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Abstract: Cell microencapsulation is a promising technique to protect living cells in biomedical
applications. Microfluidic devices can be utilized to control the production of high-throughput
cell-laden droplets. This paper demonstrates the effects of flow-focusing geometry on the droplet
size, frequency of droplet generation, and number of cells per droplet. Orifice radius, orifice length,
and nozzle-to-orifice distance can significantly influence the flow-field and manipulate droplet
formation. This paper analyzes these geometry effects using a numerical front-tracking method for
the three fluid phases. It is found that as the orifice radius increases, the drop size and the number
of cells in the droplet increase. For a short orifice radius, increasing the orifice length results in the
generation of smaller droplets at higher frequency and fewer cells per droplet. On the other hand,
for a longer orifice, droplet production is invariant with respect to orifice length. It is also found
that shorter distances between the nozzle and the orifice lead to a more controlled and uniform
production of droplets. When the nozzle-to-orifice length is increased, the droplet formation becomes
non-uniform and unpredictable. Probability charts are plotted with respect to the orifice length and
orifice radius, which show that a greater than 50% probability of single cell encapsulation can be
achieved consistently.

Keywords: flow-focusing; cell encapsulation; microfluidics; front-tracking method

1. Introduction

Flow-focusing microencapsulation is a technique to encapsulate living cells in order to protect
them in a safe environment and avoid any cell damage and rupture. In this technique, a shell of
encapsulating fluid covers the cell and isolates it from the ambient fluid. Thus, the cell remains alive
and viable and can be used for therapeutic and non-therapeutic applications. This shell provides
an environment similar to what the cells experience in vitro [1]. Cell microencapsulation is a promising
strategy in tissue engineering [2], drug delivery [3,4], bio-printing systems [5], cancer treatments [6],
and food industries [7]. It helps therapeutic procedures by trapping living single cells such as
fibroblasts, myoblasts, or stem cells within a semi-permeable membrane. This membrane allows the
influx of nutrients and oxygen, as well as the efflux of metabolic waste products [8]. Various techniques
such as droplet microfluidics have been utilized to produce cell-laden droplets. The geometry of these
microfluidic devices can play an important role in single cell encapsulation. Thus, understanding the
effects of microchannel geometry on the production of cell-laden droplets is of interest and provides
researchers an insight into the physics of the encapsulation process and in the design of an appropriate
microfluidic device for single cell encapsulation.

In recent years, microfluidics has provided a successful platform for the production of cell-laden
droplets with high efficiency. The probability of cell-laden droplets, as well as the capability to
produce high-throughput uniform droplets are the main characteristics of a highly-efficient single
cell encapsulation system [9]. Moon et al.’s statistical study [10] showed that the initial random
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distribution of cells in a dispersed fluid follows a Poisson distribution in terms of the numbers of cells
in a droplet. However, the probability of having single cells per droplet can be improved by evenly
spaced [11] and closed packed [12] ordering of the cells within the channel. As discussed later, the
cells in the current study are also initiated with an evenly-spaced ordering at the inlet to increase the
chance of single cell encapsulation. Digital microfluidics or the droplet-based microfluidic technique
can be employed to generate droplets in various types of microfluidic devices for cell encapsulation.
T-junction, cross-junction, and flow-focusing are the most common methods used in microencapsulation
of living cells [13]. These devices possess various design features that can impact flow dynamics in the
microchannels significantly. In these microchannel designs, the most effective area is the junction where
the continuous and dispersed fluids intersect and pinch off due to the pressure and the stress applied
at the interface between the two fluids. The flow pattern in these micro devices depends on the flow
parameters and dimensions of the junction area, where droplets form and cell encapsulation occurs.

In T-junction devices, the continuous fluid applies pressure on the dispersed fluid when the two
fluids meet at the intersection. The upstream pressure acts against the stabilizing interfacial tension
force, and when the pressure becomes dominant, it pushes the protruding droplet downstream of the
microchannel. The interplay between these forces results in the formation of a thread, which leads to
detachment and eventual pinch-off of the droplet [14,15]. Researchers have successfully generated
hydrogel microbeads [16–18] and polymeric microparticles [19] in T-junction devices. Depending
on the cell population in the dispersed fluid, the droplet may not contain any cell or contain one or
multiple cells. These devices have the advantage of simplicity in fabrication and are easy to use. On the
other hand, the shear stresses in the junction area may become too high and can easily damage cells.
Therefore, the flow conditions need to be kept in a certain range to avoid cell damage. To facilitate this,
the frequency of droplet generation in these devices is usually limited to several hundred Hertz [13].

Cross-junction microchannels are another type that is commonly used to generate droplets for
cell encapsulation [11,20,21]. In these devices, the continuous and the dispersed fluid meet at the
junction where high velocity and flow focusing can occur. The evolution of the interface is smooth,
and the mechanical stresses applied on the cells during droplet detachment are less than those in
T-junction techniques, which leads to smaller deformation of the cell. Therefore, it is possible to achieve
high-throughput single cell encapsulation with maximum cell viability [13].

In flow-focusing geometries such as the ones analyzed in this paper, both dispersed and
continuous fluids enter the microchannel in parallel. The two immiscible fluids meet while flowing
in the same direction through an orifice. At the orifice, both flows focus in a narrow region where
high velocities enable the formation of droplets with very high frequencies [22–25]. In flow-focusing
devices, the orifice raises the local pressure around the droplet thread. The driving pressure force may
overcome the resisting forces of surface tension and viscosity to pinch-off the droplet [22]. This process
leads to the formation of a compound droplet, which flows downstream [23,26,27]. The axisymmetric
flow-focusing device also has the advantage of focusing the dispersed fluid to a narrow circular
channel in the orifice region, which orients the cells at the centerline, a condition that is favorable for
single cell encapsulation [23]. The parallel axisymmetric flow-focusing configuration has two main
advantages. The continuous fluid does not contact the outer channel wall, which mitigates wetting
issues and can favorably lead to a stable droplet pinch-off. The second advantage is that these devices
can be operated at both high and low pressures without any fluid leak at the seals [28]. However,
such fabrication can be complicated as shown by Takeuchi et al. [28], who fabricated an axisymmetric
flow-focusing device using glass capillaries and an insulated optical fiber. They cut the glass capillaries,
inserted the optical fiber in the middle of capillaries, and removed the fibers so that the optical fiber
tube could serve as the orifice.

The effects of geometry on droplet formation in these microfluidic devices have been mainly
studied numerically. Such simulations allow researchers to predict new physics and the parameter
space in which favorable patterns of droplet formation and single cell encapsulation emerge,
without the need to fabricate various devices. Wehking et al.’s numerical study [15] on a T-junction
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showed the noticeable role of geometry on the transition between different regimes and the change
in droplet size/droplet production frequency by increasing the height-to-width ratio of the channel.
Garstecki et al. [29] also observed that the width of channels in T-junctions can control the shear stress
exerted on the interface between fluids, which distorts the droplet and can characterize different droplet
formation regimes. Liu et al.’s three-dimensional numerical study [30] in low capillary numbers show
that the width ratio of main and lateral channels in cross-junction configurations can influence the
droplet formation pattern. The pinch-off process becomes more difficult, and droplet size increases as
the width ratio of the main-to-lateral channel increases. Gupta et al. [31] studied the effects of geometry
on droplet formation in 2D flow-focusing configurations. Their simulations revealed that droplet
production at low capillary numbers is due to the pressure build-up in the continuous phase and the
interfacial force and squeezing of the interface. The droplet size grows exponentially by shortening the
orifice length, while for a long orifice, it approaches a constant value. The droplet size also increases as
the orifice width and the distance of the orifice from the inlet increase. Wu et al. [32] compared droplet
production in co-flowing and axisymmetric flow-focusing devices. Their numerical study showed
the important role of the orifice in the flow-focusing geometry by inducing hydrodynamic focusing
effect. The droplet formation was significantly affected by the orifice radius, while it was insensitive to
the orifice length. Recently, Yu et al.’s work [33] on cross-junction devices revealed that the variation
in the junction angle changes the hydrodynamic characteristics in and around the junction region,
manipulates the interface evolution occurring in that region, and therefore changes the formation
of droplets.

In spite of the many geometrical studies on the droplet formation in microchannels, to the best
of our knowledge, there is no work on the geometrical effects on cell encapsulation in three-phase
systems. This work focuses on the effects of geometry on droplet formation and cell encapsulation in
an axisymmetric flow-focusing device. The three main geometrical parameters that can characterize
the droplet formation pattern and identify the modes of cell encapsulation are: (1) orifice radius,
(2) orifice length, and (3) nozzle-to-orifice distance. A detailed study was conducted to investigate the
role of these geometrical parameters on droplet size, the frequency of cell encapsulation, and the cell
population inside the encapsulating droplet. The axisymmetric microchannel device is state-of-the-art,
as shown by Takeuchi et al. [28], and there is a dearth of information on this type of device. Therefore,
the simulations performed in this paper for various orifice geometry parameters such as the orifice
aspect ratio and the orifice placement with respect to the inner tube can maximize the probability
of single cell encapsulation and will be useful in microfluidic design. In addition, the information
provided in this paper can guide researchers to fabricate the device with their desired dimensions for
improved microencapsulation.

2. Cell Encapsulation Process

2.1. Problem Statement

The encapsulation of single cells is shown schematically in Figure 1. The axisymmetric
flow-focusing geometry consists of a main microchannel with a circular cross-section (the radius
of the main microchannel is 80 µm), a smaller concentric subchannel (the radius of the subchannel
is 40 µm) at the entrance, and an orifice downstream of the main channel. The cells, the dispersed
fluid (inner fluid), and the continuous fluid (outer fluid) are shown in red, yellow, and blue colors,
respectively (Figure 1). The interface between dispersed and continuous fluid is initially flat at the exit
of the inner subchannel, and twenty uniform deformable circular cells (the radius of the cell is 10 µm)
are initiated with evenly-spaced ordering (the center-to-center distance between cells is 30 µm) inside
the inner subchannel (Figure 1a). The dispersed and continuous fluids enter the microchannel in the
same direction from the inner subchannel and the annulus, respectively. They flow in parallel flow
streams, and when they reach the orifice region downstream of the channel, they focus to a narrower
cross-section. The evolution of the interface is shown schematically in Figure 1b. As the dispersed fluid
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begins to penetrate the continuous fluid, the cell loads into a forming droplet. Viscous stresses induced
by the continuous fluid and interfacial forces shape the evolution of the interface. Eventually, necking
occurs in the orifice region, and the compound droplet forms downstream of the microchannel
(Figure 1b). The flow is assumed to be incompressible and axisymmetric. Fully-developed velocity
profiles are imposed in the inlet of both the inner and annular microchannels. The pressure is kept
constant at the outlet, and the no-slip boundary condition is used at the wall of the tube.
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Figure 1. The schematic illustration of the flow-focusing geometry and encapsulation process: (a) initial
position; (b) after pinch-off of the compound droplet; (c) 3D illustration of the encapsulation process.

In all of the simulations presented in this work, the average velocity of both the inner (Vi) and outer
fluids (Vo) was set to be 0.01 m/s in the inlet of the inner and annulus tube, respectively. Interfacial
tension of shell fluid/cell and continuous fluid/shell fluid were set to be the same as σ = 0.02 N/m,
and the viscosity of all three fluids was fixed as µc = µi = µo = 0.002 Pa·s. We define the capillary
number, which represents the relative effect of viscous forces on the interfacial forces acting across
the interface of the continuous fluid/shell fluid. The capillary numbers for the inner and outer fluids
are defined as Cai = µiVi/σ and Cao = µoVo/σ, respectively, and are fixed in all the simulations as
Cai = Cao = 10−3, unless specified otherwise. Note that due to the reduction of the cross-section area,
velocity in the orifice region was one order of magnitude larger than what it was at the inlet. Hence,
the local effective capillary number was one order of magnitude larger than the reported reference
capillary number.

Fluid and flow parameters, as well as the geometry of the microchannel can play significant
roles in the droplet formation process, which characterizes a particular mode of cell encapsulation.
They can control the droplet size, uniformity of the droplets, frequency of droplet production, and
population of cells inside the droplets. The effects of fluid and flow properties were studied in [23],
and the aim of this work is to study the effects of microchannel geometry on the cell encapsulation
process. Here, the three characteristic lengths that play an important role in the encapsulation of cells
are the orifice radius (r), orifice length (l), and nozzle-to-orifice distance (d). These parameters are
nondimensionalized with the radius of the main microchannel (a = 80 µm) and are presented as:

r∗ = r/a, l∗ = l/a, d∗ = d/a.
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We defined a base case as r∗ = 0.25, l∗ = 0.5, and d∗ = 0.75, and studied the sole effects of
geometrical parameters by varying them while keeping the other parameters fixed. Simulations were
performed to investigate the effects of these three geometrical parameters on droplet size, frequency of
droplet generation, and probability of cell population per droplet. The droplet size was represented by
the average volume of the generated droplets, either with or without cells. It was normalized using the
initial cell volume (Vcell = 4.19× 10−6 µL). Furthermore, the probability of cell population per droplet
was calculated as the ratio of the number of droplets with no cells, with one cell, or multiple cells to
the total generated droplets. Note that the probability was calculated after the flow reached a steady
state condition.

2.2. Physics of Encapsulation in Axisymmetric Flow-Focusing Microchannels

Fluid and flow properties and the geometrical setting of the flow-focusing device play important
roles in flow patterns and the regime of droplet generation. Nooranidoost et al. [23] numerically
studied the effects of fluid and flow properties on cell encapsulation. In particular, they investigated
the effects of the viscosity of the inner fluid and flow rates of both inner and outer fluids on the modes of
encapsulation, droplet size, frequency of cell loading, frequency of droplet generation, and population
of cells inside the droplet. They observed four distinct modes of encapsulation: mostly empty droplet
with no cells inside (Mode I); at most one cell per droplet, also known as single cell encapsulation
(Mode II); at least one cell per droplet (Mode III); and no break up to form cell-encapsulated droplets
(Mode IV) (Figure 2a). In therapeutic applications, single cell encapsulation is the desired mode,
since cell-encapsulated droplets can occur without coalescence of cells. Their parametric study also
revealed that for a fixed geometry of the flow-focusing device, the viscosity of the inner fluid and flow
rates of the inner and outer fluids can significantly change the mode of encapsulation. The flow rates of
the inner and outer fluids can be adjusted to reach the desired mode of encapsulation. Figure 2b shows
the phase diagram of different encapsulation modes for a range of inner and outer capillary numbers
at fixed viscosities µi = µo = 0.002 Pa·s. Modes I, II, III, and IV are shown in yellow, blue, green,
and pink patches, respectively, and the approximated trend lines show the border between different
modes (Figure 2b). Figure 2b also shows that the ratio of capillary numbers, i.e., Cai/Cao, may be
a possible parameter to identify the modes of encapsulation. For Cai/Cao � O(1), a high flow rate of
the outer fluid hinders the cell flow to form a cell-laden droplet, resulting in the production of mostly
empty droplets (Mode I; yellow patch). For higher ratios of capillary numbers, i.e., Cai/Cao ' O(1),
droplets are generated with a frequency comparable to the frequency of cells entering the channel.
Therefore, cells have a probability of at least 10% to produce cell-laden droplets. However, there is
also some possibility of empty droplets with no cells. Thus, the population of cells inside the droplet
depends highly on the physical conditions, which can be adjusted for the desired cell population (Mode
II; blue patch and Mode III; green patch). Finally, for high capillary number ratios Cai/Cao � O(1),
the high flow rate of the inner fluid may not allow the forming droplet to break up encapsulating cells
(Mode IV; pink patch). This is illustrated in Figure 2b in Mode IV, where multiple cells form inside
the droplet, which continues to enlarge and elongate without breaking up. Note that the capillary
numbers were defined based on the average inlet velocities, but encapsulation takes place at the
orifice where the velocities are significantly high and comparable to velocities found in cross-channel
flows. The success rate of encapsulation (η), defined as the ratio of the cell-laden droplets to the total
generated droplets, decreases as both inner and outer capillary numbers increase.
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Figure 2. (a) Different modes of cell encapsulation. (b) Phase diagram of different modes. Color patches
represent different cell encapsulation modes: yellow: Mode I, mostly empty droplets with no cells
inside; blue: Mode II, at most one cell per droplet; green: Mode III, at least one cell per droplet; pink:
Mode IV, no breakup to form cell-encapsulated droplets; η = success rate of encapsulation. Reprinted
with permission from Nooranidoost et al. [23]. Copyright (2019) Springer.

3. Numerical Method

The governing equation can be expressed as a single set of Navier–Stokes equations, for all three
phases, including cell, dispersed fluid, and continuous fluid. In this formulation, continuity and
momentum equations can be written as:

∇ · u = 0, (1)
∂ρu
∂t

+∇ · (ρuu) = −∇p +∇ · µ(∇u +∇uT) +∇ · τττ +
∫

A
σκnδ(x− xf)dA, (2)

where µ, ρ, p, and u denote the viscosity, density, pressure, and velocity vector, respectively. The last
term in the momentum equation is the interfacial tension acting on the surface in which σ, κ, and n
are the interfacial tension coefficient, interface curvature, and unit vector normal to the interface,
respectively. A delta function δ was used in the interfacial term, whose arguments x and xf are the
points at which the equation is being evaluated and a point at the interface, respectively. Density and
viscosity are constant in each of these three phases and vary discontinuously across the fluid interface,
which can be expressed using an indicator function φ and density and viscosity at each of the three
phases as follows:

ρ =

{
ρiφ + ρo(1− φ) if φ ≤ 1

ρc(φ− 1) + ρi(2− φ) otherwise,

µ =

{
µiφ + µo(1− φ) if φ ≤ 1

µc(φ− 1) + µi(2− φ) otherwise,

(3)

where c, i, and o denote the material properties of the cell, inner fluid, and outer fluid, respectively.
The indicator function is updated after each time step to compute material properties accurately and is
defined as:

φ =


2 in the cell,
1 in the encapsulating droplet,
0 in the ambient fluid.

(4)

The governing equations were discretized and solved in a single set of formulations using
a front-tracking method. The front-tracking method used in this paper was validated using other
experimental and numerical studies for different physics in multi-phase flows by Muradoglu et al. [34]
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and Tasoglu et al. [35]. The front-tracking method utilizes two separate grids: a staggered Eulerian
grid to solve the flow field and a Lagrangian grid to track the interfaces between the fluids and also to
compute the interfacial forces. The interfacial term then will be projected to the Eulerian grid to solve
the Navier–Stokes equations. The Lagrangian grid, consisting of marker points and front elements,
moves with the velocity of the flow field and is reconstructed by splitting/adding very large/very
short elements after each time step. A complete description of the front-tracking method can be found
in the work of Tryggvason et al. [36].

In this study, we used a uniform Cartesian grid for the Eulerian grid containing 128× 1280 cells
in the radial and axial directions, respectively. A grid convergence study showed that this grid was
sufficient to reduce the spatial error below 2% for all flow configurations. Therefore, this grid resolution
was used in all the results presented in this paper, unless specified otherwise.

4. Results and Discussion

In a flow-focusing technique for cell encapsulation, the inner and outer fluids flow in parallel
streams. The interface between the two fluids moves forward, and in the orifice region, they focus
to a narrow area, where stresses are built up and the two streams of flow speed up downstream
of the flow. Viscous force, as well as the inertial and interfacial forces act on the interface, and the
interplay between these forces develops a thread, which leads to pinch-off of the droplet. During the
necking process, the cells that flow in the inner fluid may enter the forming droplet and produce
cell-laden droplets. In a circular cross-section, within the orifice, the inner flow converges to a diameter
equivalent to the cell size, leading and focusing the cells to the axis. The pattern of droplet formation
highly depends on the flow-field conditions and geometry of the flow-focusing device.

The geometry of the orifice in the flow-focusing device plays an important role in focusing the
flow and shaping the interface between fluids, which results in the production of cell-laden droplets.
The annular geometry and the length and diameter of the orifice can significantly influence the
pattern of droplet formation and cell encapsulation. Therefore, further simulations were conducted
to investigate the effects of radius and length of the orifice and the nozzle-to-orifice distance on the
droplet size, frequency of droplet generation, and probability of numbers of cells per droplet.

The radius of the orifice can basically change the flow-field by reducing the cross-section of
the orifice region. The effects of orifice radius (r∗) on the droplet size, frequency of cell loading,
and frequency of droplet generation are provided in Figure 3 for Cai = Cao = 10−3. The frequency of
cell loading was approximately constant in all the simulations presented in this work. The loading
frequency was essentially a measure of how fast the cells entered the orifice. The cells migrated
with the inner fluid with a velocity, Vi. The inlet fluid velocity was fixed in the paper. Therefore,
the cells moved with almost the same velocity as the inner fluid, and cell loading was almost constant.
The throughput can be maximized by increasing the inner velocity. Any change in the width of the
orifice will also change the velocity of the flow inside the orifice region. However, when the ligament
was formed from the inner tube to the orifice (Figure 1c), the frequency of cell loading at the entrance
of the orifice was dependent only on the inner fluid velocity. Thus, the effect of orifice width on cell
loading frequency was negligible. The frequency of cell loading, i.e., the frequency at which the cells
entered the orifice, was highly dependent on how fast they flowed in the orifice; however, the orifice
geometry would be unable to manipulate it. Therefore, the frequency of cell loading for a fixed Cai
was roughly constant. As shown in Figure 3, for devices with a small orifice diameter, small droplets
were generated at a frequency much higher than that for cell loading. Therefore, the cells had a short
time to occupy the forming droplets. As a result, every single droplet encapsulated either a single cell
or no cell at all (Mode II). By increasing the orifice radius, the droplet size increased, as also reported
by Gupta et al. [31]. With the increase in orifice radius, the frequency of droplet generation decreased,
and at a critical radius, it dropped below the frequency of cell loading. This indicated that the droplets
were generated at a slower pace, increased in size, and included more than one cell per droplet.
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Figure 3. Frequency of droplet generation (triangles) versus frequency of cell loading (circles)
and non-dimensional droplet size (squares) for configurations with different non-dimensional orifice
radii at Cai = Cao = 10−3. Other geometrical parameters are kept fixed (l∗ = 0.5 and d∗ = 0.75).

The above phenomenon is corroborated in Figure 4, which depicts the probability of cell
population per droplet in terms of orifice radius. For a narrow orifice r∗ ' 0.21, about 30% of
droplets had cells, and 70% of them were empty. However, the probability increased with orifice
radius. It was also seen that for a narrow radius of 0.25 < r∗ < 0.3, there was a 50–90% probability
of capturing a single cell in a droplet, which was a desired criterion. At r∗ ' 0.25, the frequency of
droplet generation was nearly equal to the frequency of cell loading. The cells entered the forming
droplets at the same rate as the droplets were generated. Therefore, we had a more precise form of
encapsulation, and almost 90% of droplets had exactly one cell inside them (Figure 4). Beyond this
r∗, there was a higher probability of capturing multiple cells in the droplet since the droplet volume
increased monotonically (Mode III).

0.2 0.25 0.3 0.35 0.4
0

10

20

30

40

50

60

70

80

90

100

r*

pr
ob

ab
ilit

y 
of

 c
el

l p
op

ul
at

io
n 

pe
r d

ro
pl

et

no cell per droplet
one cell per droplet
multiple cells per droplet

Figure 4. Probability of cell population per droplet (%) for configurations with different
non-dimensional orifice radii at Cai = Cao = 10−3. Other geometrical parameters are kept fixed
(l∗ = 0.5 and d∗ = 0.75).
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Next, the effect of orifice length (l∗) was investigated on the droplet size, frequency of cell loading,
frequency of droplet generation, and cell population per droplet at Cai = Cao = 10−3. The radius of
the orifice and nozzle-to-orifice distance were kept fixed (r∗ = 0.25 and d∗ = 0.75). As seen in Figure 5,
short orifices produced large droplets downstream at low frequency. This allowed the cells to migrate
fast enough to fill the forming droplet. All the droplets carried cells, and there was a high possibility of
having multiple cells inside the droplet (Mode III). As the length of the orifice increased, the droplets
decreased in size and the frequency of droplet generation increased. Beyond a critical value of
l∗ ' 0.15, the frequency of droplet generation overcame that of cell loading, and the droplet production
happened faster than the cells encapsulated in forming droplets. The droplets were generated fast
and did not allow multiple cells to enter the forming droplets. As a result, at most one cell could be
encapsulated by each droplet, and single cell encapsulation occurred (Mode II). As shown in Figure 6,
for all orifice lengths, the probability of single cell encapsulation was greater than 40%. For devices
with l∗ = 0.15 and 0.2, cells entered the forming droplet almost at the same rate as that of droplet
generation, and therefore, 100% of the droplets had a single cell, which was the ideal case. As the
orifice length increased to nearly twice the radius (l∗ ≥ 0.5), the probability decreased with more
than half the droplets remaining empty. For all orifice lengths above l∗ > 0.5, cell encapsulation
remained insensitive to orifice length, and the drop size and rate of generation remained more or less
constant. For a short orifice, the pinch-off occurred after the junction, whereas for a longer orifice,
the pinch-off occurred within the orifice. Beyond l∗ ' 0.5, regardless of the orifice length, the droplet
always formed at the same place within the orifice. After the droplet was formed within the orifice,
the droplet volume remained constant. It was also observed by Gupta et al. [31] that increasing orifice
length first decreased the drop size, and after a critical value of l∗, the drop size was insensitive to
a further increase in orifice length.

Droplet Generation

Cell Loading 

Figure 5. Frequency of droplet generation (triangles) versus frequency of cell loading (circles)
and non-dimensional droplet size (squares) for configurations with different non-dimensional orifice
lengths at Cai = Cao = 10−3. Other geometrical parameters are kept fixed (r∗ = 0.25 and d∗ = 0.75).
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Figure 6. Probability of cell population per droplet (%) for configurations with different
non-dimensional orifice lengths at Cai = Cao = 10−3. Other geometrical parameters are kept fixed
(r∗ = 0.25 and d∗ = 0.75).

Finally, the effect of nozzle-to-orifice distance (d∗) on droplet size, frequency of droplet generation,
and population of cells was studied for Cai = Cao = 10−3. When the orifice was very close to the
nozzle, the evolution of fluid interface tended to be fast due to the short distance between the nozzle
and orifice. The flow focused rapidly and in a more controlled manner, and small high-throughput
droplets were produced in the orifice region. The droplets were uniform in size, and the frequency of
droplet generation was higher than that of cell loading. Therefore, single cell encapsulation occurred,
and the success rate was low in Mode II. As the distance between the nozzle and orifice increased,
the droplet size slightly decreased with a corresponding increase in the frequency of droplet generation.
However, a more noticeable effect of nozzle-to-orifice distance on cell encapsulation was observed
near d∗ ' 1.0. Figure 7 shows that slightly before d∗ = 1.0, a sudden jump in drop size and droplet
generation frequency occurred. Droplets were enlarged almost three times with a significant decrease
in droplet generation. This was because the large distance between the nozzle and the orifice did not
allow a smooth and controllable focusing of the flow. As a result, non-uniform droplets were generated
with a random pattern. This was not a desirable situation, since it would be difficult to encapsulate
uniformly. There was a random pattern of empty droplets, droplets with a single cell, and droplets
with multiple cells (Figure 8). Such an increase in droplet size was also seen by Gupta et al. [31] in
their 2D numerical study in the flow-focusing configuration.
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Figure 7. Frequency of droplet generation (triangles) versus frequency of cell loading (circles)
and non-dimensional droplet size (squares) for configurations with different non-dimensional
nozzle-to-orifice distances at Cai = Cao = 10−3. Other geometrical parameters are kept fixed (r∗ = 0.25
and l∗ = 0.5).
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Figure 8. Probability of cell population per droplet (%) for configurations with different
non-dimensional nozzle-to-orifice distances at Cai = Cao = 10−3. Other geometrical parameters
are kept fixed (r∗ = 0.25 and l∗ = 0.5).

In summary, success in encapsulation of single cells can be achieved by judiciously selecting the
orifice length and orifice radius. With the nozzle-to-orifice distance fixed (l∗ = 0.75), it was possible to
develop plots for appropriate orifice length and orifice radius for which there was a high possibility
of encapsulating single cells consistently (Figure 9). Figure 9a shows that for r∗ = 0.25, there was
a non-dimensional length, l∗ = 0.15 and 0.2, at which there was a 100% probability of capturing
a single cell in a droplet. It can also be seen that if l∗ was between 0.05 and 0.45, there was at least 50%
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probability of capturing single cells in droplets. Figure 9b shows that for l∗ = 0.5, a high probability of
single cell encapsulation can be achieved for 0.25 < r∗ < 0.3.
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Figure 9. Probability of single cell encapsulation (%) for configurations at Cai = Cao = 10−3 with
different non-dimensional (a) orifice length at fixed r∗ = 0.25, d∗ = 0.75 and (b) orifice radius at fixed
l∗ = 0.5, d∗ = 0.75.

5. Conclusions

A parametric study was performed to investigate the influence of flow-focusing geometry on
encapsulation of living cells. A three-phase front-tracking computational study was conducted to
simulate single and multiple cell encapsulation. Single cell encapsulation, i.e., having at most one cell
per droplet, occurred when the capillary numbers of the inner and outer fluids were of the same order
of magnitude. The effects of three main geometrical characteristics including the orifice radius, orifice
length, and nozzle-to-orifice distance were studied for Cai = Cao = 10−3. The simulations suggested
that short orifices can help reach a uniform high-throughput production of droplets. In general,
an orifice with a radius equal to their length, but one-fourth that of the outer tube radius and kept at
least three radii away from the inner tube exit produced the best result of encapsulating at least one cell
per droplet at a high probability. As the orifice radius increased, the drop size and number of cells per
droplet increased. Short orifices produced large drops with multiple cells per droplet. As the length of
orifice increased, the frequency of droplet production increased, and small droplets were generated
more consistently with at most one cell per droplet. Beyond l∗ ' 0.5, cell encapsulation appeared to be
insensitive to orifice length. The distance between the nozzle and orifice was another parameter for
controlling cell encapsulation in parallel flow-focusing geometries. A short nozzle-to-orifice distance
resulted in controlled droplet production, while a long distance affected flow-focusing unfavorably in
the vicinity of the orifice, making the droplet generation unpredictable and non-uniform.

In general, it was found that there was a high probability of single cell encapsulation for r∗ ' 0.25
and d∗ ' 0.75 and 0.05 ≤ l∗ ≤ 0.45. In other words, for best results, the orifice needed to be placed at
three times the orifice radius from the inner tube exit. The orifice should also have a radius one-fourth
of the outer tube radius, with a length 0.05 ≤ l∗ ≤ 0.45.
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original draft M.N.; review, analysis and editing R.K.; project administration, supervision R.K.

Funding: This research received no external funding.

Conflicts of Interest: The authors declare no conflict of interest.



Materials 2019, 12, 2811 13 of 14

References

1. Huang, H.; Yu, Y.; Hu, Y.; He, X.; Usta, O.B.; Yarmush, M.L. Generation and manipulation of hydrogel
microcapsules by droplet-based microfluidics for mammalian cell culture. Lab Chip 2017, 17, 1913–1932.
[CrossRef] [PubMed]

2. Rottensteiner-Brandl, U.; Detsch, R.; Sarker, B.; Lingens, L.; Köhn, K.; Kneser, U.; Bosserhoff, A.; Horch, R.;
Boccaccini, A.; Arkudas, A. Encapsulation of rat bone marrow derived mesenchymal stem cells in
alginate dialdehyde/gelatin microbeads with and without nanoscaled bioactive glass for in vivo bone
tissue engineering. Materials 2018, 11, 1880. [CrossRef] [PubMed]

3. Choi, S.; Kim, J. Therapeutic contact lenses with polymeric vehicles for ocular drug delivery: A review.
Materials 2018, 11, 1125. [CrossRef] [PubMed]

4. Hussein, Y.; Youssry, M. Polymeric micelles of biodegradable diblock copolymers: Enhanced encapsulation
of hydrophobic drugs. Materials 2018, 11, 688. [CrossRef] [PubMed]

5. Tasoglu, S.; Gurkan, U.; Guven, S.; Demirci, U. Organ Printing and Cell Encapsulation. In Scaffolds for Tissue
Engineering; Elsevier: Amsterdam, The Netherlands, 2014; pp. 491–527.

6. Shah, K. Encapsulated stem cells for cancer therapy. Biomatter 2013, 3, e24278. [CrossRef] [PubMed]
7. Anal, A.K.; Singh, H. Recent advances in microencapsulation of probiotics for industrial applications and

targeted delivery. Trends Food Sci. Technol. 2007, 18, 240–251. [CrossRef]
8. Bhujbal, S.V.; de Vos, P.; Niclou, S.P. Drug and cell encapsulation: Alternative delivery options for the

treatment of malignant brain tumors. Adv. Drug Deliv. Rev. 2014, 67, 142–153. [CrossRef] [PubMed]
9. Lagus, T.P.; Edd, J.F. A review of the theory, methods and recent applications of high-throughput single-cell

droplet microfluidics. J. Phys. D Appl. Phys. 2013, 46, 114005. [CrossRef]
10. Moon, S.; Ceyhan, E.; Gurkan, U.A.; Demirci, U. Statistical modeling of single target cell encapsulation.

PLoS ONE 2011, 6, e21580. [CrossRef] [PubMed]
11. Edd, J.F.; Di Carlo, D.; Humphry, K.J.; Köster, S.; Irimia, D.; Weitz, D.A.; Toner, M. Controlled encapsulation

of single-cells into monodisperse picolitre drops. Lab Chip 2008, 8, 1262–1264. [CrossRef] [PubMed]
12. Abate, A.R.; Chen, C.H.; Agresti, J.J.; Weitz, D.A. Beating Poisson encapsulation statistics using close-packed

ordering. Lab Chip 2009, 9, 2628–2631. [CrossRef] [PubMed]
13. Alkayyali, T.; Cameron, T.; Haltli, B.; Kerr, R.; Ahmadi, A. Microfluidic and cross-linking methods for

encapsulation of living cells and bacteria—A review. Anal. Chim. Acta 2019, 1053, 1–21. [CrossRef] [PubMed]
14. Gupta, A.; Kumar, R. Effect of geometry on droplet formation in the squeezing regime in a microfluidic

T-junction. Microfluid. Nanofluidics 2010, 8, 799–812. [CrossRef]
15. Wehking, J.D.; Gabany, M.; Chew, L.; Kumar, R. Effects of viscosity, interfacial tension, and flow geometry

on droplet formation in a microfluidic T-junction. Microfluid. Nanofluidics 2014, 16, 441–453. [CrossRef]
16. Xue, P.; Wu, Y.; Menon, N.V.; Kang, Y. Microfluidic synthesis of monodisperse PEGDA microbeads for

sustained release of 5-fluorouracil. Microfluid. Nanofluidics 2015, 18, 333–342. [CrossRef]
17. Kumachev, A.; Greener, J.; Tumarkin, E.; Eiser, E.; Zandstra, P.W.; Kumacheva, E. High-throughput

generation of hydrogel microbeads with varying elasticity for cell encapsulation. Biomaterials 2011, 32,
1477–1483. [CrossRef] [PubMed]

18. Tan, W.H.; Takeuchi, S. Monodisperse alginate hydrogel microbeads for cell encapsulation. Adv. Mater. 2007,
19, 2696–2701. [CrossRef]

19. Dendukuri, D.; Doyle, P.S. The synthesis and assembly of polymeric microparticles using microfluidics.
Adv. Mater. 2009, 21, 4071–4086. [CrossRef]

20. Köster, S.; Angile, F.E.; Duan, H.; Agresti, J.J.; Wintner, A.; Schmitz, C.; Rowat, A.C.; Merten, C.A.;
Pisignano, D.; Griffiths, A.D.; et al. Drop-based microfluidic devices for encapsulation of single cells.
Lab Chip 2008, 8, 1110–1115. [CrossRef]

21. Jiang, Z.; Xia, B.; McBride, R.; Oakey, J. A microfluidic-based cell encapsulation platform to achieve high
long-term cell viability in photopolymerized PEGNB hydrogel microspheres. J. Mater. Chem. B 2017, 5,
173–180. [CrossRef]

22. Nooranidoost, M.; Izbassarov, D.; Muradoglu, M. Droplet formation in a flow focusing configuration:
Effects of viscoelasticity. Phys. Fluids 2016, 28, 123102. [CrossRef]

23. Nooranidoost, M.; Haghshenas, M.; Muradoglu, M.; Kumar, R. Cell encapsulation modes in a flow-focusing
microchannel: Effects of shell fluid viscosity. Microfluid. Nanofluidics 2019, 23, 31. [CrossRef]

http://dx.doi.org/10.1039/C7LC00262A
http://www.ncbi.nlm.nih.gov/pubmed/28509918
http://dx.doi.org/10.3390/ma11101880
http://www.ncbi.nlm.nih.gov/pubmed/30275427
http://dx.doi.org/10.3390/ma11071125
http://www.ncbi.nlm.nih.gov/pubmed/29966397
http://dx.doi.org/10.3390/ma11050688
http://www.ncbi.nlm.nih.gov/pubmed/29702593
http://dx.doi.org/10.4161/biom.24278
http://www.ncbi.nlm.nih.gov/pubmed/23507920
http://dx.doi.org/10.1016/j.tifs.2007.01.004
http://dx.doi.org/10.1016/j.addr.2014.01.010
http://www.ncbi.nlm.nih.gov/pubmed/24491927
http://dx.doi.org/10.1088/0022-3727/46/11/114005
http://dx.doi.org/10.1371/journal.pone.0021580
http://www.ncbi.nlm.nih.gov/pubmed/21814548
http://dx.doi.org/10.1039/b805456h
http://www.ncbi.nlm.nih.gov/pubmed/18651066
http://dx.doi.org/10.1039/b909386a
http://www.ncbi.nlm.nih.gov/pubmed/19704976
http://dx.doi.org/10.1016/j.aca.2018.12.056
http://www.ncbi.nlm.nih.gov/pubmed/30712554
http://dx.doi.org/10.1007/s10404-009-0513-7
http://dx.doi.org/10.1007/s10404-013-1239-0
http://dx.doi.org/10.1007/s10404-014-1436-5
http://dx.doi.org/10.1016/j.biomaterials.2010.10.033
http://www.ncbi.nlm.nih.gov/pubmed/21095000
http://dx.doi.org/10.1002/adma.200700433
http://dx.doi.org/10.1002/adma.200803386
http://dx.doi.org/10.1039/b802941e
http://dx.doi.org/10.1039/C6TB02551J
http://dx.doi.org/10.1063/1.4971841
http://dx.doi.org/10.1007/s10404-019-2196-z


Materials 2019, 12, 2811 14 of 14

24. Zhou, C.; Yue, P.; Feng, J.J. Formation of simple and compound drops in microfluidic devices. Phys. Fluids
2006, 18, 092105. [CrossRef]

25. Anna, S.L.; Bontoux, N.; Stone, H.A. Formation of dispersions using “flow focusing” in microchannels.
Appl. Phys. Lett. 2003, 82, 364–366. [CrossRef]

26. Nooranidoost, M.; Haghshenas, M.; Muradoglu, M.; Kumar, R. Cell-encapsulating droplet formation in
a flow-focusing configuration. Bull. Am. Phys. Soc. 2017, 62. Available online: http://adsabs.harvard.edu/
abs/2017APS..DFDL14003N (accessed on 2 September 2019).

27. Nooranidoost, M.; Izbassarov, D.; Kumar, R. Cell encapsulation in a flow focusing microchannel: Effects of
viscoelasticity. Bull. Am. Phys. Soc. 2018, 63, 271.

28. Takeuchi, S.; Garstecki, P.; Weibel, D.B.; Whitesides, G.M. An axisymmetric flow-focusing microfluidic
device. Adv. Mater. 2005, 17, 1067–1072. [CrossRef]

29. Garstecki, P.; Fuerstman, M.J.; Stone, H.A.; Whitesides, G.M. Formation of droplets and bubbles in
a microfluidic T-junction—Scaling and mechanism of break-up. Lab Chip 2006, 6, 437–446. [CrossRef]
[PubMed]

30. Liu, H.; Zhang, Y. Droplet formation in microfluidic cross-junctions. Phys. Fluids 2011, 23, 082101. [CrossRef]
31. Gupta, A.; Matharoo, H.S.; Makkar, D.; Kumar, R. Droplet formation via squeezing mechanism in

a microfluidic flow-focusing device. Comput. Fluids 2014, 100, 218–226. [CrossRef]
32. Wu, L.; Liu, X.; Zhao, Y.; Chen, Y. Role of local geometry on droplet formation in axisymmetric microfluidics.

Chem. Eng. Sci. 2017, 163, 56–67. [CrossRef]
33. Yu, W.; Liu, X.; Zhao, Y.; Chen, Y. Droplet generation hydrodynamics in the microfluidic cross-junction with

different junction angles. Chem. Eng. Sci. 2019, 203, 259–284. [CrossRef]
34. Muradoglu, M.; Tryggvason, G. A front-tracking method for computation of interfacial flows with soluble

surfactants. J. Comput. Phys. 2008, 227, 2238–2262. [CrossRef]
35. Tasoglu, S.; Kaynak, G.; Szeri, A.J.; Demirci, U.; Muradoglu, M. Impact of a compound droplet on a flat

surface: A model for single cell epitaxy. Phys. Fluids 2010, 22, 082103. [CrossRef] [PubMed]
36. Tryggvason, G.; Bunner, B.; Esmaeeli, A.; Juric, D.; Al-Rawahi, N.; Tauber, W.; Han, J.; Nas, S.; Jan, Y.J.

A front-tracking method for the computations of multiphase flow. J. Comput. Phys. 2001, 169, 708–759.
[CrossRef]

c© 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1063/1.2353116
http://dx.doi.org/10.1063/1.1537519
http://adsabs.harvard.edu/abs/2017APS..DFDL14003N
http://adsabs.harvard.edu/abs/2017APS..DFDL14003N
http://dx.doi.org/10.1002/adma.200401738
http://dx.doi.org/10.1039/b510841a
http://www.ncbi.nlm.nih.gov/pubmed/16511628
http://dx.doi.org/10.1063/1.3615643
http://dx.doi.org/10.1016/j.compfluid.2014.05.023
http://dx.doi.org/10.1016/j.ces.2017.01.022
http://dx.doi.org/10.1016/j.ces.2019.03.082
http://dx.doi.org/10.1016/j.jcp.2007.10.003
http://dx.doi.org/10.1063/1.3475527
http://www.ncbi.nlm.nih.gov/pubmed/20838481
http://dx.doi.org/10.1006/jcph.2001.6726
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction
	Cell Encapsulation Process
	Problem Statement
	Physics of Encapsulation in Axisymmetric Flow-Focusing Microchannels

	Numerical Method
	Results and Discussion
	Conclusions
	References

