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1. Importance of liquid biopsy

Challenges in blood fractionation for cancer liquid
biopsy: how can microfluidics assist?+

Robert Salomon, *2° Sajad Razavi Bazaz, @2 Kirk Mutafopulos, © ¢
David Gallego-Ortega, @ *9*" Majid Warkiani, @ °° David Weitz @ and Dayong Jin ©°

Liquid biopsy provides a minimally invasive approach to characterise the molecular and phenotypic
characteristics of a patient's individual tumour by detecting evidence of cancerous change in readily
available body fluids, usually the blood. When applied at multiple points during the disease journey, it can
be used to monitor a patient's response to treatment and to personalise clinical management based on
changes in disease burden and molecular findings. Traditional liquid biopsy approaches such as quantitative
PCR, have tended to look at only a few biomarkers, and are aimed at early detection of disease or disease
relapse using predefined markers. With advances in the next generation sequencing (NGS) and single-cell
genomics, simultaneous analysis of both circulating tumour DNA (ctDNA) and circulating tumour cells
(CTCs) is now a real possibility. To realise this, however, we need to overcome issues with current blood
collection and fractionation processes. These include overcoming the need to add a preservative to the
collection tube or the need to rapidly send blood tubes to a centralised processing lab with the
infrastructure required to fractionate and process the blood samples. This review focuses on outlining the
current state of liquid biopsy and how microfluidic blood fractionation tools can be used in cancer liquid
biopsy. We describe microfluidic devices that can separate plasma for ctDNA analysis, and devices that are
important in isolating the cellular component(s) in liquid biopsy, i.e., individual CTCs and CTC clusters. To
facilitate a better understanding of these devices, we propose a new categorisation system based on how
these devices operate. The three categories being 1) solid Interaction devices, 2) fluid Interaction devices
and 3) external force/active devices. Finally, we conclude that whilst some assays and some cancers are
well suited to current microfluidic techniques, new tools are necessary to support broader, clinically
relevant multiomic workflows in cancer liquid biopsy.

anatomically locate the metastatic lesions. Although originally
designed to allow detection of cancer, the role of liquid

Liquid biopsy provides a unique opportunity to characterise
individual cancers and to understand a patient's unique
disease and response to treatment. By identifying cells and/or
cell products that are associated with cancer in the blood of
patients, it is possible to detect the presence of even low
disease burden without the need to biopsy the tumour or to
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biopsy has expanded and now has application in altering
treatment plans based on the patient's own molecular profile.
For this reason, it is set to become an important test in the
application of precision genomic medicine.

Liquid biopsy has traditionally targeted 3 main biological
targets. These include: 1) protein biomarkers 2) circulating
tumour DNA (ctDNA) and 3) circulating tumour cells (CTCs).
In addition, small extracellular vesicles, CTC clusters and
lipids are becoming important targets for liquid biopsy. More
details on the common liquid biopsy analytes can be found in
Box 1. Whilst these analytes can be found in various body
fluids (including cerebrospinal fluid (CSF), ascites, saliva,
urine, etc.) liquid biopsy traditionally relies on detecting these
targets in peripheral blood. This reliance likely stems from
the fact that the peripheral blood system is readily available,
can be assessed with minimal risk to the patient, and blood
draws are a common procedure routinely done without the
need for surgical intervention (unlike sampling of CSF, bone
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marrow, and ascites which are more invasive and less
common routes for liquid biopsy).

Box 1 Common analytes in cancer related liquid
biopsy

Protein biomarkers such as PSA' and a host of serum antigens® formed
the base of some of the earliest liquid biopsy approaches in cancer.
Many of these proteins are not solely expressed by cancer, and thus

additional confirmation tests are required to confirm a cancer
diagnosis.

Circulating tumour DNA (ctDNA) is a subset of cell free DNA that
contains cancer specific mutational changes. Since at least 1996,
ctDNA profiles have been identified in the blood of patients with
cancer.>* The identification of mutational change in ctDNA is
commonly used to detect disease, identify the molecular subtype of
disease and studies have indicated that changes in ctDNA levels may
be prognostic of outcome.”® As ctDNA potentially originates from any
tumour cell, it can be thought of as a measure of total tumour burden.

Circulating tumour cells (CTCs) are cancer cells that can be found in
the circulation. For solid tumours they are a subset of disseminated
tumour cells (DTCs) that have found their way out of the confines of
either the primary or metastatic lesion but have not yet completed the
process of metastatic spread. As CTCs are the primary route by which
cancer spreads, they can be thought of as measure of potential
metastasis.

Small extracellular vesicles are small lipid particles 30-150 nm” which
are thought to carry key cell signalling messages. Whilst beyond the
scope of this review, more details relating to microfluidic approaches
to small extracellular vesicle capture can be readily found.*™°

CTC clusters consist of one or more CTCs and may form clusters with

either other CTCs or “normal” cells and are increasingly being

recognised as important players in the metastatic cascade."™"*

Lipids form a diverse range of biomolecules including fats,

phospholipids and steroids. They have been implicated in early

diagnosis and monitoring of cancer in a number of studies.'"®

While early liquid biopsy tended to focus on detection of a
single marker or basic CTC enumeration, the field of liquid
biopsy is now able to shed light on many important clinical
questions. Modern liquid biopsy has important application
in the early detection of disease,’””™® assessing cancer
heterogeneity,”>?" and determining molecular drivers of
disease.”” When applied longitudinally, it can help determine
relapse, monitor resistance to therapy,”>** and assess clonal
evolution.”*® Moreover, as liquid biopsy can readily be
repeated throughout the patient's disease journey, it can be
used to dynamically inform treatment options.>”>°

2. Next generation liquid biopsy

With the advent of affordable low input next-generation
sequencing (NGS), it became possible to not only detect
disease, but to sequence the wunderlying genetic
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abnormalities seen in a cancer patient by interogating at cell
free DNA (cfDNA) in the plasma. This meant the ctDNA could
either be interrogated agnostically by analysing the entire
genomic profile using whole genome sequencing (WGS)*° or
specifically through the use of targeted NGS panels. These
panels can either be designed to include genetic variants
common across a number of patients or constructed against
the unique molecular profile of the individual patient to
deeply sequence a smaller number of high value gene
targets.*!

WGS approaches were initially applied at relatively low
sequencing depth. Sequencing depths as low as ~0.4x or 0.6x
genome coverage have been shown to be able to detect
disease.’***> However, by sequencing further (6x to 8x
genome coverage), it is possible to look at the tissue of origin
for the cancer in a process involving fragmentomics (see
reviews®*?%). These approaches are unlikely to capture every
individual mutation. Therefore, low coverage WGS
approaches are more suitable for tumours which tend to
have a high tumour mutation burden (TMB) (as more
potential targets exist) or in diseases characterised by copy
number aberrations (CNAs). For tumours not characterised
by CNAs or high TMBs, low pass WGS has limited
application, and it can be useful to apply targeted panels.
Targeted panels come in two forms: pan-cancer panels and
personalised panels. Pan-cancer panels, such as the
Trusight Oncology 500 ctDNA from Illumina or the Xgen
Pan-Cancer hybridisation panel from IDT, are useful as they
cover many of the commonly mutated cancer genes. In
cancer types with well conserved genetic changes across
many patients, it is possible to design cohort specific
panels, such as the UltraSEEK lung Panel. These panels
focus on reducing the number of probes required without
the additional cost of sequencing regions unlikely to be
mutated. When a disease cohort is highly heterogeneous
and where genetic mutations are not shared amongst
multiple patients, two approaches can be enacted to enable
sufficient detection sensitivity. The first approach requires a
large pool of targets, such that can be achieved using
whole exome sequencing or with very large capture/
amplicon panels, whilst the second approach relies on
knowing which targets are present in the patient's own
tumour. This approach is truly personalised and whilst it
reduces liquid biopsy sequencing costs, it requires the
patient's tumour to be sequenced in advance.

Larger, multiple target panels, such as those identified
using the INVAR approach,®® work as they increase the chance
of detecting mutations by including more detection options,
while personalised panels work by heavily preselecting targets
that have an increased likelihood of being found in the
patient's own tumour. The issue with large panels is primarily
around cost while the problem with personalised panels is
the need to have a priori knowledge of the individual's cancer
genome. Studies such as the TRACER X,** PROPHET,*” and
others**™® are excellent examples of where personalised
ctDNA panels have been effectively applied.

This journal is © The Royal Society of Chemistry 2025
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Fig. 1 Key components of the peripheral blood and how they are leveraged into cancer liquid biopsy applications. A) Shows the components
found within the blood that can be used in cancer liquid biopsy. On the left-hand side is the ctDNA which is found in the plasma and can be
analysed using molecular approaches such as next generation sequencing and single target quantitative PCR. The right panel shows the cellular
evidence for cancer, this includes CTCs, CTC clusters, and immune cells. These can be analysed using bulk genomic approaches, flow cytometry
for analysis or FACS for associated cell sorting, and genomic cytometry/single cell genomics and imaging. B) Highlights the biologically relevant
information that can be retrieved via characterisation of ctDNA and CTCs. Left panel: depending on the methods employed to analyse ctDNA it is
possible to look at SNV and CNA profiles as well as structural variants. In addition, emerging approaches such as fragmentomics are allowing us to
deconvolute the ctDNA to look at tissue of origin and other key metrics. Right panel: By using traditional cytometric approaches alongside single-
cell genomics it is now possible to perform CTC enumeration, analyse CTC motility, perform deep phenotypic profiling (using RNA and oligo
antibody approaches in scRNASeq), and look for mutational profiles in the single cells (via single-cell DNA sequencing). By using these molecular
profiling techniques, it is also possible to perform detailed cell type profiling and to track clonal evolution.
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Just as we have seen advances in NGS that have improved
cancer liquid biopsy, advancements in cytometry and single-
cell genomics analysis have exponentially increased the
number of targets that can be simultaneously analysed at the
single cell level.*'™** This is important because, although
detection of CTCs above a clinically relevant level (e.g. >5
CTCs ml™ in breast cancer) generally indicates poorer
outcomes,*® it does not provide certainty of disease
outcome.”® This finding suggests that metrics other than
simple enumeration could provide more accurate prognosis.
By taking advantage of the improvements in sensitivity,
reduction in cost, and the capability to perform simultaneous
multiomic analysis, the field of single cell sequencing and
genomic cytometry is now making it possible to characterise
cells in terms of DNA ie (single nucleotide variants
(SNV),2”*®  copy number aberrations (CNA)***7), RNA
expression levels,”® and epigenetic changes**™° of individual
cells, including CTCs.”™> The ability to genomically profile
CTCs is important, as by knowing both CTC burden and the
molecular profile of the cells that may set up distant
metastatic lesions, we will be better equipped to not only
escalate or de-escalate treatment but also alter treatment in
response to the detection of therapeutic resistance.

Whilst independently assessing ctDNA and CTC profiles
in cancer has been powerful, multimodal profiling is
promising to allow the simultaneous profiling of both the
ctDNA and the CTCs from a single blood draw. If this can be
effectively implemented, it will allow a more detailed picture
of a patient's individual disease in the most minimally
invasive manner and provide both a total tumour burden
measure (from ctDNA) and the ability to look for active
evidence of metastatic spread (CTCs). As cancer is a complex
disease, the rationale is that the more information that can
be garnered from a single blood draw, the better we can
assess and treat the patient.

3. Challenges in blood fractionation
and cancer liquid biopsy

The first step in any liquid biopsy assay is to separate assay
targets (such as ctDNA and CTCs) from the complex mixture
in which they are found. In the case of ctDNA, the first step
is to obtain pure cell-free plasma, while for CTCs, the first
step is to debulk the cellular fraction without losing rare
CTCs.

Blood is a complex mixture and contains two main
components used in cancer liquid biopsy. These are the
plasma and the cellular layer (buffy coat). Cell Free DNA
(cfDNA), which contains ctDNA is found within the plasma
fraction and can be subjected to assays such as next
generation sequencing and quantitative PCR. The buffy coat
contains the nucleated cells, including the CTCs, CTC cluster
and immune cells. This layer can be subjected to analysis via
bulk NGS, flow cytometry and fluorescent activated cell
sorting (FACS), single cell genomics and imaging. A
schematic of technologies related to the analysis of these
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blood fractions is shown in Fig. 1A. Fig. 1B shows the types
of information that can be gathered through further analysis
of these fractions. Analysis of the cfDNA in the plasma allows
the detection of genomic alterations such as single
nucleotide polymorphisms, copy number aberrations,
structural variants, and can even be analysed using
fragmentomics to identify the tissue of origin for the tumour.
Using cytometric approaches on the cell layer, it is possible
to enumerate, visualise, and genomically characterise CTCs
and other cell types. Importantly, it is possible to quantify
the cellular co-expression of RNA, protein, DNA mutations at
the level of the single cell, and to perform cell type
composition analysis and to track clonal expansion. By
analysing the blood of cancer patients, it is possible to 1)
quantify levels of disease, 2) identify tissue of origin (see
review of cell-free DNA fragmentomics®) and 3) isolate the
molecular mechanism responsible for disease and
particularly therapeutic resistance. This can be used to aid in
identifying treatment options that are most likely to address
the molecular alterations identified in the patient's
individual cancer.

3.1. ctDNA

Early work showing that cell-free DNA levels tend to be
elevated in cancer patients was published in 1977.>* Isolated
ctDNA has been used to detect known mutations,”” fusions,>®
copy number variations®” and epigenetic profiles.”®® It has

also been used to measure tumour burden in cancers
including lung,>*37%7 melanoma,’’ breast,>®%°
neuroblastoma,® pancreas,’® prostate,°*®* colon,** and
colorectal.”8

ctDNA fragments are found in the plasma fraction of the
blood and are small DNA nucleic acid molecules around 160
base pairs in length. They are found alongside other cell-free
DNA molecules that do not originate from the tumour and
are often very rare. Therefore, there is a significant challenge
in obtaining sufficient volume of plasma and cell-free DNA to
reliably detect cancer at low levels.®® As such it is critical to
develop systems that provide high purity plasma with
excellent recovery and can do this without allowing cellular
breakdown and compromising the quality of the resulting
plasma.

The challenges when dealing with ctDNA include:

1. Cellfree DNA (cfDNA) is found in both healthy
individuals and those with cancer and whilst there is some
evidence to suggest that patients with cancer may have
elevated levels of cfDNA,*® quantification of cfDNA alone is
generally considered as having low diagnostic value.”*
Therefore, simple measurements of ¢fDNA are not sufficient,
even for detection of cancer.

2. Clinically relevant ctDNA levels can be low (<1% of all
cfDNA molecules in plasma). It is therefore important that all
potential ctDNA molecules are captured.

3. ctDNA can be readily contaminated by cellular DNA via
the introduction of high molecular weight genomic DNA

This journal is © The Royal Society of Chemistry 2025
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contamination from leukocyte lysis.®”’®® Therefore, samples
must be processed quickly, or preservatives must be
introduced to prevent WBC lysis.

4. To confirm if an individual has cancer, the ¢fDNA must
be profiled and cfDNA containing mutations associated with
cancer must be identified.®® Therefore, highly -efficient
molecular pipelines are required.

3.2. CTCs

The existence of CTCs has been known since 1869 when
Thomas Ashworth first described the existence of tumour-like
cells in the blood of a patient.”” Since then, many studies,
mainly concerning epithelial cancers such as breast,*
colorectal,®® prostate,*® kidney,”" and lung’> have highlighted
the importance of CTCs. With the advent of new cell surface
biomarkers and label free methods, the link between CTC
levels and prognosis is becoming clearer for non-epithelial
cancers. This includes brain cancer,”® neuroblastoma,’* and
sarcoma.””

CTCs are important as they are the route through which
cancer spreads and can provide a valuable window into a
patient's individual disease, may help to assess tumour
heterogeneity,”®”” and overcome sampling issues associated
with solid biopsies that may result in missing mutations
associated with metastasis.”® Clinically, CTC detection can
allow earlier detection of disease when compared to imaging
techniques,”® and levels of CTCs can be prognostic of disease
outcome.””®° In addition, there is strong evidence that CTCs
can be wused to track clonal evolution and dynamic
heterogeneity, especially from haematological malignancy
where CTC numbers can be high.

CTCs reside in the cellular component of the blood and
are vastly outnumbered by red blood cells (RBCs). RBCs form
the majority of the blood's cellular compartment®® and are
biconcave disks of 7.5 to 8.7 um in diameter and are 1.7 to
2.2 um thick.®> Removal of the RBCs can be achieved with
very small filters.*> The requirement for pore sizes
significantly smaller than the size of the RBC is due to the
high deformability of RBCs which allows them to squeeze
through passages smaller than their actual physical size.®* In
addition, devices designed to be used with whole blood must
be capable of dealing with the very high concentrations of
cells found in blood. This is a significant challenge as blood
is normally composed of around 40-45% haematocrit, which
translates to a cellular concentration comprising 4.8 to 5.31
billion (10°) red blood cells (RBCs), 5.8 to 7.44 million (10°)
white blood cells (WBCs) and 230 to 285 million (10°)
platelets per m1.*!

The challenges when dealing with CTCs include:

1. CTCs are exceedingly rare cells with as little as 5 CTCs
per ml of blood being clinically significant.** Therefore, every
cell counts.

2. In addition to being rare, CTCs are generally
overwhelmed (>1 billion to one), by normal blood cells.

This journal is © The Royal Society of Chemistry 2025
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Therefore, systems must be capable of sorting large numbers
of cells.

3. There is significant variation in CTC numbers based on
disease type and stage. Estimates of CTC numbers in patients
vary from zero to ~25000 in 7.5 ml of blood.** Therefore,
systems of capture must be able to handle anywhere from
one CTC to several thousands of cells.

4. CTCs have a short half-life.*>*® Therefore, CTC analysis
should be performed as soon as possible after collection.

5. CTCs may be found as either individual cancer cells or
as cell clusters, in which case they are known as CTC
clusters. As CTC clusters can be composed of 2 or many cells,
the system must be able to handle clusters of highly variable
sizes.

6. In addition to forming clusters with other CTCs, CTCs
may cluster with other cell types, including WBCs
(heterotypic). Therefore, capture systems that rely on the
depletion of WBCs (i.e., through immunoaffinity methods)
may deplete some CTC clusters.

7. The emerging acceptance of cancer-associated cells in
the blood is also driving changes in the way blood needs to
be processed for liquid biopsy. Immune profiling as part of
liquid biopsy means that WBCs are no longer a waste product
in liquid biopsy. Therefore, systems of capture must not
create biases in the WBC populations.

8. CTC based separation overwhelmingly relies on the
assumption that these cells either uniquely express a single
cell surface marker or they are larger in size when compared
to other cells. EMT transformation, the increasing
recognition of CTC heterogeneity, and evidence pointing to
the existence of small CTCs mean that existing methods may
not capture all CTCs. Therefore, systems that use multiple
CTC attributes may be more efficient at capturing all CTCs.

3.3. Conventional approaches to blood fractionation

Traditional blood fractionation approaches have generally
relied on separation through either density or filtration-based
discrimination. By centrifuging blood containing an
anticoagulant at high speeds, a density gradient forms, and
the blood separates into three distinct compartments. These
fractions are: 1) the lighter plasma fraction, 2) the buffy coat
cell fraction, and 3) the bottom RBC fraction. The drawback
with the centrifugal-based approaches is that the interface
between the layers can be difficult to accurately define and
the choice of where to apply the cut off between the layers is
left entirely to the operator.

With regards to plasma fractionation, inaccurate
determination of the plasma and the cell layers can have the
effect of both losing plasma (when not enough plasma is
taken) or risk contamination of the cfDNA fraction (when
part of the cellular layer is accidentally transferred with the
plasma fraction and dying cells release high molecular
weight DNA®). Although these issues can be minimised with
operator training or with automation, this requires the
development of expertise or the acquisition of expensive and

Lab Chip, 2025, 25,1097-1127 | 1101
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bulky liquid handling robotics and is generally not achievable
outside of specialist labs.

To assist with separating the buffy coat cells from the RBC
layer, density gradient media, such as Lymphoprep, Ficoll,
Percoll®, and Histopaque®, have been developed. The use of
density media can be further enhanced through specially
designed tubes, such as SepMate™, PluriMate, leucosep,
which are designed to help prevent the layers from mixing.
Products, such as RosetteSep™ and HetaSep™, also
incorporate the capacity to deplete unwanted cells. However,
in cancer applications, all these methods are dependent on
the target CTC's having a known density profile and only
separate the major blood fractions. As such CTCs are still
heavily contaminated with either RBCs, WBCs, or a
combination of both and require further processing. Such
methods usually include:

e RBC lysis is usually achieved using ammonium chloride.
However, buoyancy (Akadeum human RBC depletion
microbubbles) and microfluidic methods have also been
developed.®®

e Magnetic activated cell sorting (MACS

e Fluorescent activated cell sorting (FACS).”**

Analysis of both c¢tDNA and CTCs to produce clinically
relevant information is a non-trivial process. It requires close
attention, not only to the specifics of the chosen analysis
method but also to a host of pre-analytical variables including
the way the sample is prepared.®”°** Time is one of the major
pre-analytical factors that can affect the results of liquid biopsy
assays. This is related to the short half-lives of both ctDNA and
CTCs and the fact that when non-cancer cells break down in
the tube they will release normal DNA that can dilute the
ctDNA signal. To minimise this, several blood collection tubes
(BCTs), containing mostly proprietary preservatives have been
developed and commercialised by companies such as Streck,
Roche, ZYMO and Becton Dickinson. These tubes can be used
to store blood at room temperature and allow up to 5 days
between collection and processing without compromising
cfDNA integrity.®®°> However, the biggest challenge in using
these BCTs in deep characterisation workflows lies in the fact
that they significantly impact the quality of RNA for
downstream applications and should only be used when ctDNA
is the target.”® Our own findings also show that these tubes
significantly compromise the cytometric profiles. As such, it is
currently recommended that multimodal analysis of ctDNA
and CTC still relies on blood being collected into different
BCTs.”>"”

Processing blood samples for liquid biopsy using
conventional approaches is currently far from routine and
samples are often shipped to specialised laboratories for
processing where automation and specialist wet lab staff are
trained to process samples. An alternative approach to the
use of BCTs containing preservatives and centralised
processing is to use microfluidic blood fractionation at the
point-of-draw. Due to the rarity of CTCs and the low
abundance of ctDNA, an array of microfluidic approaches
have been developed. This review focuses on microfluidics
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devices that facilitate liquid biopsy for c¢tDNA and CTCs, how
they work, where they fall short, and what would be required
to advance genomic profiling of disease through minimally
invasive blood tests.

4. Overcoming challenges, a role for
microfluidics

Microfluidics is well suited as an approach to improve blood
fractionation for cancer liquid biopsy. This is because it: 1)
allows accurate manipulation of small sample volumes
(especially important in paediatric liquid biopsy), 2) comes
with low infrastructure costs (important for uptake in an
already stretched healthcare system), 3) imparts minimal
stress on the cells (minimal stress results in higher viability),
4) can be used without the need for complex labelling/
handling protocols, and 5) are generally closed systems
(making them low loss and safe to operate as no aerosols are
created). Over the years, different microfluidic
approaches for fractionating blood into its various
components have been developed and have previously been
reviewed, particularly for CTCs.”*™°° However, there is still
no consensus about which approach is best applied for which
biological context, especially in the context of multiomic
liquid biopsy.

Microfluidic plasma separation is commonly achieved via
several methods, including 1) physical filtration, 2) plasma
skimming via the Fareheus effect, 3) bifurcation or the
Zweifach-Fung effect, 4) deterministic lateral displacement
(DLD) (requires significant dilution of blood), 5) inertial
focusing (requires significant dilution of blood), and 6)
acoustophoresis. A description of the microfluidic devices
available, their strengths, weakness and their working
mechanism is provided in Table 1 (plasma separation).

CTC separation by microfluidics can be achieved with
either passive or active methods, these commonly include 1)
physical capture, 2) affinity surface capture, 3) deterministic
lateral displacement (DLD), 4) acoustophoresis, 5)
microfluidic magnetic associated cell separation (mMACS), 6)
intertial separation and 7) microfluidic fluorescent activated
cell sorting (mFACS). A description of the microfluidic
devices available, their strengths, weaknesses, and their
working mechanism is provided in Table 2 (CTC separation).

Despite the apparent complexity of microfluidic devices
available, blood fractionation is generally achieved through
separations based on either size/deformability or cell surface
expression of protein. The mechanism of action can be used
to separate these devices into three main categories. These
groupings help to understand when and where an approach
can be utilised, is based on the forces used to affect
separation, and whether the cells are required to come into
physical contact with the device. We propose that
microfluidic devices for blood fractionation can be divided
into three categories based on the working mechanism.
These are:

several

This journal is © The Royal Society of Chemistry 2025
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Table 1 Overview of microfluidic devices for plasma separation
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Mechanism and

Chip complexity Pre-processing and

Target separation Efficiency and  Speed or (1 is simple, 5  running buffers
Device name fraction Year Category characteristic purity max volume is complex) required Reference
Planar Plasma 2005 SI Filtration N/A 4 101
microfilters Size N/A
DLD-PD Plasma 2006 SI DLD 100% 0.4 yl min™" 3 No 102
Size Yes
Zweifach-Fung Plasma 2006 FI Zweifach-Fung  15-25% 10 Wl min™' 4 N/A 103
Size No
Plasma 2016 FI Zweifach-Fung  1-6% yield 0.5ml 2 No 104
Size Residual min~" No
contamination
is 20000 RBCs
uL™* and ~80
WBCs uL ™
Plasma 2009 EF Acoustophoresis RBC 80 ul min™ 4 No 105
contamination
of 3.65 x 10 "9
per litre
Bead packed Plasma 2010 SI Filtration 20 pl of 1 106
microchannels Size whole
blood
Contraction Plasma 2011 FI Inertial 62% yield 12mlh™ 1 10x dilution 107
expansion arrays Size 60% RBC Yes, running
rejection ratio buffer required
Capillary driven, Plasma 2015 SI+EF  Filtration + 165 nl of 2 N/A 108
dielectrophoresis dielectrophoresis plasma
enabled Size extracted in No
microfluidic 15 min
system
Plasma 2016 EF Electrothermal 50 ul h™ 5 10x dilution 109
flow
All-glass Plasma 2017 FI Bifurcation 74% (@25% 700 pl 2 2x dilution 110
bifurcation Size haematocrit) min™" No
microfluidic chip
Fully automated, Plasma 2018 EF Centrifugation Not disclosed 3 ml in ~30 5 but simple to As this device is 111
on-site isolation (LOD) Buoyancy/density min to run designed for
of ¢cfDNA produce automated cfDNA
cfDNA extraction many
reagents are
required
Plasma 2020 SI Filtration 71.7% yield 60 pl in 6 3 No 112
@45% min
haematocrit
Size RBC deletion No
of 99.8% and
WBC depletion
of 91.8%
Plasma 2022 SI Filtration 50.3% to 50 pul blood 3 No 113
88.5% of max in 2 min
plasma volume
Size Not disclosed No
Plasma 2010 FI Size Up to 17.8% 100 pl 3 1:20 dilution 114
yields min~" No
Plasma 2018 SI Filtration + 6 ul whole 4 Yes, collected 115
+ WBC affinity capture blood at 0.3 plasma is diluted
capture Size + epitope pl min™ at 0.76%
expression
Solid interactions devices fractionation. As blood components can vary in size from

This category relies on physical interactions to facilitate
fractionation based on particle size. Whilst devices in this
family can be quite distinct from one another, they all use
physical interactions of the particles in blood to facilitate

This journal is © The Royal Society of Chemistry 2025

very small, such as exosomes 30-150 nm,” to very large
CTC clusters consisting of many cells that can be up to
340 um in head and neck cancer,"® this category of
devices can be used to separate all components in the
blood.

Lab Chip, 2025, 25,1097-1127 | 1103


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d4lc00563e

View Article Online

Lab on a Chip

Critical review

(suonoas
¥) diyo 1ad pooiq
ON Jloym [t > DM jJo uonardop %66°66 az1§
121 ON ¢ pue urw|iog  SIUI [[9D 08TMS YIM %0L uonen|ig IS 6102 DID dryo sSouD
ON uonardap DIMm 301 ¥ az1S
TECT-AN-VAN
9¢T ‘paxmbai sisA] Dgd (4 U qua 2 1 %28 ‘LADN %S8 ‘Pl %08 [entau] 4 ¥10¢ oxre) [eaids pajue[s
%9V
ST poo[q Ut £Dd jo Arng Aniqissaidwod + 9z1S
(quepuadop 8T0C SIASN
Apms) ZADIN %8L 03 L'FS pue oL
STT ‘VeT uonnyIp T: T Sox ( LUTW S~ PUB SHINA %E'LS ‘Od %S uonen[ig IS ST0T +0DILD X110SIed
20U2IIS01q
uoxnyg Burureys 12D SOVIN EicH DLD XN{jos|
parmded
s19jynq Jurysem S[[92 19818) UOU 00T~> SIOYIO + VDA
31S9193Ul JO S[[9
uo S[oAJ] uorssaidxa pue
€T 3urures (2D € LU WOy 03¢  udsoyd usdnue uo spuadaq SOVINW g 10T DILD VIN
ON Poo[q 1qqel1 Ul %06< az1§
S[[99 OAOT PUE S[[3D 67 SV
443 ON T Lur i oog ‘S[[99 T06.-DDS 10J %S8< uonen[y + [ENIOUl IS+ 14 €20¢ DLD Teaids papeaseD
SOX oz1S oonied
1C1 T LU g sofoned 1931e] JO %06< [eniaug 4 €0t od1eT reards urny-n
SOX az1§ aponaed
0eT T V/N  AJUO uone[nwis [edLawnN [en1aug 14 €coc  adrey reards padoor-o13urs
S193SN[d
DILD %£8 PUEB SDLD Ul S19)SND
ON %T¢€ ST UONBUIWEIUOD DIM azIg DLD
SUOISNJJo [eUTWIOPqE S123SN[d DID pue [ouueyd
61T pue [eina[d uo pajsa, ¥ LUIW [W '€ %06 PUB TET-AIN-VAW %L6 enioug 4 ¥20T D1D uoisuedxs-uonoenuoos-rerds
paxmbar speaq
SOVIN s¥adnue 21D
pue erpawr juarped uni pooiq %66 < uonadap sDIM uonardap sv¥ad (@o) pue (WDD) sarpinpjororua
8TT  AIsudp jo Jury-a1d 03 opdwurs nq g oloym [w $'¢ aury [[20 uo Surpuadap 9,08~ SOVIA + [ednjinuaD a9 2207 VNP [e3NJINUD snonupuo)
uoneurwejuood 39a3e[d
ON %S70°0> DAM %90°0> S123SN[O [[2D
$39[qNOp dVON'T JO %8°SL~
03 3urddoip ‘s1a3snyo
uni [[99-G JO %/'86~ ‘S[[9 S123SN[d
L1T ON 03 orduis Ing ¥ LU W st 2I0W 10 9 %00T ‘dVON'T uonen[ig IS 220T 01D S[[om-193sN[D
juejdRIINS
89-4 oruoinid (uonsrdap €/q99/91/¥an)
pue pInjjoidy ur $93£003[NI[ JO %T66°66 uorssaxdxa
popuadsnsal adures durrowasr ‘uonardap 30[-£0'F adoids pue azig (sndzer) uoneredas
S1sA] DT (;_s 1od sypa0 1199 oTureuApoIpAyo1Iay
91T pue 3ururels 1D ¥ 0T x7) . YlWo9 %L'66 Soew + [eNIOU]  Jd + 14 TC0T DID [enJaul paje1dajug
20U219J9Y paxmbax (xordwoo JwINjoA Xeuw Aund pue Auaoryg  onsueloereyd uoneredas A10391e)  Ie9X UONOEIY QuIreu 22141

s1oyynq Suruuni
pue 3uissasoid-a1g

st ¢ ‘orduurs st 1)
Axardwod diyp

10 paads ordures

pue WSTUBYIIN

108187,

uonesedas 52 104 SIDINSP DIPINYOIDIW JO MIIABAQ 2 d)gel

'80US217 PaNoduN '€ [ RJBWWODUON-UO NG LMY suowiwoD aaieas) e sopun pasusol|stapnesiyl |IIETEEL (o)
"W d $G:%0:90 5202/0T/LT UO PoPe0|UMOQ "GZ0Z 0BUS 80 UO paus!|and (01 Ss300Yy usdo

This journal is © The Royal Society of Chemistry 2025

104 | Lab Chip, 2025, 25,1097-1127


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d4lc00563e

View Article Online

Cr

iew

| rev

Itica

Lab on a Chip

(srmded 3s0d
S[[99 punoqun ysnj

(1aao)

0] pasn 12J3nq) ON [w Aund o579 VINSd armdesounwwir [BIUIIFIP
2 ON ¢ 103dn _y[w T Poo[q Ul S[[9d dVONT JO %S8 armdes Aruygy IS 0102 01D paoueyud A[EdL130W00D
I90UBD [BID9I0[0D UI %/9
0 190ued d)e)soid oneyseldw
ON ur %6¥% sem Aund oderoay WvHdH
(U TW §'g< uaym Wvoda
sdoip Aoudroyge)  jo s[ead] drqerrea Suissaidxa
ovT ON 4 LUyqugort SaUI] [[99 UI %09< armded Aruigy IS 00T 21D digo-D1D
ON pooiq ut &und 0,89°/T EYAT
6€T ON 1% Lura i 0op POoO[q Ul A1940921 %€ T6 a1d +[enioul IS+ 14 610T DLD 19)10S q'IQ-T
(ermded 3s0d DdM our payids
S[[99 punoqun ysnjj saur (2o ut fund %FT
03 pasn 12ynq) ON %07 < Wvoda
[w F~ 03 dn (dryo adre) |y
8E€T ON T LYW STOIST W T IeS[Pd €Dd JO %8°16 amdes Auigzy IS 07107 oLO  (diyo-gH) diys-suoqduriiay
paimbaz ju0o3eWwIdRY
%71 03 uonn[qa .S pauijap 10N 9ZIS
LET SOx ¢ 13d s[90 0T x §°L S[[99 V'IoH JO %€EV-0T [enIoug 4 1102 DLD V/N
ON sDAY jo uonajdap 3oy s< Anowrwidse pue az1s
‘pooiq sjoym
Ul 94G9~ SIISN[D Id[[BWIS S121SNJd uoneredas 123snyd [[ews
9¢T SOX ¥ LAy T oydn ‘0486~ SI3Sn[o a31e] ata IS /10T D1D pue a31e[ 103 sheire q'1d
ON Paso[osIp 10N 9zZIS
eI p) S123SN[d
diyo awes a1y 10J %/6< 0) pasealdul 21D
uo 3unsay Inip ‘,0XIg pue 0Sx1g ‘9Tdd pue
ceT ON SMO[[E 31 SEB § Lur i og  saur (90 ur a1xmded 9,56< uonenig IS 220T DLD DIDAN
SDAM
ON papnpurt P9IBOST UT ZADIN YIM %68 9ZIS
uonn[ip 3urpo[qounuIuil
veT pue ssA] DT 1192 d18urs-g LUIW [W §°'T Saul] [[99 UM %S°86 O3 L8 uonen(y + [endUl IS +1d  TTOT DID diyo-10891
SI93nq SUTySem — WvDda
ceT dururess [[2D € U W §0 SQUI [[99 YIIM %S6-08 armdeos Arunyy IS €10C D1D dryo DID o1d[PAOUEN
— adeys
S[[99 ¥< S123SNJd
TeT ON € LUTW ST I9SNP TET-AIN-VAN JO %66 uonen[ig IS ST0T 01D digo-133sn[D
ON WvDoda
1€T ON T LUMuor ot aimdes Auiyyy IS ¥10T LD uBIqOOUQ
s1ayynq Jurysem %¥6-LS JO And 9ZIS
uonnIp
0€T uonn[Ip x0g T LU u g POOIq x0F JB %T¥ 01 %/LT [enIoug 4 ¥10¢ DLD X91I0A
sI9J3nq 3UTySem oz1S
uonnyIp 9107
xT Aq pamof[oj 1E€C-AN-VAN pue
6CT ‘8T 1oud uonyexig 12 L UIu [ T~ 10] %€8 PUB LADIN %18 uonenIg IS ¥10T DLD (Sisauad peyordg mou) 29s[aD
20U219J9Y paxmbaz (xordwoo JWINJoA Xeuw Aund pue Audonyg  onseloereyd uoneredas A1039)e)  IedX UONORIJ JuIeu 201491

s1aggnq Suruuni
pue 3urssadoxd-a1g

st ¢ ‘orduurs st 1)
Axordwod dryp

10 paads ojdwes

pue WSTUBYIIN

1081R],

'80US217 PaNoduN '€ [ RJBWWODUON-UO NG LMY suowiwoD aaieas) e sopun pasusol|stapnesiyl |IIETEEL (o)
"W d $G:%0:90 5202/0T/LT UO PoPe0|UMOQ "GZ0Z 0BUS 80 UO paus!|and (01 Ss300Yy usdo

(ponunuo) g a1qel

Lab Chip, 2025, 25,1097-1127 | 1105

This journal is © The Royal Society of Chemistry 2025


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d4lc00563e

View Article Online
Lab on a Chip

[w 12d sDEY 0T

ON x 7> pue [w 1od DgM ¢1> WvDdd/Aisusp/louesong
pooiq uni poolq ur £z8DDH (@om) wioperd uone[ost
ST 0) pappe speaqoidlN - 03 opdwirs Ing s [wg pue LIDIN 10§ %06< uonednjIIudD A4 ¥10C DD DID parewoine A[ng
pooiq jo [ur 12d DIM 005~ azI§
uni uonen[y uonen|y (@om) SDILD 10J 2J1AIP JIPIN[FOIITU
€61 ouoN o3 orduis Inq s 10JSQZ Ul W €  PoO[q [W T Ul LIDIN %SS~ +uonednyIuaD IS+ 44 ¥10T D1D [3NJLIIUD SUO-UI-[[V
ysem 03 sad DAM jo uonoapdap 3of 5 z< az1§
8/.DDH pue
unit LAD ‘SHV ‘9¢T-dIN-VAIN (@o1) (LSva) A3orouyoa
75T suoN 03 opduurs Inq ¢ LU [ < “TET-GIN-VAW 10§ %96< uonenyid IS+dd £LI0T DLD uoneredas pajsisse-pimyg
ON BdY S 1B %S8< Aund BYA
saur|
[199 62-1H PUE TETIN-VAN
15T uonnqIp ¢: 1 T LYW L0 ‘/-ADIN 10] %08~ uonen[If IS 600C LD V/IN
paimbai 1933nq
ysem pue Suruumny X91I10A azZIS
0ST uonn[Ip x0T € Luru £ [EUISLIO 0} Te[IWIS dUWINSSY [eniaug 4 9T0C DD LH X91I0A
LY [ og< (TX-VSIN)
ON nq uoneoridde DM ur uononpai °t30[ ¥ oz1S SI9)SNJd TX-Ae11y uoneredas
67T uonn[Ip 1T ¥ uo spuadaq £19A0021 TRUY %08 uoneny + [enioul 4+ IS 00T D1D [eniour wnuqimba-uoN
paimbaz %001 St uonajdap DI
I9yng Suruuny ‘95566°66 JO [RAOWIDI DM az1§
(sgd : pooiq) saul| (@an) yuawadedsp [e1are|
8V uonnyIp ¥: ¢ 12 L UIW [W T[99 6VSY PUB 98 10§ %96< aia IS 120T DLD ONSIUIULIAIAP I9)[1j PIpEdse)
pooiq
SOX ndur jo Tu 1od sDIM ST az1s pue adoydg
sau[ [[90 odn[nuw ssoioe IS +
LVT Bururess 12D S %S°66 JO AI9AODDI UBIPIIN  SOVIA + [BIISUL + AT Id + 44 £10T 01D diyor-01.D dryIouoN
LU [W 9T Je unt uonoely DID azIs
paambar 103nq ysem UBd 1A I9Ae[ ur DIM Jo uonardop o%¢eg  pue uoissaidxs adoydg
7€ B SN ‘Take| dBDN'T Pue T€¢-GIN-VAN uonen[y
9¥ T dururess oD 14 1od |y oos  ‘8VASH yim 1940031 9506~ + axnmyded Hruiy IS 610C DID 991A9p orprjouowt payurid pe
ON paurep 10N uorssardxa adoyrdg
dururess [[99 poo[q ur s[[oo
pue uonezijiqeawad £0d jo arnmyded WyDdF pue
SHT ‘uonexig 12 LUTW T DAND 10J PIISA} UYM 0pG/~ armdes Aruiyy A4 120 S[PD V/N
paambax LI pooiq ur Hrnd
Iayynq 3umnios 1od S99 (0T x 03 paje[a1 A[asIaaul ST Arnd az1S
440 ON ¢ T pue _umu 00T K12A0931 %/6-09 s1saroydoisnooy dd  6T0¢ S[12D s1sa10ydoisnody
P 10N az1§
daxd peaq
Jo s3of saxmnbai pue e 3m paired A[[njssadons
¢¥T  DasSyNos 10§ pasn st < V/N M S[[99 $39318) JO 9%0L~ uonen[il IS 610C S[12D basoipiH
ON pauyap JoN WvOodd
ut
payids s[[99 0T< UayMm poo[q
THl ON € Lyue 3[0yM UI LADIN JO %L8< armdes Aruygy IS €10T 010  diyd (09) spmxo suaydern
20U219J9Y paxmbaz (xordwoo JWINJoA Xeuw Aund pue Audonyg  onseloereyd uoneredas A1039)e)  IedX UONORIJ JuIeu 201491
s191ynq Suruuni st ¢ ‘ordwrs sI 1) 10 paads ordures pue WSIURYIIN jod1e],

pue 3urssasord-a1g  Axordwoos diyn

Critical review

(ponunuo) g a1qel

'80US217 PaNoduN '€ [ RJBWWODUON-UO NG LMY suowiwoD aaieas) e sopun pasusol|stapnesiyl |IIETEEL (o)
"W d $G:%0:90 5202/0T/LT UO PoPe0|UMOQ "GZ0Z 0BUS 80 UO paus!|and (01 Ss300Yy usdo

This journal is © The Royal Society of Chemistry 2025

106 | Lab Chip, 2025, 25, 1097-1127


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d4lc00563e

Open Access Article. Published on 08 enero 2025. Downloaded on 17/10/2025 06:04:54 p. m..

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

Lab on a Chip
(5]
Q
b=
(5]
—-
c% ©
n n
[ = —
= g
NE ; — —
s |5 £ £
Rl o = =
zZ5 i =] =]
g2 |, 2878
gwg|ls  FEE
TEE|lQRESE
559 Cﬂgﬂxﬁ
AR Sl M2
2.2
2
U o~
a2
£E
SES
Uma
S g
=73
O Jd | o
=
=}
k=l
g el
%g £
23| E T
a > | = -
E%|o =
NE (=}
v i o
o
=
2 g
g £
2| T » O
— =N
o =
2leg £5
S| B8 =8
] [3) j==R )
@ 51.?87
Sl 9 =2 5
2|l 2L RrEs g
gl s
9 mDONREE
&= QPO 55
H|lAUANDSA @
Q
=
w
RZ
St
Q
8
2
o
g 5
=5
£ o
o © = q_)t:q_)
SelE Ngxn
Ew — - N
2
o
s
(5]
=
— —
O = =
— )] o
sz =
IS Q
_ g
g .2
oy | o @]
s S I
=& | O (®]
R
= @
£ &
= ©
3 5 %
g 5 F
S ol & 2
S £|2 k=
O s |2 s
=3 IR 2
o o | ¥ ]
Ry S
9 218
) FRRE! &
[ al= =)

This journal is © The Royal Society of Chemistry 2025

View Article Online

Critical review

Fluid interactions devices

Microfluidic devices that separate blood into its constituent
elements using fluid interactions do so through a complex
mix of physical forces that can be largely explained through
fluid mechanics. Commonly, these devices rely on observed
effects such as the Zweifach-Fung effect, the Fareheus effect
forces, and forces such as the Dean drag force as well as
inertial lift forces that are leveraged in inertial devices. This
category includes devices that can separate plasma or CTCs.
Plasma collection is predominantly achieved via use of the
Zweifach-Fung effect and the Fareheus effect forces, while
inertial devices are common in CTC enrichment and have
been effectively used in cancer that produce CTCs that are
larger than the majority of blood cells.

External force/active microfluidics

Devices that use external forces are the most varied category
and whilst forces such as electrophoresis, dielectrophoresis,
acoustophoresis, and magnetophoresis are often employed,
most devices can further be subdivided into one of two
categories: 1) those reliant on labelling the targeted fraction
with either a specific tag (often facilitated by protein-
antibody interactions, or complementary DNA binding), and
2) those that operate in a label free manner. Except for
acoustophoresis and lab-on-a-disk devices, devices in this
category are generally focused solely on the isolation of CTCs
and CTC clusters.

To help understand how microfluidic blood fractionation
in cancer liquid biopsy has developed, a timeline of device
development is shown in Fig. 2. For simplicity, the methods
are separated into those that allow plasma fractionation and
those that are focused on CTC and CTC cluster separation.
Microfluidic devices for plasma fractionation are still
relatively rare but those that allow CTC, and CTC cluster
isolation have exploded since around 2014. The methods
have been further colour coded according to whether they fall
into the categories of solid interactions devices (red), fluid
interactions devices (green) or external force/active devices
(blue), those that utilise a combination of mechanisms are
illustrated as black dots.

4.1. Solid interactions devices

Microfluidic methods relying on physical interactions
include: 1) physical filtration, 2) deterministic lateral
displacement (DLD) and 3) affinity surface capture. The
simplified representation of the working principle of devices
in this category is shown in Fig. 3 while specific examples of
devices are shown in Fig. S1.7

4.1.1. Physical filtration. This category includes devices
that either rely on small filter pore sizes to prevent the
passage of cells into the cell-free collection channels or
specifically designed cell capture geometries that can capture
CTCs/CTC clusters based on their larger size and other
physical properties such as deformability. As a result of the
extremely small pore sizes required and the overwhelming
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Fig. 2 Timeline of tools for blood fractionation. To provide clarity, the timeline has been split to show those devices that can provide plasma or
those predominantly concerned with cellular enrichment. Devices have further been colour coded according to whether they fall into the
categories of solid interactions devices (red), fluid interactions devices (green) or external force/active devices (blue), those that utilise a
combination of mechanisms are illustrated as black dots. Top: Shows the devices that have been used to fractionate plasma containing cfDNA
from blood. Bottom: shows the devices that have been developed to allow cellular evidence of cancer to be detected in the peripheral blood
draws. Devices in this category overwhelmingly focus on CTC enrichment.

number of RBCs that need to be filtered out, designs that
aim to minimise clogging have been developed. This has
been achieved with 1) carefully designed filter geometries, 2)
larger channels that can be packed with beads (10 um to 20
um diameter) to create a filter bed with a greater filter
surface area than achievable with individual channels created
during the process of standard lithography'®®''>*% (Fig,
S1Aft), 3) devices that incorporate the use of commercially
available filter membranes into devices with large surface
areas,"*®' 4) the use of cross flow filtration'*®'*® (Fig.
S1BfY), 5) antibody mediated debulking of the sample prior to
filtrations or separation,’*®'®® and 6) incorporating a
mechanism to provide and active clearing of the filter
bed.'®'! These approaches work as they either reduce the
number of cells that the filters must prevent from passing
(debulking), increase the available surface area (thus
increasing the throughput possible before the filter becomes
blocked) or actively clear the filter area (so that the device
can run for a longer period before the filter is overwhelmed
with particles blocking the passage of the plasma).

Devices that use physical filtration to extract plasma may
produce plasma with high purities, but they tend to operate
at very low flow rates and have a very low total blood
processing volume. When low extraction volumes are coupled
to the low concentrations of c¢fDNA found in the plasma
(estimated at around 1000 genomes in 1 ml of blood
plasma®®), the sensitivity of the downstream assay can be
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severely compromised. The maximum sensitivity can be
calculated based on the average yields of cfDNA in plasma
and the weight of the human genome to calculate the
equivalent genomes present in the extracted cfDNA. To put
this in perspective, as the diploid human cell contains
approximately 6.5 pg. of DNA,'®* and the human (haploid)
genome would weigh half of this (approximately 3 pg), in
systems such as those proposed by Shim et al., that can only
process 20 ul of whole blood,'*® the extractable amount of
c¢fDNA would be around 180 pg or 60 genomes (based on a
haematocrit of 45% and an cfDNA yield of 20 ng ml™" of
plasma). Even assuming 100% cfDNA recovery and
conversion of cfDNA into measurable product, assays relying
on such low inputs are unlikely to contain sufficient starting
ctDNA and would not be suitable for sensitive detection of
cancer. This fact is further highlighted by systems such as
those proposed by Szydzik et al. which only yield 180 nl of
plasma.'%®

Filtration and solid capture approaches for CTCs and CTC
cluster capture have also been created.***'*¢**! Duye to the
overwhelming numbers of RBCs, these are often
implemented after RBC depletion. This depletion can be via
osmotic RBC lysis, RBC depletion with MACS or via on-chip
RBC depletion.””® In some cases, depletion of white blood
cells (usually via CD45 mediated immunogenic capture) is
also performed.'*® This, however, would not be suitable for
heterogenic CTC clusters containing CD45 positive immune

This journal is © The Royal Society of Chemistry 2025
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Fig. 3 Schematic representation of the working principles for solid interaction microfluidic device in blood fractionation. A) Physical filtration
devices use physical barriers to block the progress of cells; this can be used to block all cells entering plasma collection channels, to exclusively
allow small cells such as RBCs to progress through into different parts of the chip (usually used for RBC depletion) or to capture larger CTCs in a
particular region of the chip. B) Deterministic lateral displacement devices use offset pillar arrays to move cells above a defined critical diameter
across the direction of flow and thus enable size-based separation. C) Affinity surface capture devices rely on the expression of cell surface
proteins to enable exclusive capture of cells by tethering antibodies against specific proteins to the chip and bringing cells into contact with them.
Once bound to these antibodies, the cells can no longer move in the direction of flow and are thus captured.

cells, as the clusters would likely be removed from further
analysis. Filtration for CTC enrichment generally functions
by retaining CTCs and letting the smaller cells through. In
some cases, these use commercially available filters (i.e. 3D

This journal is © The Royal Society of Chemistry 2025

printed Monolithic device'*®), in other cases, the filters are

created as part of the device design. Examples of this include
the Cross chip (Fig. S1Ef) which creates a basic single row
filter to prevent large cells from passing,'®” the Parsortix
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system (Fig. S1Df) which uses a graduated step filter and
tangential flow to prevent larger cells from passing into the
waste stream,'>*'*® and a device in which perforated cups,
oriented so that the cup opening faces the direction of fluid
flow, are designed in order to capture large CTCs while
letting smaller cells to pass through.'” CTC clusters can also
be captured using physical filtration approaches. An example
of such a device includes the Cluster-Chip which uses
carefully arranged triangular pillars to capture multilobular
CTC clusters. Clusters are held in place against the vertices
of the triangular pillar using the pressure of the fluid flow to
prevent the CTC cluster from being carried along the flow
streams."*

4.1.2. Deterministic lateral displacement. Deterministic
lateral displacement (DLD) devices take advantage of the fact
that pillar/post arrays can be created to force cells above a
certain size to move laterally in relation to the direction of
fluid flow. DLD devices have extraordinary resolving capacity
and are capable of separating particles with a resolution of as
little as 10 nanometres.'®® The particle size at which this
movement occurs is known as the critical diameter (dc) and
can be calculated by the equation dc = 20% x 2w (where w is
the separation gap between the pillars).®* These devices are
generally created using an array laid out in one of two ways.
The first being the row shifted parallelogram array and the
second being the rotated square. Work from Vernekar et al.
has shown that the rotated-square arrays are less prone to
anisotropic permeability and therefore provide more
consistent performance.’®® Work to use DLD approaches to
separate plasma from the blood has successfully resulted in
the simultaneous separation of plasma and cells from
undiluted blood'* (Fig. S1Cf). Although this multistage
device did result in plasma separation with a claimed
theoretical ~achievable efficiency of 100% with no
contaminants above 1 um in diameter, the flow rate was only
0.4 pl per minute. Systems such as this would therefore
process only 24 ul of blood each hour. Considering a cfDNA
yield of 20 ng mI™ of plasma, a haematocrit of 45% and
perfect extraction of cfDNA this is equivalent to
approximately one genome every 8 min.

Although not common, DLD devices can also be used to
separate cells based on size. For example, the DLD-FD device
designed by Davis et al. could separate cells based on a
diameter above 9 um.'** In this way, RBCs could be depleted
from whole blood. Whilst these devices can provide extremely
accurate size selection, they are almost always prohibitively
slow for use in all but the lowest volume clinical assays.
Traditional DLD devices are also prone to clogging'*® and
thus may not yet be robust enough to be put into routine
clinical workflows. Recently however, a modified pillar-post
structure based around the concept of filtered deterministic
lateral displacement has allowed rapid fractionation of CTCs
through a two-step process involving the initial debulking of
small cells, followed by a secondary fraction process aimed at
purifying CTCs based on size."*® The device uses a modified
DLD pillar design in which a filter channel is incorporated
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into the pillars themselves. This decreases the critical
diameter when compared to pillar designs without the filter
(i.e., the filter DLD pillar design has an effective critical
diameter of 10 um while a non-filtered equivalent DLD array
would have a critical diameter of 15 um). The first stage of
the device allows parallel processing of the sample to remove
RBCs. Following RBC depletion, the sample is combined with
a flow buffer to enrich CTCs. This approach depletes 100% of
RBCs and >99.95% of WBCs with a high capture rate for
large CTCs and allows blood to be processed at fluid flow
rates of 1 ml min~" and low fluid velocities (~1.5 cm per s~
with only a 1:1 dilution of whole blood"*®) (Fig. S1K+).

CTC clusters can also be enriched using DLD. The NISA-
XL device proposed by Edd et al. is reported to have on-chip
CTC cluster yields of 100% at flow rates of more than 30 ml
hour™ and can run with Haematocrit level of up to 20% (ref.
149) (Fig. S1Jt). Additionally, Au et al. used an integrated 2
stage DLD array to enrich large and asymmetrical clusters
from whole blood'® (Fig. S1It). They showed that, in whole
blood, large clusters could be collected with an efficiency of
around 98% while the smaller, asymmetrical -clusters
performed worse with an efficiency of just around 65%. Like
many DLD devices, the device was relatively slow and could
only run 500 pl of blood per hour.

4.1.3. Affinity surface capture. Affinity surface capture
devices directly tether the capture antibody to the substrate
of the microfluidic chip. We have included affinity surface
capture devices in the category of solid interaction devices as
they rely on a cell/particle to come in contact with an
antibody that is directly tethered to the device. Affinity-based
microfluidics capture methods are perhaps the most
common of all microfluidic-based CTC capture devices and
include devices such as the Oncobean' (Fig. S1F%),
Nanovelcro,"** CTC chip,"*® GO Chip'** (Fig. S1Gt), GEDI,"""
and Herringbone-chip™*® (Fig. S1H?). Nagrath and colleagues
proposed a microchannel, called “CTC-chip” for separation
of CTCs from patient blood. In this channel, micro posts
were functionalized with an anti-EpCAM antibody, providing
specificity for capturing CTCs expressing this epithelial cell
marker."*® To increase the efficiency of capturing rare cells,
the interaction between cells and the coated surface needs to
be high. To achieve this, the “Herringbone-chip” was
developed. It works by generating a vortex in the coated
microchannel in order to increase the number of times a cell
comes into contact with the chip surface. Despite the
increased surface interactions, the recovery rate for prostate
cancer cells in this channel was still only reported to be more
than 21% using anti-EpCAM antibody."**

The effectiveness of affinity-based systems is dependent
on a number of factors, including 1) the specificity of the
antibody chosen, 2) the ability of the devices to bring the cell
into contact with the capture antibody,***** 3) the balance
between the forces generated in the devices itself,"*" 4) the
avidity of the antibody used (i.e. the total binding strength of
the antibody to the cell), and 5) the antibody dissociation
constant.’®® Affinity-based methods are suitable when a
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particular epitope is exclusively expressed on the surface of
CTCs (positive selection) or when it is known that the CTCs
do not express a particular marker (depletion). Commonly
CTCs have been targeted using EpCAM,**'*® GD2,'¢7'%8
EGFR,'°*1% psMA, ' HER2,'”° and HER3.'®°

Whilst diseases such as breast, colon, lung, and prostate
cancer have utilised EpCAM mediated binding, it has been
shown that by accounting for EpCAM negative CTCs, the
number of patients in which CTCs can be found
increases.*"*”* In other diseases that lack EpCAM expression,
independent methods are required.'”® For example, markers
such as GD2 in neuroblastoma and CD99 in Ewing's sarcoma,
although expressed by cancer cells, are not restricted to CTCs
alone'®”'”® and therefore require technologies, such as
flow or imaging cytometry, that can perform hierarchical
classifications such that the CD99 positive population can be
enriched for CTC by selecting only CD45 negative cells.'”?
Additionally, many carcinomas will undergo an epithelial-to-
mesenchymal transition (EMT) as part of the metastatic
cascade. During EMT, the epithelial cell surface marker
EpCAM is downregulated or lost,"”* and as a result, affinity-
based methods relying on CTCs being separated using
EpCAM will not be suitable.”*”"”*"77 Examples of the loss of
EpCAM during cancer progression to metastatic disease have
been shown in renal cell carcinoma,’” breast cancer,'”®'”°
and particularly in CTC clusters rather than individual
CTCs."” To bypass the requirement for CTCs to express a
specific target molecule, affinity-based methods have been
developed to deplete non-CTCs, these often target the
immune cell marker CD45.'*® Whilst effective at removing
WBC contamination, these approaches will also deplete CTCs
that are travelling as clusters composed of immune cells.

While affinity based devices almost exclusively rely on cell
surface expression of proteins, novel systems that allow
separation based on intracellular proteins have also been
developed;'*® however, this is far from a standard approach
and requires cell fixation and permeabilization. Nonetheless,
it provides an interesting and potentially beneficial approach
in some cases. The system works by first fixing and
permeabilizing the cell before staining with an antibody
raised against an intracellular protein target. Following
antibody binding, magnetic nanoparticles conjugated to an
oligo that is complementary to a sequence on the antibody
itself are introduced. The cells are then flown through a
microfluidic chip with a progressively decreasing magnetic
field to allow separation based on protein expression levels.
This approach removes the need to restrict potential CTC
markers to those expressed only on the cell surface and can
be used to directly targets therapeutic protein targets such as
c-Mye.'*?

4.2. Fluid interaction devices

Microfluidic methods relying on fluid interactions utilise the
working mechanism of 1) plasma skimming and the
Fareheus effect, 2) bifurcation effect, and 3) inertial focusing.
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Plasma skimming and the Fareheus effect as well as the
bifurcation effect are exclusively used for the collection of the
plasma while inertial focusing, in all its forms, is
predominantly used to purify cells based on size. The
simplified representation of the working principle of devices
in this category is shown in Fig. 4 while specific examples of
devices are shown in Fig. S2.7

4.2.1. Plasma skimming and the Fareheus effect. The
Fareheus effect describes the propensity of RBCs to position
themselves in the centre of tubes with a diameter of less than
0.3 pum.'®® The cell-free layer (CFL) is dependent on the
diameter of the channel, the haematocrit, and flow rate.'8'52
Considering these factors, it is possible to design a device
that essentially skims a small portion of the CFL while
leaving the majority of cells untouched in the main
channel.'*'8% As the relative CFL thickness becomes smaller
as the tube diameter increases many of the devices relying on
the Fareheus effect utilise small channels. Additionally, as
the CFL thickness also decreases with increasing haematocrit
dilution of whole blood is often performed. Modelling by
Fedosov et al. showed that the thickness of the CFL in a 40
pm diameter tube decreased from around 5 pm when the
haematocrit was 15% (diluted blood) to under 5 pm when
the haematocrit was 45% (normal blood)."®"

4.2.2. Bifurcation effect. The bifurcation or Zweifach-Fung
effect can be observed as the tendency for cells flowing
through a bifurcation to preferentially travel in the post
bifurcation channel with the highest flow rate.
Experimentally, devices relying on the Zweifach-Fung effect
work best when the flow ratios between the channels exceed
1 to 6'** and rising haematocrit levels result in smaller CFLs
and poorer plasma purities.'®> Nonetheless when designed
and implemented appropriately, plasma purities of >99.5%
can be achieved, but yields are often poor 1-6%.'°* A number
of device designs exist in this space; importantly, these
devices have larger feature sizes than either physical filtration
or plasma skimming devices and thus operate at significantly
elevated flow rates.'*! 0185187

Collection of the plasma using plasma skimming or the
bifurcation approach can result in high purity, but
throughput tends to be very low, and yields can be poor. In
devices such as those described by Kuan et al. and Yang et al.
(Fig. S2Af) that operate at 0.3 ml min™', 10 ml h™'
respectively,"'>'®* the volume of plasma processed would be
insufficient as it would only yield between 90 and 162 pg of
cfDNA per hour. An exception to this may be the all glass
bifurcation chip™® that can operate at 700 ul min™" and
return 74% of the plasma with only a two (2) fold dilution of
the blood (Fig. S2Bt) and a PDMS chip by Tripathi et al. that
can operate at 500 ul min".'%*

4.2.3. Inertial focusing. Inertial microfluidics is used to
focus a particle into a particular region of a microfluidic
channel. In a straight channel, particles and cells are affected
by inertial lift forces that include shear-induced and wall-
induced lift forces. The balance of these two forces creates
equilibrium positions where particles will tend to sit."®® The
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Fig. 4 Schematic representation of the working principles for fluid interaction microfluidic devices in blood fractionation. A) Plasma skimming and
the Fareheus effect devices. The Fareheus effect occurs as cells tend to orient themselves toward the centre of the channel and can be used to
collect plasma from the cell free region that exist close to the walls of small vessels B) bifurcation effect devices. The bifurcation effect occurs as
cells tend to migrate towards faster flowing fluid streams after they encounter a bifurcation or split, C) inertial focusing devices come in many
different configurations including spiral, serpentine, straight, and contraction expansion devices, whilst the physics in these devices are different,
they all work by allowing targets cells to be trapped in equilibrium locations within the fluid flow. These devices are often used for CTC
enrichment but have also been applied to plasma separation.
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location and the number of equilibrium positions are
governed by the channel shape and its hydrodynamic
diameter.”® In the case of non-straight channels such as
spiral, serpentine, or contraction-expansion microchannels,
Dean drag forces also contributed to the focusing particles
within the channel cross-section. For a given channel design,
the value and strength of inertial lift and Dean drag forces
are related to the particle size."”® Within the inertial regime,
particles above a certain threshold in PDMS-made channels
(ap/h > 0.07, where a, is particle diameter and # is channel
height) are heavily influenced by inertial forces; hence, one
can accurately focus cells into lateral position within the
channel.'® This criteria has been refined for rigid channels
to be ay/h > 0.04.?

In 2007 Seo et al. used a double spiral design to enrich 10
um partciles by 660 fold'®® (Fig. S2Dt). Inertial focusing
channels have proven to be an extremely popular method to
fractionate cells and particles from fluids. As such, in
addition to single spiral devices with rectangular channel
cross-sections’®* (Fig. S2Ef), a number of spiral device
variants have been created; these include cascaded spiral
microchannels,'*®'°>'% labyrinth-shaped channel™®”'%® (Fig.
S2Ff), multiplexed spiral channels,"””® double spiral
microchannel,”®®  spiral with slanted walls,"*® triple
parallelizing spiral device,>®* ordered micro-obstacles spiral
device,’**> sequentially connected spiral channels,>® single
loop spirals,'® and spirals that include u-turns.'®" Recently
Zhu et al developed a spiral device that incorporates
contraction-expansion arrays in the last loop resulting in
improved separation of both CTCs and CTC clusters at high
flow rates (3.5 ml min™)"° (Fig. S2Gt). Recognising the
usefulness of the spiral design but acknowledging the need
to further purify and isolate CTCs, Lu et al. designed a
cascaded microfluidic chip consisting of an initial five loop
spiral microchannel followed by an array of perforated cups
to catch CTCs and to allow residual smaller cells to pass
through to waste.'*” Furthermore, when Xiang et al. coupled
a DLD array downstream of a spiral device, they showed
improvements to capture purities and separation
efficiencies.”*® Additionally non-spiral geometries for CTC
enrichment include straight channels®® (Fig. S2H¥) and the
contraction-expansion array (CEA) microchannel devices
developed by Hur et al.™®” Sollier et al.**° (Fig. S2It), and Lee
et al.*** have been developed. These concentration-expansion
arrays trap cells based on size in laminar vortices created in
the areas of expansion.**’

For CTC enrichment, inertial focusing has been applied to
several cancers including breast,”> prostate,>*® lung,*” head
and neck,"” and glioblastoma.”® These studies rely on the
assumption that CTCs are larger than the majority of cells in
the blood (>~15 um); as such, the devices may have limited
use in the capture of small CTCs. The inability to isolate
small CTCs may be problematic as CTC heterogeneity
suggests CTC sizes may vary, not only between cancers but
within patients**® and by the compartment in which they are
found (i.e., CSF CTCs VS blood CTC's).**® A study by Mendear
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et al. which assessed the size of CTCs (as captured by the cell
search system — EpCAM capture and verified by Cytokeratin
positive staining), showed that CTC size can vary significantly
between tumour types and the compartment in which CTCs
were found. For example, CTCs from colorectal and bladder
cancer (7.5 and 8.6 um median diameters respectively) were
much smaller than the cut-offs commonly used in the design
of size-based CTC capture devices and importantly from
lymphocytes (9.4 um median diameter), while CTCs isolated
from breast cancer and prostate cancer, although bigger (12.4
and 10.3 um median diameters respectively) were not as big
as generally assumed, and the breast cancer CTCs from the
blood were significantly smaller than those found in the CSF
(120.4 pm? vs. 141.3 um® respectively). Furthermore, they
showed that the cell lines often used to validate devices do
not necessarily reflect the size of the CTCs found in the
patient e.g. the average size for breast cancer CTCs in the
blood (12.4 pm median diameter) was significantly smaller
than that of common breast cancer cell lines such as MCF-7
(18.4 pm median diameter), T47D (18.35 pum median
diameter, and SKBR3 (22.01 um median diameter).>*® This
finding is also supported in prostate cancer.”’’® To overcome
the issue of size-based heterogeneity, improve throughputs,
and reduce contamination, Liu et al. have combined inertial
focusing (serpentine channels) with MACs."'® The device still
requires RBC lysis and cell staining but achieves a flow rate
of 60 ml h™ and reduces WBC contamination down to 507
WBCs per ml.

Inertial focusing has also been wused for plasma
separation;'°”"%° however, this requires significant sample
dilution, making the plasma unusable for many biological
assays. By way of illustration, a standard blood collection
tube used in adults has a maximum volume of 10 ml and
commonly ~8 ml is collected. If blood was to be fractionated
in its undiluted state, the resulting fractions would be
roughly 4 ml plasma and 4 ml cells (including RBCs). This
volume is compatible with current extraction methods for
cfDNA. However, if the blood was diluted even 1:10 such as
described by Lee et al,'’” then the resulting “plasma”
fraction would have a volume of 40 ml and new cfDNA
extraction methods would need to be devised. Furthermore,
as described, the device only has a 60% RBC rejection rate
and a 62% plasma yield (Fig. S2Ct). If diluted to 1:100, so as
to achieve a blood haematocrit of ~0.5%,'° then the volume
of plasma from which c¢fDNA is to be extracted would be 400
ml, thus extraction of ¢cfDNA from diluted whole blood would
be impractical and costly.

4.3. External force/active microfluidics

Although more complicated than the passive approaches,
active devices are more amenable to end-user modification.
This is because, once created, devices that rely on fluid or
solid interactions tend to have their parameters set during
the device fabrication, while those that provide external
forces can be tweaked according to the end user's preference.
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For example, to select a new target cell in mMACS and
mFACS, one simply needs to label cells with a new antibody,
or if separation is achieved using acoustophoresis, it is
possible to tune the applied field to separate particles with
different characteristics including size and cell viability.”*
Devices in this category rely on the working mechanisms of
1) lab-on-a-disk, 2) acoustophoresis, 3) microfluidic magnetic
associated cell separation (mMACS), 4) microfluidic
fluorescent cell sorting (mFACS), 5) piezoelectric-membrane
actuated mFACS, and 6) electrokinetic actuated mFACS. The
simplified representation of the working principle of devices
in this category is shown in Fig. 5 while specific examples of
devices are shown in Fig. S3.}

4.3.1. Lab-on-a-disk. Centrifugal microfluidic platforms,
often referred to as lab-on-a-disk systems due to their disc-
like design, have emerged as promising tools for liquid
biopsy and blood fractionation. These platforms leverage the
principles of centrifugal force to manipulate fluid samples
within microscale channels built onto a spinning disc. The
rotation of the disc enables precise control over sample
handling, mixing, separation, and analysis, all within a
compact and portable format.>**

Centrifugal microfluidics has been wused for plasma
separation. In 2006, Haeberle et al. presented a centrifugal
microfluidic platform to isolate plasma from whole blood
using a decanting structure. The device has been successfully
utilized to extract 2 ul of plasma from 5 pl of whole blood,
with a residual cell concentration of below 0.11%.>*'* As
another example, through the use of a curving channel with
one-fourth of a turn, plasma of a blood sample with 6%
haematocrit concentration can be isolated with 96%
efficiency and achieved within 5-6 seconds.””® The
practicality of the devices was illustrated by performing
prothrombin test>'® and creatinine test.>’* However, these
volumes are a long way from being useable in modern liquid
biopsy for genomic analysis and the need to dilute blood to
known haematocrit concentrations is counterproductive for
high-sensitivity assays where the number of targets into the
system matters.

In 2022, Shing and colleagues presented a portable
centrifugal microfluidic device for plasma separation. This
device comprises multiple chambers and microchannels,
wherein a plasma reservoir and a cell reservoir are
interconnected and aligned with the centre of the disc. This
configuration achieves a plasma purity of 99.9%, separation
efficiency of 99.9% (with a blood haematocrit of 48%), and a
plasma recovery rate of 32.5% within 50 seconds.”’® In
another study, Lenz et al. introduced a microfluidic device
designed for centrifugal serum separation from blood,
suitable for on-site use. This system accommodates both
hydrophilic and hydrophobic biomarkers. The cross-flow
filtration mechanism efficiently separates serum from blood,
comparable to conventional techniques, while preserving
amphiphilic biomarkers within the serum for subsequent
detection.”'® Hatami developed a fully automatic centrifugal
microfluidic platform to isolate plasma for the isolation of
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cell-free foetal DNAs (cffDNAs). Besides plasma separation,
all the required steps for cfDNA extraction, including adding
proteinase K, lysis buffer, binding buffer, washing buffer,
and elution buffer, have been considered. To accomplish this
goal, magnetic particles were utilized first to attach the
¢fDNAs, and then transfer them between the chambers.?”

Centrifugal microfluidics has also been developed to
advance CTC isolation from blood. For instance, Park et al
developed a centrifugal microfluidic platform aiming for fully
automated, high-purity isolation of CTCs. Their approach
utilizes a disc device with a triangular obstacle structure in
the blood chamber to manipulate blood cells. CTCs are
selectively bound to microbeads coated with anti-EpCAM,
allowing for density-based isolation under a density gradient
medium layer. The system can process 5 mL of blood,
yielding isolated cancer cells within 78 minutes with minimal
contamination of approximately 12 leukocytes per
millilitre.””* In 2021, two centrifugal microfluidic devices
were developed for isolating rare cancer cells: a passive plan
and a hybrid plan. The passive plan employs a contraction-
expansion array (CEA) microchannel connected to a
bifurcation region, while the hybrid plan uses a CEA
microchannel reinforced with ~magnets to capture
magnetically labelled target cells. Both designs were
optimized and tested for isolating MCF-7 breast cancer cells
from mouse fibroblast cells. The hybrid design, utilizing
magnetite  nanoparticles and  permanent magnets,
demonstrated superior performance (85% recovery rate at
1200 rpm) compared to the passive design (76% recovery rate
at 2100 rpm). However, the passive design offers advantages
such as simplified processing, compact size, and cost-
effectiveness.”’® In a most recent study, a simple label-free
centrifugal microfluidic device was proposed to separate
cancer cells from whole blood samples using synergetic
hydrodynamic effects, including Y-shaped microchannel, a
contraction-expansion array (CEA) microchannel, and a
bifurcation region. Experimental results demonstrated the
successful separation of K562 cancer cells from diluted blood
samples (ratio 1:1.2 x 105), achieving a high efficiency of
90% at an angular velocity of 2000 rpm*'® (Fig. S3E?).

Although centrifugal microfluidics removes the need for
setting up complex pumps and collection systems, some
challenges still require careful attention. Clogging is one of
the major challenges within these platforms, although
implementing filtration techniques can alleviate this
challenge. Additionally, scalability and throughput are areas
of concern due to the limited capacity for sample processing
within these platforms.

4.3.2. Acoustophoresis. Acoustophoresis is a gentle, non-
contact method whereby cells in suspension exposed to an
acoustic standing wave field are affected by an acoustic
radiation force.>**>** A cell experiencing this force will move
toward nodes or antinodes, and its movement depends upon
physical properties such as density, compressibility, and
size.”****”  The implementation of acoustophoresis in
microfluidic devices has gained significant appeal because it

This journal is © The Royal Society of Chemistry 2025
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External Force/ Active Microfluidics
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Fig. 5 Schematic representation of the working principles for external force/active microfluidic device in blood fractionation. A) Lab-on-a-disk
devices. Devices in this category can be designed for both plasma and CTC enrichment and whilst highly varied, all use rotational forces to help
process the blood. B) Acoustophoresis can be used to separate blood into plasma and enrich for specific cell types. The example device shown
uses a standing wave to focus cells at the node and the antinode depending on a cell's acoustic properties and the characteristics of the acoustic
wave. Other devices can tune the wave to focus all cells so that plasma can be obtained. Acoustic waves can also be used as the sort mechanism
in microfluidic cell sorting. C) Microfluidic magnetic associated cell separation. These devices require cells to be labelled with an antibody
attached to a ferrous particle so that when the labelled cells enter a magnetic field they are deflected according to the polarity of the magnetic
field. D) Microfluidic fluorescent activated cell sorting devices allow the interrogation of fluorescently labelled cells using a light source and
detector(s) to enable active selection of cells based on expression or absence of certain markers. Fluorescent labels are often attached to
antibodies, but this does not need to be the case and theoretically any fluorescent tag(s) can be used. Sorting the cell of interest can be achieved
in a number of ways, these include piezoelectric-membrane actuated mFACS, acoustic wave actuated mFACS and electrokinesis.
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is a miniaturised, label-free active separation approach that
addresses the challenge of isolating rare cells within a
heterogeneous population,>**?8 Microfluidic
acoustophoresis systems are typically designed to separate
particles or cells of different sizes or mechanical
properties,>*1?2%226:229 Thege systems have been applied to
blood samples to separate the blood components in a
continuous and biocompatible manner. Petersson et al
demonstrated the ability to perform plasma exchange of
blood using a type of acoustophoresis known as bulk acoustic
wave (BAW)-based separation.”* Acoustophoresis has also
been shown to isolate plasma from blood'® (Fig. S3Bt) and
has the ability to isolate exosomes or other types of
extracellular directly from whole-blood
samples.>*"**?

In addition to plasma separation, acoustophoresis has
also been demonstrated to remove platelets from peripheral
blood progenitor cell products (PBPC and whole blood
samples)*®***> and to isolate circulating tumour -cells
(CTCs) from lysed or pre-treated whole
blood.'*#228:231:236-238 pyrthermore, acoustophoresis is also
biocompatible, showing that cell viability was maintained
during the separation process.””® Olm et al used
electrophoresis to separate neuroblastoma cells (SH-SY5Y)
from blood cells using a two-stage approach incorporated
onto a single chip. The first stage was used to align all
cells into 2 parallel bands so that they are appropriately
oriented for the second stage with involved acoustically
focusing the larger SH-SY5Y cell to the centre of the
channel where they could be collected (Fig. S3Gt). Using
this device, they showed that they could recover between 60
and 90% of spiked in neuroblastoma cells.'**

With time, acoustophoresis-based separation offers a
pathway to enhance liquid biopsy applications and impact
the field of translational medicine. However, it still suffers
from poor yields and is yet to be convincingly applied to high
volume plasma separation or to CTC isolation across a range
of cancers.

4.3.3. Microfluidic magnetic associated cell separation
(MMACS). Affinity-based capture methods rely on the cells of
interest expressing an epitope for which an antibody can be
raised. For CTC capture, these systems have tended to rely on
cancer cells expressing the epithelial cell marker EpCAM. The
only FDA approved system for CTC capture and enumeration,
CellSearch, captures CTCs using a magnetic core
nanoparticle conjugated to an anti-EpCAM antibody. There
are many microfluidic-based MACS systems available for the
detection of CTC. The cell search and the isoflux systems are
perhaps the best known of these but there are others.
However, the increasing recognition that EMT plays a
significant role in many solid tumours means that these
systems are likely to miss many of the CTCs that have
undergone transition to a more malignant phenotype.
Furthermore, whilst these and other mMACS systems can be
modified to capture cells with alternate markers, they still
overwhelmingly rely on a single cell surface target molecule.

vesicles
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Thus, they are likely to be missing the expected heterogeneity
in the CTC population.

One way around the reliance on a single target for
enrichment is to utilise a depletion approach. Microfluidic
devices such as LPCTC-iChip platform®® or the the
monolithic CTC incorporate a combination of solid
interactions (DLD array), fluid interactions (serpentine
inertial focusing), and external forces (MACS) to achieve CTC
enrichment'*” (Fig. S3D7). In the monolithic device, blood is
firstly depleted of red blood cells and platelets via a DLD
array before the nucleated cells (CTCs and WBCs) are focused
using an inertial approach to allow labelled (CD45 positive
cells) to be removed by two passes through a magnetic field.
The first pass depletes WBCs with >6 MACS beads (targeting
CD45, CD16, or CD66b) attached while the second pass
cleans up those cells with more than one magnetic bead.
Once WBC depletion is complete, CTCs are collected and
concentrated for downstream validation.

4.3.4. Microfluidic cell sorting (WFACS). Identifying and
isolating cells of interest from complex, heterogeneous
mixtures in a sequential and rapid manner represents an
essential process for many areas in clinical medicine.
Microfluidic-based fluorescent activated cell sorting (LFACS)
relies on fluorescent probes or stains to identify cells by type.
The fluorescently labelled cells are flowed through a
microchannel and encounter a focused laser that scatters
into a photodetector. The fluorescent signal is then analyzed,
and depending on the detection criteria, an external force is
generated to displace the cell into a separate channel. This
technique eliminates the production of aerosols and can
support small sample volumes that are orders of magnitude
smaller than conventional jet-in-air cell sorters. More
importantly, pFACS can provide a means toward the isolation
of rare target cell populations, such as the enrichment of
circulating tumour cells (CTCs).

Several cell-sorting mechanisms have been wused in
microfluidic devices, including 1) piezoelectric actuation, 2)
surface acoustic waves (SAW), and 3) pulsed laser-activated
cell sorting (PLACS).>*°>*> Piezoelectric-membrane actuation
is a mechanism used in microfluidics whereby a piezoelectric
element causes the deformation of a membrane adjacent to a
microchannel to displace a particle of interest into a separate
channel, usually in response to fluorescent detection,>**:>43724°
This technique can sort individual cells at rates of up to
several kHz per channel and can be easily parallelised for
increased throughput.>*® The use of a piezoelectric actuator
has been demonstrated to work in glass microfluidic chips,
which is a more commercial and clinical friendly material
when compared to the commonly used PDMS.****** Acoustic
waves have gained significant use in pFACS due to their ability
to gently organize and/or displace cells or droplets into
separate channels at fast rates.”*®>">?¢24% Traditionally, this
mechanism was used for applications where cells were not
labelled. However, when combined with a fluorescent
detection system, this mechanism can achieve switching times
as short as 25 ps (ref. 242) (Fig. S3F7).

This journal is © The Royal Society of Chemistry 2025
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Electrokinetic mechanisms for fluorescent label-based
microfluidic cell sorting are divided into three categories: 1)
electrophoresis, 2) dielectrophoresis (DEP), and 3)
electroosmotic flow.>*° Electrophoresis refers to the movement
of particles in a uniform electric field due to their surface
charge.>*>?**° This mechanism takes advantage of the slightly
negative charge most cells possess.”® In contrast to
electrophoresis, where cells move in a uniform electric field,
DEP refers to the movement of cells in a non-uniform electric
field due to their polarizability.*** For movement in response to
a dielectrophoretic force, cells do not need to possess a surface
charge because, unlike a DC field, an alternating current (AC)
can induce a dipole moment across the cell.>*>**° DEP is
commonly used in droplet-based microfluidic applications,
whereby cells are encapsulated into picolitre volumes for
single-cell assays.*>*** The use of DEP in a fluorescence-
activated droplet sorter has been demonstrated to sort up to
several or more thousand cells per second.”****® This
technique also enables the compartmentalisation of cells into
emulsions with antibody-coated beads to analyse the secretion
of antibodies from cells for downstream sorting.>®
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Electroosmotic flow, on the other hand, moves the bulk fluid
surrounding a cell due to the electrically induced migration of
solvated ions.>>”>*® This method, however, can generate
bubbles and harmful compounds such as hydrogen peroxide,
which can adversely affect cells.>*®

In addition to using electrokinetic forces in microfluidic
FACS, it is also possible to harness this force for separation
of plasma. As described in the filtration section, DEP is also
used to clear filter beds during plasma fractionation'*®"'®
(Fig. S3AY). Xing et al. has also applied electrokinesis in the
separation of plasma'® (Fig. S3Cf). However, whilst the
system provided good plasma protein yields, the need to
dilute blood to 4% haematocrit, the use of a high
conductivity buffer, and the low processing volumes make
the system not suitable for use in ctDNA based liquid biopsy.

5. Strengths and limitations of current
microfluidic approaches

Traditional bulk separation methods of centrifugation and
filtration have served as the foundation upon which liquid

Table 3 Strengths of current microfluidic tools for plasma (ctDNA) and CTC analysis. It should be noted that not all the strengths are applicable to all

devices

Plasma devices

Strengths Impact

Ability to handle low sample volumes

It can be very difficult to handle low sample volumes using conventional methods

such as centrifugation. Microfluidic devices often have extremely low dead
volumes and are therefore ideally suited for handling low input samples. Due to
biological considerations, low input volumes often make ctDNA and CTCs
analysis difficult; however, emerging techniques in high throughput proteomics
and improved efficiencies in genomic preparations are reducing the volume of
sample required

CTC devices

Strengths Impact

Many devices can process cell in parallel

Unlike techniques such as fluorescent activated cell sorting or flow cytometry,

many microfluidic approaches for CTC enrichment allow parallel processing of
individual cells. This can significantly increase the throughput and reduce the
operational time for CTC enrichment. Shorter processing times may minimise
pre-analytical variables and thus allow a truer reflection of biology

Many devices are label free

Techniques, particularly those that use fluid interaction and to a lesser extent

external forces to separate CTCs, do not require prior knowledge of cell surface
proteins on the CTC. This is useful when no markers are known or when
biological process may be down regulating known cell surface markers

General

Semi-automated nature of microfluidics

As many devices are semi-automated, the ability of an operator to affect outcomes

can be minimised. This of course depends heavily on the device design so care
should be taken here

Some devices have been specially designed to reduce the
stress on cells during the fractionation process

Microfluidics can be designed to have low pressures and to minimise shear forces
acting on cells. This means that the samples may be less affected by preanalytical

factors that may otherwise lead to compromised results. This is device dependant
and should be a consideration when assessing any device

Microfluidic devices generally have a small footprint and a
low initial cost

Microfluidic devices are often relatively simple channels made from cheap
material (active devices can be an exception to this rule). This makes the startup

cost relatively low. The also tend to have small footprints meaning that they do
not require a lot of laboratory space

Systems are generally closed and do not produce aerosols

Handling of primary samples can produce a biohazard for operators. The closed

nature of many microfluidic devices increase operator safety of sample are not
aerosolized and therefore more readily contained

This journal is © The Royal Society of Chemistry 2025
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biopsy has begun to offer crucial insights into cancer, while
current microfluidic devices have, to some extent, filled the
need for rapid processing of samples and the ability to
effectively process low sample volumes. Current microfluidic
tools have allowed numerous studies across a number of
different cancers and have been instrumental in proving that
liquid biopsy can provide a powerful mechanism to
quantitatively assess tumour burden, measure metastatic
potential through CTC enumeration and to track genomic
changes as part of disease progression or in response to
treatment induced change. Importantly, by enabling this on
peripheral blood samples, liquid biopsy reduces the need for
invasive procedures and can help improve the quality of life
for patients during their cancer journey. To understand how
microfluidics is contributing to enabling liquid biopsy, an
overview of the general strengths of microfluidic approaches
to blood fractionation is given in Table 3.

Despite the important role of bulk fractionation and
current microfluidic methods in the development of liquid
biopsy for cancer patients, there remains a critical need to
further improve the processing of blood samples. This
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process would ideally occur close to the point-of-draw and
enable rapid sample processing and produce fractions that
are suitable for multiomic liquid biopsy. There are, however,
no solutions that allow a full multiomic workflow leveraging
both ctDNA and CTC analysis at the same time. Furthermore,
the current generation of microfluidic fractionation devices
all have limitations that mean they are still not optimally
suited to use in emerging next generation analysis pipelines.
These limitations are shown in Table 4.

Despite the strengths of many microfluidic devices for
blood fractionation in cancer liquid biopsy, the limitations
shown in Table 4 suggests that there is now a need for new
devices and a significant opportunity to improve on current
microfluidics approaches for blood fraction in relation to
cancer liquid biopsy. For example, a rapid, low-cost, point-of-
draw fractionation method that allows the separation of all
biologically relevant blood fractions into their constituent
elements in a format compatible with multiple emerging
downstream assays would be a game-changer. Such a device
would allow each blood component to be safely stored under
the correct conditions for downstream analysis without

Table 4 Limitations of current generation of microfluidic tools for plasma (ctDNA) and CTC analysis. It should be noted that not all the limitations listed

are applicable to all devices

Plasma devices

Limitations Impact

Speed of processing

To extract sufficient material (and hence equivalent genomes) for high sensitivity detection

of cancer a significant amount of blood needs to be processed >2 ml. Some devices run at
less than 1 pl per minute, therefore retrieving enough c¢fDNA to perform the assays is

impossible
Prone to clogging

Clogging of chips can prematurely terminate the collection of plasma and therefore reduce

the overall yield of plasma from a run. The inability to collect all the sample prior to
mechanical failure due to clogging has the effect of reducing yield and may compromise
the purity of the sample

Often require dilution

Dilution of blood (sometimes by up to 100-fold), means that vast quantities of plasma will

be collected. Even if this plasma was free form impurities and the yield was high, the
volumes would prevent any meaningful downstream analysis and purification of cfDNA
would be extremely difficult and likely cost prohibitive

CTC devices

Limitations Impact

Many cannot process whole blood and require
dilution of RBC lysis

Blood dilution for CTC increases the processing time and whilst the affect is not as
pronounced as with ¢fDNA (CTCs can be more readily concentrated) it nonetheless still

provides potential delay to analysis. Where RBC lysis is utilised, CTCs are subject to
unfavourable conditions and therefore subjected to unnecessary stress (which may result in
experimentally induced changes)

Immunoaffinity methods require prior knowledge
of protein targets

While some cancers such as prostate, breast, lung, and neuroblastoma shed CTCs that
express well-known cell surface markers, others do not have well-defined cell surface

markers. In addition, most immunoaffinity methods rely on a single marker and given the
well-known heterogeneity in CTCs (as a result of EMT) many CTCs may not be captured
and the population is biased towards a single CTC subtype

There is no way to perform intracellular
immunoaffinity collection in live cells

Whilst cell surface targets allow CTC enrichment in some cancers, many cancer specific
epitopes are intracellular. Therefore, by relying on cell surface protein markers for live CTC

enrichment, we are reducing the number of targets available. Furthermore, restricting to
protein epitopes may be limiting, as cancer is primarily a disease of genetic alteration

Immunoaffinity depletion methods remove all
cells that express the target

Methods that rely on depletion using an antibody/antibodies risk losing CTCs that either
co-express the marker or are traveling as clusters that contain cells expression the marker.

Therefore, these methods will bias CTC selection, reduce capture numbers and may be
blinded to the contribution of heterotypic CTC clusters

Size based methods assume all CTCs are above a
certain size

118 | Lab Chip, 2025, 25,1097-1127

Heterogeneity in CTCs size has been shown in several cancers. Therefore, the assumption
that CTCs are always bigger than other cells in the blood means that smaller CTCs are lost
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compromising the other biologically relevant fractions found
within the blood and could simplify pre-analytical workflows.

6. Conclusion and perspectives

Liquid biopsy holds enormous promise in the clinical
management of patients with cancer. Through longitudinal,
high-sensitivity liquid biopsy, it is possible to detect disease
early, track disease burden, monitor response to treatment,
and understand disease heterogeneity. However, the ability to
perform multiple assays from the one blood draw is still
limited. As such, there remains an opportunity for a device
that can rapidly isolate plasma and cells from low volume
blood draws at the point-of-draw and to use microfluidics to
change patient management and provide an important tool
for the delivery of better patient outcomes.

By developing new devices that take the most effective
parts of existing devices and combining these to
simultaneously produce plasma and cellular fractions, it
would be possible to provide plasma and cellular fractions
compatible with emerging next generation approaches. For
example, using a high efficiency system capable of separating
cells and plasma at the point-of-draw would allow plasma,
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cleaned from containing any residual cells, to be safely snap-
frozen whilst CTCs and CTC clusters could be collected
without the need to use troublesome preservatives that
interfere with downstream RNA and cytometric profiling.
This would also allow analysis of both ¢tDNA and CTC from
a single blood draw, thereby reducing the total volume of
blood required when analysing both CTCs and ctDNA
simultaneously. This is illustrated in Fig. 6.

For these devices to be effective they would need to be:

e Robust and produce highly reproducible results.

e Rapid and not induce any biological change to the
sample.

e Operable at the point-of-draw with minimal training
required.

e Simple enough to ensure that human error is
minimised.

e Free from contaminants.

e Ideally disposable to reduce the chance of sample cross
contamination.

Finally, to be clinically implementable, they must provide
the best cost-to-benefit ratio to patients and the healthcare
system. As blood fractionation and sample preparation are
significant parts of the process, devices that support this
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Fig. 6 Workflows for using microfluidics to overcome challenges in liquid biopsy. By enabling the simultaneous separation of plasma and cells
from a single blood draw at the point-of-draw, the use of preservatives can be removed, and the cells and ctDNA can be provided in a form

compatible with next-generation liquid biopsy approaches.
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must also be cost effective. The need for cost-effective
methods in liquid biopsy is accentuated by the need to
perform these assays at multiple time points during the
patient's disease journey.

Here, we have outlined the biological relevance of liquid
biopsy approaches in the management of cancer and have
proposed a new categorisation approach that we believe helps
biologists engage with the complex field of the microfluidic
devices that are reshaping our ability to fractionate blood
and are set to give rise to new capabilities in liquid biopsy.
Finally, through a thorough review of the current state of
microfluidics in cancer liquid biopsy, we have identified that
many of the current devices are not compatible with
multimodal, multiomic analysis. As such, we have proposed
several requirements for future devices. We believe that
devices allowing rapid and robust point-of-draw fractionation
of plasma, CTCs, CTC clusters, and immune cells would
provide enormous value to the clinical management of cancer
and would therefore have significant impact on the lives of
cancer patients.
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