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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.
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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

This journal is © The Royal Society of Chemistry 2025
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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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