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Microfluidic devices began to be used to facilitate sweat and interstitial fluid (ISF) sensing in the mid-2010s.
Since then, numerous prototypes involving microfluidics have been developed in different form factors for
sensing biomarkers found in these fluids under in vitro, ex vivo, and in vivo (on-body) settings. These
devices transport and manipulate biofluids using microfluidic channels composed of silicone, polymer,
paper, or fiber. Fluid flow transport and sample management can be achieved by controlling the flow rate,
surface morphology of the channel, and rate of fluid evaporation. Although many devices have been
developed for estimating sweat rate, electrolyte, and metabolite levels, only a handful have been able to
proceed beyond laboratory testing and reach the stage of clinical trials and commercialization. To further
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this technology, this review reports on the utilization of microfluidics towards sweat and ISF management
and transport. The review is distinguished from other recent reviews by focusing on microfluidic principles
of sweat and ISF generation, transport, extraction, and management. Challenges and prospects are
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highlighted, with a discussion on how to transition such prototypes towards personalized healthcare
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1. Introduction

This review focuses on the use of microfluidics to harness,
transport, and manipulate sweat and interstitial fluid (ISF) in
wearable health tracking and diagnostic devices. Such devices
offer the promise of improved health outcomes and reduced
healthcare costs by providing individuals with continuous
(used interchangeably with “real-time”, especially when
referring to data acquisition in wearable systems) monitoring
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of biomarkers (which are commonly found in blood and
transferred from there to sweat and ISF), often without the
need to visit a doctor.

The use of microfluidic platforms to manipulate biofluids
enables rapid sample processing, operation with low reagent
volume, control of molecules in space and time, and
automation to avoid human intervention and error."” Various
microfluidics technologies have been widely applied towards
the development of biosensing platforms since the early
2000's"”® with human biofluid targets including sweat,® ISF,”
saliva,® tears,” urine,'® and blood."* Microfluidic platforms
have been deployed for sensing either via wearable patches
(on-body, which many reports refer to as ‘in vivo’, inclusive of
devices that rest on the skin) or through benchtop analysis
(in vitro and ex vivo).

We focus here on sweat and ISF because of some of the
challenges associated with other biofluids. For example, saliva
is widely available in the mouth and continuous biomarker
monitoring can be conducted by attaching wearable sensors
directly on the inner mouth wall or on teeth.'* Sensors can also
be embedded in baby pacifiers for sampling and sensing."?
However, saliva sensors always remain vulnerable to biofouling
from the bacterial contamination arising from food or the
mouth itself. Continuous monitoring with tears is possible
using contact lenses with printed sensors. Tears can also be
sampled in situ from the lacrimal caruncle and measured
separately with a benchtop assay. On a similar note, sensors can
be either embedded directly on diapers** for wearable urine
monitoring or the urine can be sampled first and then
monitored on the bench. Despite containing rich biomarker
information, wearable platforms for such biofluids target only
sensitive locations of the body, which eventually restricts them
from long-term continuous data collection. Furthermore, urine
and tears cannot be continuously generated for long-term
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(hours, days), while blood can be accessed only intermittently
with fingerpicking. In contrast, sweat and ISF are easily
accessed biofluids since sweat glands are abundantly
distributed throughout the body'>'® and ISF lies in close
proximity to the blood capillaries."”” Furthermore, both sweat
and ISF include several key biomarkers that are present in
blood. Examples include Na*, K', CI', lactate, alcohol, glucose,
uric acid, cortisol, and proteins. Sweat gets released commonly
whenever the body either undergoes active physical exertion
due to elevation of the internal body temperature,'® while ISF is
usually accessed through skin-mounted devices that use
techniques like reverse iontophoresis (RI)'® or with minimally
invasive tools like microneedles that can penetrate the top layer
of the skin."> Hence, conducting on-body, continuous, and
long-term sensing and analysis of sweat and ISF using wearable
patches holds tremendous potential towards non-invasive
health monitoring.

Several comprehensive reviews cover important aspects of
sweat and ISF wearable sensors.”*>* This review is
distinguished by its focus on the microfluidic principles of
sampling, sensing, and managing sweat and ISF collected using
wearable patches. Given the emphasis on microfluidics, we
point the reader to other reviews that focus on sensing.'®** We
take a pedagogical approach with the hope this review will serve
as a resource for new researchers as well as those actively
working to improve devices in the future. The review is
organized by following the physical path of sweat/ISF from the
skin through the device: that is, it must first leave the skin, be
collected by the device, transported through the device to
sensing regions, and in some cases, evaporate as the fluid leaves
the device. We begin by discussing the microfluidic aspects
inside skin that govern the production of sweat and ISF,
followed by their extraction techniques. Next, we focus on the
microfluidic techniques executed in wearable prototypes to
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control the flow and sustain long-term device operation. Finally,
we present the design strategies for an ideal sweat/ISF prototype
based on varying physiological conditions and highlight the
future directions and prospects of these microfluidic
technologies.

2. The production and transport
mechanisms of sweat and ISF
2.1 Sweat and ISF production mechanism

There are three main types of sweat glands present inside the
human skin: eccrine, apocrine, and apoeccrine.'® The density of
eccrine sweat glands is the highest (~250-550 glands per cm?)
and they are the most common type of sweat glands in the
entire body (~2-4 million in the entire body), with the highest
density in palms and soles.>® The eccrine glands consist of three
sections: secretory coil, dermal duct, and upper coiled duct.*®
The secretory coil contains three types of cells: clear, dark, and
myoepithelial.'® The clear cells are mainly responsible for the
production of sweat. The dark cells act as a repository for
bioactive materials in sweat, while the myoepithelial cells
provide structural integrity to the duct. The sweat production
process is typically stimulated by heat, which initially causes an
influx of Ca®>" into the clear cells. This results in an osmotic
gradient in the clear cells, which causes water (sweat)
movement into the lumen. In the luminal cells, ions and salts
are continuously reabsorbed back through active and passive
diffusion transport processes. The reabsorption rate relates
inversely to the flow speed of sweat through the duct. Hence,
lower absorption rates indicate higher electrolyte levels in the
lumen. Capillary forces pump the sweat from the luminal cells
along the length of the duct towards the skin, where it appears
on the surface through the skin pores. Eccrine sweat is mainly
composed of water, NaCl, and substances from the ISF.

ISF is the fluid between cells and is present at both the
epidermal and dermal layers of the skin, with the dermis having
the highest amount.”” The blood capillaries lie in close
proximity to the dermis and serve as the major contributor to
the ISF constituents. Conversely, the lymphatic capillaries drain
out fluid from the dermis, thus guiding the ISF transport from
blood to lymphatic capillaries via dermis. Hence, the net
amount of dermal ISF available for extraction depends on the
lymphatic clearance rate, where both advective and diffusive
forces govern the net ISF solute content.

2.2 Sweat and ISF transport mechanism from within the skin

The design of microfluidic wearables interfacing with skin can
be aided by the understanding that the sweat is released by a
natural microfluidic network in the skin. A detailed microfluidic
model of sweat transport through the skin has been reported.>
Briefly, sweat is driven out of the capillaries due to the osmotic
pressure difference with respect to the sweat glands. The
osmotic pressure of sweat in the sweat glands (APygm) is
calculated using APy, = iIRTAC, where i, R, T, AC represent van't
Hoff factor (i = 1 for sweat), gas constant, temperature, and
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concentration difference between plasma and sweat,
respectively. Assuming a surface tension of 72 mN m™", the
maximum (APog,) engendered by the eccrine glands can be at
least ~70 kN m™ (~27 mOsm kg "), which is sufficient to
overcome surface tension and thereby push the sweat into the
duct (Fig. 1A). This estimated pressure is even high enough to
push sweat even through a superhydrophobic (6 = 180°) pore of
2 um diameter. The model assumes the pressure drop (AP) of
sweat to be non-linear along the length of the duct, as it travels
from the sweat glands to the external surface of the skin. The
non-linear trends exist since sweat is continuously produced
along the length of the duct and so the flow rate (Q) increases
along the length of the dermal duct. Hence, the sweat glands
can act as pumps to drive the sweat via pressure difference
towards the skin surface. The pressure of the sweat droplet at
the exterior surface of the skin can be evaluated by the Laplace

2y cos

pressure (Pp), P, = , where y is the surface tension of

sweat, ¢ is the contact angle of sweat on skin surface, and a is
the radius of the droplet.>® This equation is consistent with the
following: (a) P, — 0 when a — o (due to spreading of sweat on
the surface of the skin) or P;, < 0 when 90° < 6 < 180° (if sweat
is wicked away). Overall, this whole transport mechanism is
biomimetic to water transportation in plants - roots intake
water by osmotic pressure differences with the soil and water
transports via capillary action through the stem to the leaves.**

The ISF majorly lies in the dermal layer of the skin (~120 uL
em)."” Although this volume is high, the net amount of ISF
available on the skin surface is usually low (~10 pL s) due to
the high resistance offered by the skin layers during transport
from capillaries to the interstitial space between the cells.
Moreover, ISF has a slow replenishing rate from blood. Hence,
unlike sweat, conducting long-term and continuous sensing
with extracted ISF on skin is relatively difficult.

Once sweat and ISF are available on the skin surface, they
are ready to enter the inlet zone of the device (Fig. 1B and C). Its
dimensions will vary based on the biofluid extraction rate,
volume, and time. The hydrodynamic resistance (depending on
channel dimension, and material) of the channel will then
decide whether the sweat/ISF can be transported. Usually, the
channel can be made up of either polymer, fiber, or paper, and
inherent hydrophilic materials like paper or fiber would be
suitable candidates to transport low sweat and ISF volumes.
Next, the fluid flow can be controlled and guided using valves.
Usually, they are useful with high sweat volumes since it is easy
to manipulate it in the channel. Finally, an outlet site is needed
to dispose of the old biofluid and prevent its mixing with the
newly extracted biofluid at the inlet. Usually, this is achieved
with evaporation. Overall, the concurrent functioning of all
these components will guide the efficient functioning of such
wearable microfluidic prototypes.

2.3 Biomarker information in sweat and ISF

Sweat contains a wide variety of biomarkers that can be
sensed.”®> These biomarkers can range from ions,
metabolites, acids, hormones, and small proteins.'"®** The

This journal is © The Royal Society of Chemistry 2024
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Fig. 1 An overview of the microfluidic aspects of wearable sweat and ISF sensing patches. (A) Sweat and ISF containing useful biomarkers can be
extracted on skin non- or minimally invasively. (B) The extracted biofluid can then be transported through microfluidic channels to a desired
analyzing location. Valves control the fluid flow, sensors interfaced with the channel can detect biomarkers, and evaporation facilitates prolonged
sampling for longer durations. (C) Schematic with the top view of a microfluidic platform comprising all the essential components to withdraw,

transport, and manage sweat and ISF.

transport mechanism of all biomarkers depends on several
other factors such as their size, charge, and the physiological
condition of the subject. Na" and CI™ are the most abundant
ion species in sweat, which are actively transported between
blood and secretory coil due to the osmolality differences
between the two. Ca>" and K" concentrations are present in
mM range. NH," diffuses into the sweat glands and stays
ionized due to high sweat pH, which traps it inside the
secretory coil and produces a concentration in mM range.
Metabolic activity produces lactate and urea in sweat. The
glucose presence in sweat is low (~uM range) since majority
of blood glucose partitions to ISF. Proteins such as hormones
and neuropeptides are also found in nM or pM traces since
they are mostly filtered during their transport from the sweat
glands to skin.*® Alcohol, drugs, and heavy metals are also
secreted in sweat.

The capillary pressure of the blood capillaries, the
molecular weight, and surface characteristics of a biomarker

This journal is © The Royal Society of Chemistry 2024

are the major deciding factors for its availability in the ISF.
Since most of the capillaries are leaky, nearly every
biomarker in blood can potentially be found in ISE."’
Paracellular and transcellular are the two dominant pathways
governing biomarker migration from blood to the ISF. In
paracellular transport, the biomarkers pass directly from
blood to ISF through the cellular junctions of the blood
capillaries, while in transcellular transport, the biomarkers
move from blood to ISF through the cell itself.>” Small
hydrophilic (ions, glucose, urea, lactate) and hydrophobic
(cortisol) molecules (<3 kDa) usually undergo paracellular
transport. Medium-sized molecules (3-70 kDa) such as
insulin, hemoglobin, and cytokines undergo both
paracellular and transcellular transport since the tight
cellular junctions impede pure paracellular transport.
Molecules above 70 kDa (albumin, immunoglobulins) only
undergo transcellular transport as they cannot pass through
the intercellular junctions.

Lab Chip, 2024, 24,1244-1265 | 1247
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3. Sweat and ISF withdrawing
techniques from skin
3.1 Sweat withdrawing techniques

Sweat can be generated on the skin surface using the following
general techniques: (a) active perspiration, (b) thermal
stimulation, (c) chemical and electrical stimulation, (d) osmosis,
and (e) diffusion. Undergoing strenuous physical exertion
(active sweating) is the most common way to generate sweat.
The rate of sweat generation through active perspiration is high

View Article Online
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undergoing physical exertion to release sweat into microfluidic
wearable platform (yellow dotted circle) on the forearm for
conducting multi-biomarker sensing.>® The reported platform
in the paper uses a serpentine polydimethylsiloxane (PDMS)
microfluidic system to collect sweat and transfer it to printed
electrodes for simultaneous sensing of sweat rate, ionic charge,
and Na' levels. Several PDMS microfluidic platforms have been
developed on similar principles to monitor various biomarkers
in sweat during active perspiration.>>

Another common way of naturally generating considerable

(1-3 uL min™").*® Fig. 2A shows an example of a subject amount of sweat on the skin surface is via thermal
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Fig. 2 Examples of techniques that collect sweat from the body into a sensing device. Sweat from the skin surface can be generated by either
making the subjects undergo (A) strenuous physical exertion or (B) thermally induced exertion. Adapted from ref. 28 and 33 with permission from
Royal Society of Chemistry. (C) Invasive procedures such as passing small magnitude of current through skin surface can also generate sweat.
Reproduced from ref. 38 with permission from John Wiley and Sons. (D) Hydrogels with higher osmotic strength than sweat can withdraw sweat
directly from the skin surface while the subject is at rest. Adapted from ref. 43 with permission from American Chemical Society. (E) A hydrogel
(with high water content) can sample sweat biomarkers directly from skin surface, such as from fingertips. Reproduced from ref. 48 with
permission from Springer Nature. (F) Interstitial fluid extraction methods using (i) reverse iontophoresis, (ii) hollow, porous, and hydrogel-based
microneedles and (iii) osmosis enabled microneedles. Reproduced from ref. 19 and 49 with permission from Elsevier.
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stimulation. This is done by exposing the subjects to high
temperature conditions such as a hot shower or sauna.** %’
Such conditions increase the rate of sweating (Fig. 2B). Sweat
stimulated thermally (hot shower) has been sampled in
PDMS microfluidic wearable patches, which collect up to 4-5
puL of sweat within 15 minutes to measure creatinine, urea,
and sweat pH.>> A similar PDMS microfluidic patch
measured Na’, K', and lactate in sweat from the chest,
forearm, and back of the body by exposing the subjects to dry
sauna for 30-40 minutes.®® In a recent study, a
poly(methylmethacrylate) (PMMA) microfluidic patch was
developed to monitor sweat nutrients (vitamin C, calcium,
zine, and iron) by exposing the subjects to a sauna for 50
min during which time ~30 pL of sweat was sampled.*
Although sweat generation via thermal stimulation does not
involve exhaustive physical exercise and leads to reasonable
sweat rates, continued exposure for long time periods inside
a high temperature environment can be inconvenient,
uncomfortable, and detrimental to the skin.*® Moreover,
measuring biomarkers from actively generated sweat can
raise questions regarding rapid saturation of the channel,
and dilution from excessive sweating.

Given the above limitations, several reports present other
alternative sweat withdrawing techniques that involve lesser
exertion than active sweating and thermal stimulation. One
such technique inducing production
chemically through transdermal delivery of drugs like
pilocarpine and carbachol.*’*° These drugs are cationic in
nature and are infused and delivered into the skin surface
via iontophoresis (IP). IP is an established process to induce
ions or charged molecules to flow into the skin by applying
current (0.2-0.5 mA cm %) through the skin surface. The
drugs are loaded in a hydrogel on the anode and delivered
across the skin by applying an electric field (Fig. 2C). As a
result, all of the anionic species in sweat move towards the
anode due to their electrophoretic mobility, while all the
cations and neutral species (like glucose as shown in Fig. 2C)
move towards the cathode due to electrostatic attraction and
electroosmotic flow. The volume of extracted sweat can range
from 15-100 pL, depending on the applied current density
and operating time.’® Although iontophoresis can operate
under sedentary conditions for prolonged periods (>24
hours),*" the possibility of skin irritation always remains a
potential issue due to the involvement of electric current.
Moreover, material defects (such as low hydrogel thickness,
and drug overdose) in the system can also affect the
sampling rate.*?

Our group has introduced an osmotic collection technique
that can withdraw sweat from subjects at rest by
simultaneously using osmosis for sweat withdrawal, capillary
forces for sweat transport, and evaporation for long-term
sweat management (Fig. 2D).**"* The prototype shown in
Fig. 2D has two major components: hydrogel and paper
microfluidic channel. The withdrawal of sweat from the skin
is achieved using a hydrogel, which has a higher solute
concentration than sweat. Once the hydrogel contacts the

involves sweat
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skin, the chemical potential difference between the gel and
skin makes the sweat and its associated biomarkers move
from the skin towards the hydrogel. The sampled sweat can
be transported either by using a conventional microfluidic
channel®” or a paper strip conduit.*’> The sweat flow can be
sustained for ~10 hours through continuous evaporation of
sweat at the back end of the paper channel.** Notably,
osmosis does not depend on any other external factors
(physical exertion levels, surrounding temperature, and
current density) since it is a colligative property. Hence,
osmosis has the potential to be a completely painless, and
non-invasive sweat sampling technique under low sweating
conditions. However, this technique leads to collection of low
sweat volume (2-5 pL with polyacrylamide hydrogels in 2
hours) for individuals at rest. Special attention is also needed
for the overall patch design to prevent sweat evaporation.

Researchers have also used hydrogels to withdraw sweat
from the skin via diffusion.*®*** The first platform designed
to demonstrate this technique is shown in Fig. 2E.*® The
platform was developed using thin agarose hydrogels which
were directly interfaced onto the functionalized electrodes for
sweat lactate sensing. The hydrogel acts as a reservoir for sweat
biomarkers and an electrolyte to allow electrochemical
detection. Sweat lactate was collected via touching the gel with
the fingertip for ~200 seconds since the human fingertip has
high sweat gland density.”>>® As a result, the lactate generated
from the fingertip due to the natural sweating diffuses through
the hydrogel to reach the electrodes, where it undergoes an
enzymatic reaction to generate a signal change. Although such a
platform provides painless biomarker detection at rest, these
devices are not in wearable format, do not contain an enclosure
to seal the hydrogel to prevent it from drying (useful for long-
term operation), and do not provide information regarding the
collected sweat volume.*®°°*°* Hence, the continuous and
long-term (~hours) performance of these platforms remains a
challenge.

3.2 ISF withdrawing techniques

The ISF can be extracted using techniques such as capillary
wicking, suction, micro dialysis,
iontophoresis (RI), and with tools such as microneedles."”
Amongst these, RI and microneedles are predominantly used
due to their minimal invasive impact on skin and their
capabilities to generate stable and continuous biomarker
profiles. RI operating mechanism is similar to IP but without
the initial drug delivery. Fig. 2F(i) shows the mechanism of a
typical RI setup on the skin for ISF lactate extraction.'’
Usually, applying a current density of 0.4 mA cm™ on skin
for 10 min is sufficient to extract ISF. RI faces the following
limitations: (a) the electrical current can cause skin irritation.
(b) It cannot be sustained long-term (c) the volume of
extracted ISF is very low (~nL). (d) The presence of hydrogel
in between the electrode and skin causes analyte dilution
and makes it difficult to extract biomarkers whose
concentration in ISF is low (such as proteins, and hormones).

vacuum reverse
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Another way of accessing and extracting ISF is by using
microneedles.®** Microneedles penetrate the dermis layer of
the skin, but are short enough (<700 um) to avoid contacting
nerves and are therefore considered to be minimally invasive.
They can be solid, soft, and hollow. Solid microneedles can
be made of metal, silicone, and resins and are fabricated
using either 3-D printing, etching, or laser cutting. The
sensing components can be functionalized on the tip of the
needle, allowing them to directly interface with the ISF inside
the skin.®® Alternatively, ISF can be extracted with solid
hollow microneedles using vacuum and capillary action,
which can lead to ~15 uL's of ISF in rats.®® Soft microneedles
are usually made up of hydrogels and can be either solid or
porous. They collect ISF via swelling (Fig. 2F(ii)).** Despite
their potential, such microneedles are reported to extract
more ISF volume in rats, mice, and pig models than from
human skin.®®* Moreover, microneedle insertion can even
elevate the levels of inflammatory markers in the body,
eventually increasing the chances of registering false positive
signals when targeting to measure such biomarkers.®”” Our
group has recently demonstrated how osmosis can be utilized
to prolong ISF collection (US patent #18/217392). Interfacing
a high osmotic strength hydrogel and a paper channel to the
back of a soft microneedle patch enables prolonged ISF
sampling and flow for continuous biomarker monitoring
(Fig. 2F(iii)).

To summarize, this section focuses on the ways in which
sweat and ISF can be generated or extracted from the skin.
Sweat extraction approaches via exercise, thermal, and
chemical stimulation could be stressful/inconvenient and
may not be feasible for long-term (hours to days) operations.
However, they result in considerable sweat volume generation
and quicker appearance of sweat on the skin surface. We
summarize the operational parameters of devices based on
different principles in Table 1. Sweat collection via osmosis
and diffusion using hydrogels offer a pain-free, non-invasive
alternative under low sweating conditions (such as at rest or
low humidity surroundings) but results in lower sweat
volume generation over time and requires more time for the
sweat to reach the skin surface. There are no reports available
about the estimated sweat rates for the prototypes solely
relying on diffusion for biomarker sensing. ISF can be
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sampled using RI and microneedles, where RI applies electric
field on skin to facilitate rapid biomarker appearance on skin
with negligible fluid volume. Microneedles require an
external pumping source to withdraw the sampled ISF and
are more widely used for ISF sensing and extraction. Hence,
all withdrawing techniques possess certain advantages and
disadvantages.

Once the sweat and ISF are accessed, the next challenge is
to transport, manage, and sense the biomarkers in sweat and
ISF. Hence, the next section is focused on the design aspects
of wvarious microfluidic patches for transport and
management of sweat and ISF.

4. Fluid transport using microfluidic
techniques

Once the sweat is extracted to the skin surface, various
microfluidic tools can be wused for its collection and
transportation. Processing of sweat using microfluidic channels
is necessary since direct interfacing of the sensor with sweat on
skin can raise questions regarding its clean capture, external
contamination, and measurement errors from uncontrolled

evaporation. The fundamental governing equations for
pressure-driven fluid flow inside microfluidic channels assume
S . . . 128uL .
Poiseuille relations (Fig. 3A(i)): AP = %Q (for circular
T
12[1- 128 tanh ()] 4oL
channels) and AP = - WH3(2H)] #Q (for

rectangular channels)®® where AP is the pressure drop between
the inlet and outlet of channel and g is the liquid viscosity
(typically 0.001 Pa s for sweat). Q, d, L, W, H represent the
volumetric liquid flow rate, diameter, length, width, and height
of the channel, respectively. The above equations show how
fluid flow rates in microfluidic channels depend on the channel
dimensions; in particular, the flow rate is especially sensitive to
the cross-sectional geometry (e.g., note the d* and L, W, H
dependency). The pressure (AP) required to transport liquids
can arise from capillary forces (requiring favorable wetting),
evaporation, or osmotic gradients between the inlet and outlet.
More details on how AP correlates to the channel diameter are
discussed in detail in the latter half of section 4.

Table 1 Sweat and ISF extraction techniques and their reported operating parameters

Device sampling

Generated rate Time to reach

Extraction technique On-body location area (cm?) (UL min™* em™?) skin surface (min) Ref.
Active sweat Forearm, forehead, back, 3-7 1-5 5-15 6, 57-59
upper arm, back, thighs

Thermal stimulation of sweat Forehead, chest, back, arm 1-4 3-9 <10 33, 35
Chemical stimulation of sweat Forearm, upper arm 1-2 1.5-3 5-10 37, 38, 60
Osmosis of sweat Forearm 0.2-0.5 0.07-0.3 30-45 43,44, 61
Diffusion of sweat Fingertip 2-3 N/A <30 50-52
Electrical stimulation of ISF Forearm 0.2-0.4 N/A 5-10 19, 62
Microneedles for ISF Forearm 0.25-0.5 1-3 in pigs, 3-10 min - rats, 63

mice, rats mice, pigs

N/A - humans Humans - N/A
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Fig. 3 Sweat and ISF transport in microfluidic channels. A) (i) Schematic highlighting the dimensional aspects of a typical microfluidic channel. PDMS and
PET microfluidic channel-based lab-on-a-chip form factors for (ii) sweat and (iii) ISF transport. Adapted from ref. 6 and 7 with permission from American
Association for the Advancement of Science and Royal Society of Chemistry respectively. (B) (i) Schemtic highlighting the parameters governing fluid
transport in fiber and paper microfluidic based devices. Examples of (i) fiber and (i) paper microfluidic based devices for sweat transport. Adapted from
ref. 73 and 61 with permission from John Wiley & Sons and American Chemical Society respectively. (C) (i) Surface morphology based sweat transport
driven by superhydrophilic and superhydrophobic patterned layers in (i) wedge-shaped channels and (jii) microwells. Adapted from ref. 74 and 30 with
permission from John Wiley & Sons, and American Chemical Society respectively.

Conventional (PDMS based) microfluidic channels have
been used routinely for sweat transport in wearable devices
(Fig. 3A(ii))**” where the sweat is collected via both active
perspiration and IP. Since PDMS is hydrophobic, it is usually
treated with oxygen plasma to make the surface hydrophilic
prior to usage and thereby create favorable wicking
conditions (i.e., AP arising from capillary forces). PDMS is
commonly used for sensing and transporting hydrophilic
molecules.®® Such devices have been widely established for
sensing glucose, lactate, chloride, and pH in sweat.
Macroduct® sweat collector is a commercial microfluidic
platform that has been routinely used during on-body

This journal is © The Royal Society of Chemistry 2024

trials.”® It consists of a spiral tube (inner diameter 640 um)
with an orifice that opens directly to the skin. The maximum
volumetric capacity of these patches is ~85 pL and they are
mainly used for sweat rate measurements.”" The tube comes
filled with a dye. The position of the dye front upon sweat
intake gives an estimate of the sweat volume and release rate.
Macroduct® patches are designed to minimize the dead
space between the device and skin to maximize sweat
collection.

Microfluidic transport has also been utilized for ISF
transport in wearable form factors.””> The wearable
prototype shown in Fig. 3A(iii) utilized RI to sample ISF in a
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PET microfluidic channel. The ISF flow rate was measured to
be 0.9 puL min' and chloride and calcium ions were
measured electrochemically for up to 15 min. Microneedle-
based ISF sampling and microfluidics have also been utilized
to measure metabolite (glucose and lactate) levels.”
Microfluidic devices based on fabric and paper have also
been used for sweat sampling and transport due to their wide
availability, inherent hydrophilic nature, and usage convenience
without any complex fabrication steps (Fig. 3B(i)).”>”>® The
wicking flow in such devices is analogous to capillary flow in
porous media, which is governed by the original Lucas-

Washburn equation: [(¢) = | ,yrtz%sﬁ (without evaporation)

and its modified version: I(¢) = \/ yridht cos6 (1—3751&) (with

4uq,
evaporation),”® where [(¢), 3, 1, 0, t, g, h, qo, @ represent the
distance travelled by sweat in paper over time, sweat surface
tension (~70 mN m"),** average pore radius of paper (~5-10
um), sweat contact angle, time, sweat viscosity (0.001 Pa s),
thickness of the paper, evaporation rate, and porosity of paper
respectively. These equations are derived assuming constant
cross-section, chemical homogeneity, unlimited reservoir
volume, and negligible gravity effects. These equations show
that: (a) the length of water penetration in the paper channel
levels off over time due to viscous drag and (b) evaporation can
decrease the length of water penetration. Alternatively, Darcy's
law is also used to describe fluid flow through porous media
and is applicable to substrates with non-uniform pore sizes.*
Darcy's law assumes that the kinetic energy of the fluid flow is
negligible, the fiber cross-section is circular, and the capillary is
kAAP
uL’
where Q is the volumetric flow rate, x is the fluid viscosity, k is
the permeability of the paper, L is the length of the paper, A is
the cross-sectional area of the paper perpendicular to the fluid
flow direction, and AP is the pressure difference acting across
the paper.

As an example, both cotton fabric and non-woven fabrics can
be used to transport sweat.”>’® In another example, a fiber
thread has been used to transport sweat to the sensing zone on
paper (Fig. 3B(ii)).”> However, this was only shown as a proof-of-
concept for in vitro glucose sensing. Sweat sampling and
sensing have also been conducted using only paper microfluidic
channels. The sensor can be either directly attached”” or
interfaced to the paper orthogonally.*>*"”® Our group has also
developed a versatile paper microfluidic platform for sweat
lactate sensing from both passive and active perspired sweat
(Fig. 3B(iii)).*>*® The prototype can generate real-time sweat
lactate profiles under any physiological condition. Similar
devices also exist for measuring lactate, pH, and sodium levels
in sweat under active perspiration.”””®

The surface morphology of a microfluidic channel can also
be modified to guide the sweat and ISF flow. For example, a
patch with “cactus spine” inspired hierarchical micro-structured
channels can sample and transport sweat (Fig. 3C(i and ii)). The

straight. It can be expressed through the equation: Q = -
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patch consisted of wedge-shaped (similar to cactus spine shape)
PDMS microfluidic channels whose surface was modified with
both superhydrophilic and superhydrophobic coatings. The
coexistence of both coatings generated a asymmetrical
wettability gradient and the wedge shape supported fast
transport by generating a force (from Laplace pressure) along
the direction of the superhydrophilic area. Sweat flowing
through the channel got collected into a microwell containing
an enzymatic electrochemical sensor for lactate and glucose
sensing.”* Based on a similar concept, microwells with
hydrophilic (wettable) walls have also been used as components
of sweat sampling devices (Fig. 3Cf(iii)).*° For example, a
superwettable flexible band with superhydrophilic microwells
surrounded by superhydrophobic edges can collect sweat and
host colorimetric assays. The superhydrophobic sections
ensured that fluid collection only occurred through the
superhydrophilic zones.

Overall, microfluidic platforms for sweat and ISF transport
have been extensively investigated, using either conventional
PDMS/PMMA/PET microfluidic channels or thread/paper
wicking materials. Both colorimetric and enzymatic assays
can be integrated with such devices. However, since
considerable sweat rate (20-200 pL h™" cm?) is required prior
to sensing, these microfluidic platforms have been validated
mostly on-body with active perspiration. Moreover, only a few
wearable microfluidic prototypes have attempted on-body ISF
sampling.”®" The net ISF sampled volume depends on the
microneedle material, size, density, and exposure time. Solid
microneedles will extract more with higher vacuum pull and
lower capillary diameter, while porous, soft microneedles will
hold more ISF than their solid counterparts.®? Sweat and ISF
transport and management are needed next for prolonged
sensing and sampling. Hence, the next section highlights
ways of sweat management in microfluidic channels.

5. Fluid management techniques in
microfluidic channels

Once the sweat or ISF is collected in the microfluidic device,
it is important to manage it efficiently for analyzing
biomarkers, reducing contamination, achieving prolonged
sensing, and delaying saturation due to complete filling of
the channel. In the simplest case, fluid can just flow through
a channel past an embedded sensor or to a reservoir for
colorimetric sensing.

There are circumstances in which the fluid flow requires
better control. For example, the flow can be directed by
capillary burst valves (CBVs) as exemplified in Fig. 4A.** CBVs
are commonly used to control flow and connect
microchannels of either different diameters or surface
properties (as shown in the left schematic in Fig. 4A).5>%
The incoming liquid stops at the valve until the driving
pressure overcomes the resisting capillary pressure. Once the
driving pressure reaches a critical point, the fluid pushes
beyond the valve, and the remaining channel gets wetted by
the advancing liquid.

This journal is © The Royal Society of Chemistry 2024
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Fig. 4 Microfluidic technologies for managing sweat in microfluidic patches. Controlled and sequential analysis of sweat biomarkers in
microfluidic channels can be achieved by (A) including capillary burst valves (adapted from ref. 34 with permission from John Wiley & Sons), (B)
tracking solute dispersion time, (C) deploying potentiometric sensors (adapted from ref. 86 with permission from John Wiley & Sons), and (D and
E) including polymeric and check valves (adapted from ref. 87 and 88 with permission from Springer Nature, and American Chemical Society
respectively). External contamination, biofouling, and damage can be prevented via (F) material selection (adapted from ref. 89 with permission
from American Association for the Advancement of Science) and (G) by providing reinforcement with polymeric layering (adapted from ref. 90
with permission from John Wiley & Sons). (H) Prolonged sweat collection can be achieved by having a pad for sweat evaporation in the patch.
Analytes can collect and concentrate in this region for archival sensing (adapted from ref. 91 with permission from American Institute of Physics).

The microfluidic patch shown in Fig. 4A has 12  in the patch of Fig. 4A has been designed to accommodate
microwells in total. The wells are connected by  different bursting pressure (BPs) levels to allow sequential
microchannels and each well includes three CBVs. Each CBV ~ sweat flow to subsequent wells. The BP for a microfluidic
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channel can be quantified using the equation:
cosf; cosf
BP = (Py-P,) = —20{ 5 ! A 2}, where, P, and P, are

the pressure values of the liquid and gaseous phase,
respectively, ¢ is the surface tension of liquid, #, is the
contact angle of the liquid in the channel, 6#; is the
minimum [0, + f; 180°], B is the diverging angle of the
channel, b and % are the width and height of the diverging
section of the channel respectively (Fig. 4A).** From the BP
equation it is seen that for a constant 4, BP will be high
under low b and £ > 90°, while low under high » and f <
90°. A high BP would enhance the CBV to burst and spread
the liquid throughout the channel.®>*

Along with flow control with valves, the time lag (fiag)
between the introduction of sweat in the channel and its arrival
to the sensor, and the dispersion time (tgispersion) Of the liquid
plug inside the channel are also important parameters that
should be taken into consideration in microfluidic settings

12,2
20/ (D+ 585 tag

Uavg

. 14
(Flg- 4B):92 llag = 6 and Ldispersion = , where V

is the channel volume, Q is the fluid flow rate, D is the
molecular diffusion coefficient, and u,,, is the average fluid
velocity in the channel. These effects can be further interpreted
through the Taylor-Aris dispersion model for laminar flow (as
shown in the right schematic of Fig. 4A). The schematic shows
that once the sweat enters the channel, the solute molecules
initially behave like a plug mimicking the shape of the flow.
The shear forces induce lateral concentration gradients which
molecular diffusion tends to minimize. Hence, the solutes
experience an enhanced diffusive longitudinal spreading as
sweat progresses downstream in the channel, which governs
the tlag and tdispersion-

Another important consideration is determining the flow
rate through the device (for further discussion, see section
7.1). Fig. 4C shows how potentiometric sensors embedded
inside microfluidic channels can be used to record a
timestamp of the biomarker flow and concentration.’® As
sweat passes through this sensor in the channel, the sensor
starts discharging from its open circuit potential (OCP) and
charges back again with analyte inflow. The final operating
voltage and the time taken to reach it for each sensor gives
an estimate of the sweat flow rate in the channel.

Gels can also be used in valves. For example, poly(N-
isopropylacrylamide) (PNIPAM) is a hydrogel that swells
significantly when the temperature gets below a critical
temperature (Fig. 4D).®” Thus, by using resistive heaters, it is
possible to dictate when the valve opens. Heating the gel
beyond the so-called lower critical solution temperature
(LCST) allows sweat flow in the channel. The flow stops when
the temperature gets below LCST. Check valves activated
mechanically by a finger touch have also been used to control
sweat flow inside microfluidic patches (Fig. 4E).5%°

Contamination of the microfluidic patches upon sweat
collection can be prevented by judicious selection of the wall
materials such that they remain inert to changes in the
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external environment. One such example is shown in the
microfluidic sweat patch presented in Fig. 4F, which includes
a layer of a hydrophobic polymer.*® The layer has low water
vapor permeability (both external and evaporation from
inside the channel) and functions by maintaining robust
adhesion with skin even during underwater swimming. On a
similar note, the microfluidic patch shown in Fig. 4G
included a rigid exoskeleton layer (made of commercial
silicone) surrounding the microfluidic channel.”® This made
the patch resistive to external stresses (compression, impacts
and acceleration) and prevented excessive fluid displacement
in the channel.

Maintaining long-term sweat sampling is desirable, but in
many devices the microfluidic capacity becomes saturated
and sweat stops flowing into the device. This issue can be
avoided by adding a section for sweat evaporation at the end
of the microfluidic patch and increasing the surface area of
paper.®’ Continuous evaporation maintains the capillary
pressure in the channel by preventing the channel from
complete wetting, which facilitates long-term inflow of sweat
and consequently delays the device saturation. The modified
Lucas Washburn equation accounting for the evaporative
effects is mentioned in the explanation of Fig. 3B.”* We have
introduced such designs in paper microfluidic platforms for
both in vitro (Fig. 4H)°" and in vivo settings.*****' However,
one should be careful with microfluidic designs involving
evaporation since the paper pad will eventually be crusted by
the salt deposits from the sweat, ultimately suppressing the
evaporation rate. These concentrated deposits could be useful
for archival sensing of components in sweat.

6. Design considerations for sweat
and ISF microfluidic prototypes

Overall, an efficient sweat microfluidic sensing prototype
should be designed by considering the factors summarized
in Fig. 5A-D and Table 2:

a. The location for placing the patch on the body should
be decided first by considering comfort and sweat gland
density, followed by the type of biomarker to be sensed (see
section 7). Any hydrophobic biomarker (e.g., cortisol) would
require additional surface modifications to prevent them
from adhering to the walls of PDMS microchannels.

b. Next, the sweat extraction method should be decided -
active or passive (Fig. 5A and B). For sweat to flow inside the
channel, the secretory pressure of the sweat glands (P..) should
exceed the hydraulic pressure loss (AP,q) in channel. This
balance should dictate the overall channel design. High sweat
volumes are obtained on-skin during active sweating due to
high Py of the sweat glands. Also, higher sweat flow rates and
smaller cross-sectional area of the channels build up pressure
inside the channels. Typically, a patch placed on the forearm
(150 glands per cm?) with active perspiration (~10 nl min™" per
gland) can generate a sweat rate of 1-1.5 uL min™* ecm™> on skin.
Thus, a 1 cm” sampling area with 1 h operating time generates
a total of 60-100 pL of sweat. Considering a channel of 1000 pm

This journal is © The Royal Society of Chemistry 2024
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Fig. 5 Design strategies for microfluidic devices for sweat and ISF analysis. Schematics highlighting the position of different components of
microfluidic devices functioning under (A) active perspiration and (B) passive perspiration. Schematic showing the necessary conditions required to
push the sweat into the microfluidic channel with approximate fluid calculations under a hypothetical case of placing the device on the forearm
during (C) active perspiration and (D) passive perspiration. (E) Schematic of microfluidic integration with a Rl patch for ISF extraction. (F) Schematic
highlighting the governing parameters for guiding ISF flow into a microfluidic channel with microneedles.

Table 2 Summary of the components of sweat microfluidic devices and their design specifications. See section 6b for the definition of the terms

Device consideration Active sweat extraction

Passive sweat extraction

Inlet pressure
Channel dimension

Pgee > APhyd

length: 1-10 cm
Can be far from inlet
Large surface area (~cm?)

Sensor location
Outlet

This journal is © The Royal Society of Chemistry 2024

Width: 100-1000 pum, height: 50-300 um,

Posm > Pgec

High channel cross-sectional area and lesser
channel length preferred

Close to inlet

Not necessary
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width, 100 pm height, and 1 cm length, whose hydraulic

resistance (Renanne))™ can be calculated as:
12[1 - 128 tanh (2¥)] 'L
Rehannel = - WWH3 )]+ , would result in ~1.14 x

10® Pa s m™ and corresponds to the hydraulic pressure drop of
~6.8 kPa, which is low in comparison to the sweat gland
secretory pressure (~70 kPa)*® under active sweating. Hence,
sweat will be pushed into a microfluidic channel with such
dimensions (Fig. 5A and C). The position of the sensor can be
away from the inlet due to availability of sufficient sweat
volume. Moreover, such conditions are also suitable for
monitoring biomarkers (electrolytes, lactate) which depend
heavily on the sweat rate. Saturation occurs when the
microchannel fills with sweat. A sweat disposal mechanism (e.g.
via evaporation)® can allow continuous inflow of fresh sweat to
enable long-term monitoring. To date, most devices saturate
after times ~hours, whereas ‘long-term’ refers to ~days/weeks;
the time depends on the sweat rate, device volume, and disposal
mechanism.

c. The passive sweat generation rate is very low (<1 nl
min~" per gland), and the secretory pressure of the glands is
not significant to push the sweat into the channel. Thus, an
external means of pumping (such as osmotic hydrogel) is
needed for sweat withdrawal (Fig. 5B and D). The chemical
potential of water in the hydrogel must be lower than in
sweat (hydrogel has greater osmotic pressure Pyy,). Based on
the reported sweat rates under sedentary conditions from
forearm (5-30 nL min~" ¢m™>),**** only ~1-5 pL h™" would
be accessible on the skin. Hence, shorter channel lengths
and a sensor located close to the sampling zone are needed.
Alternatively, paper and thread-based microfluidics could be
more effective in transporting media under such low flow
rates since they are inherently hydrophilic by nature, or the
sensing could be conducted at a high sweat gland density
location (such as fingertip).’® Such conditions could be
useful for sensing biomarkers that have low concentration
(e.g, glucose, proteins, cytokines) in sweat. Sweat disposal
mechanisms can be optional for both single-use and
continuous devices.

The design of an efficient ISF sensing microfluidic prototype
should be developed with the following considerations:

a. The ISF extraction can be performed using RI or
microneedles (Table 3). The Py will depend on the applied
current density and duration (Fig. 5E). Usually, 1-1.5 mA of
current for a few minutes can only generate a few nL min™"
of ISF flow rate. Hence, the possibility of Pg.. < APyyq will be
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high and ISF flow into the channel will be prevented. This is
also the reason why there have been very few attempts to
combine RI with microfluidics.

b. The sampling of ISF with microneedles will be guided
by the capillary pressure (Pcap) of ISF (Fig. 5F). Usually, P,
ranges ~0.25 kPa in a channel of 1000 um diameter.” In such
a case, Peap < APphyq (assuming channel dimensions as in (a)
and ISF viscosity as 0.0035 Pa s),”> and so ISF will not flow
into the channel. However, this can be mitigated in the
following ways: i) Increasing channel cross-section area. For
example, the channel in section (a) would generate APyyq =
2.6 kPa, but by having a width and height of 500 um and
1000 pm would generate APy q = 0.03 kPa, eventually allowing
ISF to flow. The same AP,,q would be shown by a circular
channel of 700 pum diameter. ii) Having an additional
pumping source (such as a high osmotic strength hydrogel or
vacuum) over the microneedle. Following mtnydrogel > Tneedie >
Tsr OF by interfacing a vacuum chamber (~-50 kPa negative
pressure)®" can facilitate continuous ISF sampling.

7. Sweat and ISF biomarker sensing
and quantification in microfluidic
platforms

The biomarkers in sweat and ISF inside a microfluidic platform
can be quantified via multiple sensing principles, the most
common ones being colorimetric and electrochemical. Such
sensors have been reviewed comprehensively elsewhere'®>>%
and will only be briefly mentioned here for convenience.
Colorimetric and electrochemical sensing techniques are widely
used since they are simple to implement and integrate into a
microfluidic format. Skin-interfacing microfluidic platforms
functioning on colorimetric principles usually include a pre-
immobilized biomarker specific assay.**"?*%%%>%779 The assay
uses a solution containing biorecognition molecules, which is
introduced in the microchannels either via direct addition® or
through a pre-treated paper.®® The incoming sweat biomarker
reacts with the biorecognition molecules typically undergoing a
redox reaction that generates a colored compound (product).
The intensity of the color can correlate with the biomarker
concentration in sweat. The color intensity of the formed
product is commonly measured using smartphone-based image
capture and analysis. Their potential downsides may include
low sensitivity (~pA mM),'* high limit of detection (LOD,
~mM range), and susceptibility to leaching.

Table 3 Summary of the components of ISF microfluidic devices and their specifications

Device component RI

Microneedles

Inlet ® Psec > APpyq Necessary

e Py, will depend on applied current density
High cross-sectional area and lesser

Channel dimension
channel length preferred
Close to inlet
Not necessary

Sensor position
Outlet
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® Posm > Preedles

® Feap > APhyd

High cross-sectional area and lesser
channel length preferred

Close to inlet

Not necessary
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As compared to colorimetric sensors, electrochemical
sensors are more sensitive (~nA mM '), rapidly responsive,
remain independent to changes in the background
illumination settings, and possess a low LOD (~nM range)
and linear dynamic range (LDR). These sensing platforms are
mostly built on a three-electrode system - reference, counter,
and working. These electrodes can be fabricated via
photolithography,'®* screen printing,'®® sputter coating,'®
3-D printing,* inkjet printing,’®* wax printing,'®> or direct
stamping techniques.'®® They can be printed on sheets of
polyimide (PI),"°* polyethylene terephthalate (PET),'*”
polyethylene naphthalate (PEN),*® plastic,'*® polycarbonate
(PC),™** polyester (PE),'* or tattoo paper.''® These substrate
materials are flexible and easily adhere onto the microfluidic
channel. The ink material of the working and counter
electrodes ranges between carbon,'®” platinum,'®" silver,*®
and silk.'"" The reference electrode usually comprises Ag/
AgCl paste. Sensing is carried out via immobilization of a
biorecognition element (either enzyme, nanoparticles,
antibodies, nucleic acid, or DNA specific to the biomarker)
on the working electrode. The biomarkers in the incoming
sweat generate a signal (usually a change in current,
potential, resistance, or impedance), whose magnitude
correlates with the biomarker concentration. The sensitivity
of these sensors may be enhanced via addition of carbon
nanotubes (CNTs), graphene, Pt, or Ag nanoparticles either
onto the working electrode surface or mixed with its ink as
they increase the electroactive surface area. The next section
provide a brief overview of the common sweat
parameters and biomarkers available in sweat and ISF and
their physiological relevance.

will

7.1 Sweat rate analysis

Sweat rate is an important parameter that should be monitored
simultaneously with biomarker concentration, as it helps to
understand the relationship between biomarker level and sweat
volume. Several techniques for evaluating sweat rate in
microfluidic platforms have been reported. One involves
quantifying sweat rate via electrical impedance.?® This is done
by placing two Au electrode fingers on a serpentine microfluidic
pathway such that whenever inflowing sweat contacts the
electrodes, a change in electrical admittance would occur due to
ionic content of sweat. The sweat rate is estimated based on the
number of times the admittance value changes due to sweat
passage, electrode distance, ionic charge of sweat, and sweat
volume. Researchers have also integrated this technique with
paper microfluidics, but so far only under in vitro settings.'"?
Other ways include tracking the progression of colored dyes
with sweat inflow."** Acoustic field-based resonant sensors have
been also integrated in microfluidic channels for sweat rate
estimation''* where the amplitude of the resonant peak
determined the sweat rate and ionic concentration. Differences
in capacitance generated between two metal plates inside a
microfluidic platform with inflow of sweat can help to estimate
sweat rate.'"” Additionally, thermistors embedded inside
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microfluidic channels show a change in resistance upon
interfacing flowing sweat.''® Overall, the sweat rates in
impedimetric-based electrochemical microfluidic platforms are
commonly measured in conjunction with an electrolyte
concentration. This approach is popular because the measured
impedance depends on the ionic strength of sweat and the
number of times the sweat reaches the impedance electrodes.
The electrochemical platforms measuring non-ionic biomarkers
mostly do not possess an integrated setup for sweat rate
estimation, unlike their colorimetric counterparts. They usually
quantify sweat rate using conventional approaches with external
tools such as Macroduct® patches, or wicking pads (via
calculating weight difference before and after the test). Hence,
techniques to estimate sweat rate in non-ionic biomarker
sensing microfluidic platforms require further development.

7.2 Electrolyte level information

Na“ and Cl” are important electrolytes for determining the
hydration state of the body. Na" and CI” ions are the most
abundant electrolytes in sweat, whose amount mainly
depends on the sweat rate and the reabsorption rate.
Dehydration increases the Na" concentration in sweat during
exercise."”” Cystic fibrosis (CF) leads to elevated levels of Na*
and CI” in sweat."'® Usually, the rate of generation of Na"
and Cl” is greater than the reabsorption rate during active
perspiration. Hence, the concentration of Na' and CI°
increases with exercise.'’® Na" and CI” ion concentrations in
blood can range from 135-150 and 96-106 mM respectively.
K" in sweat is an indicator of muscle activity and hypo-or
hyperkalemic conditions in the body.”* The sweat potassium
concentration ranges within 2-19 mM.'*""? Na*, CI", and K"
in sweat are usually measured using either ion-selective (ISE)
membranes, Ag/AgCl electrodes, or PEDOT:PSS electrodes in
microfluidic devices.*®*”°%7712° ISEs are usually developed
inside microfluidic channels for simultaneous detection of
multiple electrolytes under active perspiration conditions.
Paper microfluidic channels have also been integrated with
ISEs and used for sweat electrolyte sensing.""

Calcium is an essential biomarker for human metabolism
and mineral homeostasis. Excessive levels of calcium in the
biofluids can have detrimental effects on the function of organs,
which can lead to myeloma, acid-base imbalance, cirrhosis,
and renal failure. Ca>* in sweat varies from 0.41 to 12.4 mM."°
Over the recent years, only a few microfluidic platforms have
been developed for sweat Ca** sensing, but only under active
perspiration.’**>’° A wearable microfluidic patch used to
analyze Ca®* from ISF using selective membranes was reported
recently.” Electrochemical platforms using Ca** ionophores have
not been yet integrated into microfluidic channels."*® Hence,
further research progress is needed in the microfluidic
integration of measuring sweat Ca>".

7.3 Metabolite information

Lactate is a biomarker for determining the oxidative stress levels
and muscle health of the body, and its monitoring is of prime
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importance in certain groups of individuals, especially those
who are frequently prone to oxygen deficit conditions like
athletes and military personnel'® (for improving training and
performance endurance). Several microfluidic platforms have
been developed for enzymatic-based sweat lactate sensing, using
both colorimetric and electrochemical detection methods. The
estimated concentration varies from 10-20 mM, depending on
the exercise intensity.>?%33>3%77120,1237126 pqditionally, since
lactate is a conjugate base of lactic acid, its presence is linked
with the sweat pH, therefore, lactate sensing patches also need
to parallelly monitor sweat pH and skin temperature. The sweat
pH and skin temperature are observed to decrease and increase,
respectively with increase in sweat lactate content.””

Glucose is an important biomarker for diabetes
management in the body and is mostly detected in blood via
the conventional finger pricking test. Hence, the necessity of
a wearable platform for continuous sweat glucose monitoring
has always been of prime importance. Many researchers have
developed microfluidic patches for glucose sensing in
0293137127 The sensing mechanism is usually
enzymatic GO, (glucose oxidase) based, where the enzyme is
either immobilized directly into the microfluidic channel
(colorimetric),°** or is introduced into the microfluidic
pathway (electrochemical).’” Due to its low levels in sweat,
researchers have been more interested in exploring the
glucose levels in alternative biological fluids such as
interstitial fluid (ISF) using microneedles or reverse
iontophoresis (RI), where the amount correlates well with
that in blood."*®"* Ethanol is the biomarker for monitoring
intoxication caused by excessive alcohol consumption. Its
range in sweat is reported to be between 2.5-25 mM (post
15-40% alcohol drink consumption) and can be sensed
electrochemically or colorimetrically detected in microfluidic
channels using alcohol oxidase (AO,) enzyme,"¢>3130:131

In humans, uric acid (UA) is the major product of the
catabolism of purine nucleosides, adenosine, and guanosine
and is majorly excreted through kidneys."** Uric acid
concentration in sweat and blood ranges 2-10 mM (ref. 16)
and 5-7 mM, respectively.”> However, some wearable
platforms show a sweat uric acid reading in uM range."**"%*
High uric acid content in the body can be a risk factor for
cardiovascular diseases, type 2 diabetes, renal diseases, and
gout.”** Although the mechanism of uric acid partitioning
into sweat is not fully understood, it is speculated to occur
via passive transport to the sweat glands from blood."*> Only
a few microfluidic platforms for uric acid sensing in sweat
have been reported. For electrochemical platforms, the
sensor is usually interfaced to the microfluidic pathway.**"3*
UA based colorimetric assays have also been immobilized
inside microfluidic channels.*® Even paper microfluidic
based UA sensing patches have been developed using
plasmonic sensors which are based on label-free surface-
enhanced Raman spectroscopy (SERS)."*® Microfluidic-based
wearable plasmonic microneedle sensor for minimally
invasive ISF uric acid monitoring was reported.”*” Although
UA sensing platforms have been developed using different

sweat.
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techniques, the concentration discrepancies, and the
metabolic process of uric acid partitioning in sweat remains
a major unsolved concern, which the microfluidic prototypes
to date have not been able to resolve.

Ammonia in sweat has multiple origins like eccrine sweat
glands, by-products of urea catabolism, skin gas emissions,
and blood plasma.™*® Several studies relate sweat ammonia
to fatigue and exercise."***%'%% Although multiple platforms
quantify sweat ammonia by directly interfacing the skin, few
of these are microfluidic based."*" Ascorbic acid (AA, vitamin
C) is present in sweat in the range of 10-50 uM."® AA helps
in production of collagen, iron absorption, cold treatment,
and in protecting the body from viral infections.'*
Microfluidic platforms for detecting sweat AA levels are
scarce and are only validated with exercise and exogenous
vitamin C intake."*!

Cortisol is a glucocorticoid, a hormone released in the body
to cope with psychological and physiological stresses.'**'**
Sweat cortisol and blood cortisol range between 8-140 ng ml™*
and 44-145 ng ml™, respectively.'®**'** Microfluidics means
have been used for transporting sweat to the cortisol sensor
interface.’**'*> Sensing has been achieved electrochemically
using molecular imprinted polymer (MIP) templates, and
antibodies in LIG electrodes*>'** Lateral flow assay (LFA) based
platforms for sweat cortisol detection also have been developed
on the basis of aptamer conjugated gold nanoparticles
(AuNPs)."*® Finally, LFAs for cortisol detection have also been
integrated with microfluidic patches.™**

8. Conclusions: challenges, and
prospects of microfluidic sweat and
ISF sensors

The application of microfluidics in wearables and point-of-care
sensing devices has evolved immensely over the last 10-15
years. This progress began in the latter half of the decade
spanning 2000-2010, when researchers started developing in-
house microfluidic bioassay platforms for testing of various
biological fluids."*”""** Since 2010, researchers have focused on
deploying these platforms for real time on-body sensing
applications. Amongst the common biological fluids, sweat and
ISF are easy to access and were found to provide a plethora of
different biomarkers (similar to many of the ones found in
blood). Microfluidic platforms aiming to quantify sweat and ISF
biomarkers usually include PDMS/PMMA  microfluidic
channels, paper channels (chromatography paper and LFA), and
thread. The fluid pressure difference between inlet and outlet,
capillary forces, surface morphology, and evaporation rate
jointly play an important role in controlling the fluid flow
through these devices. Moreover, microfluidic valves have also
been wused for flow regulation in microchannels. The
biomarkers are sensed usually using either colorimetry or
electrochemical based assays. The bioassay is either positioned
directly in the microfluidic channel (for colorimetric sensors) or
is interfaced separately onto the microfluidic pathway (common
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for electrochemical sensors). The type of sweat and ISF
withdrawal technique also determines the sensor location with
respect to the device inlet. We discuss such design
considerations in section 6. Further elements that will have to
be considered when designing such devices are their
sustainability and cost.

Sweat rate, pH, glucose, lactate, Na*, K*, Ca*>", CI", alcohol,
uric acid, ammonia, ascorbic acid, and cortisol have all been
monitored with microfluidic devices. Amongst these,
microfluidic platforms for Na*, K*, CI', lactate, glucose, and
alcohol sensing are described in many literature sources.
Na', K, Cl” appear in sweat and ISF originating from blood,
lactate from the muscle fibers, and glucose partially from
blood but is mainly found in ISF. On the other hand,
microfluidic platforms measuring sweat Ca**, uric acid,
ammonia, ascorbic acid, and cortisol are less common.
Consequently, the physiological pathways of these
biomarkers in the body are also less well understood based
on the data obtained from microfluidic platforms. Electronic
integration in a few prototypes has also made possible
wireless and real-time biomarker monitoring by wearable
devices.

Despite the immense development, there are still certain
challenges that microfluidic based sweat sensors need to
address (Fig. 6). These challenges are highlighted below:

a. Quantifying the real-time rate of sweat generation is
important since it helps to understand the dependency of the
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biomarker level on the sweat volume. See section 7.1 for a
discussion on methods for measuring sweat flow rate. Sweat
rate is usually estimated by integrating either impedimetric
(measuring frequency of impedance change over time)
sensors in the channels®®*® or by tracking optically the
progression of a colored compound in the channels. The first
method requires an electrochemical analyzer and has a
response time of ~s, while the second method typically uses
external hardware (mobile phone, camera) for analysis. Since
the colored compound is a product of a chemical reaction,
its intensity will rely on the reaction time (usually ~ min)
and the external illumination conditions.?" Overall, as these
two techniques are well established, future sweat microfluidic
platforms should aim towards adapting similar techniques to
estimate sweat rate with the goal of simultaneously
determining the effect of sweat rate on the concentration of
analyte.

b. Sweat sensors only monitor biochemical levels. To gain
comprehensive health information, decisions should be
made by simultaneously monitoring biophysical markers
(such as heart rate, pulse, SpO,, core/skin temperature, and
blood pressure) as well. Several non-microfluidic prototypes
have attempted combining both readouts,"***°"*** but only
one microfluidic prototype has reported heart rate,
temperature, and pH with biochemical sensing.’>® Moreover,
harvesting and processing the data using advanced machine
learning algorithms is necessary to understand the
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biomarkers trends over time. This will help in making
proactive personalized diagnostic decisions.'”*

c. Commercialized ISF prototypes exist widely for glucose
(due to good correlation with blood) and utilize only solid
microneedles without microfluidics for sensing."? The sensing
components in such systems stay functionalized on the needle
tips, which makes them susceptible to biofouling or leaching
into the skin over time, eventually disrupting their analytical
performance. Although commercial microneedles work great
(sensing period ~10-14 days), with microfluidic inclusion, the
whole sensing module can be setup outside the skin which may
enhance the overall performance of such devices.

d. Biochemical sensors often rely on enzymes. Enzymes
typically degrade at high pH and temperature. Hence, non-
enzymatic (nanozymes) approaches are needed to be
developed and integrated.'*>*"°

e. Many microfluidic wearable prototypes have only been
used on a small number of subjects or without comparison
to established standard analytical techniques (such as high-
performance liquid chromatography (HPLC) and mass
spectrometry). Larger subject validations are needed to justify
the accuracy and utility of the device.

f. The power consumption of the microfluidic platforms
during sensing needs further minimization. Many microfluidic
sensors that support wireless, real-time data monitoring on a
mobile device are powered by a commercial Li-ion battery or
NFC. Moreover, if the platform extracts sweat or ISF via
iontophoresis, the power requirement increases further
(~mWw).*®¢" Furthermore, Li-ion batteries are flammable and
sensitive to high temperatures. In preliminary research to
address these problems, researchers have started using biofuel
cells (BFCs) for harvesting power instead of a battery."”” A BFC
is a fuel cell that uses a catalyst to oxidize its fuel. For sweat
based devices, sweat acts as the fuel. However, all established
BFCs to date harvest energy only from sweat lactate by directly
interfacing the skin because the amount of lactate in sweat is
high, and it has a stable generation rate with exercise. Until
now, BFCs could only function under exercise (since exercise
increases rate of sweat lactate generation), but recently a study
showed power harvesting with BFCs without active
perspiration.’*® The energy can also be stored in a battery.">
However, the reported harvested average power can range ~1.2—-
2 mW from exercise induced sweat'®*'®" and ~0.6 mW (ref.
159) during natural perspiration. BFC energy harvesting from
ISF has been done using microneedles (power density ~0.4 mW
em?) and glucose (due to high concentration) but without
microfluidics."®> Thus, microfluidic integration can allow
continuous sweat/ISF storage in these BFC patches and on-
demand power generation, removing the cumbersome necessity
of undergoing physical exertion. Other energy harvesting
modalities (such as mechanical or thermal energy) may also be
integrated to meet the power requirements of microfluidic
platforms.*®**¢*

g. Monitoring nutrition related biomarkers (e.g., vitamin
C, calcium, Zn, Fe) has attracted attention recently since their
amount in the body correlates with skin disorders, digestive
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complications, bone defects, and even cardiac diseases.'®®
However, only a few microfluidic platforms monitor these
biomarkers in sweat.>>°” Hence, new devices are needed for
measuring these biomarkers, which should also reveal their
physiological pathways. B-Hydroxybutyrate (BHB) is another
nutritional biomarker that has recently gained recognition
due to its linkage with ketogenic diet and ketoacidosis in
type-1 (T1-D) diabetic patients. BHB appears in blood when
the body metabolizes fats instead of carbohydrates to
produce energy. However, only one (non-microfluidic) sweat
based BHB wearable device that operates under active
perspiration has been reported.'®® Solid microneedles
without microfluidics has also been used for ISF BHB
sensing.'®” Based on the increasing popularity of ketogenic
diet and its effect on reducing the levels of blood glucose,
cholesterol, triglycerides, and body weight,"®® wider
application of wearable BHB sensors could be needed.

h. On a similar note, there are no microfluidic platforms
available for sensing DNA, neuropeptides, and cytokines from
sweat. These biomarkers are present in extremely diluted
levels in sweat (~ng ml™ or pg ml™). However, a few recent
studies have shown the continuous monitoring of C-reactive
proteins'®® and oestradiol (female hormone)"’° from sweat in
microfluidic platforms with IP withdrawn sweat. Continuous
and real-time detection of proteins can be achieved with
aptamers as the receptor element, but sensitivity will depend
on the protein molecular weight, blood-to-ISF lag time, and
changes in the local ISF environment.®””*”* Up to date, this
concept has been demonstrated with blood'”* and ISF (with
microneedles)'”* under a microfluidic setting.

i. Monitoring of drugs in sweat has also received large
attention recently, in which levodopa (L-Dopa, a drug for
treating Parkinson's disease) has been detected in real
human sweat.’>’’* However, the reported prototype for
L-Dopa sensing does not involve microfluidics and functions
with finger touch based sensing.”” The partitioning of drugs
from blood to sweat is governed by their hydrophobicity and
pK,. Drugs like oxycodone, morphine, and acetaminophen
have been detected in sweat with good correlation to plasma
levels, but not by using microfluidic tools."”> Overall, since
both IP and osmosis have shown the potential to extract
sweat continuously for longer time periods (>24 hours)
without exercise,*"** integration of microfluidics and IP/
osmosis for drug and nutrition metabolite monitoring could
provide broader insights regarding their long-term effects.
The same concept can even be implemented with
microneedles for ISF based sensing.

j. The sweat based microfluidic platforms can be integrated
with a feedback-based drug delivery system (similar to an
insulin pump). In such systems, whenever the measured
biomarker concentration value exceeds its normal level, a drug
will be delivered to the body to counter the detrimental effects
of the biomarker. The development of such technologies for
monitoring multiple biomarkers would contribute strongly
towards the development of at-home personalized healthcare.
However, the decision regarding the accurate dosage of a drug
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should be made by parallelly monitoring other physiological
signals such as heart rate, core temperature, sweat pH, and
sweat rate.'’® Hence, a multiplexed platform capable of
simultaneously monitoring both physiological and biochemical
signals in real-time, along with provisions for delivering drugs
on demand, can prove useful for this case. Currently, this has
been demonstrated only for sweat glucose in a non-microfluidic
platform,'”” while solid microneedle based commercial insulin
delivery platform (Medtronic MiniMed, CamAPS FX, Control-IQ)
exists for ISF glucose.'

Overall, the microfluidic sweat and ISF sensing platforms
are still in the early stages of development. Future advances
can range from constructing a universal sweat rate sensor,
including on-demand power generation from sampled
biomarkers for running sensing operations, wireless data
monitoring via electronic integration with cloud storage,
making integrated sensors with robust sensing (without
external temperature independence), and conducting more
clinical studies. To date, only one conventional microfluidic
based wearable sweat sensor (for sweat rate, Na', and Cl”
detection) has been commercialized after intense clinical
validation.'™ Commercial solid microneedle-based ISF
sensing platforms for glucose have been developed for
continuous glucose monitors.'>"”® However, other generic ISF
based microfluidic platforms still remain to be
commercialized. Hence, there remain ample opportunities for
development of novel microfluidic platforms, wearables, and
new modalities for testing in pilot studies and clinical trials
with extended monitoring periods for both sweat and ISF.
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