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Introduction

Dynamic fluidic manipulation in microfluidic chips
with dead-end channels through spinning: the
Spinochip technology for hematocrit
measurement, white blood cell counting and
plasma separationt

Cemre Oksuz,® Can Bicmen® and H. Cumhur Tekin @ *a<d

Centrifugation is crucial for size and density-based sample separation, but low-volume or delicate samples
suffer from loss and impurity issues during repeated spins. We introduce the “Spinochip”, a novel
microfluidic system utilizing centrifugal forces for efficient filling of dead-end microfluidic channels. The
Spinochip enables versatile fluid manipulation with a single reservoir for both inlet and outlet functions. It
expels compressed air, facilitating fluid flow, and offers programmable filling mechanisms based on the
hydraulic resistance of microfluidic channels. Compatible with a basic centrifuge, it allows sequential filling,
internal mixing, and collection in straight microfluidic channels by simply adjusting the spinning speed,
eliminating the need for complex valving. We demonstrated the Spinochip's efficacy in blood testing, where
it successfully separated blood components, such as plasma, buffy coat, and red blood cells, from a single
drop using centrifugation alone. This system enabled simultaneous hematocrit (R? >0.99) and total white
blood cell (R? >0.93) quantification within a single microfluidic channel without the need for staining or
special reagents. Remarkably, the Spinochip can perform hematocrit measurements on as little as 100 nL
of blood, potentially paving the way for less invasive blood analysis. This innovative approach unlocks new
possibilities in microfluidics, providing precise fluidic control and centrifugation for sample volumes as small
as a few nanoliters.

However, traditional microfluidics containing inlets and
outlets  possess  potential leakage issues  during

Centrifugation is one of the most common and essential
methods used for processing of a heterogeneous biological
sample, facilitating crucial tasks such as isolation of cells and
subgroups, precipitation of nucleic acids, and purification in
routine clinical tests and many laboratories.* It is
particularly suitable for isolation of cells by taking advantage
of their differences in density, size, and shape.z”4 However,
multiple centrifugation steps lead to important problems
such as sample loss, low yield, and purity.”® To overcome
these barriers, microfluidic technologies offer a promising
solution for sample preparation through centrifugation.”
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centrifugation.>® To solve these problems, much attention
has been focused on dead-end microfluidics and their
controlled fluid handling. For this purpose, the air
permeability of the chip material was used to fill the dead-
end channels and made it suitable for centrifugation.'®
Although prior efforts have explored the utilization of
permeability of the chip material to enable filling in dead-end
channels, this approach has proven to be impractical due to
the lengthy filling times it entails, thus hindering its
adaptation.

Centrifugal forces can also be wused for fluidic
manipulation in microfluidics.'® Centrifugal microfluidics
such as lab-on-a-CD/lab-on-a-disc provide great convenience
in microfluidics by providing liquid control that eliminates
the use of components such as pumps and actuators.'® These
systems are operated on a motor and enable fluid
manipulation operations, including mixing, metering,
pumping, and valving.">* Complex assay protocols can also
be realized on these centrifugal microfluidic systems using
passive and active valve structures. Passive valves including

This journal is © The Royal Society of Chemistry 2025
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capillary, siphon, and Coriolis valves do not require any
moving part or an external force to regulate flow."*'>™® In
contrast, active valves, such as pinch, wax and magnetic
valves, need either moving internal components or external
forces to control flow."®'2° However, centrifugal
microfluidic systems require complex system architecture
and specialized rotating equipment for automated protocols,
thereby limiting their wide adaptation.">'*'® Moreover, vent
holes on these devices play a crucial role in transferring of
samples between chambers by releasing air pressure,
although they also pose potential leakage risks.>"*>
Centrifugal microfluidic devices can also be utilized for
blood analysis by separating plasma, serum and cell
fractions.”>** For instance, a centrifugal microfluidic disc
was developed for blood plasma separation.”® Blood cells
were sedimented with the centrifugation and separated from
plasma, but sudden acceleration and deceleration can cause
disruption of the plasma blood-cell interface. Afterwards, by
increasing the rotation speed, the separated plasma was
transferred to the collection chamber through a siphon valve.
Furthermore, a centrifugal disc platform with curved and
branched channels was used for blood plasma separation.?®
As the disc rotates, plasma and blood cells flow towards two
different chambers due to the Zweifach-Fung effect. Serum
separation through membrane filtration was also realized on
a centrifugal disc platform.>” Additionally, a microfluidic disc
was employed to separate white blood cells using a density
gradient medium.*® After centrifugation, white blood cells
were layered on top of the density gradient medium with
plasma, while red blood cells were sedimented to the bottom.
By increasing the rotation speed, separated plasma and white
blood cells were transferred into different chambers via
siphon valves for collection. Moreover, isolation of peripheral
blood mononuclear cells was achieved on a centrifugal disc
platform using a density gradient medium in a spiral
channel.”® During centrifugation, red blood cells and
polymorphonuclear cells moved towards the outer channel
wall due to the dominant centrifugal force surpassing the
buoyancy force. In contrast, peripheral blood mononuclear
cells remained at the interface between the sample and the
density gradient medium and were subsequently collected
through a different outlet. Furthermore, a centrifugal disc
was utilized for differential white blood cell counting by
incorporating solution metering and mixing capabilities.*
Sample preparation was achieved automatically on the
platform, followed by hematocrit measurement and
differential white blood cell analysis using staining and
image processing techniques. For hematocrit measurements,
red blood cells were separated from plasma by centrifugation.
For white blood cell counting, reagents were initially
transferred to the metering chambers and subsequently to
the mixing chamber via siphon valves through centrifugation.
Afterwards, the blood sample was introduced and the mixing
of the sample with the reagents occurred by rotating the
platform in different directions. Furthermore, a centrifugal
disc was used for density gradient and immunoaffinity-based
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isolation of natural killer cells from whole blood.*" Ferrowax
valves controlled with laser were utilized for transferring
separated fractions in different chambers. The density
gradient medium was also utilized further in a centrifugal-
microfluidic platform to analyze white blood cell subgroups
with staining.*® Similarly, such media have been employed
on spinning discs to separate blood components for
hematocrit, red blood cell, white blood cell, and platelet
analysis through size-based microscopic inspections.*
Although these centrifugal microfluidic devices have been
applied to blood analysis, they often require valves, which
complicates device design, fabrication and protocol
operation. Additionally, the need for outlet or vent
connections poses a potential risk of sample loss due to
leakage during spinning. Furthermore, they may require
specialized instruments for operation, large sample volumes,
sample treatment or staining, additional reagents, or special
channel specifications—all of which can limit their usability
and hinder widespread adoption.

Here, we present the ‘Spinochip’, an
microfluidic platform that leverages centrifugal forces to
achieve efficient filling of dead-end channels. The Spinochip
transforms fluid manipulation by utilizing a single reservoir
that functions as both the inlet and the outlet, and it
uniquely expels compressed air to drive fluid flow. This
system features programmable filling mechanisms tailored to
the hydraulic resistance of various channels, enabling a wide
range of applications. Importantly, the Spinochip operates
with a standard centrifuge, facilitating sequential filling,
internal mixing, and sample collection without the need for
complex valving systems. In blood testing applications, the
Spinochip effectively separates plasma, buffy coat, and red
blood cells from a minute blood sample, enabling on-chip
hematocrit and white blood cell measurements without any
staining or reagents. This technology represents a significant
advancement in microfluidics, offering precise control and
efficient centrifugation for even the smallest sample volumes.

innovative

Experimental
Microfluidic chip fabrication

The microfluidic chips were fabricated from 75 pm thick
double-sided adhesive (DSA) (Thorlabs, OCA8146-3), 2 mm
thick polymethyl methacrylate (PMMA) (Depodanmalzeme,
SBB2001) and 1 mm thick glass slides (SinerjiLab, C100000).
For this purpose, PMMA and DSA were patterned using a
laser cutter (MakeBlock, MLP-K503-40W). Afterwards, the
chips were fabricated by bonding PMMA pieces to glass slides
using DSA pieces (Fig. S1at). The DSA thickness (75 pm) gave
the channel height value. For different channel heights (75-
225 um), multiple DSA pieces were utilized.

To diminish the channel dimensions,
polydimethylsiloxane (PDMS)-based microfluidic chips were
utilized. For this purpose, SU-8 molds were fabricated on a
silicon (Si) wafer. First, the wafer was cleaned with isopropyl
alcohol (IPA) (LuxorKimya) and then dried with N, gas. To

Lab Chip, 2025, 25,1926-1937 | 1927
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coat 30 pum SU-8100 negative photoresist (Microchem), a
rotation speed of 1000 rpm was used. Then a soft baking step
was applied for 3 min and 7 min at 65 °C and 95 °C,
respectively. Afterwards, the SU-8 layer was exposed for 27 s
to ultraviolet light with a power of 8 mW cm ™. Subsequently,
post exposure baking was conducted for 1 min at 65 °C,
followed by 3 min at 95 °C. To reveal the SU-8 structures, SU-
8 development was conducted in propylene glycol methyl
ether acetate (PGMEA) (Isolab, 484431) and then the wafer
was cleaned with IPA and dried. For PDMS chip fabrication,
PDMS (Dow Corning Sylgard 184) prepared with 1:10 (w/w)
curing agent and base ratio was poured onto the SU-8 molds
and kept in an oven (Memmert, UN30) at 65 °C overnight to
cure. Then, the PDMS was removed from the mold and a
reservoir was opened with a 3 mm diameter punch. After the
PDMS and glass slide were treated with air plasma at 100 W,
0.5 mbar for 2 min (Diener Electronic, Zepto LF), they were
bonded together to form the chips (Fig. S1bf). After
production of PDMS chips, to verify the channel width and
height, a channel cross section was analyzed using SEM.

Fabrication and usage of rotating platform

A rotating platform, microfluidic sockets with different
angles and apparatus were 3D printed using Ultimaker 2+
(Ultimaker) using polylactic acid (PLA) (Ultimaker, 1609).
Microfluidic sockets with different angles (0-90°) were glued
to the platform. For filling experiments with minimum
rotation speed, the rotating platform with a 45° microfluidic
socket was used. The microfluidic chip was placed in a
microfluidic socket and the rotating platform was placed
onto a spin coater device (Midas, spin process controller).
Different channels with varying widths (1-4 mm) and heights
(75-225 pum) were subjected to a fixed rotation time of 5 min
starting from 100 rpm to the rotation speed where the
channel is filled completely. The platform was also tested
using microfluidic sockets with different angles (0-90°). For
these experiments, channels with dimensions of 3 mm x 25
mm x 0.15 mm (w x [ x h) were rotated for a fixed time of 5
min starting at 400 rpm. For filling profile experiments, a
smartphone (Iphone 7, Apple) was placed in the phone socket
of the rotating platform to record video (Fig. S2t). Channels
with different widths, lengths and fixed heights (0.15 mm)
were subjected to constant rpm (500 rpm) to examine the
flow profile and the volume inside the channel was analyzed
every 0.5 s. Filling rate was calculated as percentage volume
divided by second. First, the local maximum filling rate was
determined from the peak value and according to this rate,
subsequent local peak filling rate intervals were determined
for each channel. For sequential filling of microfluidic
channels from a single reservoir, food dyes (Deembro,
deemk3) were diluted with distilled water at a 1:10 (v/v)
ratio. Then, red, green, and blue food dyes were prepared in
glycerol (Sigma Aldrich, G9012-100ML) at ratios of 1:2 (v/v),
1:4 (v/v), and 1:6 (v/v), respectively. These dyes were
introduced into the channels, with dimensions of 3 mm x 25
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mm x 0.15 mm (w X [ x h), by rotating the chip one by one at
400 rpm for 1 min. Then, the chip was turned upside down
(i.e., the reservoir is oriented on the bottom) and rotated at
400 rpm for 1 min, allowing the liquids to mix in the
channel. At this configuration, the mixed liquid can be
collected into the reservoir by rotating the chip at 500 rpm
for 2 min. For sequential liquid filling from different
reservoirs, chips having channels with widths of 4 mm, 2
mm and 1 mm, which were connected to different reservoirs
and were merged to a single channel, were used. By holding
the chip upside down, food dyes were pipetted inside the
closed reservoirs (Fig. Sict) to eliminate liquid flow between
reservoirs. The chip was placed on the platform and exposed
to rotation speeds of 350 rpm, 500 rpm and 700 rpm for 30 s.
Thus, food dyes with a channel width of 4 mm (red), 2 mm
(blue) and 1 mm (green) were filled, respectively.

Fabrication of chip apparatus for centrifuge device and its
usage

The apparatus for the centrifuge device was 3D printed using
Ultimaker 2+ (Ultimaker) using PLA (Ultimaker, 1609). This
apparatus has a diameter of 28 mm and a length of 96 mm
suitable for the centrifuge sockets (Fig. S3t). There is a 6 mm
opening on it so that the microfluidic chip can be placed in
the apparatus and remain stable. For experiments, the chip
was placed in the apparatus with its reservoir facing the
center of the centrifuge device. Since the rotating platform
became unstable after 2000 rpm, the chips were analyzed in
a centrifuge device with this apparatus for high rotation
speeds. The centrifuge device (Nuve NF 800R) in which the
apparatus is placed has a fixed angle of 45° and a rotor
radius of 108.4 mm. These features are similar to that of the
rotating platform. The filling performance of microfluidic
chips having different geometries was evaluated using
solutions of different viscosities (1-10 cP) achieved by
diluting (0-100%) glycerol with phosphate buffered saline
(PBS) (Gibco 10010023), all tested in the centrifuge device
with the presented apparatus. In the context of channel
geometries with small cross-sectional area achieved in PDMS
chips, we conducted experiments introducing 5 pL of blue
food color solution in the reservoirs. The filling process was
accomplished through centrifugation at 3000 rpm for a
duration of 10 min. Subsequently, this apparatus was
employed for the measurement of hematocrit and white
blood cell levels in blood samples.

Blood analysis

Residual whole blood samples were taken with ethical
approval (2022/26-33) from Dr. Suat Seren Chest Diseases
and Surgery Training and Research Hospital (Izmir/Turkiye).
Informed consent was obtained from all participants for
the use of their discarded blood. Dead-end microfluidic
channels with dimensions of 3 mm x 25 mm x 0.15 mm
(w x I x h) were used for analyzing blood samples. 10 pL of
the whole blood sample taken from an EDTA-coated blood

This journal is © The Royal Society of Chemistry 2025
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tube was placed in the reservoir of the chip and then the
chip was centrifuged at different centrifugation speeds
(1000-4000 rpm) and times (5-15 min). After centrifugation,
the number of cells remaining in the plasma and
hematocrit were examined with images taken using an
inverted microscope (Zeiss Axio Vert A1) and a smartphone
(Xiaomi Note 8 Pro), respectively. The hematocrit value was
calculated by dividing the total thickness of the red blood
cell region by the total thickness of the whole blood region.
To create the calibration curve for hematocrit experiments,
the blood samples were analyzed in the Spinochip and
microhematocrit tube (Isolab, 1.088.02.002) at 4000 rpm for
10 min. For on-chip hematocrit measurement in the 2 nL
channel fabricated from PDMS, whole blood was introduced
into the reservoir and then the sample was filled into the
channel by spinning at 3000 rpm for 10 min. Subsequently,
centrifugation at 6000 rpm for 5 min was performed to
separate the red blood cells from the plasma, enabling the
hematocrit measurement. For the 250 nL channel fabricated
using PMMA, blood was introduced into the reservoir and
separation was performed at 4000 rpm for 10 min. For
microhematocrit measurements, after the whole blood
sample was filled into the microhematocrit tube, the two
ends of the tube were sealed and the tube was placed in
the centrifuge device with the microhematocrit apparatus.
The microhematocrit apparatus (Fig. S41) was 3D printed
using Ultimaker 2+ (Ultimaker) using PLA (Ultimaker,
1609). This apparatus has dimensions suitable for the
sockets of the centrifuge device (28 mm diameter, 96 mm
length). There is a 3 mm diameter opening for the
microhematocrit tube to remain stable in the apparatus
during centrifugation. By placing this apparatus in the
centrifuge device, the blood is separated in the tube. The
hematocrit values were calculated in the microhematocrit
tubes as in the Spinochip from the images taken with a
smartphone. To examine the buffy coat region within the
dead-end microfluidic channel, 10 uL of blood sample was
mixed with Hoescht dye (Invitrogen, H3570) at a ratio of 1:
1000 (v/v) and incubated for 15 min at 37 °C in the dark.
Then, the chip was centrifuged at 4000 rpm for 10 min
and the buffy coat region was confirmed under the
microscope. White blood cell (WBC) concentration was
correlated with the buffy coat thickness. For this purpose,
buffy coat thickness measurements were conducted using
the Image] program from brightfield images. With this
program, the thickness of the buffy coat region formed
between plasma and red blood cells and containing the
WBC population is measured. Measurements were taken in
6 different positions separated equally along the channel
and then the average was utilized as a buffy coat thickness.
To create a calibration curve for WBC concentration
experiments, blood samples diluted in PBS (Gibco,
10010023) were evaluated in the Spinochip by
centrifugation at 4000 rpm for 10 min. The same sample
was evaluated with a hemocytometer (Isolab 075.03.002,
Germany) after staining the sample with Hoescht dye to
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identify WBCs. The on-chip hematocrit measurements were
validated using the microhematocrit method, while the on-
chip WBC measurements were confirmed by hemocytometer
counting. Hematocrit and WBC concentrations were
calculated from the calibration curves and compared with
the clinical results obtained with a Coulter
(Beckman Coulter DxH 900). All the
conducted on fresh blood samples.

To collect blood plasma, a chip containing a reservoir and
a collection port was fabricated from PMMA, DSA and glass
slides (Fig. S1t). 10 pL whole blood sample was introduced
in the reservoir, and the chip was centrifuged at 4000 rpm
for 10 min. Afterwards, the plasma region above the buffy
coat region was collected from the collection port by

pipetting.

counter

analyses were

Statistical analyses

All experiments were performed in three replicates and
quantitative data are shown as mean + standard deviation
(SD). All data were statistically verified using GraphPad
Prism v8.0.2 (GraphPad Software Inc., San Diego). The
coefficient of determination (R*> value) was evaluated using
linear regression with 95% confidence interval. Clinical
data were evaluated using the Bland-Altman % difference
method for the mean of three replicates. One-way and two-
way ANOVA were performed, and the statistical difference
was set at p < 0.05.

Results and discussion
Principles of the Spinochip

Experiments conducted for the characterization of the filling
principle were performed on a clockwise rotating platform
containing a microfluidic socket, where the socket makes a
45° angle () with the platform and the distance of the
socket from the center is 108.4 mm (r) (Fig. 1a and S27).
The channels were fabricated from PMMA, double-sided
adhesive and glass slides using a laser cutter (Fig. S2at). The
forces applied on the Spinochip device, including centrifugal
force (F.), Coriolis force (Feor) and capillary force (Fcap),
overcome the air pressure in the channel and make the
dead-end channel filling as follows (Fig. 1b). Following the
placement of the sample in the reservoir, the microfluidic
chip was rotated at a predetermined rotation speed,
resulting in the application of F. on the liquid within the
reservoir:

F. = pa®r (1)
where p is the density of the liquid, @ is the rotation speed
(rad s7") and r is the distance of the liquid from the center of
a centrifuge device.*® Moreover, F.,. occurs in the opposite

direction of the rotation of the disc:

Feor = ZPCUU [2)

Lab Chip, 2025, 25,1926-1937 | 1929
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Fig. 1 Principle of the Spinochip technology. (a) Rotating platform mounted on a spin-coater to fill dead-end microfluidic channels. The socket
angle « is 45°, the distance of the socket from the rotation center r is 108.4 mm and o is the rotation speed in the clockwise direction. (b)
Illustrations and corresponding photographs of the channel during filling with spinning at 500 rpm. The forces applied in the centrifugal microfluidic
channel, F, Fcor and Fc,p, Create air pressure inside the channel. Air in the channel escapes towards the reservoir (t = 10 s) and the channel is filled
with the sample. Scale bar is 3 mm. (c) Required minimum rotation speed for filling channels with 25 mm length but different widths and heights. (d)
The relation of the hydraulic resistance of the channels with the required minimum rotational speed for filling. All characterization tests were
performed on microfluidic chips fabricated using PMMA. Trials were conducted with different viscosity samples (1-10 cP). Blue, green and orange
points represent 1 cP, 5 cP and 10 cP samples, respectively. Error bars are standard deviations from three experiments. 500 rpm rotation speed
corresponds to 29.12g force in the platform. (e) The equivalent circuit diagram of a dead-end microfluidic channel with a single reservoir.

with U the average velocity of the liquid. Hence, F. compels
the liquid in the reservoir to penetrate the channel and F.,
directs the liquid towards the channel wall, causing it to thin.
This increases F,p, acting on the liquid:

Feap = 2mr. Y'cos 0 (3)

where 6 is the contact angle of the fluid, )" is the surface
tension of the liquid and r. is the radius of the channel.**
This, in turn, entraps air within the channel, leading to
pressurization.

When a liquid enters a microfluidic channel, it also
experiences an induced pressure (P.) that propels it outward
from the center of the platform. This pressure is calculated
as follows:

1
Pe=1p02(3-1) (@

where r; and r, are the radial distances from the center of
the platform to the liquid's starting and ending points,
respectively. Consequently, the induced pressure remains the
same in channels of differing dimensions when the liquid is
positioned at the same radial distance from the center.

During rotation, the aforementioned forces compress the
air within the channel, leading to a steady increase in air
pressure. As a result of the pressure difference between the
channel and the reservoir, the air eventually escapes toward
the reservoir in the form of bubbles. This fundamental
process iterates until the channel is completely filled (Video
S1t). According to this principle, channel filling occurs when
these forces attain sufficient magnitude to overcome channel
resistance. We related this mechanism with the hydraulic
resistance (Ry,) of a standard microfluidic channel having a
rectangular cross section:>>

1930 | Lab Chip, 2025, 25, 1926-1937
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1-0.63 x (f—v) How ®

Ry =

where the variables w, [ and h are the width, length and
height of the channel, respectively, and g is the dynamic
viscosity.

It was investigated how the hydraulic resistance, Ry,
changes the required minimum rotational speed for filling a
dead-end channel on the platform plugged on a spin-coater.
For this purpose, the filling in different channels with
varying widths and heights was studied for a fixed rotation
time of 5 min. It was observed that the required minimum
rotational speed for filling decreases with an increase in
channel width and height (Fig. 1c). Although the channel can
achieve filling within 5 min at a predefined rotational speed
(500 rpm) (Fig. 1b and Video S17), lower rotational speeds
(e.g., 350 rpm) combined with prolonged durations (e.g., 60
min) do not result in filling. Furthermore, the hydraulic
resistance of the channels show strong correlation with the
required rotational speeds for filling (Fig. 1d). Hence, the
required rotation speed for filling can be adjusted based on
the hydraulic resistance of the channel. Additionally, fluid
samples with varying viscosities (1-10 cP) can also be filled
successfully into the channel (Fig. 1d). This principle
functions as a fluidic diode, where the rotational speed
required to initiate flow (won(Rp)) is strongly correlated with
the channel's hydraulic resistance (Fig. 1e). As a result, these
dead-end channels mimic the behavior of a straight channel
equipped with a diode at the entrance, activating at a specific
rotational speed determined by the channel's hydraulic
resistance with an induced pressure (AP) on the channel with
an applied rotational speed (w). This mechanism enables

This journal is © The Royal Society of Chemistry 2025
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programmable fluidic operations without the need for
physical microfluidic valve structures.

Positioning the microfluidic chip at different angles on
the platform affects the filling profile because the component
of centrifugal force along the channel length changes. To
investigate this effect, we examined the chip's filling behavior
at a constant rotational speed of 400 rpm, adjusting the angle
(@) of the microfluidic socket from 0° to 90° (Fig. S51). As the
angle increases to 60°, the component of centrifugal force
acting along the channel becomes insufficient for liquid
filling.

In order to understand the limit of the filling principle,
we tested it on small microfluidic channel dimensions (down
to a channel cross section of 30 um x 30 pm) that was
prepared with PDMS, one of the most used materials for
microfluidic fabrication (Fig. S1bt), using a soft-lithography
method from SU-8 molds.>*®* PMMA and PDMS are
hydrophobic materials with surface contact angles greater
than 70° and 100°, respectively.***” Although their different
surface energies and contact angles lead to different capillary
forces, we observed successful filling in both types of
channels.**° With the presented strategy, liquid filling was
still observed in these channels having a volume of 1.6-5.4
nL (Fig. S67). The PDMS microfluidic chip was used only to
demonstrate filling in the nL channels shown in Fig. S6.
Moreover, not only straight channels can be filled with this
strategy; channels with different geometries (such as
serpentine and Y-shaped) were also successfully filled (Fig.

S7t).

Filling profile in the Spinochip

The flow profile that each channel would show under a
constant rotation speed would also be different. Therefore,
we investigated the filling volume for different channels as a
function of time by applying a constant rotational speed of
500 rpm. As a result, the widest channel shows a faster filling
profile, while the filling speed slows down in narrower and
longer channels (Fig. 2a). The filling time, defined as the
duration required to fill 95% of the total channel volume,
exhibits a direct proportionality to the hydraulic resistance of
the channels (Fig. 2b). It is noteworthy that this same filling

o

b
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time is achieved even in cases of low hydraulic resistance. To
further investigate the filling process, we analyzed the
normalized filling rate, which represents the filled volume
per unit of time as a percentage of the total volume, in
relation to the percentage of filled volume (Fig. 2c). Our
findings revealed that the first local maximum filling rate
occurred when the volume reached approximately 20.59 +
4.84% for various channels. This moment corresponds to the
bursting of the trapped air, which escapes into the reservoir
and results in rapid filling. Prior to this event, according to
Boyle's law, the internal pressure within the channel can
reach up to 1.037 + 0.014 atm for a channel with 3 mm
width, 0.15 mm height, and 25 mm length (Fig. S87).
Subsequent local peak filling rates were consistently observed
at intervals of 26.09 + 17.42% (calculated by taking peaks
bigger than 5% filling rate). Remarkably, at these specific
points, we observed air outflow from the channel, coinciding
with the inflow of a substantial volume of liquid from the
reservoir. At a constant rotational speed (500 rpm), we
observed a decrease in average flow rate with increasing
channel length for channels of the same cross section (Fig.
S9t). This finding indicates that under a constant applied
pressure (AP), the flow rate is inversely proportional to the
hydraulic resistance R;. Consequently, we modelled each
channel as a diode connected in series with its hydraulic
resistance (Fig. 1e). Once the induced pressure (AP) at
angular velocity @ exceeds the diode threshold (won)
determined by Ry, the channel begins to fill.

Fluidic manipulations in the Spinochip

The presented filling strategy can allow programmable fluidic
operation inside dead-end channels. For instance, desired
solutions prepared with different glycerol concentrations can
be filled sequentially into the dead-end channel from the
same reservoir one by one (Fig. 3a). The filled solutions can
be mixed inside the channel by flipping the chip upside
down in the rotating platform and spinning the chip for 1
min at 400 rpm. At this rotation speed, liquids still remain in
the channel. Additionally, the liquid in the dead-end channel
can be collected from the reservoir by increasing the

o
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Fig. 2 Flow profiles in the Spinochip devices. (a) Time-dependent volume profile of dead-end channels at 500 rpm. (b) The correlation of the
hydraulic resistance of the channels with the filling time of the channels. (c) The filling rate versus filled volume of different channels. The data
shown in (a) and (c) were obtained by taking the average of three experiments. The data in (b) are presented as means with error bars representing
standard deviations of three experiments. w, [ and h represent the width, length and height of the channel, respectively, expressed in mm. All
characterization tests were performed on microfluidic chips fabricated using PMMA.
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Fig. 3 Programable fluidic operation inside dead-end channels. (a) Solutions filled sequentially from the reservoir one by one (i-iv) at 400 rpm. (b)
Sequential filling from different reservoirs. Solutions were added into the reservoirs (i) and the chip was rotated at 350 rpm (ii), 500 rpm (iii) and
700 rpm (iv). The colored solutions in (a) and (b) were prepared in glycerol and distilled water, respectively. Scale bars are 3 mm. (c) The circuit
diagram of the chip shown in (b). The hydraulic resistance of the channels with widths of 1, 2, and 4 mm are given as Rn1, Rn2 and Ruz and the
turn-on rotation speeds of the corresponding fluidic diodes are represented as won(Rn1), ®on(Rn2) and won(Rpz), respectively. The hydraulic

resistance of the main channel is shown as Ryo.

spinning rate to 500 rpm (Fig. S10t). Hence, all the solutions
can be pipetted out for further operations.

The minimum rotation speed required for channel filling
was observed to be dependent on the hydraulic resistance of
the channel (Fig. 1d). We applied this principle to enable
programmable filling of a dead-end channel from various
reservoirs using food dye prepared with distilled water, as
depicted in Fig. 3b and Video S2.f Channels of varying widths
(i.e., 1, 2, and 4 mm) were connected to separate closed
reservoirs  (Fig. Slct), and these channels were
interconnected with a primary dead-end channel. By
gradually increasing the rotational speed, the solution in the
reservoir connected to the wider channel began to flow into
the primary channel. This was followed by the solutions from
reservoirs connected to narrower channels. This sequential
filling occurs due to the differences in hydraulic resistance
among the channels and the corresponding rotational speeds
required to activate the fluidic diodes in each channel
(Fig. 3c). This approach enables precise and programmable
manipulation of liquids within dead-end channels, offering
potential applications for automated operations.

Blood analysis with the Spinochip

The Spinochip devices with dead-end channels are suitable
for precipitation applications through centrifugation,
enabling the manipulation of minute samples that are beyond
the processing capacity of conventional microcentrifuge
tubes. This principle was successfully employed for the
separation of blood cells from unprocessed blood samples (10
pL) at high spinning speed (4000 rpm). For this purpose, a
blood sample was placed in the reservoir of the microfluidic
chip and the chip was introduced into the centrifuge device
with a special apparatus (Fig. S31). After centrifugation of the
chip at 4000 rpm for 10 min, three distinct regions, as shown
in Fig. 4a, were observed on the chip: plasma (top), buffy coat
region (middle) and red blood cells (bottom). When the color
of the plasma separated in the channel was compared with
the hemolysis reference palette,*® no hemolysis was observed

1932 | Lab Chip, 2025, 25, 1926-1937

in the plasma. On the buffy coat region, white blood cells
stained with a nuclear dye were clearly observed (Fig. 4b). To
effectively precipitate the majority of blood cells,
centrifugation at 4000 rpm for 10 min is sufficient (Fig. 4c
and S117). Alternatively, centrifugation at 3000 rpm can be
employed for cell precipitation; however, a longer
centrifugation duration is required to achieve the same level
of plasma purification. Although the red blood cell region
remained unaffected across different centrifugation durations
at 4000 rpm (Fig. 4d), centrifugation at 4000 rpm (1932g) for
10 min was selected as the optimal condition to precipitate
nearly all blood cells in specific regions. This on-chip
centrifugation at high g conditions does not affect cell
viability (Fig. S12t). Similarly, the literature reports no
damage to blood cells under high g forces (e.g., 1500g).*"

We can also collect the separated plasma from the
microfluidic chip by using a collection port (Fig. 4e). Since
the buffy coat region remains undisturbed during collection,
it allows for the preservation of the same purified plasma for
off-chip analysis (Fig. 4f). Also, there is no significant
difference between the cell number in plasma before and
after collection (Fig. 4g).

From the distinct blood regions observed on the
Spinochip device, the hematocrit value and white blood cell
concentration can be determined by dividing the thickness of
the red blood cell region by the thickness of the total blood
region and measuring the thickness of the buffy coat region,
respectively (Fig. S13t). The on-chip hematocrit and white
blood cell measurements conducted in Spinochip devices
were calibrated using microhematocrit and hemocytometry
analysis, respectively. The results obtained from the on-chip
measurements exhibited strong correlations with established
gold standard methods, with R> values of 0.99 and 0.93 for
hematocrit and white blood cell measurements, respectively
(Fig. 5a and b). The developed method was tested with 20
clinical patient blood samples and compared with results
obtained from the Coulter counter device with the Bland-
Altman method (Fig. 5c and d). When comparing the two
methods, we observed small mean differences of 5.042% for

This journal is © The Royal Society of Chemistry 2025
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Remaining cells in the plasma region of the device for different rotation speeds and durations. d) Thickness of the red blood cell (RBC) region for
different rotation durations. (e) Plasma collection steps. (i) First, 10 uL of whole blood is added from a reservoir and (i) the device is then
centrifuged at 4000 rpm for 10 min. (iii) Separated plasma in the device is collected with a pipet from a collection port. The device structure is like
in Fig. Slat and the collection port is in the PMMA layer. (f) A buffy coat region (i) before and (ii) after plasma collection with a pipet from the
collection port. (g) Cell number in plasma before and after plasma collection. Data are presented as the mean values with error bars representing
the standard deviations from triplicate experiments. A two-way ANOVA with Tukey's multiple comparison test was used for statistical analysis. ns,
**% and **** indicate p > 0.05, p < 0.001 and p < 0.0001, respectively.

hematocrit and 10.4% for white blood cell measurements.  significant difference between the measurements obtained
Additionally, hematocrit measurements from whole blood  from the 250 nL channels and standard microhematocrit
samples were achieved using channels with volumes smaller =~ measurements. However, measurements from the 2 nL
than 2 nL and 250 nL by introducing 100 nL of blood channels differed significantly from the microhematocrit
samples into the reservoirs (Fig. 6). The results showed no  values. This discrepancy is attributed to the lack of
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Fig. 5 On-chip hematocrit and white blood cell (WBC) concentration measurements. (a) The calibration curve of hematocrit measurements using
the Spinochip and microhematocrit. (b) The calibration curve of buffy coat thickness measured with the Spinochip and actual WBC concentration.
Data are presented as the mean values accompanied by error bars representing the standard deviations from triplicate experiments. (c and d)
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of the microfluidic chip and (i) corresponding micrographs showing the separation of red blood cells and plasma within the 2 nL channel. (b)
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showing blood separation in the 250 nL channel. (c) Comparison of hematocrit measurements obtained from on-chip analysis using 2 nL and 250
nL channels with standard microhematocrit measurements. ns and *** indicate p > 0.05 and p < 0.001, respectively.

equipment capable of accurately pipetting volumes smaller
than 2 nL. Consequently, larger volumes were used, leading
to a greater amount of sedimented cells and a deviation
between the actual results and the observed outcomes.

Comparison of the Spinochip with microfluidic-based blood
separation methods

Conventional microfluidic channels typically rely on inlet
and outlet ports for operations like centrifugal separation. In
these systems, fluid flow is often controlled using a siphon
and capillary valves. However, siphon valves require high
rotational speeds to fill, leading to uncontrolled drainage
and imprecise fluid management.**** Although active valve
systems address these issues, they add complexity and cost
and require external components.*®*>*> Alternatively, outlet-
free microfluidic chips use material permeability for filling
but face challenges such as slow filling times and the need
for specific storage conditions."™**™*® Our study introduces a
novel centrifugal microfluidic platform that overcomes
existing limitations by eliminating complex valve structures
and reliance on material permeability for filling. Integrating
plasma collection, hematocrit measurement, and white blood
cell analysis into a single dead-end channel system, it enables
efficient, multi-functional blood analysis without external
components, reagents, or lengthy workflows. As
demonstrated in Table S1,f our technology achieves the
highest figure of merit among centrifugal microfluidic
devices for blood separation. This figure of merit was
calculated by considering various advantages, including the
ability to perform the highest number of analyses in the
shortest time using the smallest sample volumes, all with the
simplest chip design, and its operation without the need for

1934 | Lab Chip, 2025, 25,1926-1937

sample treatment, staining, reagents, or additional
equipment. Moreover, existing microfluidic systems often
focus on tasks like plasma isolation or size-based filtration,
with limited capabilities for quantitative analyses such as
hematocrit or white blood cell measurements.*”>® Some
microfluidic systems incorporate sample pretreatment, on-
chip complex protocols, staining and specialized
setups,*®??°>%4%9 which increase complexity and cost,
thereby limiting their usability. As demonstrated in Table
S2,f our technology enables multiple analyses on a single
chip using minimal, untreated blood samples, offering
superior performance compared to other microfluidic
systems designed for blood separation.

Conclusion

We introduce the Spinochip technology, which is an
innovative method that provides liquid filling into a dead-
end channel without using a valve structure by creating air
pressure in the channel with rotation and expelling the gas
inside the channel as a bubble. This method is a new concept
for filling of dead-end channels with programmable fluid
operations, enabling sequential filling and collecting of the
liquid from the dead-end channel. In addition, the Spinochip
technology can separate the whole blood sample in a single
channel into three regions as plasma, buffy coat and red
blood cells by using only centrifugation. Moreover, for the
first time, WBC concentration measurement was achieved
from the buffy coat thickness formed in the channel, and the
plasma separated in the channel could be collected from the
channel with high purity for further analysis. Therefore, our
method enables plasma collection, hematocrit measurement,
and WBC measurement on the same chip without the need
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for staining, sample treatment steps, or additional reagents.
It requires minimal blood sample volumes (down to 100 nL)
and allows rapid analysis within 10 min. By eliminating the
need for valve structures, we have reduced chip complexity
and simplified the protocols. The method operates using a
simple benchtop centrifuge device without requiring any on-
chip venting ports, which ensures robust, leakage-free
operation and facilitates seamless integration with existing
laboratory workflows. The Spinochip technology enables fluid
operation in channels fabricated with different materials at
different scales (mm to um) and various geometries. In the
future, thanks to the programmable fluid operation offered,
it will allow many fluid manipulations and assays to be
performed in an automated manner without using additional
elements. It has high potential in point-of-care applications
with its advantages of simple fabrication and automated
operation. The Spinochip can be applied to various clinical
applications that require centrifugation, purification, and
enrichment, particularly when dealing with low sample
The Spinochip technology facilitates the
straightforward integration of microfluidic technology into
various laboratory settings, as it requires only commonly
available centrifugal devices found in most laboratories.

volumes.
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