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ABSTRACT
Microfluidics is used to manipulate fluid flow in micro-channels to fabricate drug delivery vesicles in a
uniform tunable size. Thanks to their designs, microfluidic technology provides an alternative and versa-
tile platform over traditional formulation methods of nanoparticles. Understanding the factors that
affect the formulation of nanoparticles can guide the proper selection of microfluidic design and the
operating parameters aiming at producing nanoparticles with reproducible properties. This review intro-
duces the microfluidic systems’ continuous flow (single-phase) and segmented flow (multiphase) and
their different mixing parameters and mechanisms. Furthermore, microfluidic approaches for efficient
production of nanoparticles as surface modification, anti-fouling, and post-microfluidic treatment are
summarized. The review sheds light on the used microfluidic systems and operation parameters applied
to prepare and fine-tune nanoparticles like lipid, poly(lactic-co-glycolic acid) (PLGA)-based nanoparticles
as well as cross-linked nanoparticles. The approaches for scale-up production using microfluidics for
clinical or industrial use are also highlighted. Furthermore, the use of microfluidics in preparing novel
micro/nanofluidic drug delivery systems is presented. In conclusion, the characteristic vital features of
microfluidics offer the ability to develop precise and efficient drug delivery nanoparticles.
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1. Introduction

Microfluidics is the science that deals with the precise con-
trol of small volume fluid flow (directing, mixing, or separat-
ing) through networks of micro-scaled channels of different
lengths and geometries. Compared to macro-scale flow, the
dominating force in microfluidics is the viscous force,
explaining the prevalence of laminar flow in the microchan-
nels. In 1979, the birth of the first microfluidic device was
introduced by Terry and his colleagues for gas chromatog-
raphy (Terry et al., 1979). Then, Manz et al. and other
researchers developed microfluidic platforms for electrophor-
esis and sample separation purposes at the beginning of the
1990s (Manz et al., 1990; Harrison et al., 1992; Mathies &
Huang, 1992; Woolley & Mathies, 1994). Microfluidics was
then used as a multidisciplinary breakthrough technology
that was quickly established with wide applications as in
environmental sensing (Vasudev et al., 2013; Pol et al., 2017),
combinatorial chemistry (synthesis and assays) (Li et al.,
2018; Liu et al., 2019), energy applications (Chen et al., 2018;
De et al., 2020), micro-propulsion (Feng et al., 2015; Serrano
et al., 2018), organ-on-a-chip technology (Sittadjody et al.,
2021; Zheng et al., 2021), clinical diagnostics (Luo et al.,

2005; Chango et al., 2006), and drug delivery (Bains et al.,
2017; Soheili et al., 2021). This review focuses on the applica-
tion of microfluidics in drug delivery.

Microfluidics is applied for producing nano-ranged par-
ticles with tunable particle size (PS) and low polydispersity
indices (PDIs). It is easy to use hazardous materials in micro-
fluidics without exposure to carcinogenic samples.
Microfluidic devices do not require large industrial spaces
and ensure batch-to-batch reproducibility (Van Der Woerd
et al., 2003; Zhang et al., 2020).

The production of nanoparticles using microfluidic devices
is attributed to the high surface area to volume ratio of
microchannels, resulting in uniform particle distribution,
rapid transfer rates of heat and mass, and decreasing particle
formulation time (Van Der Woerd et al., 2003; Zhang et al.,
2020). All the previous pros distinguish microfluidic techni-
ques over conventional production methods used to pro-
duce nanoparticles. Moreover, in the traditional techniques,
the produced nanoparticles possess wide PS distribution, suf-
fer from particles aggregations and loss, and separation
using different preparation methods like nanoprecipitation,
spray drying, and ultracentrifugation (Salafi et al., 2016;
Maged et al., 2020; Adel et al., 2021; Niculescu et al., 2021).
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One study conducted by Kang and his colleagues com-
pared bulk mixing and parallel flow-focusing techniques dur-
ing the preparation of polymeric nanoparticles. Results
revealed the superiority of parallel flow-focusing in produc-
ing nanoparticles with monodisperse PSs (< 200 nm), while
the bulk mixing methods failed to produce nanoparticles
which might be attributed to the non-precise mixing of the
process (Kang et al., 2013). In the same context, another
study highlighted the success of microfluidics in the fabrica-
tion of magnetic chitosan nanoparticles loaded with cisplatin
compared to the conventional co-precipitation method. The
co-precipitation method produced broad particle-sized dis-
tributed nanoparticles with an average PS equal to 423 nm.
On the other hand, the microfluidic method demonstrated
nanoparticles with a narrow PS distribution, lower PS value
equal to 104 nm, higher drug entrapment efficiency, and
controlled drug release (Siavashy et al., 2021). The excellence
of microfluidics over conventional bulk techniques is pre-
sented in another study led by Vu et al. The authors com-
pared the fabrication of poly(lactic-co-glycolic acid) (PLGA)
nanoparticles loaded with rutin using bulk emulsion evapor-
ation process to those prepared using staggered herringbone
micromixers. The nanoparticles prepared by microfluidics
possessed smaller PS, uniform PS distribution, as well as
higher drug entrapment, loading, and faster drug release
than those prepared by bulk methods (Vu et al., 2019).

Despite the many benefits of using microfluidics in the
production of nanoparticles, this method raises some limita-
tions, such as cleaning the tiny microchannels, besides the
possibility of clogging during sample streaming.
Furthermore, the fabrication of microfluidic platforms is time-
consuming and cost-intensive (Khan et al., 2015; Li et al.,
2017; Martins et al., 2018; Seibt & Ryan, 2020).

Literature includes several examples presenting the use of
microfluidics in the fabrication of different-sized particles.
Among those examples are microparticles like micron-sized
beads as alginate microgel (8–28 lm in diameter) (Ahmed &
Stokke, 2021), PLGA magnetic beads (� 60 lm in diameter),
hybrid microgels (70–90 lm in diameter) (de Carvalho et al.,
2021), and nanoparticles as gold nanoparticles (2–4 nm) (Al-
Ahmady et al., 2019), citric acid-modified gold nanoparticles
(�15 nm in diameter) (Wang et al., 2019) and American gin-
seng polysaccharide nanoparticles (�20 nm in diameter)
(Akhter et al., 2019).

The main emphasis of this review is highlighting different
microfluidic platforms and the factors affecting their oper-
ation. This review also discusses the techniques being
applied to prepare different types of nanoparticles, the scale-
up production approaches of nanoparticles, and innovative
strategies for the practice of micro/nanofluidic drug deliv-
ery systems.

2. Principles of microfluidic mixers (micromixers)

Micromixing in microfluidics platforms has been applied in
several fields like nanoparticles production, tissue engineer-
ing, and pathogen identification (Damiati et al., 2018;
Hamblin & Karimi, 2020). The general structure of micromixer

includes many inlets, one outlet, and main mixing channel.
Many researchers compete in the development of microflui-
dic designs to achieve high mixing efficiency. When develop-
ing microfluidic devices, several elements should be
considered, including flow rates (FRs), inlets channels, and
the shape of the main channel. Microfluidic parameters like
FR as well as total flow rate (TFR) and flow rate ratio (FRR),
which are the combined FRs of both phases (organic and
aqueous) in the main mixing channel and the ratio between
the flow of the two phases, correspondingly are considered
the most important specific parameters (Zhigaltsev et al.,
2012). Micromixers can be categorized based on the nature
of fluid flow in the main mixing channel into two main cata-
logs, continuous flow (single-phase) and segmented flow
(multiphase), as described briefly in Table 1 (Gonidec &
Puigmart�ı-Luis 2018).

More details about the construction, types, and influenc-
ing factors on the microfludiscs products of continuous and
segmented flow micromixers will be discussed later.

2.1. Continuous flow (single-phase) microfluidic systems

Fabrication of nanoparticles in a continuous flow (single-
phase) system involves the combination of fluids by diffusion
in laminar flow streams that uses single or multiple solvents
(Rhee et al., 2011; Clark et al., 2017). Diffusion is described as
the process of molecules spreading from a higher concentra-
tion region to a lower concentration region through
Brownian motion, resulting in gradual material mixing.
Diffusion is explained mathematically using Fick’s law (Fick,
1855):

j ¼ � D
du
dx

! (1)

where j is the diffusive flux (mol /m2 s1), D is the diffusion
coefficient (m2 /s1), u is the species concentration (mol /m3),
and x is the position of the species (m).

The physical features of fluid flow in microfluidic channels
are described by the Reynolds number (Re). The Re can be
used to calculate the relation between inertial and viscous
forces using the following formula (Reynolds, 1883):

Re ¼ inertial force
viscous force

¼ q u L
m

! (2)

where q is the fluid density (kg/m3), u is the average flow
velocity (m/s), L is the channel length (m), and � represents
the kinematic viscosity (m2/s). Inside microfluidic system,
flow is mainly laminar, with Re numbers often less than 100
(Wang et al., 2009). At low Re number values (<100), the vis-
cous forces dominate the inertial forces, and a completely
laminar flow occurs. Fluid streams flow parallel to each other
in a laminar flow system, and velocity at every point within
the stream is unchangeable with time (Beebe et al., 2002).

The simplest and most basic continuous flow microfluidic
design is defined by either Y- (Therriault et al., 2003;
Endaylalu & Tien, 2022) or T-shaped (Gobby et al., 2001;
Ansari et al., 2018) channel micromixers (Figure 1(A,B)).
However, the Re number is higher in T-shape than in Y-
shape micromixers (Minakov et al., 2013).
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Mixing in these types of micromixers is entirely depend-
ent on species diffusion at the liquid–liquid interface, which
is sluggish and needs a lengthy mixing channel. Therefore,
many techniques have been established to improve mixing
efficiency in microfluidic devices. These techniques can be
divided into passive and active mixing according to add-
itional external energy input, whereas passive ones require
no external energy input (Cai et al., 2017). Table 2 gives a
brief overview on passive and active micromixers.

2.1.1. Passive micromixers
Mixing in passive micromixers is achieved using special geome-
tries of microchannels, which are appealing since they are sim-
ple to be created besides do not have any external source of
energy (Shanko et al., 2019). Various methods have been

proposed to improve their mixing efficiency like tuning the
geometry of the main channel, FRs, and number of inlets.

2.1.1.1. Tuning the geometry of the main channel. Using
more complex chaotic advection designs, the efficiency of Y-
and T-shaped micromixers can be enhanced. Since it works
to continually ‘stretch’ and ‘refold’ condensed solute vol-
umes, chaotic advection improves mixing in laminar-flow sys-
tems, resulting in an exponential decrease in striation
thickness. In microfluidic systems, chaotic advection can be
accomplished by placing obstacles or changing channel geo-
metries. Such change improves the flow stretching, folding,
and splitting in each case. Zigzag channels, 3D serpentine
channels, herringbone grooves, and spiral channels, are
examples for chaotic advection-based micromixers (Shanko
et al., 2019).

Table 1. Comparison between continuous and segmented flow micromixers (Gonidec & Puigmart�ı-Luis 2018).

Types of the
microfluidic platform Principal Features Pros Cons

Continuous flow
(single phase)

The mixing is driven by the
diffusion of reagents in
laminar flow streams
(turbulence-free condition)
using a single or mixture
of solvents

Reynolds number is less than
one hundred (low)

A homogenous system that
handled continuous
flow streams

� Slow mixing
� Fouling

Segmented flow
(multi-phase)

Droplets are spontaneously
generated using two
immiscible phases as a
result of both the external
phase shear force on the
inner phase as well as the
interfacial tension of the
two immiscible phases

The moving of slugs within a
channel enhances solvents
diffusion and chaotic
mixing in liquid slugs

Fast mixing for nano- and
femtoliter volumes

� In some cases, a high-
efficiency downstream
liquid separator is
required to enhance the
processing speed

� Fouling in some cases

Figure 1. Y- and T-shaped micromixers: A) Y-shaped and B) T-shaped.
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In a zigzag micromixer, the laminar recirculation caused
by zigzag angles (Re number < 80) can enhance the mixing
efficiency as shown in Figure 2(A) (Lee et al., 2011). At high
Re numbers, zigzag channels can produce chaotic advection
through recirculating at the channel angles (Mengeaud
et al., 2002).

A 3D serpentine microchannel can induce a chaotic flow
of repeating segments in orthogonal planes, as shown in
Figure 2(B) (Lee et al., 2011). A mixing segment is made up
of two consecutive C-shaped parts which have planes that
are perpendicular to one another. The flow field must be suf-
ficiently 3D for mixing in the serpentine channel, with sec-
ondary flows stretching and folding the fluid, significantly
raising the interfacial region in which diffusion occurs (Liu
et al., 2000). The serpentine pipe, which is 3D, mixes signifi-
cantly better than the straight channel (Liu et al., 2000).

Subjecting fluid volumes to a repeated series of rotational
and extensional local flows is one way to create a turbulent
flow. The staggered herringbone micromixer accomplishes
this sequence of local flows by changing the shape of the
grooves as a function of axial location in the channel, where
the middle sites are swapped between half-cycles by chang-
ing the orientation of the herringbones. Ridges are located
on the channel floor at an oblique angle of h, with respect
to the long axis (y), to produce transverse flows in micro-
channels using a steady axial pressure gradient (Figure 2(C))
(Carvalho et al., 2022).

As fluid goes downstream inside the spiral outlines, the
amplitude of centrifugal forces increases, followed by an
improvement in mixing performance. This is exploited in the
design of spiral channel micromixers (Sudarsan & Ugaz,
2006). Transverse Dean flows are developed by simply add-
ing curvature to the flow route due to centrifugal forces
experienced by fluids going along a curved path, which
offers increased mixing in a readily constructed flat 2D con-
figuration (Figure 2(D)) (Erdem et al., 2020).

Sequential lamination micromixers depend on dividing
the incoming stream into two channels and then reunite
them; this process can be done multiple times to enhance
the contact area between the laminae. Sequential lamina-
tions are also known as Split and Recombine (SAR) micro-
mixers (Figure 2(E)). Mixing in SAR micromixers is enhanced
at low Re numbers, therefore, they are good for viscous flu-
ids. The disadvantage of this kind of micromixers is that it
requires a three-dimensional manufacturing procedure,

which makes it more difficult to manufacture (Kang et al.,
2013; Siavashy et al., 2021).

2.1.1.2. Tuning the flow rates. Flow focusing micromixers
consist of three inlets and one outlet. The fluid stream to be
mixed flows down the middle channel, meeting two nearby
streams running at greater FRs in hydrodynamic flow focus-
ing (Figure 3(A)). The middle stream is squeezed into a small
channel between the two neighboring streams when Re
numbers are low. Reducing the stream width (middle stream)
allows quick mixing through diffusion (Knight et al., 1998).

Similar, the conical design of the micropipette makes it
simple to focus the inner capillary liquid flow inside the
outer capillary (Figure 3(B)). A laminar flow regime character-
izes the coaxial flow. A micromixer with a coaxial flow
achieves short diffusion distances and fast mixing times
(Abou-Hassan et al., 2009).

2.1.1.3. Tuning the number of inlets. The parallel lamin-
ation mixer consists of numerous coaxial channels that
coalesce into a single narrow channel. This kind of micro-
mixers improves the mixing operation by reducing the diffu-
sion duration and increasing the contact surface area
between the two fluids (Figure 3(C)) (Ehrfeld et al., 1999;
Erbacher et al., 1999; L€ob et al., 2004).

2.1.2. Active micromixers
As clarified in Table 2, several techniques for active mixing
are conducted. However, this review will discuss two of the
most used active mixing techniques for the fabrication of
drug delivery particles, namely, pressure field disturbance,
and acoustic micromixers.

In a pressure field disturbance micromixer, the perform-
ance of basic micromixer (Y- or T- shaped) can be enhanced
when both inlets of any of the micromixers are pulsed at the
same time. Consequently, the boundary between the two
liquids is extended over the mixing zone, which improves
mixing (Figure 4(A)) (Shanko et al., 2019). Furthermore, the
mixing within the micromixer can be enhanced if both inlets
are pulsed with a 180� phase difference. Pressure field dis-
turbance improves mixing between two reagents by regu-
larly changing FR in the two inlet channels without
additional geometric features, components, or external fields
(e.g. electric, magnetic, etc… ) (Glasgow & Aubry, 2003). The
pressure difference can be generated either using an

Table 2. Comparison between passive and active micromixers (Shanko et al., 2019).

Micromixer type Passive Active

Idea Tortuous flow paths are used to mix the fluid
streamlines, as well as the creation of
chaotic advection.

Secondary flows are generated by applying an
additional force, which speeds up the
mixing phase.

Mixing Y- and T-shaped, chaotic advection, parallel
lamination, sequential lamination, flow focusing,
coaxial, and toroidal micromixers

Pressure, sound (acoustic), electric, sound,
magnetic, and thermal fields micromixers

Advantages There is no need for external energy input. Effective mixing while maintaining a low
Re number.

Disadvantages After primary production of the mixers, passive
mixers are not controllable or adaptable,
making them less resistant to improvements in
real applications.

� Expensive.
� It may be incompatible with biological

components at sometimes.
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external micropump (Fujii et al., 2003) or an inbuilt planar
micropump (Deshmukh et al., 2001).

Acoustic actuators are used in micromixers to stir fluids in
a transverse direction to the flow direction, resulting in bet-
ter mixing inside the microfluidic channel (Figure 4(B)) (Yang
et al., 2000; Yaralioglu et al., 2004; Shanko et al., 2019). The
acoustic waves can be generated by integrated piezoelectric
ceramic transducers (Yang et al., 2001; Shanko et al., 2019).
Since many biological fluids are temperature sensitive, the

major disadvantage of an acoustic-based micromixer is the
generated temperature.

2.2. Segmented flow (multiphase) microfluidic systems

Droplets are created in segmented flow microfluidic systems
by mixing two immiscible phases (dispersed phase and con-
tinuous phase). Droplet generation is a natural phenomenon

Figure 2. Chaotic advection passive micromixers; A) Zigzag channel, B) 3D serpentine channel, C) Herringbone grooves channel, D) Spiral channel micromixers,
and E) Sequential lamination channel (Split and Recombine channels) (Redrawn under permission of Elsevier from reference (Hamdallah et al., 2020)). W is the
channel width, S, and L are the linear length of the periodic step and the zigzag microchannel, respectively.
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that is usually triggered by shear force and interfacial tension
at the fluid–fluid interface (Thorsen et al., 2001; Tice et al.,
2003; G€unther & Jensen, 2006; Shui et al., 2007a).

Capillary number (Ca) is a parameter that describes multi-
phase flow activity in microchannels by expressing the com-
petition between viscous and interfacial forces as defined in

Figure 3. A collective diagram representing different passive micromixers; A) Flow focusing channel (Redrawn under permission of Elsevier from reference (Lu
et al., 2016)), B) Coaxial channel micromixers (Redrawn under permission of Elsevier from reference (Vladisavljevi�c et al., 2013)), and C) Parallel lamination channel
(Redrawn under permission of Elsevier from reference (Sabry et al., 2018)).

Figure 4. Active micromixers; A) Pressure field disturbance and B) Acoustic micromixers.
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the following equation (Yang et al., 2001):

Ca ¼ lu
c

! (3)

where l (m2/s) is the continuous phase viscosity, u (m/s) is
the average flow velocity, and c (N/m) is the interfacial ten-
sion between both fluid phases.

Droplet sizes may be controlled by varying the cross-sec-
tional dimensions of microchannels, and reagents concentra-
tions can be controlled by varying the FR (Bringer et al.,
2004). As each droplet is separated from others, hence it
operates as an independent reaction vessel. In straight chan-
nels, a recirculation motion is induced by the addition of a
new phase, causing stretching, and folding of a solution,
which improves mixing efficiency in the same way as chaotic
advection (Figure 5(A)). The recirculation inside the seg-
mented flow can be controlled by fluid velocities. At low
velocities, the interfacial tension is insufficient to induce full
recirculation, but at high velocities, quicker convection within
full recirculation leads to higher mixing performance (He
et al., 2020). When the flow is deformed along a curved
channel, the axisymmetric circulation flowing in each com-
partment breaks and the substances disperse making the
twisting channel a significant route for better mixing (Figure
5(B)) (Song & Ismagilov, 2003; Demello, 2006).

T-junction and flow focusing are the commonly utilized
channel geometries to create droplets in microfluidic chan-
nels (Anna et al., 2003; Shui et al., 2007b; Shembekar et al.,
2016; Deng et al., 2019). In T-junction microchannel devices,
the dispersed phase is provided by a microchannel perpen-
dicular to a main channel in which the continuous phase
flows (Figure 6(A)). At the intersection of the two microchan-
nels, or further downstream, the thread breaks apart and
droplets form. It is indeed possible to adjust the dimensions
of the formed microdroplets by adjusting the viscosity of the
two phases, FR or channel dimension (Jamalabadi
et al., 2017).

In flow focusing channels, the dispersed phase is supplied
through the central channel, while the continuous phase is
delivered in opposing directions from two lateral channels
(Figure 6(B)) (Basova & Foret, 2015; Chou et al., 2015). Due to
the streaming of the continuous phase into the two lateral
channels; strain and shear forces are built onto the inner
fluid, forming a narrow neck that progressively collapses,
leading to the creation of a droplet. The viscosity of the two
phases and their FR are critical in controlling droplet gener-
ation in this design (Capretto et al., 2011).

Besides the classification based on geometric configur-
ation, segmented flow microfluidic systems can also be cate-
gorized depending on the nature of the mixed phases into
both gas-liquid flow and liquid–liquid flow systems (Figure 6)
(Chou et al., 2015).

Surfactants are often used in a liquid-liquid flow, such as
water-in-oil and oil-in-water dispersions, to prevent the scat-
tered droplets from coalescing (Baret, 2012). The FR and chip
geometry have a strong influence on the droplet morph-
ology. Nanoparticles of various sizes and shapes are synthe-
sized in liquid–liquid flow systems due to adequate mixing
effectiveness and mass transfer (Duraiswamy & Khan, 2009;

Niu et al., 2015). Nanoparticles can be fabricated with greater
reproducibility because the reacting solutions are encapsu-
lated within liquid droplets, which greatly reduce pollution
and channel clogging. Figure 6(A,B) represents the liquid–li-
quid flow microfluidic systems (Chou et al., 2015).

In gas-liquid systems (Figure 6(C)) (Chou et al., 2015), it is
often seen as a bubbly flow that disperses in a liquid phase
(Gunther et al., 2005; Yu et al., 2007). By developing recircu-
lation, incorporating the gas phase will significantly increase
mixing efficiency (Zhao et al., 2011). The quick isolation of
the gas from the produced dispersion to get the desired
nanoparticles is one of the most appealing features of gas-
liquid segmented flow reactors (Gunther et al., 2004; Khan &
Jensen, 2007). However, it has the potential for clogging,
which can be evaded with liquid–liquid flow reactors (Yen
et al., 2005; Krishna et al., 2013).

3. Approaches for efficient microfluidics

There are numerous obstacles to using microfluidics in the
pharmaceutical field, including the materials used for the
construction of the microchannels, their design, associated
equipment like pumps, and the used materials for the fabri-
cation of nanosystems. The complex interplay between those
factors can further influence the fabrication process. Going
through the path of success for the whole process requires a
complete understanding of all these challenges and finding
suitable approaches to solve them. This section sheds light
on some approaches applied to enhance the efficacy of
microfluidics. Among those approaches are those related to
the construction of microchannels, like surface modification
of the constructive materials, besides avoiding the adsorp-
tion of foulants on the internal surfaces of microchannels.
Another approach is related to the purification and concen-
tration of the produced nanoparticles, known as
post-treatment.

3.1. Surface modification

Microfluidic fabrication methods are classified according to
the microfluidic fabrication material, silicon/glass, or polymer.
Glass/silicon-based microfluidic devices are fabricated using
lithography and etching techniques (Kim et al., 2019;
Vasilescu et al., 2020). Polymer-based microfluidics are fabri-
cated using lithography (Mukherjee et al., 2019; Kajtez et al.,
2020), laser ablation (Shaegh et al., 2018; Gao et al., 2019; Hu
et al., 2020), injection molding (Li et al., 2020; Ma et al.,
2020), hot embossing (Lin et al., 2017; Lauri et al., 2019) and
3D printing (Macdonald et al., 2017; Romanov et al., 2018;
Vasilescu et al., 2020).

Surface wettability plays an essential role in microfluidics,
especially in controlling liquid flow and the motion of the
droplets. The solid surface can interact with the liquid
through the intermolecular forces between their molecules.
Wettability affects the spreadability of liquid in microfluidics,
and the ability of the liquid to spread can be measured
using the contact angle between the solid surface and liquid
(h), the decrease in surface wettability (high contact angle-
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value) means decreasing the spreading behavior of the
liquid. Generally, the contact angle values less than or equal
to 90� show the spreadability of liquid, while the highest val-
ues of spreadability and wettability can be achieved with
contact angle values near 0� (Saxena & Joshi, 2020).

Contact angle manipulation is relevant in enhancing mix-
ing efficiency besides preserving the integrity of microchan-
nels when using microfluidic platforms. Most of the materials
used in microfluidics fabrication are hydrophobic with low
surface energy and low adherence properties to other mate-
rials. This hydrophobicity leads to increased pressure and
resistance of a liquid to flow through the microchannels. The
most popularly used polymers in the fabrication of microflui-
dics include polymethyl methacrylate (Matellan & Armando,

2018; Kotz et al., 2020), polyvinyl chloride (Sitanurak et al.,
2019; Samae et al., 2020), and polyethylene terephthalate
(Cui et al., 2020; Kim et al., 2021), and polydimethylsiloxane
(PDMS) (Hiltunen et al., 2018; Akther et al., 2020; Ferraz
et al., 2020).

PDMS is considered a hydrophobic material with a contact
angle of more than 100�. Therefore, the unmodified PDMS is
restricted to producing water in oil emulsion (w/o) (Mata
et al., 2005). In order to increase the hydrophilic properties
of PDMS, surface modifications can be done using ultraviolet
irradiation, oxygen plasma (Long et al., 2017; Ruben et al.,
2017; Zhu et al., 2020), corona discharge (Bashir et al., 2018),
layer by layer deposition (Choi et al., 2018; Zhang et al.,
2019), sol-gel methods (Abate et al., 2008), and surface

Figure 5. Mixing within slugs (Redrawn under permission of Elsevier from reference (Sivasamy et al., 2010); A) Straight and B) Serpentine-shaped channels.

Figure 6. Segmented micromixers: A) T-configuration, B) Flow focusing, and C) Gas-liquid multiphase.
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treatment with surfactant (Fu et al., 2017;
Khemthongcharoen et al., 2021). Using oxygen plasma,
PDMS-based microfluidic surface modification carried out by
Long et al. showed a contact angle of less than 10�.
Unfortunately, the hydrophilicity of PDMS disappeared after
two hours of practical use. The addition of polyethylene gly-
col (PEG) coating with oxygen plasma resulted in persisting
surface hydrophilicity within 420 h after practical use with
contact angles values ranging between 3.5� and 67.7� (Long
et al., 2017). Jahangiri and his team succeeded in maintain-
ing the surface hydrophilicity of PDMS treated with oxygen
plasma for 100 d. The study was performed in different stor-
age conditions; at room temperature, �15 and �80 �C. The
study proved the preservation of microchannels properties
and contact angles in the colder temperature without chang-
ing the geometrical obstacles of microchannels for longer
times (Jahangiri et al., 2020).

Although decreasing the contact angle of PDMS (increas-
ing hydrophilicity) showed superiority in the aforementioned
examples; however, this was not the case when organic sol-
vents were streamed through the microchannels due to the
swelling of PDMS as well as solvent adhesion to the wall of
microchannels. A solution for this case was introduced by
Mahmoodi and his colleagues who coated the PDMS surfaces
with polytetrafluoroethylene (PTFE) nanoparticles to easily
stream dexamethasone-loaded PLGA nanoparticles (prepared
using dichloromethane (DCM) as an organic solvent) without
any adhesion to the wall of microchannels due to low sur-
face energy and low adhesive properties of fluoropolymer
coating. The coating was carried out by injecting a solution
of PTFE nanoparticles (60% w/v) through microchannels
using a syringe pump. The PTFE film was deposited and
formed after subjecting the microchannels to elevating tem-
peratures of 70 and 150 �C for 10 and 25min, respectively, in
the oven. The coating layer of PTFE revealed a surface with
high hydrophobic properties. The contact angle reached
140.3�, preventing dexamethasone nanoparticles aggregation
and adhesion during streaming in an organic solvent and
preventing swelling of the wall of microchannels. This sur-
face-modified microfluidics succeeds in preparing dexa-
methasone nanoparticles with PS values ranging between 47
and 82 nm with high encapsulation efficiency values of more
than 80% (Mahmoodi et al., 2019).

In addition to the swelling ability of PDMS-based micro-
fluidics using an organic solvent, PDMS does not show resist-
ance to the heating process required to fabricate solid lipid
nanoparticles. To overcome this problem, Arduino and his
team successfully fabricated solid lipid nanoparticles at a
temperature of 60 �C using microfluidic devices made of
borosilicate glass capillaries and glass rods (Arduino et al.,
2021). The glass-based microfluidic devices were resistant to
organic solvent and heat and did not disrupt microchannels’
features (Liu et al., 2015; Arduino et al., 2021).

3.2. Anti-fouling

Why do dispersed particles or droplets, flowing in microchan-
nels, deposit onto the walls? An important question

highlights a significant limitation known as ‘fouling in micro-
fluidic channels’ (Cejas et al., 2018). Fouling is the irreversible
adsorption of foulants onto the microchannels (Jung et al.,
2019). Suppression of fouling is highly required for better
investigation of optimum concentrations, FR, and other fac-
tors needed for the production of reproducible, tunable
nanoparticles. The underlying cause for fouling may be due
to the laminar flow in straight microchannels, which is not
enough for achieving rapid, efficient convective mixing
(Dietzel, 2016). A proposed solution for this problem is repre-
sented in speeding up the mixing of fluids inside the chan-
nels, either by designing different geometric configurations
like flow-focusing or using built-in mixers inside the channels
(Lorenz et al., 2018; Stolzenburg et al., 2018). A free jet
(Marmiroli et al., 2009) and staggered herringbone micro-
mixers (Jung et al., 2019) overcame the fouling onto
the walls.

However, it was previously stated that even in segmented
flow micromixers, the fouling effect might occur depending
on the type of lipid used (Riewe et al., 2020) besides the sur-
face properties of the inner channels (Erfle et al., 2019); shed-
ding light on the proper selection of components and
experimental setup, as well. The solubility of the lipid is of
great importance; SoftisanVR 100 (a blend of solid triglycer-
ides) ethanolic solution resulted in fouling in a segmented
flow micromixer due to its low solubility in ethanol, resulting
in its crystallization (Erfle et al., 2017). However, using more
ethanol soluble lipids, i.e. castor oil and glyceryl monooleate,
avoided the fouling effect. Additionally, the use of TweenVR

80 (with good aqueous and ethanolic solubility) offered fast
stability for the oil droplets evading the fouling effect (Riewe
et al., 2020).

During the process of preparing lipid-based nanoparticles
(castor oil nanoemulsion and glycerol monooleate nanopar-
ticles) using a segmented gas-liquid flow micromixer, a foul-
ing problem appeared through the deposition of oil droplets
onto the channel’s walls (Riewe et al., 2020). This issue led to
the formation of large oil droplets that may gradually be
washed away, leading to contamination of the collected par-
ticles. Such a problem was reduced in the nanoemulsion
preparation when TweenVR 80 was added to the ethanolic
solution instead of the aqueous solution, which efficiently
stabilized the interfacial surface of castor oil. In the same
context, as glycerol monooleate can form liquid crystals, this
problem resulted in fouling while preparing lipid-based
nanoparticles due to the formation of thin film of liquid crys-
talline cubic phase. Fouling effect was reduced by decreasing
the ethanol channel diameter from 58 to 29 lm, which might
be endorsed to: (1) reduced backflow of aqueous stream to
the ethanol channel during the formation of gas bubble and
thus decreased oil deposition at the junction between the
two channels and (2) reduced backflow of ethanol to the
water channel that could lead to lipid supersaturation on the
wall of the channel. However, both used diameter values did
not cause any significant change in PS values and PDI for
both types of lipid-based nanoparticles.

Other studies highlighted the effect of surface smoothen-
ing on reducing the fouling effect permitting for a sustained,
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stable process (Erfle et al., 2019). A published study com-
pared the effect of the surface roughness of inner micro-
channels on the intensity of fouling. Laser ablation, etching,
and tempering of microchannels were attempted. Results
revealed that the surface roughness was maximum after laser
ablation (0.41 lm) but minimum after the tempering process
(0.09 lm), which was attributed to the use of high tempera-
tures during tempering (760 �C for 1 h), resulting in melting
of glass, formation of highly viscous liquid which covered
any round pits and cavities hence higher smoothness of
channels surfaces was obtained. Getting rid of any pits and
cavities on the surfaces will avoid the deposition of particles
or droplets, which can act later on as nucleation points for
further fouling (Erfle et al., 2019).

Modifying the inner surfaces of the microchannels was
addressed in another study, preparing gold nanoparticles to
suppress fouling phenomena. Silanization of the inner surfa-
ces with trichloro(1H,1H,2H,2Hperfluoro-octyl) silane led to
increased hydrophobicity thereafter less wetting and fouling.
This study also highlighted the effect of pH control on the
degree of fouling. Results revealed that at high pH values,
fouling was much reduced, which was endorsed by the
repulsion created between the formed nanoparticles (nega-
tive charged) and the inner surfaces (Wagner & K€ohler,
2005), emphasizing the importance of electrostatic repulsion
in alleviating the fouling problem.

Generally, fouling cannot be abolished entirely; however,
it should be minimized to extend the shelf life of
microchannels.

3.3. Post-microfluidic treatment

The preparation of nanoparticles using microfluidic devices
depends mainly on nanoprecipitation techniques. The poly-
mers, lipids, or drugs are dissolved in organic solvents which
are then mixed with an aqueous phase inside the microchan-
nels, forming the nanoparticles.

Using organic solvents, if they remained in contact with
the formed nanoparticles, could affect their stability resulting
in infused particles due to Ostwald ripening, enhancing the
possibility of drug leakage (Kumar & Prud’homme, 2009;
Ingolfsson & Andersen, 2011; Paxman et al., 2017). Therefore,
post-treatment processes for the nanoparticle’s suspensions
to remove excess organic solvents are essential. Such treat-
ment can be done by dialysis, dilution, centrifugation, or
slight heating (Sato et al., 2016; Gdowski et al., 2018;
Morikawa et al., 2018; Roces et al., 2020; Sato et al., 2020).

Overnight dialysis for nanoparticles is the most used pro-
cess for removing organic solvents after their manufacture
using microfluidic devices (Leung et al., 2012; 2015; Hashiba
et al., 2020; Younis et al., 2021). Unfortunately, such a
method is time-consuming as it takes several hours and may
alter the nanoparticles’ properties.

Polymeric nanoparticles prepared using acetone as an
organic solvent were treated for organic solvent removal
either by dialyzing against water for 4 h or by evaporation in
a fume hood (Hong et al., 2018). The PS values for nanopar-
ticles subjected to the afore-mentioned post-treatment

processes were 89 and102 nm, respectively, highlighting the
influence of the post-treatment process on the properties of
nanoparticles.

Purification of 1,2-dioleoyl-3-trimethylammonium propane
(chloride salt) (cationic amino lipid)-based nanoparticles by
dialysis against buffer did not change their PS values; how-
ever, heptatriaconta-6,9,28,31-tetraen-19-yl 4-(dimethylamino)
butanoate (ionizable lipid)-based nanoparticles became more
unstable after dialysis. This would suggest the need for the
fast removal of the organic solvent in such a formulation to
retain its properties (Roces et al., 2020).

Kimura et al. investigated the effect of the post-treatment
process to decrease ethanol content (from 25 to 1% v/v) on
the size of the lipid-based nanoparticles by using a microflui-
dic baffle device and compared such post-treatment process
with dialysis or dilution followed by dialysis against buffer
(Kimura et al., 2020). It was found that PS values of 1-palmi-
toyl-2-oleoyl-sn-glycero-3-phosphocholine (POPC)-based
nanoparticles post-treated by a simple microfluidic baffle
device at FR higher than 10lL/min were smaller than those
post-treated by dialysis or dilution processes. A similar obser-
vation was found for 1,2-dipalmitoyl-sn-glycero-3-phosphocho-
line and 1,2-distearoyl-sn-glycero-3-phosphoethanolamine- N-
[amino(poly-(ethylene glycol))-2000]-based nanoparticles when
post-treated by microfluidic baffle device at TFR of 500lL/
min. This was due to the immediate ethanol dilution to 1% v/
v within milliseconds using a microfluidic baffle device, oppos-
ite to the conventional methods, which consume a long time.
On the other hand, POPC/cholesterol-based nanoparticles had
almost the same PS values, regardless of the post-treatment
method used (Kimura et al., 2020). This may be due to the
addition of cholesterol which suppresses the ability of ethanol
to develop interdigital structure lipid in the lipid membrane,
which cause membrane fusion and an increase in particles
size for the obtained particles (De Kruijff et al., 1976).

Tangential flow filtration was used to purify and concen-
trate solid lipid nanoparticles after microfluidizer homogen-
ization (Anderluzzi et al., 2019). This method involves the
recirculation of the sample to be purified across ultrafiltration
polymeric membranes for solvent exchange using a pres-
sure-driven purification process. Unlike the conventional dia-
lysis method (dead-end filtration method), membrane fouling
is minimized, and a high filtration rate with higher product
recovery is maintained. Tangential flow filtration devices can
process sample volumes as small as ten milliliters or as large
as thousands of liters, potentiating their use in nanoparticles
purifications on large scales (Interchim Innovations, 2021; Pall
Corporation, 2021).

4. Different types of nanoparticles manufactured
using microfluidics

The experimental setup and the nanoparticles composition
affect the properties of the produced nanoparticles, which
by investigation and analysis could comprehensively clarify
the capabilities of microfluidics in the fabrication of
nanoparticles.
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4.1. Lipid-based nanoparticles

Lipid-based nanoparticles are effective, multipurpose carriers
that can be assembled from liquid or solid lipids. Different
types of lipids can be used to change the properties of the
formulated nanoparticles.

Riewe et al. prepared nanoemulsions and nanoparticles
using segmented gas-liquid flow, high-pressure, and stag-
gered herringbone micromixers; and compared their PS and
PDI values (Riewe et al., 2020). The feature and operation
conditions of the three apparatus are demonstrated in Figure
7. Nanoemulsion and lipid-based nanoparticles were pre-
pared using the investigated micromixers by combining a
lipid-containing ethanol solution with an aqueous solution.
Nanoemulsion was prepared by mixing 5mg/mL castor oil in
ethanol with 0.278mg/mL TweenVR 80 in water or mixing
5mg/mL castor oil with 2.5mg/mL TweenVR 80 in ethanol
with water. Lipid-based nanoparticles were fabricated by
mixing 10mg/mL glycerol monooleate in ethanol with
0.222mg/mL poloxamer 407 in water (Riewe et al., 2020).
Results revealed that high-pressure micromixers led to the
formation of nanoemulsions and lipid-based nanoparticles
with distinctly smaller PS values than that for the corre-
sponding nanoparticles constructed via segmented-flow
micromixers (Melzig et al., 2019).

In the same study, it was found that the mixing of the
ethanolic and aqueous solutions using the NanoAssemblr
platform (staggered herringbone micromixers) was influ-
enced by the variation of TFR. Increasing the FR from 2 (Re
number � 124) to 10mL/min (Renumber � 622) resulted in
the formation of nanoparticles with a small PS similar to that
produced by a high-pressure micromixer. When they were
formulated using higher FR, Castor oil nanoemulsions and
lipid-based nanoparticles had higher (multimodal) and lower
PDI (monomodal).

Although microfluidics has the potential to reduce the
PDI-value of the lipid-based nanoparticles, this preparation
technology produced bimodal PS distributions (high PDI-
value) in case of nanoemulsions prepared by high-pressure
micromixers due to the backflow near the nozzles and slow
ability of surfactant to stabilize the fast formed particles
(Riewe et al., 2020). Also, nanoemulsions had high PDI (multi-
modal) when they were formulated using the NanoAssemblr
platform with high FR. This would highlight that increasing
the FR could affect positively or negatively the nanoparticles’
size distribution (Riewe et al., 2020).

Several studies highlighted the effect of the lipid concen-
tration on the PS of lipid-based nanoparticles prepared using
microfluidic techniques. It was reported that increasing POPC
concentration in ethanol solution (5–10, or 20mg/mL)
increased the PS for the obtained nanoparticles from 25 to
80 nm when mixed with saline. This was due to the fusion
and formation of large-sized bilayered phospholipid frag-
ments at the saline-ethanol interface during mixing (Maeki
et al., 2017). Similar results appeared during the production
of solid lipid nanoparticles, where smaller-sized, more uni-
form nanoparticles (low PDI) were obtained when lower lipid
contents in an ethanolic phase were used. Furthermore, the
type of the used surfactant added to the aqueous phase

greatly influenced the properties of the produced nanopar-
ticles. Surfactants with low molecular weight as Pluronic F68
was more potent to stabilize the nanoparticles and thus pro-
duced nanoparticles with smaller PS than those obtained
using polyvinyl alcohol or Pluronic F127 (with higher molecu-
lar weight values) (Arduino et al., 2021).

4.2. PLGA-based nanoparticles

PLGA is a biodegradable, biocompatible, and FDA-approved
polymer applied extensively in sustained drug release
approaches for the incorporation of hydrophilic and lipo-
philic drugs (Danhier et al., 2012; Masood, 2016).

Although adjusting the FR and the viscosity of the
injected fluids influenced the mixing, in a study, the
NanoAssemblr system (staggered herringbone micromixers)
was utilized to guarantee efficient mixing between the two
mixed phases during the preparation of curcumin-loaded
PLGA nanoparticles by emulsion solvent dispersion technique
(Morikawa et al., 2018). Using passive mixers like staggered
herringbone could decrease mixing time (Valencia et al.,
2010; Sun et al., 2013) by disturbing the laminar flow and
creating chaotic advection (Du et al., 2010; Pattni et al.,
2015) to produce homogenous nanoparticles. The study
revealed that TFR of the organic phase (PLGA/curcumin in
acetone) and aqueous phase (polyvinyl alcohol in water),
FRR, and PLGA type affected the PS, PDI, and encapsulation
efficiency values for the obtained nanoparticles where the
obtained PSs were less than 200 nm by increasing the TFR,
on the other hand, the PDI increased. The encapsulation effi-
ciency decreased with this increase in the TFR, indicating the
preparation of more homogenous nanoparticles at the slow-
est TFR (Morikawa et al., 2018). This finding might be due to
the higher crystallization rate of curcumin than PLGA. The
FRR (organic/aqueous solutions) of 3:1 showed to produce
nanoparticles with small PDI while raising the FRR up to
5:1increased the nanoparticles’ PDI. The same increase in
nanoparticles PDI was detected by increasing the molecular
weight of PLGA used in preparing the nanoparticles from
4000 to 54,000 g/mol, additionally, increasing the PLGA
molecular weight up to 17,000 g/mol resulted in decreased
nanoparticles encapsulation efficiency, and then an unex-
pected increase in encapsulation efficiency was recorded for
nanoparticles prepared using PLGA with molecular weight
more than or equal to 38,000 g/mol. This interesting finding
was attributed to the faster crystallization rate of the high
molecular weight polymer compared to the drug, hence
enhancing drug encapsulation (Habib et al., 2012). The pro-
duced nanoparticles were diluted several times post prepar-
ation to get rid of the organic solvent, and then they were
freeze dried.

A study conducted by Chiesa et al. stated the significant
effect of the FRR on the PS of PLGA nanoparticles fabricated
using PLGA (75:25; lactic: glycolic acids monomers) employ-
ing the NanoAssemblr Benchtop Device (Chiesa et al., 2018).

The benefits gained from the microfluidic approach in the
preparation of polymeric nanoparticles necessitating a conju-
gation chemical reaction were highlighted by Streck et al.
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(2019b). The research team succeeded in forming positively
charged cell-penetrating peptides (CPP)-coated PLGA nano-
particles using the NanoAssemblr Benchtop Device. These
nanoparticles were compared to their counterparts produced
using traditional bulk methods. Generally, the production of
nanoparticles using the microfluidics was more time-efficient
and reproducible, giving particles with size 150 nm and PDI
< 0.15 for uncoated particles and slightly larger size particles
between 160 and 180 nm for CPP-coated ones with high
conjugation efficiency up to 80% (Streck et al., 2019b).

The research team further compared in another research
article the post microfluidic conjugation reaction required to
prepare (CPP)-tagged PLGA nanoparticles in a NanoAssemblr

Benchtop Device to the in-situ microfluidic conjugation reac-
tion (Figure 8). The device was a Y-shaped inlet configuration
coupled with a serpentine-shaped microchannel equipped
with a staggered herringbone mixer (Streck et al., 2019a).
Results revealed that higher FRR (aqueous/organic solutions)
produced smaller nanoparticles with less PDI, emphasizing
the role of dilution and rapid precipitation of the polymer.
TFR and FRR of 10mL/h and 6:1, respectively, succeeded in
producing particles of size around 150 nm and PDI ranging
from 0.12 to 0.18. The conjugated nanoparticles produced by
post microfluidics did not show CPP distribution throughout
the nanoparticles, opposite to those prepared by in-situ
microfluidics (Streck et al., 2019a). The ability of microfluidics

Figure 7. Influence of microfluidic structure and operation conditions on particle size (z-average diameter) and polydispersity index (PDI) of the nanoparticles
(Redrawn under permission of Elsevier from reference (Riewe et al., 2020)). (A) Segmented-flow micromixer with large (A1; 58 lm) or small (A2; 29lm) diameter
ethanol channel; (B) High-pressure micromixer and (C) Staggered herringbone micromixer with different TFRs (C1¼ 2 or C2¼ 10mL/min) in the mixing channel.
The apparatus were used to mix (1) 5mg/mL castor oil and 2.5mg/mL polysorbate 80 in ethanol with water or (2) 10mg/mL glycerol monooleate in ethanol with
0.222mg/mL poloxamer 407 in water. TFR is total flow rate, D is channel diameter, and P is pressure.
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to prepare reproducible nanoplatforms with the tunable sur-
face could open the door for exploring the nano/biointerface
interactions, hence correlating the in-vitro/in-vivo behavior of
nanoformulations.

PLGA-PEG was used to prepare a library of nanoparticles
with different physicochemical properties (size, charge, lig-
and density, and drug load). Trials aimed at using microflui-
dics for the preparation of nanoparticles have the ability to
evade the macrophages in-vitro and in-vivo in mice; hence
would be suitable for further clinical translation. A multi-inlet
mixing unit equipped with a 3D micromixer was utilized for
the introduction of different nanoparticles precursors.
Different precursors included; PLGA-PEG with different end
groups (amine, carboxyl, and methoxy) to impart different
charges, different molecular weights for both PLGA (affect
size) as well as PEG (affect hydrophilicity), and finally, PLGA-
PEG conjugated with S,S-2-[3-[5-amino-1-carboxypentyl]ur-
eido] pentanoic acid as a ligand (in different densities). These
precursors were rapidly mixed with an aqueous phase by
applying 3D flow-focusing microfluidics (Rhee et al., 2011). A
syringe pump for each inlet was used to control the mixing
ratio for each precursor aiming at tailoring nanoparticles
properties. Results revealed that PS increased from 25 to
200 nm by increasing PLGA molecular weight. Moreover,
nanoparticles with different surface charges, positive, nega-
tive, or neutral in the case of amine, carboxyl, and methoxy
end groups, respectively, were fabricated. As a model drug,
Docetaxel was added in different amounts, where the final
drug load was varied by altering polymer concentration and
using a stream of plain organic solvent to varying the con-
centration. The fabricated nanoparticles with ligand density
approaching 200 ligands per nanoparticle showed minimum
recognition by macrophages and maximum uptake by tumor
cells (Valencia et al., 2013).

Despite the myriad advantages of fabrication of PLGA-
based nanoparticles via microfluidics, the entrapment effi-
ciency and drug loading of the produced particles are, to
some extent, low. This might be endorsed to the solvent dis-
placement process of the water-miscible solvents into the
aqueous phase, which results in the accumulation of PLGA
chains and formation of small particles while a big part of
the active agents is lost. This obstacle was addressed in one
study where a mixture of water-miscible solvents (dimethyl
sulfoxide[ DMSO] and DCM) was used. DMSO displaced into
the water phase while the other solvent (DCM) entrapped
the drug particles inside the nanoparticles during formation,
hence averting missing a large part of the dose. This
assumption was further confirmed by the enhancement of
entrapment efficiency as well as drug loading when the pro-
portion of DCM was increased in the solvent mixture (Xu
et al., 2017). Eventually, it can be concluded that tailoring
the organic solvent mixture can be of great importance in
formulating nanoparticles with improved properties.

4.3. Cross-linked nanoparticles

Ionic gelation occurs due to electrostatic interaction between
positive and negative charges of cross-linking agents. Flow
focusing (cross-junction) microfluidics is one of the most
used microfluidics in ionic gelation and cross-linking process.
Generally, it consists of three inlets (a middle inlet and two
lateral inlets) and one outlet, where the cross-linking agents
are streamed in separate side inlets (Moradikhah et al., 2020;
Soheili et al., 2021). Aşık and his team studied the effect of
microchannel designs (straight and hurdles microchannel),
different materials concentrations, inlet solutions pH values,
and FR on the properties of chitosan/sodium

Figure 8. Comparison between A) post microfluidics and B) in-situ microfluidic techniques for the preparation of charged cell-penetrating peptides (CPP)-coated
PLGA nanoparticles showing the different distribution of CPP through the formed nanoparticles (Redrawn under permission of Elsevier from reference (Streck et al.,
2019a)) CPP is charged cell-penetrating peptides.
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tripolyphosphate (TPP) cross-linked nanoparticles. Using the
microfluidics with hurdles and high FR (120mL/h for both
chitosan and TPP) produced less aggregated particles with
no clogging for microchannels. Chitosan and TPP streamed
at pH 4.5 in concentrations of 0.06 and 0.03%, respectively,
making nanoparticles with a size value equal to 190 nm (Aşık
et al., 2021).

One of the drawbacks in the ionic gelation process in
microfluidics is the formation of microfiber-like structures
inside the microchannels. This phenomenon occurs due to
the rapid electrostatic interaction between the cross-linking
agents at the early microchannel regions. To overcome this
problem, water streams in the middle channel are used to
delay the process of ionic gelation, and this method is called
a central aqueous stream system. This process was con-
ducted by Pessoa and his team, which successfully prepared
chitosan/adenosine triphosphate (ATP) nanoparticles with PS
values < 129 nm and PDI around 0.12. The authors streamed
water through the middle inlet while chitosan and ATP were
streamed through the lateral inlets of the microfluidic device.
The stream of water acted as both a barrier and diffusion
layer between chitosan and ATP streams, slowing down the
diffusion and delaying the ionic gelation. Additionally, it was
found that increasing the FRR (chitosanþATP/water)
reduced the diffusion path width between both chitosan and
ATP, resulting in increased PS and formation of microfiber
structures at the early regions of mixing as the case with the
regular method (Figure 9) (Pessoa et al., 2017).

Alginate nanoparticles cross-linked with calcium chloride
through ionic gelation were also prepared using cross-junc-
tion microfluidics, where sodium alginate solution was
streamed through the central inlet channel, and calcium
chloride were streamed through the lateral inlets. The studies
showed the fabrication of alginate nanoparticles with PS val-
ues < 400 nm (Mahmoodi et al., 2016; Mahmoudi et al.,
2020). In another study, a central aqueous stream system
was applied to prepare calcium alginate nanoparticles loaded
with doxorubicin. The study evaluated the influence of FRR
and channel length on PS. Decreasing channel length from
100 to 30mm showed a reduction in the PS values from
436.5 to 300 nm due to the reduced resident time in a micro-
channel. On the other hand, the PS values decreased from
514 to 327 nm with decreasing the FRR from 4 to 0.5, as this
FRR value supported a suitable diffusion region with a
shorter mixing time for alginate and calcium chloride (Cai
et al., 2019).

4.4. Miscellaneous nanoparticles

Dual stimuli-responsive nanoparticles with enzyme-respon-
sive ester bonds and oxidation-responsive sulfide linkages
were prepared using high-density polyethylene and aqueous
stabilizers like Pluronic L-64 and PEG 6000. The main concept
relies on the destabilization of nanoparticles under the effect
of esterase enzyme and/or oxidation reactions resulting in
the controlled release of loaded drugs or biological mole-
cules. Manipulating the microfluidic parameters allowed for
the fabrication of nanoparticles with enhanced properties.

Increasing TFR from 2 to 6mL/min at FRR (aqueous/organic)
of 3/1, decreased the PS significantly from 104 to 94 nm with
no further change when raised to 12mL/min. The nanopar-
ticles were monomodal with PDI < 0.1. Moreover, the con-
centration of nanoparticles affected mostly the size and
stability of the produced particles, where smaller and more
stable particles with no signs of aggregation over 2months
of storage were produced at nanoparticles concentration of
1 and 4mg/mL, in contrast, larger and less stable particles
were formed at 7 and 14mg/mL concentrations. The merits
of these nanoparticles were obvious when their biological
effect on HeLa cells was tested by preparing Nile Red loaded
nanoparticles and highlighting the role of the used aqueous
stabilizer. PEG stabilized nanoparticles showed concentration-
dependent cell viability enhancement, with > 80% viability
by increasing PEG concentration > 500 lg/mL. Moreover, the
internalization of Nile Red-loaded nanoparticles was consider-
ably higher than free Nile Red (Hong et al., 2018).

In addition to the enzyme and/or reaction-assisted desta-
bilization for nanoparticles, other stimuli-responsive nano-
platforms were fabricated by applying the microfluidic
technique. Polymersomes constructed using the pH-respon-
sive poly([N-(2-hydroxypropyl)]-methacrylamide)-b-poly[2-(dii-
sopropylamino)ethyl methacrylate] block copolymers were of
due relevance, especially in pathophysiological states distin-
guished by alterations in physiological pH values like in case
of cancer. Polymersomes could introduce a solution for the
delivery of hydrophilic therapeutics like the anticancer drug;
doxorubixin. Taking into consideration the low pH value of
cancer cells (Glunde et al., 2003) as well as the protonation
of the copolymer at pH < 6.5, hence polymersomes were
self-assembled at pH > 6.8. Increasing the FRR (aqueous/
organic) to 200/100 produced smaller-sized particles
(�60 nm) with a small PDI value of 0.06 due to the efficient,
rapid mixing being achieved. Drug release data confirmed
the disassembly of the polymersomes at pH 5.5, where more
than 50% of the drug was released after 4 h. On the other
hand, at pH 7.4, a sustained release of the drug was
observed, where 90% were released after 48 h (Albuquerque
et al., 2019). This rapid release in an acidic environment
exhibited consistent bio-distribution and enhanced cellular
uptake of the polymersomes by tumor cells compared to the
pure drug, which would guarantee selective cytotoxicity
when administered in-vivo.

For better handling and stability issues, the production of
a dry state form of nanoparticles is the best opinion. In one
study, coupling of nanoprecipitation via micromixers with
spray drying was adopted to fabricate dry state ketoprofen-
loaded nanoparticles using poly(methyl methacrylate) as a
polymer and Cremophor ELP as a surfactant. Impact jet
micromixers produced the smallest PS compared to the
other used ones; Y-type and high-pressure interdigital multi
lamination micromixers which might be attributed to the fast
mixing, supersaturation, nucleation, and surfactant adsorp-
tion. Moreover, the strong intermeshing of the streamlines in
the mixing chamber along with the weak ones in the outlet
of the micromixer resulted in the production of small PSs.
Spray drying using mannitol post the microfluidic assisted

1562 A. MAGED ET AL.



nanoprecipitation altered neither the PS nor the PDI-values;
however, a significant lower drug release rate (10% less) was
obtained with re-dispersed spray-dried particles compared to
the non-spray dried ones which might be endorsed to the
smaller entrapment efficiency (Ding et al., 2019). Varying the
operating conditions could produce tunable, reproducible
nanoparticles for any certain purpose.

5. Scale-up production for nanoparticles using
microfluidics

Optimization of the microfluidic platform design, solvents,
and FR can generate particles with constant and stable pro-
duction quality (Utada et al., 2005; Shum et al., 2008). Unlike
traditional methods for nanoparticles fabrications, the micro-
fluidic technique may offer a reproducible and continuous
nanofabrication platform to scale-up nanoparticle production,
which potentiates transferring this technique to the industrial
scale.

One of the proposed techniques to increase the produced
sample sizes in microfluidic systems is by parallelizing several
microfluidic channels or lengthening the production runs
(Lier et al., 2018). Belliveau et al. produced POPC/cholesterol-
based nanoparticles loaded with small interfering RNA
(siRNA) using six parallel herringbone micromixers (Belliveau
et al., 2012). This system was able to produce nanoparticles
at an FR of 72mL/min. According to the PEG-lipid content,
the nanoparticles had a controlled size of over 20–100 nm,

whereby siRNA was encapsulated with efficiencies reaching
100%. In another study, eight parallel microfluidic mixers
were successfully designed under cGMP conditions to pro-
duce lipid-based nanoparticles loaded with RNA at a produc-
tion rate of 25 L per 4 h.

The operated FR in microfluidics can control the nanopar-
ticles production output. Lipid-based nanoparticles fabricated
using segmented gas-liquid flow, high-pressure, and stag-
gered herringbone micromixers (Figure 7) were produced
under TFR of 200lL/min, 101mL/min, and 2mL/min or
10mL/min; respectively (Riewe et al., 2020). Both herring-
bone and high-pressure micromixers generated particles with
similar size values. However, high-pressure micromixers suc-
ceeded in giving higher production quantities of 101mL/min
compared to herringbone micromixers (10mL/min). This
would suggest the possibility of using a high-pressure micro-
mixer as a high-throughput microfluidic system (Riewe et al.,
2020), as it can be operated for a short time in order to
obtain appropriate quantities.

Ionizable lipid mix (GenVoy-ILM
TM

)-based nanoparticles
loaded with polyadenylic acid was produced using toroidal
microfluidics (Roces et al., 2020). The microfluidic device was
operated at TFR of 12, 60, and 200mL/min. The nanoparticles
showed comparable sizes (around 78 nm) with high polyade-
nylic acid encapsulation efficiencies (larger than 95%). Also,
the same microfluidic device was used to prepare protein
(ovalbumin)-loaded liposomes in operation rate values of 1,
12, and 200mL/min (Webb et al., 2020). The obtained

Figure 9. Preparation of chitosan/ATP nanoparticles by ionic gelation via regular and central aqueous stream microfluidic methods. The figure shows the effect of
the conducted methods on the particle size (PS) and polydispersity index (PDI) (Data in this figure was obtained from Pessoa et al. (2017)).
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liposomes had comparable PS values of 60� 70 nm with PDI
around 0.2 across the tested three FR, indicating this micro-
fluidic technology’s scalability.

Liposomes loaded with verteporfin were manufactured
using NanoAssemblr

TM

Benchtop (1–15mL FR) and scaled ten
times via the NanoAssemblr Blaze

TM

(10mL–1 L FR). The par-
ticles produced using both apparatuses had similar PS, PDI <
0.2, and encapsulation efficiency >80% (Brown et al., 2017).

6. Innovative strategies for the preparation of
micro/nanofluidic drug delivery systems

Chronic diseases impose an escalating burden on the health
care sector, accounting for 75% of medical expenditures on
episodic control rather than disease management
(Raghupathi & Raghupathi, 2018). Additionally, the idea of
using a one-size formulation fitting all patients is not con-
venient in chronic diseases management. Pediatrics, geriat-
rics, and disabled patients also require special treatment to
enhance their adherence to their therapy. Implantable drug
delivery systems could introduce a good solution (Abdel-
Salam et al., 2020; Kamel et al., 2020; Eldeeb et al., 2022) to
avoid fluctuating drug levels and sustain its release, hence
increasing therapeutic effect and patient compliance (Ainslie
& Desai, 2008; Elkasabgy & Mahmoud, 2019). Transdermal
drug delivery systems, such as microneedles are designed to
deliver the skin through the bloodstream (Alkilani et al.,
2015). Microneedles and implantable systems could provide
several drug release patterns, i.e. zero-order, pulsatile, and
on-demand dosing.

A stereolithography 3D printer was used to fabricate com-
bined spiral microfluidics and hollow microneedle resin archi-
tecture in dimensions of 1.5� 1.2� 3.1 cm3 (Yeung et al.,
2019). The microneedles were designed in a pyramidal shape
with a triangular base or tip orthogonally aligned with a ver-
tex base. The microfluidics has three inlets connected to a
spiral chamber for mixing the solvents, and it is connected
to the hollow microneedles (outlets). The hollow syringe-
shaped microneedle could comfortably penetrate the human
stratum corneum, which ensures drug delivery through a
‘poke-and-flow’ mode of operation. Furthermore, injecting
fluids through the microfluidic three inlets (FR 100 lL/min)
achieved homogenized mixing at the outlet. Such a device
can be programmed for on-demand synthesis and delivery
of nanoparticles through the skin.

Nanofluidic could offer a solution for controlling chronic
diseases through the fabrication of miniaturized systems cap-
able of regulating the drug release for long periods of time
(Ferrati et al., 2013; Fine et al., 2013). Remote drug release
control adds excellent value to the use of implantable sys-
tems. Microchip (Santini et al., 1999) is an example, equipped
with 20 drug reservoirs (600 nanoliters) and operated wire-
lessly. Microchip passed the 1st clinical trial in treating
women with osteoporosis (EudraCT, number 2010-020040-
35) (Farra et al., 2012).

The release of two drugs, methotrexate, and enalapril,
administered for the treatment of rheumatoid arthritis was
attempted using an implantable system coupled with

nanochannels and operated under the effect of electric cur-
rent, with modified intensity, for on-demand release (Di Trani
et al., 2019). The implant consisted of a silicone nanofluidic
membrane, platinum electrodes, drug reservoir, battery, and
printed circuit board. The study revealed that the type of
platinum electrodes (foil electrodes attached to the nanoflui-
dic membrane or sputtered electrodes) along with the volt-
age type (positive or negative) affected the drug release. By
applying a negative voltage, a decrease in the drug release
was observed, confirming the scenario of the movement of
particles in certain fluids under the effect of electric current.
An opposite effect was obtained with a positive voltage,
which was attributed to the fact that both drugs are nega-
tively ionized in physiological pH. Sputtered electrodes
offered less reproducible control on the release of the drug
compared to the foil electrodes due to the smaller distance
between the sputtered electrode and the membrane. The
fabricated implant safety was tested in-vivo in rats and non-
human primates. Results indicated good biological relevance
with mild transit inflammation adjacent to the electrodes.
Future investigations require finding high-density batteries
for a longer lifespan or electrostatic gates controlling the
electric current (Bruno et al., 2016; Kim et al., 2018).

From a safety point of view, a switch-off implantable
device is of great importance. However, limited options are
available to manipulate the drug release in case of any
adverse reactions after implantation, imposing the surgical
intervention as the sole solution to save the patient. Of
course, this procedure is costly and time-consuming. A non-
invasive way out of this problem is highly required to deacti-
vate the implantable system and halt the drug release
hastily, without training personnel. In this context, nanoflui-
dic-based drug delivery implants coupled with the magnetic-
ally activated switch-off micro gates were fabricated (Farina
et al., 2017).

The switch-off system was a polymer/metal sandwich. In
brief, a stainless-steel mesh (acting as a heating layer) was
embedded between two polymer layers (polycaprolactone
[PCL]); each with five orifices is forming a sandwich. The
switch-off system was incorporated at the port of the
implantable delivery device which is composed of a drug res-
ervoir, polyether ether ketone cap (PEEK), and silicone mem-
brane featuring nanochannels to regulate the drug release.
The switch-off system was placed between the cap and the
silicone membrane. Based on computer simulations, the opti-
mum magnetic field required (FDA approved) to heat the
stainless-steel mesh enough to melt the PCL layers was
selected, aiming at blocking the drug release. The success of
this approach was monitored when the release of rhodamine
B dropped by 98 and 90% when tested in-vitro and ex-vivo
(implanted in the dorsum of a cadaveric mouse) correspond-
ingly. This innovative system could help a lot in allergic reac-
tions to any released compound. However, one of the
disadvantages of this approach is the complete destruction
of the mesh and the impossibility to re-switch the device
again (Farina et al., 2017). Exploiting intelligent shape mem-
ory polymers, which can alter their shapes under stress and
restore them when released, can be a solution. Shape
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memory materials can be humidity, temperature, electrical,
magnetic, and light-responsive (Elkasabgy & Mahmoud,
2019). Further modifications in the device require re-design-
ing of the implant as well as using thermal isolating materi-
als to reduce the thermal tissue adverse effects.

Nanofluidic implants with tunable drug release introduce
a versatile technology for treating infinite ailments. Further
developments for these systems should be applied by equip-
ping the implantable systems with micromixers to combine
the benefits of preparing drug-loaded nanoparticles in-situ
and delivering them on-demand in a safe manner.

7. Conclusion and future prospects

This review introduced a comprehensive overview of micro-
fluidic techniques, platforms, and applications in the fabrica-
tion of different nanoplatforms, emphasizing its great role in
the pharmaceutical and drug delivery field. Microfluidics is a
technology with deepened roots in nanoparticle fabrication,
presenting several applications mainly related to low cost,
high throughput, tunable PS, and excellent batch-to-batch
reproducibility. Additionally, microfluidic platforms are not
bulky, requiring no large industrial spaces.

Microfluidic platforms or systems can be designed and
classified according to the nature of the fabricated nanopar-
ticles as well as the formation technique into; continuous or
segmented flow systems. Continuous flow is the most popu-
lar, simple technique depending on mixing different liquid
phases by diffusion. On the other hand, segmented flow
offers a good solution for fabricating nanoparticles requiring
reactions by slugs generation without raising the size or
complexity of the system. The review threw light on the util-
ization of micromixers (passive or active) to augment the
mixing process. Several types of micromixers were discussed
in detail.

Approaches to achieve efficient microfluidics were dis-
cussed; as surface modification of the microchannels to
enhance the flow besides maintaining the integrity of the
channels, anti-fouling effect as a solution to avoid adsorption
of particles onto the walls, and finally, post-microfluidic treat-
ment as a way to remove all organic solvents used in the
formation of nanoparticles to ensure the stability of the
final product.

The fabrication principles of lipid-, PLGA-, and cross-linked
based nanoparticles as well as the physicochemical proper-
ties of the formed nanoparticles, were presented and dis-
cussed. Stimuli-responsive nanoparticles were also displayed.

Regarding scaling-up production using microfluidics, par-
allelization of several microfluidic channels appeared to be
the most used method.

Novel strategies for applying micro/nanofluidic in the
drug delivery field highlighted the significance of those tech-
niques in controlling chronic diseases, regulating the drug
release for long periods of time, and offering platforms cap-
able of delivering the drug on-demand.

This review suggests the implementation of vast investi-
gational studies to augment the application of microfluidics
in nanomedicine to decrease the expenditures of traditional

nanoparticles fabrication methods and warrant the reprodu-
cibility of the formed batches. In conclusion, microfluidics is
considered the future of nanomedicine.
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