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Introduction

A low-cost, label-free microfluidic scanning flow
cytometer for high-accuracy quantification of size
and refractive index of particlest

Riccardo Reale, @ *2 Giovanna Peruzzi, @2 Maryamsadat Ghoreishi, 2
Helena Stabile, ©° Giancarlo Ruocco @2 and Marco Leonetti @3¢

Flow cytometers and fluorescence activated cells sorters (FCM/FACS) represent the gold standard for high-
throughput single-cell analysis, but their usefulness for label-free applications is limited by the unreliability
of forward and side scatter measurements. Scanning flow cytometers represent an appealing alternative, as
they exploit measurements of the angle-resolved scattered light to provide accurate and quantitative
estimates of cellular properties, but the requirements of current setups are unsuitable for integration with
other lab-on-chip technologies or for point-of-care applications. Here we present the first microfluidic
scanning flow cytometer (uSFC), able to achieve accurate angle-resolved scattering measurements within
a standard polydimethylsiloxane microfluidic chip. The system exploits a low cost linearly variable optical
density (OD) filter to reduce the dynamic range of the signal and to increase its signal-to-noise ratio. We
present a performance comparison between the puSFC and commercial machines for the label free
characterization of polymeric beads with different diameters and refractive indices. In contrast to FCM and
FACS, the uSFC vyields size estimates linearly correlated with nominal particle sizes (R?> = 0.99) and
quantitative estimates of particle refractive indices. The feasibility of using the uSFC for the characterization
of biological samples is demonstrated by analyzing a population of monocytes identified based on the
morphology of a peripheral blood mononuclear cells sample, which yields values in agreement with the
literature. The proposed uSFC combines low setup requirements with high performance, and has great
potential for integration within other lab-on-chip systems for multi-parametric cell analysis and for next-
generation point-of-care diagnostic applications.

label-free indicator for point-of-care diagnostic applications.
In particular, variations in the mean or width of the size

High-throughput biological analysis at the single-cell level is a
key tool for several research fields, including immunology,
molecular biology, bacteriology, cancer biology, and infectious
disease monitoring, as it enables the assessment of variability
and heterogeneity of cellular properties within a biological
population.” In recent years, distributions and variabilities of
cellular properties (e.g size, shape, refractive index,
deformability) within a population have become increasingly
relevant for basic research and diagnostic applications.>” For
example, the dimensional characterization of monocytes (a
type of leukocytes commonly known for their role in
inflammatory processes®) has recently been proposed as a
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distribution of a monocyte population have been highlighted
as potential diagnostic tools for early-stages of sepsis”*° and
COVID-19 infections."'

Flow cytometers (FCM) and fluorescence activated cells
sorters (FACS) currently represent the gold standard for high-
throughput single cell-analysis, as they can routinely analyze
several thousand cells per second."'® These systems use
excitation lasers to stimulate the cells and collection
apparatuses (usually a mix of photomultiplier tubes and
photodiodes) to measure scattered and fluorescent light.
Measured FCM/FACS signals include the forward scattered
light (FSC), i.e. the total light scattered at low angle (usually
up to 20° with variation depending on the
manufacturer'”'®), the side scattered light (SSC), i.e. the light
scattered at ~90°, and several fluorescence channels.'® While
scattered light correlates with intrinsic cell properties,
fluorescence signals are generated by labels previously
attached to cells with an immune-specific process, requiring
extensive manipulation of the sample and not suitable for
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point-of care (POC) diagnostic applications.>*>* Even though
FSC is commonly used to discriminate cells based on their
size,"®'>** FSC is not proportional to either particle's
diameter, cross-sectional area, or volume, due to the marked
dependency that the low-angle scattering has with respect to
the angular integration range and to its dependency on cell
refractive index, among other factors."®>*>> Moreover, FSC is
highly dependent on the optical components used in the
system, which may vary greatly among manufacturers. As a
result, FSC measurements don't provide quantitative
information on cell size and, in the best-case scenario, can
be used as a relative size estimate within the same
experiment.’® Similarly, SSC is commonly used to acquire
qualitative information on cell granularity and on its internal
complexity, but it fails to provide any quantitative
information on intrinsic cell properties.™"%**

Scanning flow cytometry (SFC) is an alternative high-
throughput label-free approach for quantitative single-cell
analysis, based on the angle-resolved measurement of
scattered light.”**” Thanks to its design, an SFC system can
measure light scattered by particles as a function of the
scattering angle, while they flow through the measurement
region. The output of an SFC measurement is the scattering
profile over an angular range, which can be used to extract
quantitative information on particle intrinsic properties. SFC
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is particularly appealing for diagnostic applications, as it can
reliably provide quantitative estimates of cell size and
refractive index, as well estimates of cell shape and bacterial
morphology.>®° Nevertheless, available SFC systems require
highly specialized components (e.g. custom flow cells,
rotating detectors, motorized iris diaphragms, or numerous
photomultiplier tubes) which makes them unsuitable for
integration with other lab-on-chip technologies or for point-
of-care (POC) applications.*'

Here, we describe a simple, low-cost microfluidic scanning
flow cytometry (uSFC) system for the high-throughput
measurement of size and refractive index of single cells. The
proposed system uses a single photoreceiver to perform an
SFC measurement within a standard polydimethylsiloxane
(PDMS) microchip exploiting a linearly variable optical
density (OD) filter to reduce the dynamic range of the signal
and to increase its signal-to-noise ratio (SNR). The variable
filter consists of a glass slide coated with metal with variable
density, and is commercially available or can be easily
manufactured. The uSFC estimates the time-of-flight (ToF) of
particles in the channel to compensate for flow-induced
velocity variations and significantly reduce size and refractive
index estimates dispersion without the need for an additional
laser or detector. First, we demonstrate the superior
performance of the uSFC with respect to label-free FCM/FACS
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Fig. 1 Microfluidic scanning flow cytometry (uSFC) setup. a) 3D rendering and b) schematic drawing of the system. A cylindrical lens (leftmost
element in a), not shown in b)) focuses the laser beam with a 40° angle onto the microfluidic channel, which lies on a plane 400 um apart from
the focal plane of a microscope objective. Light scattered by flowing particles is collected by the objective and focused by a lens onto a slit placed
in front of a detector. The virtual image of the slit selects a different subset of scattering angles at each position along particle trajectories.
Different scattering angles are mapped as different position in the back-focal plane of the objective, and reach the detector at different times. A
filter with a linearly variable optical density located in the back-focal plane of the objective reduces the dynamic range and increase the signal-to-
noise-ration of the measurement. c) Diagram and picture of the linearly variable filter.
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for size and refractive index measurement on polymeric
beads, and successively we show the applicability of the
proposed approach to the analysis of a biological target (a
monocytes population). The minimal setup requirements and
high performance of the uSFC make it well suited for
compact, POC diagnostic applications, as well as readily
integrated into other lab-on-a-chip systems (e.g in
microfluidic impedance cytometers***®) for multi-parametric
cellular analysis or integrated real-time applications.*®

Working principle
Angle-resolved scattering measurements

The pSFC can collect the angle-resolved scattered light using
a single photoreceiver and is based on the setup previously
described by Loken et al.?’ A laser beam is focused by a
cylindrical lens onto the microchannel where particles flow
(Fig. 1). A microscope objective collects the light scattered by
particles, which is focused onto the photoreceiver sensor by a
lens. The microchannel lies on an out-of-focus plane located
at a 400 um distance with respect to the objective focal plane,
resulting in each scattering angle being mapped into a
spatial position in the back-focal plane of the objective, and
allowing to select collected scattering angles using a slit
placed on the lens focal plane (which creates its virtual image
on the objective focal plane). In this configuration, a different
subset of scattering angles is collected at each position along
particle trajectories. As a result, different scattering angles
will reach the detector at different times. The angular
resolution is a function of the out-of-focus distance and of
the slit width. When all other setup parameters are held
constant, increasing the defocus distance will increase the
angular resolution and decrease the signal intensity. The
400 um defocus distance is the result of an experimental
optimization between these two parameters. The angular
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range, iLe. the smallest and biggest angles that can be
collected, depends on the objective numerical aperture. By
placing the excitation laser beam at an angle with respect to
the microchannel, it is possible to shift the center of the
measured angular range.

If a standard microfluidic chip is used instead of a high-
spec flow cytometry flow cell,** the signal-to-noise ratio (SNR)
of the measurement is significantly reduced. In particular,
the lack of a reliable and easy to implement 3D flow-focusing
approach limits the flow-focusing to 2D. Thus, the channel
size along the third dimension (usually the channel height)
must be small (e.g. <40 pm) to minimize dispersion (e.g. to
ensure similar laser excitation). As a result, interfaces are
closer to particles and interfere more with the measurement.
Manufacturing problems of the PDMS chip (e.g. impurities,
air bubbles or curing inhomogeneity) can also lead to signal
degradation and increased noise. Additionally, it's usually
difficult to measure the angle-resolved scattered light over an
angular range >40° with a single photoreceiver, as the signal
has a dynamic range larger than the photoreceiver's.

In the puSFC, we included a linearly variable OD filter in
the back-focal plane (see Fig. 1-b) of the objective to reduce
the dynamic range and increase the SNR. The filter has a
transmittance that depends logarithmically on its linear
coordinate, and can filter spatially separated light with
different OD. As a result, it can be used to selectively filter
the high-intensity light scattered at low-angle more than the
low-intensity light scattered at high-angle. A signal filtered
this way has several key advantages compared to an
unfiltered signal: (i) the dynamic range of the signal is
significantly reduced, resulting in less stringent hardware
requirements for the photodetector; (ii) particle angular
oscillations frequencies in the power spectrum are easier to
identify thanks to a higher separation from the lower
frequency components; (iii) the event start/end timepoints
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Fig. 2 Angular resolved scattering signal. a) Representative signal measured for a 10 um polystyrene beads after segmentation and low-pass
denoising (20 kHz). Light scattered at different angles reaches the detector at different times. A thresholding approach (3 standard deviations from
the baseline, dashed line) is used to identify event start/end timepoints (red vertical lines) and time-of-flight (event end-event start). The integral of
the event used for refractive index estimation is shaded in grey. b) Fourier power spectrum of the measured signal. The frequency of the angular

oscillations f is identified using a peak-finding procedure.
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can be clearly identified, enabling an accurate estimate of
particles ToF.

Particle size estimation

During analysis, the signal is segmented into individual
events, each containing the signal string of one particle. As
shown in Fig. 2, each event exhibits the oscillations predicted
by the theoretical Mie scattering model.’” The angular
oscillations frequency (fy), i.e. the number of oscillations of
the scattering profile over a defined angular window, is an
intrinsic particle scattering property which yields information
on particle size.*®**° In the proposed configuration, we can't
directly measure fp, because measurements are performed in
the time domain and not in the angular domain. As a result,
we can only measure f;, i.e. the time-domain frequency of the
oscillations. While f, doesn't depend on any measurement-
specific parameters, f; depends on particle velocities resulting
from the parabolic flow distribution. For example, if two
particles with equal angular oscillations frequency are
travelling at different velocities, the faster particle will appear
to have higher oscillations frequency in the time-domain due
to its higher velocity. It is possible to convert the time-
domain frequency (f;) into the angular oscillations frequency
(fy) by normalizing with the event time-of-flight (ToF)
according to:

fi ToF

. .1 NA
2sin = Fs

fo= &)

where ToF is expressed in samples, Fs is the measurement
sampling rate, NA is the numerical aperture of the setup, and
n is the refractive index of the medium. The use of eqn (1)
requires an estimate of the event ToF, which is not usually
available in traditional microfluidic setups. In fact, due to
the high dynamic range of the scattering signal, the high-
angle scattering (which has the lowest intensity) is buried in
the baseline noise, and the event start/end time-points can't
be reliably estimated (¢f. Fig. S1 of the ESIT). In the proposed
uSFC system, thanks to the variable OD filter and the
resulting lower dynamic range, it's possible to reliably
estimate event start/end time-points, ToF, and fp.

Particle refractive index estimation

Even though it's possible to quantitatively estimate particle
refractive index from angle-resolved scattering data by solving
the inverse light-scattering problem,*" it's a time- and
computation-intensive procedure which is not well suited for
real-time or POC applications, where computational power
might be limited. We propose a faster method to extract
estimates of particle refractive indices with lower
computational cost. It assumes that the integral of the signal,
i.e. total amount of light scattered in the observed angular
range, depends only on particle size and refractive index
mismatch between particle and carrier fluid (just like an
ideal spherical particle scattering according to the Mie

2042 | Lab Chip, 2023, 23, 2039-2047
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model,*” ¢f Fig. S2 of the ESI{). If the refractive index of the
carrier fluid and the angular range measured are known, and
if the particle size is determined using fy, the signal integral
becomes dependent only on the particle refractive index.
Nevertheless, potential ToF differences between particles
induced by the fluid can artificially increase the dispersion of
the measurement (e.g. the integral of slower particles will
appear higher because they spend more time in the
measurement region). It's therefore best to normalize the
signal integral by particle ToF, which is equivalent to
computing the mean of the signal over the observed angular
range. This normalization is enabled by the high SNR of the
system, which allows estimating particle ToF. Refractive
indices can then be mapped in a look-up table as a function
of particle diameter and signal mean over the angular range
of interest.

Particle measurement range

The proposed system has been initially developed and
calibrated for the analysis of particles with size similar to
monocytes (i.e. 9-20 um). This measurement range includes
many other relevant biological targets, including fibroblasts,
epithelial cells, hepatic cells, mesenchymal stem cells, and
glioblastomas, among others. Nevertheless, the measurement
range can be adjusted to analyze biological targets outside of
this range. Two parameters are mostly responsible for the
definition of the measurement range: i) the laser wavelength
and ii) the laser spot width. i) Just like in FCM/FACS systems,
the wavelength of the excitation laser is a key parameter
defining the lower detection limit, and shorter wavelength
lasers are required to detect smaller events reliably. By
adopting a laser with a shorter wavelength (e.g. 488 nm) or a
multi-laser configuration, the lower detection limit can be
reduced. ii) The excitation beam is focused by a cylindrical
lens into a strip in the center of the channel. The laser strip
should be wide enough to excite the whole target cell, but at
the same time, the wider the strip, the higher the
background noise. Therefore, a thinner laser spot is required
in order to characterize smaller particles (it can be achieved
either using a cylindrical lens with shorter focal length, or
with a cylindrical telescope to expand the laser beam before
the final focusing lens).

Materials and methods
Microfluidic chip

The puSFC was designed to be as simple as possible, to
maximize integrability with other systems. The microfluidic
chip is made of PDMS, and is fabricated with standard soft-
lithography procedures using an SU-8 mold, and successively
bonded to a glass microscopy slide after cleaning and plasma
exposure.*”> The microfluidic channels are formed by a
sample channel and by two lateral sheath flow channels,
which are designed to have the same hydraulic resistance
and to focus the sample in the middle of the channel. The
inlet and outlet holes lie on a different line with respect to

This journal is © The Royal Society of Chemistry 2023
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the measurement region to avoid interactions between the
incoming laser beam and the tubing coming out of the chip.
The measurement region consists of a straight channel
120 um wide and 25 pm high, and particles were focused
within +15 pm from the centre of the channel (¢f Fig. S3 of
the ESIt).

Optical setup

A 638 nm laser with a 200 mW output is used as the light
source (Oxxius), which is focused onto the measurement
region by a cylindrical lens (75 mm focal length), forming a
strip 60 um wide. The incoming beam lies on the same plane
formed by the microchannel and objective, and forms a 40°
angle with the microchannel. The chip is mounted on a
xyz-stage with micrometric regulation, which is used to align
the setup and to accurately move the channel to the desired
out-of-focus distance (400 um). Light scattered by particles is
collected using a 50x infinity corrected long working-distance
microscope objective with a 0.55 numerical aperture
(Edmund Optics) resulting in a measurement over the 15-65°
angular range. A rectangular, continuously variable, metallic
optical density filter (0.075 OD-units per mm, Thorlabs,
Fig. 1) is placed in the back-focal plane of the objective. The
collected light is focused with a lens (75 mm focal length)
onto a 10 pum slit placed in front of a variable gain
photoreceiver (OE-200-SI, Femto), operated at a nominal gain
of 10° V/W and a bandwidth of 200 kHz.

Sample preparation

Beads with different diameters and refractive indexes in the
range of common biological applications*>** were purchased
from different vendors, as described in Table 1. Refractive
indices provided by vendors were independently verified
using the approach previously described by Bolognesi et al.*’
Healthy donors' peripheral blood mononuclear cells (PBMCs)
isolated by Lymphoprep (Nycomed) gradient
centrifugation. The sample was composed by lymphocytes,
monocytes, and debris, as verified by FCM (¢f. Fig. S4 of the
ESIT). During pSFC analysis, the lymphocytes were below the
lower detection limit and only monocytes could be observed.
Each particle population is dispersed in a 1x PBS buffer (n =
1.335) at a concentration of approximately 10° particles per
ml, and the same buffer is used as sheath flow. For puSFC
analysis, samples are loaded in glass Hamilton syringes (1 ml

were

Table 1 Properties of beads used
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for the main flow and 10 ml for sheath flows) and pumped
using syringe pumps (Harvard Instruments) at a flow rate of
10 pl min™', with a 30 ul min™" sheath flow, leading to a
nominal throughput of ~150 particles per second.

FCM/FACS data acquisition

Flow cytometry measurements were performed using a flow
cytometer BD LSRFortessa (Becton Dickinson, BD
Biosciences, USA) equipped with a 488 nm Solid Sapphire
488/50 laser and a cell sorter BD FACSARIAIII (Becton
Dickinson, BD Biosciences, USA) equipped with a 488 nm
Solid Sapphire 488/20. Samples were pumped with a flow rate
of 30 ul min™, resulting in a nominal throughput of ~150
particles per second. FSC and SSC measurements were
acquired using FACSDiva software (BD Biosciences, version
6.1.3).

RSFC data acquisition and analysis

Photoreceiver signals are continuously acquired for 1 minute
at 500 kHz using a PCI express data acquisition card (PCle-
6321, National Instruments) and successively analyzed
offline using a custom Matlab script. Before analysis, the
acquired signal is filtered with a low-pass filter with
20 kHz cut-off frequency to remove high frequency noise.
Successively, the signal is segmented into signal events
containing single events using a peak-finding procedure.
Data are selected and gated using the bivariate distribution
fo vs. average intensity (cf TFig. S5 of the ESI}).
Coincidences, ie. the simultaneous presence of 2 or more
particles in the measurement region, yield signals with
higher intensities which are discarded by thresholding.
Coincidences were on average ~13% of total
measured, but could potentially be recovered by using a
more sophisticated signal analysis (e.g. a Bayesian
approach”®) to increase system throughput. The start/end
points of each event are determined as the first and last
time-points where the signal crosses a threshold (3
standard deviations of the baseline noise). A fast-Fourier
transform (FFT) is used to compute the frequency power
spectrum, and peak-finding is used to find the angular
oscillations frequency peak. Single-shell theoretical Mie
scattering profiles are computed using Matlab MieScat
package.’

events

Material Vendor Mean size [pm] Size CV Refr. index
PS Spherotech, Inc. 8.91 <10% 1.59
PS Polysciences, Inc. 10 <8% 1.59
PS Polysciences, Inc. 15.7 <9% 1.59
PMMA Microparticles, GmbH 10.16 <5% 1.48
SiO, Microparticles, GmbH 9.98 <5% 1.42

PS: polystyrene; PMMA: polymethylmethacrylate; SiO,: silica.

This journal is © The Royal Society of Chemistry 2023
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Fig. 3 uSFC and FCM performance comparison. Polymeric beads with different sizes and refractive indices (Table 1) are used to compare the
performance of uSFC and FCM for size estimation. a and b) Data are shown as bivariate distributions (>200 events each) of (a) angular oscillations
frequency f, versus normalized integral for the uSFC, and (b) FSC versus SSC for the FCM. Markers represent distribution means, and shaded
ellipses represent areas within one standard deviation of the mean. ¢ and d) Linear regression of (c) angular oscillations frequency f, and (d) FSC
with nominal beads diameter. Markers represent distribution means and error bars represent one standard deviation. Black dashed line indicate the
best-fit linear regression (R? = 0.99 for the uSFC and R? = 0.40 for the FCM). The red dotted line in (c) represents the regression with the

theoretical Mie model (R? = 0.88). Fit coefficients are reported in Table 2.

Results

Performance comparison of pSFC and FCM/FACS for size
estimation

Polymeric beads with different sizes and refractive indices
were used to perform a direct performance comparison
between pSFC and FCM/FACS for particle size estimation.
Angle-resolved signals representative of each particle
population measured with pSFC after de-noising can be
found in Fig. S6 of the ESL} Samples of polystyrene (PS, n =
1.59) beads with different diameters (9, 10, and 15 pm) were
used to assess the effects of size, whereas beads with same
diameter (10 um) made of silica (SiO,, n = 1.42) or poly-
methyl-methacrylate (PMMA, n = 1.48) were used to assess
the effects of refractive indices (see Table 1). Each sample
was measured and analyzed individually using pSFC and
FCM. Results are shown in Fig. 3-a as bivariate distributions
of angular oscillations frequency f, versus average signal
intensity for the pSFC, and in Fig. 3-b as FSC versus SSC for
the FCM. Both the measured FSC and f; monotonously
increase with increasing diameter of PS particles, (FSC equal

2044 | Lab Chip, 2023, 23, 2039-2047

to 5.1 + 0.1 x 10%, 6.9 + 0.2 x 10%, 12.6 + 0.3 x 10* and f; equal
to 0.28 + 0.01, 0.31 + 0.01, 0.55 + 0.02 for 9, 10, and 15 pm
beads, respectively) showing that both systems yield
consistent results for particle with the same refractive index.
Nevertheless, when comparing measurements of beads with
the same size made of different materials (10 um PS, PMMA,
and SiO, beads), FCM measurements are heavily affected by
particles refractive indices (FSC equal to 6.9 + 0.2 x 10% 10.7
+ 0.4 x 10, 12.2 + 1.9 x 10" respectively), whereas pSFC
aren't (fy equal to 0.31 + 0.01, 0.31 + 0.01, 0.33 * 0.01,
respectively). Additionally, FSC measurement errors depend
on particles refractive indices, with larger standard deviations
for lower refraction indices. This leads to coefficient of

Table 2 pSFC fit results

d = fyPo + Py
FIT TYPE P, P, R
Best fit 25.0 1.9 0.99
Mie model 28.3 -0.034 0.88

This journal is © The Royal Society of Chemistry 2023
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Fig. 4 uSFC measurement of monocytes. a) Representative angle-resolved measurement of the monocyte population. b) Bivariate distribution of
angular frequency f, versus average signal intensity. The top axis is derived from the bead best fit.

variations (CV) for FSC measurement outside manufacturer's
range for SiO, particles (CV = 16%). These results indicate
that the proposed pSFC significantly outperforms FCM for
particle size estimation, and confirm that extra care should
be used when analyzing FSC data for size estimation, as both
mean values and standard deviations are heavily affected by
particles refractive indices. The performance difference is
further demonstrated if a linear regression is used to
correlate measurements with nominal diameters of the beads
populations, assessing the ability of each system to provide
quantitative size estimates. As shown in Fig. 3-c and d, the
best fit for uSFC data achieves an R® = 0.99, versus an R> =
0.40 for FCM data (fit coefficients can be found in Table 2 -
uUSFC fit results). It is also worth noting that while FSC
depends on several vendor-dependent parameters making
difficult inter-machine comparisons, fy is machine invariant,
and can be compared with the theoretical Mie scattering
model. As shown in Fig. 3-c, the fit of experimental uSFC data
with the theoretical model yields an R®> = 0.88. Small
discrepancies between data and model predictions may
origin from errors in the event length estimation, which may
result in the angular range actually measured being different
from the nominal. Similar results are obtained if a FACS
machine is used for the analysis (Fig. S7 of the ESIf). In
particular, FACS performs better than FCM on PMMA beads,
but still fails to correctly characterize SiO, beads, resulting in
an R” = 0.54.

Monocytes measurement

A monocyte population within a PBMC sample was analyzed
with the pSFC to demonstrate the feasibility of the proposed
system to perform biological measurements (lymphocytes
were below current lower detection limit of ~9 pm). An
angle-resolved measurement representative of signals of the
monocyte population is shown in Fig. 4-a. The signal has
angular oscillations similar to the ones observed for

This journal is © The Royal Society of Chemistry 2023

polymeric beads which can be used to extract size estimates.
The signal analysis previously described is used to obtain the
bivariate distribution of angular frequency f, versus average
signal intensity, as shown in Fig. 4-b. In particular, the
monocyte population has an f, = 046 =+ 0.04, which
correspond to a cell diameter d = 13.1 + 1.1 um using the
theoretical model, or d = 13.6 + 1.00 um using the beads
best-fit regression. Both size estimates are within the range
of healthy monocytes.*®*° Similarly, the monocyte population
has an average signal intensity equal to 0.24 + 0.03 V, which
using the look-up table calibrated with beads (¢f. Fig. S2-b of
the ESIY), yields a refractive index ~1.54.

Conclusions

We presented the first microfluidic scanning flow cytometer
(LSFC), demonstrating its potential to characterize polymeric
beads and a monocyte population. The low-cost uSFC
achieves better performance than gold-standard FCM/FACS
machines for particle size estimation and label-free analysis.
Thanks to its simplicity, the system can be easily integrated
within other lab-on-chip system and other point-of-care
diagnostic applications. Future generation microchips will be
potentially fabricated in materials with higher optical quality
and feasible for mass production (e.g. glass or PMMA). Future
work will also include the development of a machine learning
approach for automated data analysis.”*>"
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