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Abstract. Assessment of the migration potential of tumor cells, as well as cells of the immune
system in tumor foci, is relevant due to the need for highly informative and fast methods for
diagnosing and predicting cancer. To study the active movement of cells, a two-level migration
cell was developed and fabricated by soft photolithography. It consists of fluid supply channels and
two chambers (“gradient” and “storage”) 50 um high, which communicate through “migration”
channels 10 um high. A chemoattractant and nutrient medium were supplied to the “gradient”
chamber of the cell. Due to diffusion, mass transfer occurs between the two laminar flows of the
chemoattractant and the nutrient medium, a concentration gradient of the chemoattractant is
formed perpendicular to the direction of flow, stimulating the movement of cells located in the
“storage” chamber. The features of the model are smooth transitions at the junctions of channels
and in transition zones; sealed containers of the “storage” chamber, degassing of injected liquids.
For cell adhesion, the inner walls of the cell were covered with collagen. With the help of
numerical simulation in the Comsol Multiphysics program, taking diffusion into account, the
distribution of the velocity field in the supply channels and in the “gradient” chamber was found.
The velocities in the center of the channels practically coincide with those obtained during
the flow of luminescent latex spherules: 180 um/s in the supply channels and 150 um/s in the
“gradient chamber”. The development of microfluidic devices for monitoring cell migration is an
important step towards improving the diagnosis and therapy of cancer.
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AnHoTtamusi. O1ieHKa MUTPALMOHHOTO ITOTEHIIMAIA KJIETOK OITyX0JI1, a TAKXKEe KJIeTOK UMMYHHOI
CHUCTEeMbl B OMYXOJIEBbIE OUaru akTyajdbHa B CBS3U C MOTPEOHOCTHIO B BHICOKOMH(OPMATUBHBIX
U OBICTPHIX METOmaX IMArHOCTMKWA W MPOTHO3MPOBAHUS OHKO3aboneBaHUU. [IJIsT M3ydeHUs
aKTMBHOTO TTepeMEILIeHMS KJIETOK pa3paboTaHa M M3rOTOBJIEHA METOIOM MSTKOM (poTosrorpaduu
JIByXypOBHEBasI MUTpaIlMOHHas siueiika. OHa COCTOUT U3 TOABOSIINX KUAKOCTh KAHAJIOB U JABYX
KaMep («rpagleHTHOI» M «HAKOIMMTEJIbHOI») BBEICOTOM 50 MKM, KOTOpBIE COOOIIAIOTCS Yepe3
«MUTPALMOHHBIE» KaHaibl BbICOTON 10 MKkM. K «rpagumeHTHOI» Kamepe S4YeiKu IT0JaBaINCh
XeMOaTTpPaKTaHT U NUTaTe/ibHasl cpena. 3a cueT 1M dy3un MpoucxoauT MacCOOOMEH MEXIY ABYMSI
JIJAMUHApHBIMM TIOTOKAMM XE€MOATTpaKTaHTa W IMTaTeJIbHON cpelabl, OpMHUpPYeTCs TpaaudeHT
KOHIIEHTPAIIMM XeMOATTPAKTaHTa TIePIICHINKYJISIPHBINA HATIPABJICHUIO TEUCHUSI, CTUMYJIUPYIOIINIA
NIBIDKEHUE KJIETOK, PACIOJIOKEHHBIX B «HAKOMUTENbHOW» Kamepe. OCOOEHHOCTSIMU MOMAETN
SIBJISTFOTCSI TIJIaBHBIC TIEPEXOIbI Ha CThIKAX KaHAJOB M B MIEPEXOMHBIX 30HAX; TePMETU3NPOBAHHbBIC
€MKOCTU <«HAKOIMUTEJIbHOW» KaMephl, JIerasalysl BBOAMMBIX KUAKOCTEH. JIasg aare3my KIeTOK
BHYTPEHHME CTEHKMU STYEHKU MOKPHIBATUCH KoJjimareHoM. C IMOMOIIBIO YHCEHHOTO MOJETMPOBAHUS
B niporpamme Comsol Multiphysics, ¢ yueToM auddy3nn, HailieHO pacrpeaeaeHUE MoJisl CKOPoCTeit
B IMOABOASAIIMX KaHAJIaX U B «TPaJMEHTHOI» KaMepe, CKOPOCTH B IIEHTPe KaHAJIOB MPaKTUICCKU
COBIAIAIOT C TIOJYYEHHBIMU TPU TEYSHUUW JIIOMUHECIICHTHBIX JIATEKCHBIX 11apukoB: 180 Mkm/c
B MTOABOISIIMX KaHanmax u 150 MKM/C B «IpaaueHTHOI KaMmepe». Pa3paboTka MUKpPOXKMIKOCTHBIX
YCTPOICTB IIJ1s1 HAOTIOACHHS 32 MUTPAIIMEl KIETOK SIBJISETCS BaXKHBIM IIIarOM Ha ITyTH YIYJIICHUS
JNarHOCTUKU U Tepariu OHKOJOTMYECKUX 3a00JIeBaHUI.
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MUKpOKaHaJj, Msrkasi (poTonmrorpacdus

@unancupoBanue: VccienoBaHue BBIMOJHEHO 3a CYET rpaHTa POCCUIICKOrO Hay4YHOTro
donma Ne 00531-25-22, https://rscf.ru/project/00531-25-22/.

Ccpuika mpu uuTupoBanmu: PaxumoB A.A., Bammer A.A., AxmetoB A.T., HaHuiko
K.B. Pa3paGoTka MUKPOXMUIAKOCTHBIX YCTPOMCTB [JIsI SKCIEPUMEHTAIbHOIO U3YyUEHMUS
MHTPAllMOHHOM AaKTMBHOCTU KJIETOK, WCIOJb30BaHUE 4YHUCIEHHBIX MeTonoB// HaydyHo-
texHuueckue Begomoctu CIIOITIY. ®@usuko-marematnyeckue Hayku. 2023. T. 16. Ne 1.2. C.
253—259. DOI: https://doi.org/10.18721/JPM.161.239

CraTbsl OTKPBITOrO J0CTyIa, pacrpoctpaHsemas 1o juueHsuu CC BY-NC 4.0 (https://
creativecommons.org/licenses/by-nc/4.0/)

Introduction
Currently, microfluidics is widely used in various fields of biology and medicine. Microfluidic

devices are used in foreign studies as an effective tool for creating micromodels of cancer cell
extravasation [1], studying intercellular interactions, including at the level of the tumor microen-
vironment [2], and properties of single cells [3]. Despite progress in the development of new drugs
and treatments, metastatic cancer remains an incurable disease and one of the leading causes of
death in the world [4]. A hallmark of the process of metastasis is the ability of cancer cells to
migrate from the primary tumor to distant sites in the body. Currently, there are no effective
methods for assessing the metastatic potential of cancer cells, which leads to delayed diagnosis of
aggressive forms of cancer or the choice of suboptimal treatment methods [5].

© PaxumoB A.A., BamueB A.A., AxmetoB A.T., lanunko K.B., 2023. Usznarens: Cankr-IlerepOyprckuii oJMTEXHUUECKUI
yHuBepcuteT Ilerpa Benukoro.

254



4 Biophysics and Medical Physics >

Materials and Methods
Development of a migration cell

To study the features of the movement of cancer cells, a two-level migration chamber was
made, the prototype of which was the microfluidic cell in [6]. Its schematic view is shown in
Fig. 1, and is also given in our previous work [7].

It consists of fluid supply channels, two chambers (“gradient” and “storage”) 50 um high,
which communicate through “migration” channels 10 pm high, different widths from 10 to 50
um and 200 um long, and cylindrical holes in polydimethylsiloxane (PDMS) with a depth of 5
mm and a diameter of 3 mm, the hole diameter is 6 mm (Fig. 1). Chemoattractant solutions and
nutrient medium were supplied to the “gradient” chamber of the cell by hydrostatic pumps. Due
to diffusion, mass transfer occurs between the two laminar flows of the chemoattractant and the
nutrient medium, a concentration gradient of the chemoattractant is formed perpendicular to the
direction of flow, stimulating the movement of cells located in the “storage” chamber.
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Fig. 1. Schematic representation of a migration cell. 1, 2, 3, 4 are inlets
for chemoattractant (1), nutrient medium (2, 3) and cancer cells (4); 5, 6 are outlet holes

[$3)
[s)

-

When conducting experiments with cells, a number of methodological difficulties were dis-
covered related to the action of capillary forces, the release of gas bubbles from supplied liquid
media, and the effect of dynamic blocking [8]. The flow through the stepwise constriction of a
suspension containing cancer cells in a nutrient medium, when passing from the inlet container
to the microchannel, led to the accumulation of cells at the inlet before the constriction, which
practically did not allow the cells to reach the accumulation area in front of the “ladder” being
the system of migration channels. The capillary pressure of liquids in the reagent inlet holes with
a diameter of 3 mm exceeds the hydrostatic pressure (5 mm w.c.). This prompted us to change
slightly the design of the migration cell.

Our two-level migration chamber was made using 2 masks. On one mask there are migration
channels through which it is planned to study cell migration, 10 um high and of various widths,
and on the other mask there are supply channels with gradient and storage chambers 50 pm high.
For the manufacture of the mask, a vector drawing was developed for printing on a high-reso-
lution printer. The migration chamber mask pattern used in previous experiments [7] has been
slightly modified. To prevent the accumulation of microbubbles and cancer cells at the micro-
channel inlet, the cylindrical containers in the photoresist layer were replaced with containers with
a smooth transition, all holes have a smooth expansion, and the junction of the supply channels
is rounded. In the middle of storage chamber, an expanded container was made (Fig. 2), due to
which the speed drops and the cells are better fixed. Fig. 2 shows the mask alignment area, where
it was necessary to combine the second mask with migration channels under the microscope with
the first mask at the manufacturing stage. For the convenience of combining the masks, marks
were applied, which are clearly visible under a microscope.
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Fig. 2. Place where the storage chamber is combined with the mask of migration channels,
3 pieces of the same width (in microns) from left to right: 10, 15, 25, 50, 25, 15, 10

Migration cell fabrication technique
Migration cells are designed and manufactured by soft photolithography. According to it, a

photoresist was applied to the glass, the layer thickness of which determined the depth of the
resulting microchannels, and the photoresist was exposed through the fabricated photomask. The
exposed areas became insoluble (negative photoresist) and were used to replicate microchannels in
polydimethylsiloxane (PDMS). Since, in our case, the microfluidic device is two-level: the thickness
of narrow microchannels (“ladders”) is 10 = 2 um, and the thickness of the rest of the cell (supply
channels) is 50 = 5 um, the fabrication was carried out in 2 stages. At the first stage, using a mask of
migration channels, a photomask was made on conductive ITO glass (glasses with good adhesion).
After obtaining the photomask, it was heated on a tile at 250 °C for 10 minutes with slow cooling
for better fixation to the glass, and also so that the developed protrusions serving as a photomask
for migration channels darkened and were visible through the photoresist layer during further man-
ufacturing. Further, at the second stage, a photoresist was poured onto the photomask from above,
and using the mask for the supply channels, ledges were made on the glass with a thickness of 50
um. Due to the dark color of the channels, visible through the photoresist layer and the applied
marks, it was convenient under a microscope to combine the place of the mask with the expansion
of the storage chamber with the protrusions of the migration channels revealed at the first stage
(Fig. 2). When washing, both illuminated areas with protrusions of different heights were preserved.
Further, using the method of soft photolithography, based on a two-level photomask, a replica was
obtained from the solidified PDMS with channels of correspondingly different depths: 10 um for
migration channels and 50 um for the rest of the cell. After that, holes 3 mm in diameter were made
in PDMS with a thickness of 5 mm for containers, and then a replica of PDMS was attached to a
glass slide, the microcell was ready. In microfluidic devices, glass and PDMS with replica channels
are transparent, which allows the use of imaging techniques. To create conditions for cell adhesion,
the channel walls were covered with collagen, which serves as an extracellular matrix.

A1.91x10™
x10™

150 um/s

180 pum/s

Fig. 3. The distribution of the velocity field in numerical simulation
in the Comsol Multiphysics program

256



4 Biophysics and Medical Physics >

Results and Discussion
Preparation for the experiment in the migration cell

Cell migration in the cell was studied under a microscope on a thermostatic table with a tem-
perature of 37 °C; under such conditions, the supplied liquid from the input containers and the
output container evaporated for 3 hours. An attempt to manufacture chambers for the cell, even
with a polycarbonate thermal pack, was not successful, since liquid condensed on the upper sur-
face. Therefore, cone tips from a 1 ml dispenser with a liquid volume of 0.3 ml were used, one
of which was filled with DMEM (or RPMI 1640) medium with a chemoattractant, and the other
with only a nutrient medium, a cone was also fixed into the outlet. To reduce evaporation, the
cone was covered with a “parafilm” film, in which a 500-micron hole was made to equalize the
pressure with atmospheric pressure. After filling the storage chamber containers with cells, they
were filled with a nutrient solution; the cell container was sealed with a “parafilm” film pressed
against a glass plate. Since there is a rather significant difference between the temperature of the
liquids in the cones (25 °C) and in the microchannels of the cell (37 °C), gas bubbles were released
in the microchannels during heating. In order to avoid bubbling, the inlet liquids were degassed.

Migration cells were tested with distilled water, water with dye or with latex micron spherules.
The liquid was supplied due to the pressure difference between the liquid levels in the inlet and
outlet containers, which are a hydrostatic pump 5 mm of water column (50 Pa). To test the flow
and determine the diffusion erosion of the boundary between tinted and pure water, a blue dye
and luminescent latex spherules 1 um in diameter were used. The boundary between the colored
and uncolored laminar jets was blurred due to diffusion in the area in front of the migration
channels (“ladder”). During the passage from the confluence of liquids from three supply chan-
nels to the beginning of the “ladder” (12 seconds), diffusion mixing led to the formation of a
concentration gradient.

The results of numerical simulations obtained in the Comsol Multiphysics program (Fig. 3)
showed that the flow velocities corresponded to 180 um/s at the point where the nutrient medium
and chemoattractant were supplied (three supply channels) and 150 pum/s in the widest part of the
microchannel. An analysis of the measurement of particle velocities according to video recording
using a Canon XM-2 camera mounted on a Zeiss Stemi 2000C microscope give similar values
for the flow velocity of liquids.

Experimental study of the migration activity of cancer cells in a two-level cell

The procedure for preparing the migration cell for the experiment on cell migration was similar
to that presented earlier in our work [][7] where we used DU145 cell lines. In this work we used
cell lines PC-3 (obtained from bone metastasis of a patient with stage IV prostate adenocarcinoma)
and HGF (hepatocyte growth factor) chemoattractant. In the presence of HGF the cell lines in the
Boyden chamber showed greater migratory activity than in the presence of 1L8 (interleukin 8) [7].

Cells in the microfluidic migration system were observed using an AxioObserver D1 inverted
microscope (Zeiss, Germany) with A-Plan x20 and x10 objectives using the phase contrast
method. Microphotography was carried out using an AxioCam MRc5 digital camera (Zeiss,
Germany) with ZEN software (Zeiss, Germany). To describe the nature of movements, frame-
by-frame shooting of cells was carried out for 2—8 hours with an interval of 5 minutes with x10 or
x20 lenses. An experiment was carried out on the movement of the PC-3 cancer line. Before the
start of the experiment, the cells were located at the entrance to the migration channels.

Fig. 4 shows the displacement of one of the PC-3 cells depending on time. The photographs
show that the cell moves at different speeds, and accelerates closer to the exit from the migration
channel, which is most likely due to a higher concentration of the chemoattractant at the exit.
First, after entering a narrow 15 um channel, the cell spreads out, the speed in the time interval of
120-180 minutes (Fig. 4) was 16 um/hour. Then, in the area of 180—240 minutes, the cell speed
was 30 microns/hour. In the last section of 250—255 minutes, the speed was 950 microns/hour.
The average speed in the area of 120-255 minutes was about 70 microns/hour.

An analysis of the movement of other cells showed that they move at different speeds and also
accelerate closer to the exit from the migration channel. The uniqueness of the results obtained is
due to the use of the developed new method, which has the ability to study not only the migra-
tion characteristics of cells, but also their deformation, which affects movement in spatially con-
strained conditions under the influence of various types of chemical agents.
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Fig. 4. Microimages of PC-3 cells in the same microchannel 15 um wide,
front and back parts of the examined cell are marked with black lines,
the time in minutes from the start of the experiment is shown below the images

Conclusion

To study the migration potential of cells, a two-level migration cell was developed and fab-
ricated by soft photolithography. The device has been improved compared to the previous one
[7], by creating smooth transitions at the channel junctions and transition zones to prevent the
dynamic blocking effect associated with the accumulation of microbubbles or cells in the con-
striction. To reduce the effect of pressure drop when filling the storage chamber with cells, the
chamber containers after filling with cells were sealed with a “parafilm” film pressed against a
glass plate. To prevent the chemoattractant from getting into other containers and to reduce the
effect of capillary forces, cone tips were inserted into the inlet and outlet holes; to reduce evap-
oration, the cone was covered with a “parafilm” film, in which microscopic holes were made to
equalize pressure with atmospheric pressure.

With the help of numerical simulation in Comsol Multiphysics program and taking into
account diffusion, velocity field distribution in supply channels and in “gradient” chamber was
characterized, velocities in the centre of the channels practically coincide with those obtained by
flowing over spherules: 180 um/s in supply channels and 150 pm/s in the “gradient” chamber.

The ability of PC-3 cancer cells to migrate in the migration microfluidic system developed by
us has been experimentally demonstrated. The development of this device is carried out to create
a method for accelerated analysis of the migration potential of cancer cells, the differences in
the movement of tumor cells compared to normal cells will also allow differentiating healthy and
cancer cells. The creation of a device and a method for studying cell migration is an important
step towards improving the diagnosis and therapy of oncological diseases.
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