventions aimed at ecDNA may improve 
treatment outcomes [12].

In this review, we provide a concise overview of the mechanisms 
and applications of microDNA and ecDNA. Subsequently, we collate 
various sequencing-based approaches utilized for studying these 
extrachromosomal elements in addition to databases. Finally, we 
comprehensively summarize the most recent research combining 
ecDNA with single-cell sequencing and providing some insights into 
its future development.

2. Brief overview of the progress of microDNA and ecDNA

Here, we focus on microDNA and ecDNA, which are the hotspots 
of current eccDNA research. On the other hand, there have been 
insightful reviews delving into many aspects of spcDNA and t-circles 
[2,3,13]. As research progresses, it is becoming increasingly 
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important to redefine molecules whose sizes fall between the typical 
sizes of microDNA and ecDNA (i.e., between 10 kb and 100 kb), 
especially when they are present in noncancerous tissues [14,15]. 
Since such DNA circles are currently referred to generically as 
eccDNA or circDNA, a more precise definition is necessary to avoid 
ambiguity [9,16].

2.1. MicroDNA

In 2012, Shibata et al. discovered abundant small eccDNAs in 
mammalian cells referred to as microDNAs [17]. MicroDNAs are 
small nonrepetitive circular DNAs commonly ranging in size from 
200 to 400 bp and microDNAs smaller than 10 kb may constitute 
over 99 % of the eccDNA population [18]. Hotspots for microDNA 
generation include genomic regions such as 5′UTRs, exons, and CpG 
islands [15], which are sites where microdeletions are more likely to 
occur. Differences and dynamic changes in microDNA have been 
noted between tumors and matched normal tissues, tissues before 
and after surgical resection of tumors, and tissues of fetal and ma-
ternal origins, highlighting the clinical utility of microDNA as a 
noninvasive biomarker (reviewed in [3,5]). Although most micro-
DNAs are too small to carry protein-coding genes, microDNAs can 
impact gene expression by producing microRNAs or small interfering 
RNAs (siRNAs). MicroDNAs can also serve as immunostimulants in-
dependent of their specific sequence [19,20].

2.2. ecDNA

EcDNA has emerged as a noteworthy contributor to cancer, as it 
triggers massive oncogene amplification and fosters drug resistance. 
Many types of cancers have been reported to harbor amplified genes 
in the form of ecDNA, and increased ecDNA copy numbers within 
tumors are associated with a poorer prognosis (reviewed in [21]). 
Furthermore, ecDNA engenders genomic rearrangements, which 
may enhance oncogene expression while inhibiting tumor sup-
pressor expression, resulting in a worse clinical outcome [22]. De-
spite several studies on the formation of ecDNA, the underlying 
mechanisms are complex and are not fully understood. Current 
studies suggest that homologous recombination (HR) and non-
homologous end joining (NHEJ) take part in this process, and chro-
mothripsis is widely recognized as a cause (reviewed in [23,24]). The 
random distribution of ecDNAs among daughter cells during mitosis 

due to their lack of centromeres leads to the rapid acquisition of 
numerous ecDNA copies by certain cells, explaining the fitness gain 
of cancer cells and the development of heterogeneity [25,26]. 
EcDNAs are highly accessible and can interact with active chromatin 
over ultralong distances [27]. EcDNA modulates oncogenes by hi-
jacking proximal or distal regulatory elements such as enhancers 
and promoters, indicating a coselection model [28–30]. It can also 
function as a mobile enhancer regulating gene expression on both 
linear chromosomes and other ecDNAs (reviewed in [9,23]). Ad-
ditionally, ecDNA hubs that promote oncogene overexpression by 
enabling intermolecular enhancer-gene interactions and cooperative 
sharing of DNA regulatory elements have been observed (reviewed 
in [9,10,12]). However, many questions remain unanswered re-
garding ecDNA hubs, including the conditions necessary for their 
formation, their frequency, and the relationship between increased 
transcriptional efficiency facilitated by hubs and increased tran-
scription due to copy number gains. In conclusion, ecDNA has 
emerged as an attractive target for cancer therapy (reviewed 
in [12,21]).

3. Overview of eccDNA databases

The rapid advancement of high-throughput sequencing and 
bioinformatic analysis methods has revealed the extensive pre-
valence of eccDNA in humans and other species, underscoring the 
need to establish comprehensive databases. Here, we collated sev-
eral online databases of eccDNAs, including CircleBase [31], eccDB 
[32], eccDNAdb [11], eccDNA Atlas [33], and TeCD [34]. We have 
documented the annotation and analysis modules offered by each 
database (as listed in Table 1). In brief, CircleBase is the first database 
specifically focused on human-derived eccDNA, while eccDB has the 
largest number of eccDNA entries from multiple species. eccDNAdb 
only includes amplicons identified by AmpliconArchitect (AA), while 
only the eccDNA Atlas categorizes eccDNA entries into microDNA, 
ecDNA, and spcDNA. Finally, TeCD is a database designed for 
studying microDNAs smaller than 1 kb from eukaryotes.

Extensive research has been conducted on the roles of eccDNAs 
in humans in both healthy and diseased states. We mapped the 
chromosomal distribution of human-derived eccDNAs, which are 
widely dispersed across all chromosomes (Fig. 1A). EccDNAdb is a 
specialized collection of circular amplicons identified by AA that 
contains only 1270 entries with a median entry size of 4 Mb and an 

Table 1 
Summary of available eccDNA databases. 

CircleBase eccDB eccDNAdb eccDNA Atlas TeCD

Human 601,112 767,981 1270 637,241 200,532
Average size (human) (bp) 36,477 492,451 25,483,476 43,579 2154
Median size (human) (bp) 323 340 4,203,339 329 379
eccDNAs harboring oncogenes (human) 17,742 37,300 568 19,397 4338
eccDNAs harboring oncogenes (human) (%) 2.95 % 4.86 % 44.72 % 3.04 % 2.16 %
Unique oncogenes on eccDNAs (human) 764 766 687 765 582
Multiple species √ √ √
Gene expression √ √ √
Gene ontology annotation √ √ √
Pathway enrichment analysis √ √
Survival analysis √ √ √
Blast √ √ √
Accessible chromatin regions √ √ √ √
Intrachromosomal interactions √ √
Interchromosomal interactions √
Transcription factors (TFs) √ √
Enhancers √ √ √
Super enhancers √ √ √
Risk single-nucleotide polymorphisms (SNPs) √ √ √
Expression quantitative trait locus (eQTL) √ √ √
ChromHMM states √ √
Histone modifications √ √
DNA methylation positions √ √ √
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average size of 25 Mb (Fig. 1B, Table 1). More than 95 % of the 
eccDNAs from all databases contain no or only one gene (Fig. 1C), 
whereas approximately 1 % of eccDNAs harbor more than 20 genes 
[35]. Among the oncogenes carried by eccDNAs, the most frequently 
occurring is PRKCE, followed by PRDM16, EML4, and PVT1. Finally, 
eccDNAs carrying PTPRN2 are the most common (Fig. 1D).

4. Bulk sequencing-based methods for ecDNA/microDNA 
research

High-throughput sequencing has provided novel insights for the 
study of circular DNAs. In particular, the detection and structural 
elucidation of eccDNAs serves as the basis for further functional 
studies. Several tools are available for this purpose, and the main 
types of evidence include depths, split reads, supplementary align-
ments, discordant reads, and breakpoint graphs (Fig. 2). While 
depths provide direct evidence for the amplified region, split reads, 
discordant reads, and supplementary alignments provide informa-
tion about the breakpoints and ligations between multiple seg-
ments. The construction of complex rearrangements is based on 
breakpoint graphs. We collected information on published methods, 
including the data type, output, experimental treatment, and main 
evidence (Table 2). Since each tool has distinct advantages and 
specific application scopes, direct comparisons between them are 
impractical (Table 3). AA is a powerful tool that utilizes WGS data to 
effectively assemble intricate ecDNAs based on breakpoint graphs 
[7,8,36]. Moreover, AmpliconReconstructor (AR) and HolistIC in-
corporate optical mapping (OM) and Hi-C data, respectively, to re-
duce ambiguity in the results obtained by AA [37–39]. The 
enrichment and amplification of circular DNA are commonly used 
techniques that can enhance the sequencing depth of circular DNA 
and facilitate the distinction between tandem duplication and DNA 
circles based on short-read data. Circle-seq is a widely used circular 
DNA sequencing method, but its enzymatic cleavage and rolling 
circle amplification (RCA) procedures may decrease the fidelity of 
DNA [14]. Conversely, Circulome-seq is an RCA-free technique that 
involves density gradient centrifugation and low levels of eccDNA 

initiation. Although this process may be relatively laborious, it re-
duces the introduction of artifacts [40,41]. NGS-based microDNA 
identification tools may detect tens of thousands of candidate mi-
croDNAs within a sample, so pay special attention to false positives 
in the results, especially for regions that are too long (> 50 kb) or too 
short. Circle-Map provides multiple metrics and a composite score 
to obtain high-confidence results. Some circular DNA detection tools 
have been developed based on TGS, which can reduce assembly er-
rors and identify repeat dense regions more accurately than NGS. 
Nevertheless, these TGS-based tools have yet to be applied for the 
identification of complex ecDNA in large cancer datasets in a 

Fig. 1. Overview of human-derived eccDNAs in five databases. A) Karyotype plot showing the chromosomal distribution of human-derived eccDNAs included in five databases. B) 
Length distribution of human-derived eccDNAs in five databases. C)Pie chart of the percentage of eccDNAs containing different numbers of genes. D)Bar plot showing the top 10 
genes (blue) or oncogenes (red) most commonly carried by eccDNAs.

Fig. 2. Evidence for eccDNA construction. A) Depth indicates whether a segment 
shows continuity or not and can also provide approximate breakpoint information. B) 
Split reads offer information solely on breakpoints, typically due to a stump that is too 
short to form a supplementary alignment. In such cases, it may be necessary to 
construct a merged sequence and realign it to determine the segment linkage re-
lationship. C) Discordant reads offer information on the link between two segments 
but do not provide accurate breakpoint information. D) Supplementary alignments, 
also known as soft-clipped reads, are perfect evidence for reads across breakpoints, 
suggesting the linkage between two segments and giving the exact location of the 
breakpoint and possible insertion and deletion at the breakpoint, etc. 
E) The breakpoint graph establishes linkages between all segments, enabling the 
assembly of complex rearrangements. This step is vital in constructing ecDNA com-
prising multiple segments.
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published study. Therefore, the selection of a specific method should 
be flexible and dependent on the type of eccDNA of interest, the type 
of data used, and the species studied.

Based on the identification of ecDNA boundaries, sequencing 
techniques have been employed to establish a correlation between 
the presence of ecDNA and changes in the transcriptome [27,42]. 
Moreover, the chromatin landscape of ecDNA has been explored 
using ATAC-seq [27,42], and ecDNA-mediated chromatin contacts 
have been characterized by using techniques such as Hi-C and ChIA- 
PET [27–29,37,43]. Although these traditional methods do not dif-
ferentiate between circular and linear DNA, several innovative ap-
proaches have been developed to investigate the functions of 
circular DNAs in a specific manner. One of these techniques, known 
as CCDA-seq, involves the labeling of accessible DNA regions, fol-
lowed by linear DNA removal and nanopore sequencing, to explore 
the chromatin status of ecDNA [44].

5. Single-cell sequencing and ecDNA research

Bulk sequencing methods have effectively revealed the presence 
and features of ecDNA, but they may require up to millions of cells as 
input, and the diversity of the cells is thus unavoidably averaged. The 
sequencing signals obtained from cancer samples may originate 
from cells that harbor ecDNA as well as those that do not. Although 
in cancer cells with a high number of ecDNA copies, the sequencing 
signals are primarily attributed to ecDNA, the interpretation of bulk 
data is more challenging when ecDNAs are present in lower copy 
numbers or in only a small subset of cells in a heterogeneous po-
pulation [9]. Additionally, some cells may contain multiple ecDNAs, 
and distinguishing these rare cells is important to study their se-
lective advantages [30,45]. Although the recently proposed CRISPR- 
CATCH technique enables the isolation and separate construction of 
multiple structurally distinct ecDNAs, it can only enrich ecDNAs 
containing known sequences, such as oncogenes, and is therefore a 
targeted method [45]. Single-cell sequencing provides different 
types of information within individual cells in an unbiased way 
encompassing genomic alterations (such as mutations and CNVs), 
DNA methylation loci, accessible chromatin regions, and mRNA or 
protein abundance and has been widely used in cancer research 
[46,47]. While there are a few currently available studies on this 
topic, we expect that single-cell sequencing holds great potential for 
ecDNA research (Fig. 3).

5.1. Single-cell genomics

Advancements in single-cell DNA sequencing methods have sig-
nificantly facilitated the identification of ecDNA. For instance, Fan 
et al. proposed the SMOOTH-seq approach and demonstrated its 
efficacy in detecting ecDNA, identifying 125 candidate ecDNAs with 
a median size of approximately 100 kb [48]. However, the presence 
of linear DNA may hinder circle identification. scCircle-seq and scEC 
&T-seq are two other techniques that have been developed, in which 
linear DNA is digested before sequencing to avoid interference from 
genomic DNA. These two methods, which are based on NGS, are 
more easily applicable than TGS-based SMOOTH-seq [16,49,50]. 
Using scCircle-seq, Chen et al. detected numerous small microDNAs 
and some large ecDNAs from 156 cells. They reported that genomic 
regions that produce circles are cell type-specific and enable the 
clustering of cells with a shared origin [16]. Nevertheless, some 
challenges remain, such as the assembly of complex circles com-
prising multiple segments, the high cost of these methods, and the 
limited number of cells that can be sequenced (usually a few hun-
dred), with amplification biased toward smaller, more abundant 
circles [15].

Single-cell technologies offer a higher resolution than bulk WGS 
for analyzing patterns of heterogeneity within tumors, revealing Ta
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subclones, and facilitating the understanding of cancer evolution. 
Stöber et al. conducted a study on cells from neuroblastoma (NB) cell 
lines and patients and revealed that MYCN copy numbers among 
cells varied significantly, by orders of magnitude, and that such ex-
tensive heterogeneity was only observed in the ecDNA region [49]. 

Spain et al. also reported the discovery of heterogeneous KIT copies 
in melanoma patients carrying ecDNA through single-cell whole 
genome sequencing (scWGS-seq) [51]. In another study, Parra et al. 
found that in chromothriptic medulloblastoma (MB), most tumor 
cells carried 10–20 copies of ecDNA, while very few cells harbored 

Table 3 
Descriptions and limitations of sequencing-based methods for ecDNA or microDNA construction. 

Method Description Advantage or limitation Ref.

AmpliconArchitect ● Superior performance in detecting circular amplicons and 
complex ecDNAs.

● May generate multiple possible reconstructions in cases 
where the graph contains duplicated segments.

[8,36]

AmpliconReconstructor ● Achieve more specific reconstructions of focal amplification, 
utilizing long-range sequence information that spans and 
disambiguates multiple junctions.

● Based on breakpoint graphs output by AA. [38,43]

HolistIC ● To resolve the difficulty of distinguishing an ecDNA with 
many amplicons from multiple ecDNAs with overlapping 
amplicons.

● Requires ecDNA predictions and Hi-C interactions from 
other tools.

[39]

Circle-Map ● Currently the most commonly used tool for detecting 
microDNA from Circle-seq data. Can detect repetitive 
circular DNA.

● Cannot determine variations within DNA circles. [60]

Circle_finder ● Can utilize traditional ATAC-seq data based on Tn5 library 
preparations.

● If circles are not enriched, an ATAC-seq read length ≥ 75 bp 
is necessary to detect chimeric reads, which restricts its 
broad applicability. Demands high depths.

[61]

ECCsplorer ● Can detect circular DNA by comparison with controls. Can be 
used for nonmodel organisms.

● Suggest splitting the dataset and performing 
multiple runs.

[62]

ecc_finder ● Can be applied to nonmodel organisms and giant genomes. 
Compatible with short-read and nanopore long-read data.

● The great demand for memory. [63,64]

CIDER-Seq2 ● A custom data analysis package for CIDER-Seq. Primarily used 
to obtain intact circular virus genomes, enables direct full- 
length sequencing of eccDNAs less than 10 kb in eukaryotic 
cells.

● To ensure high accuracy, sequenced circular DNA should 
preferably be smaller than 10 kb.

[65]

eccDNA_RCA_nanopore ● Strictly based on concatemeric tandem copies (CTC) reads. ● The redundancy of results should be reduced. Ignore 
eccDNAs that suffer incomplete amplification or DNA 
breakage events.

[19,64]

CReSIL ● Enables de novo assemblies of eccDNAs, derived from 
repetitive regions or consisting of multiple fragments. Can be 
applied to whole-genome long-read sequencing (WGLS) data.

● Requires high sequence coverage. [64]

Fig. 3. Current strategies for applying single-cell sequencing to study ecDNA or microDNA. Identification of ecDNA through single-cell whole genome sequencing or circular DNA 
sequencing can shed light on the heterogeneity of ecDNA copies within cells as well as early oncogene amplification. Furthermore, through the use of multiomics to analyze the 
impact of ecDNA on transcription or how regulatory elements on ecDNA affect oncogene expression, we can gain a deeper understanding of the role of ecDNA in cancer. 
Additionally, current research suggests that microDNA production occurs in a cell-type-specific manner and that microDNA has potential applications in cancer diagnosis.
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more than 100 copies [42]. Moreover, they identified six major 
clones from primary tumors at the single-cell level based on copy 
number variation (CNV) clustering. They further compared clonal 
compositions, finding that only a few or none of the six clones were 
present in recurrent and patient-derived xenograft (PDX) samples. 
Interestingly, their study showed significant heterogeneity in ecDNA 
numbers within and between subclones. Pongor et al. studied MYC 
and MYCL ecDNAs in small-cell lung cancer (SCLC) by targeting 196 
amplicons, revealing copies that differed by over an order of mag-
nitude between cells. The correlation between MYC and MYCL copy 
numbers indicated that some cells may carry multiple ecDNAs. 
Furthermore, heterogeneity has been observed across metastasis 
sites, with ecDNA-positive cells displaying a wider range of MYC 
copies than HSR-positive cells [30]. These studies emphasize the 
advantages of single-cell DNA sequencing in exploring ecDNA, as it 
allows the occurrence of ecDNA to be described at the level of in-
dividual cells, rather than entire samples, rendering it a potent tool 
for elucidating ecDNA-mediated heterogeneity.

5.2. Single-cell epigenomics

Single-cell ATAC-seq (scATAC-seq) has great potential for de-
tecting ecDNA. The use of Tn5 transposase to cleave circular DNA 
produces chimeric reads in the ATAC-seq library that correspond to 
circles. Nevertheless, scATAC-seq presents a challenge due to its 
lower sequencing depth compared to bulk sequencing. To address 
this issue, a common approach is to create pseudobulk samples by 
merging data from approximately 100 cells and then apply algo-
rithms that are developed for bulk sequencing [47]. In a recent study, 
ecc_finder, which is based on bulk sequencing data, was used to 
identify circular DNA in scATAC-seq data from glioblastoma (GBM) 
[52]. However, current tools do not fully capitalize on ATAC-seq 
accessibility data to detect highly accessible ecDNA regions, and the 
pseudobulk approach may overlook peaks associated with low levels 
of open chromatin due to a lack of information, even in the in-
tegrated data. Thus, there is a pressing need for novel algorithms 
specifically designed for the single-cell detection of ecDNA. In this 
context, calculating amplicon copy numbers from scATAC-seq data 
has proven to be an effective method that provides an additional 
genomic dimension [43]. While mapping ecDNA methylation and 
histone modifications at the single-cell level are potential avenues 
for future research, isolating specific ecDNAs followed by single- 
molecule sequencing is currently a more practical approach for de-
scribing the ecDNA epigenomic landscape [45].

5.3. Single-cell multiomics sequencing

Single-cell multiomic analysis allows the combination of various 
experimental approaches by integrating data or subjecting the same 
cell to multiple assays, thereby enabling the study of the functional 
consequences or regulatory role of ecDNA, going beyond the mere 
detection of ecDNA [53].

5.3.1. Integrative analysis of genome and transcriptome data
The integration of genome and transcriptome data has facilitated 

insightful analysis of the association between ecDNA copies and RNA 
expression within cells. Hung et al. employed joint scATAC-seq and 
scRNA-seq to analyze two colorectal cancer cell lines in which MYC 
was amplified in the form of ecDNA or HSR separately. Based on 
amplicon copy numbers inferred from scATAC-seq data, their ana-
lysis revealed a stronger correlation between MYC copy numbers and 
expression in ecDNA-positive cells than in HSR-positive cells [43]. 
The results provided more specific evidence than bulk sequencing 
that ecDNA amplification is a more effective mechanism driving high 
oncogene expression than linear amplification. Similarly, Chen et al. 
utilized scCircle-seq to demonstrate that while there was no 

correlation between the copies of small microDNAs and gene ex-
pression, a clear correlation was observed for genes carried by large 
ecDNA, such as MYC, in COLO320DM cells [16]. Their studies un-
derscore the critical distinction between clonal ecDNA and non-
clonal microDNA within cancer cells for the first time at the single- 
cell level. In another study, Stöber et al. proved that ecDNA-mediated 
high MYCN expression in NB is causally associated with elevated 
MYCN target gene expression and changes in pathways including 
ribosome biogenesis and cell-cell interactions. In contrast to pre-
vious studies that have focused on samples or cell lines with dif-
ferent levels of MYCN expression, they revealed cell subpopulations 
with different transcriptional states due to the intercellular hetero-
geneity of ecDNA [49].

5.3.2. Integrative analysis of epigenome and transcriptome data
The groundbreaking study of Hung et al. provides a paradigm for 

the multiomics analysis of ecDNA to investigate the impact of reg-
ulatory elements of ecDNA on oncogene expression. They also in-
tegrated genomic information based on amplicon copies inferred by 
scATAC-seq, resulting in a comprehensive study of ecDNA covering 
the genome, transcriptome, and epigenome. Based on combinatorial 
barcoding to differentiate between mRNA and open chromatin in 
individual cell nuclei, followed by sequencing, Hung et al. scruti-
nized ecDNA regions and identified 47 ecDNA regulatory elements 
associated with high MYC expression, only two of which were also 
active in the HSR-amplified cell line. Subsequently, they delved into 
the five most significantly variable elements of ecDNA and observed 
that the high accessibility of these elements was associated with 
high MYC expression in ecDNA-positive cells. Additionally, the 
higher accessibility of these elements in ecDNA-positive cells than in 
HSR-positive cells suggests that ecDNA elements control the ele-
vated expression of oncogenes [43].

6. Summary and outlook

Due to the numerous unexplored features of microDNA and 
ecDNA, it is inadequate to classify eccDNAs based solely on their 
origin and size. Thus, refining the defining characteristics of eccDNAs 
is essential for future research. Currently, eccDNA research is bur-
geoning, but some critical areas require more attention. First, there is 
an urgent need to develop tools capable of leveraging accumulated 
NGS data. It is a challenging task for most published tools to make 
inferences about complex ecDNA. Long-read data or OM data are 
necessary to confirm the actual structure of ecDNA. In addition, the 
newest methods for detecting structural variation, such as single- 
tube long fragment read (stLFR) and linked read sequencing, may 
provide inspiration for detecting ecDNA [54,55]. Second, exonuclease 
treatment inevitably damages large ecDNAs [14,44], while RCA fa-
vors the amplification of small, abundant circles, as obtained in 
Circle-seq and CCDA-seq [56]. Recently, researchers have proposed 
the CRISPR-mediated specific removal of mitochondrial DNA as an 
alternative to the application of restriction enzymes, which may 
damage ecDNA [57]. Therefore, there is significant potential for 
improving current circular DNA sequencing methods. Third, it is 
imperative to improve library preparation methods and develop 
novel algorithms to advance single-cell techniques for eccDNA re-
search. Moreover, when analyzing large-sized ecDNA, single-nucleus 
rather than single-cell sequencing may be a better choice due to its 
advantages in capturing malignant cells and allowing the use of 
frozen samples [58,59].

EcDNA has become the focus of cancer research. Despite sig-
nificant progress, many questions regarding ecDNA are still not fully 
answered, including its formation and maintenance mechanisms, 
sequence and structural features, relationship with tumor evolution, 
and potential applications in early diagnosis, targeted therapy, and 
prognosis. Addressing these challenges calls for the development of 
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powerful tools and methods. In the era of high-throughput se-
quencing, we anticipate that extrachromosomal circular DNA will 
continue to attract increasing attention, providing new opportu-
nities for advancing clinical diagnosis and treatment.
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