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Eccrine sweat has rapidly emerged as a non-invasive, ergonomic, and rich source of chemical analytes with
numerous technological demonstrations now showing the ability for continuous electrochemical sensing.
However, beyond active perspirers (athletes, workers, etc.), continuous sweat access in individuals at rest
has hindered the advancement of both sweat sensing science and technology. Reported here is integration
of sudomotor axon reflex sweat stimulation for continuous wearable sweat analyte analysis, including the
ability for side-by-side integration of chemical stimulants & sensors without cross-contamination. This inte-
gration approach is uniquely compatible with sensors which consume the analyte (enzymatic) or sensors
which equjiiorate with an ion i rformed using iontophoretic delivery
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undesirable to implement for continuous sensing of analytes.  that most of the applications for sensfihg sweat analytes will
Recently, eccrine sweat has emerged as an analyte-rich  be outside of one-time samplings (which blood or other bio-
alternative®® to blood and other biofluids; with numerous  fluids®** can easily provide) and will be beyond active
wearable sweat analysis devices previously demonstrated."’™”  perspirers such as athletes or workers, therefore, requiring
Yet, few of these wearable devices initiate sweating, rather  sweat stimulation.>>*
they require the user to perform exercises or otherwise in- Just recently, a fully integrated device was reported that
crease body temperature to cause sweat generation across  can automatically stimulate and measure changes in sweat
most of the body. However, chemical sweat stimulation is  ethanol with good correlation to changes in blood or breath
used commercially in a point-of-care test for cystic fibrosis via  concentration.>® However, this approach has at least two po-
estimation of CI” concentrations in sweat by electrical con-  tentially significant unresolved challenges. First, the sweat
ductivity analysis. In this cystic fibrosis test, iontophoresis®*’
is used to deliver positively-charged pilocarpine (Table 1, pK,
~ 7)*° into the skin which causes localized sweat generation®®  Table 1 Potential cholinomimetic stimulants*
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stimulant was pilocarpine which rapidly raises the sweat gen-
eration rate but leads to gradual decay over 30-90 minutes to
an unusable or miniscule sweat generation rate. Although re-
peated sweat stimulation to allow prolonged monitoring is
possible, less iontophoresis is always preferred (less possible
irritation, pain, and/or damage to the skin). Second, and even
more challenging, the enzymatic ethanol sensor was co-
located within a hydrogel reservoir of pilocarpine. Although
this allows integration of stimulation and sensing onto the
same skin site, it also causes an unpredictable amount of an-
alyte dilution. For example, if sweat generation rate in-
creases/decreases, more/less analyte is brought to the enzy-
matic sensor (be it for glucose, ethanol, lactate, etc.) and the
enzymatic sensor which continually consumes the analyte®**
will give a false higher/lower reading. Historically interesting,
for this very reason, sweat was a leading confounding factor
for the failed non-invasive GlucoWatch Biographer which
extracted glucose by reverse iontophoresis.>> Problems could
be potentially worse for non-enzymatic sensors (ion-selec-
tive,”* aptamer,” etc.) because such sensors don't consume
the analyte, they instead need to equilibrate to the concentra-
tion of the analyte in the sample. For example, if a hydrogel
were only 1 mm thick and at 0.1 to 1 L min™" per gland and
er cm?, it could require som&here from 1g0 to
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and stimulation regions, with acetylcholine, pilocarpine, or
methacholine as the primary agonists.>® In vivo Na* and CI”

iontophoresis is an assumption that is in conflict with con-
ventional understanding of iontophoresis into the skin.”
Rather, because their integration leveraged a thin-film wick
(rayon), it is possible that sweat generation was primarily
under the stimulation electrode and simply wicked horizon-
tally from the point of sweat generation to the sensors. Fur-
thermore, the device utilized no fluidic isolation mecha-
nism (i.e., adhesive) to directly separate the stimulation and
sensing regions, bringing rise to the same challenges

discussed in the previous paragraph. Clearly, integration of

sweat stimulation and sensing remains a significant
unresolved challenge.

Presented here is a system leveraging both a unique device
architecture and novel sweat stimulation technique which
overcomes several, previous limitations towards continuous
and convenient sweat stimulation and sensing for resting in-
dividuals. The sweat stimulation technique exploits an
underutilized ~ pharmacological =~ phenomenon  called
sudomotor axon reflex (SAR) sweating. While typically used
for assessing autonomic nervous system disorders, this
method produces a unique sweating response with sweat pro-

This journal is © The Royal Society of Chemistry 2017

ly ofér long

thai k, they
Iion M using
Ofs. SUCh hdfizontal

View Article Online

Paper

duced directly underneath the stimulation area and sweat
produced in the periphery.>”*® This response is produced via
iontophoresis of a nicotinic agonist through the skin.>” Uti-
lizing the device developed here as an example, shown in
Fig. 1a, a gel is placed over the wearable device with ionto-
phoretic current passing through openings in the substrate
adjacent to sensor(s). As shown in Fig. 1b, the nicotinic ago-
nist interacts with the nicotinic receptor(s) presumably at the
base of the gland where the majority of nerve fibers are lo-
cated,?*° causing axonal conduction towards branch points.
Here, a portion of secondary signals are redirected ortho-
dromically towards sweat glands in the periphery, thereby
eliciting an indirect response (axon reflex).*®**' Stimulants
that target nicotinic receptors have been shown to produce a
strong SAR response,””*> compared to those which act pri-
marily on muscarinic receptors (see Table 1 for common
muscarinic/nicotinic agonists, adapted from Rang'). Detailed
mechanisms including pharmacology for SAR sweating have
been previously described in literature.>”***'3 Thus, this
technique allows sweat to be produced underneath sensors
without direct interference from the stimulation region. In
other words, this allows the direct stimulation region and
sensing areas to remain separated, which should reduce sen-
dilution from the stimulant-

mote thr(Ot mp,
Experimental

Reagents and materials

5 2) W o p ased from Profes-
Céllitersiibf lm¢ CA, Houston,

ronf@ph@no B0126) was pur-
rih (StELoMs, $000 cSt and 100
cSt cosmetic-grade polydimethylsilox#ihe (PDMS) was pur-
chased from ClearCo Products (Willow Grove, PA). Polyethyl-
ene terephthalate (PET, 3 mil) was purchased from McMaster
Carr (Aurora, OH). Screen-printable silver/silver-chloride (CI-
4001) and carbon (CI-2001) inks were purchased from
Engineered Conductive Materials (Delaware, OH). Screen
printable solder mask (FOC-800) was purchased from Taiyo
America (Carson City, NV). Z-Axis conductive tape (9703) and
double sided medical adhesive (1577) was provided by 3M
Medical Specialties (St. Paul, MN).

Instrumentation

Sodium sensor and Ag/AgCl reference potential measure-
ments, including calibration, occurred using a precision data
acquisition system (EMF6, Lawson Labs Inc., Malvern, PA).
Monitoring of the impedance sensors was performed using a
multipurpose electrochemical unit (Palmsens3, PalmSens BV,
Houten, Netherlands). Iontophoresis was performed utilizing
an iontophoretic unit with current and dosage controls
(ActivaDose II, ActivaTek, Gilroy, CA).
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a) lontophoretic delivery concept via open areas in device
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c) Detailed device structure (sensor/skin side upward)
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Fig. 1 Structure and function of SAR device. (a) Picture of the
carbachol gels used for stimulation, the acrylic holder used for
iontophoresis and the actual device, itself. (b) Illustration of a cross-
section of the device on skin including the gels, device and sweat
glands. (c) Illustration of the SAR device including dimensional
specifications.

Bromophenol blue and silicone oil suspension

The 5000 cSt and 100 cSt cosmetic grade PDMS was mixed in
a 1:3.5 ratio. To this solution, bromophenol blue was added
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to a concentration of 7% by weight. Bromophenol blue does
not readily dissolve in PDMS and was further mixed with a
vortex mixer and ultrasonic bath treatment to break apart
large clumps before each use. These methods were based on
the previous technique by Tashiro.**

Carbachol gelation process

The process for making carbachol gels included mixing the
carbachol and agarose at concentrations of 1% and 3% by
weight in deionized water, respectively. To aid in dissolution
and the cross-linking process, this solution was heated on a
hot plate set to 150 °C until the agarose had fully dissolved
into solution. This dissolution period depended upon the
amount of solution prepared, but was typically on the order
of 15-20 minutes. After this period, the hotplate was reduced
to 80 °C and the solution was given at least 15 minutes to
equilibrate to this lowered temperature. Since water from ac-
celerated evaporation is lost in the heating process, deionized
water was added to the solution to bring the solution back to
the original weight after the aforementioned equilibration pe-
riod. The carbachol/agarose solution was then cast in an
acrylic mold which provided an array of discs of 4 mm thick-
ness and 1g@mm di he mold was placed into a refrig—

the dis allowed
i wel &
an air- nd ore

icd and flattened
r the PET sub-

¢ carbon ink (CI-
2001) followed by a curing step wit a 100 °C oven for
about 30 minutes. Similarly, silver/silver-chloride ink (CI-
4001) was printed for the reference electrode and followed by
a curing step within a 100 °C oven for about 30 minutes. Fi-
nally, a screen printable, flexible solder mask was printed for
isolation and cured utilizing an ultraviolet light-curing con-
veyer primarily operating in the UV-A spectrum. Each of these
printing steps were performed utilizing a manual squeegee
process on a low-volume stencil printer (SP-5500, Manncorp,
Huntingdon Valley, PA). The 12" x 17" patterned screen
(Sefar, Inc., Depew, NY) used to print these features was bro-
ken up into three regions — one region for each of the three
layers - to allow for printing of six devices on one 324.67 cm”
PET substrate. After screen printing, the devices were identi-
fied with a ‘Device ID’ and cut into their ultimate shape via
use of a 50 W CO, laser (Universal Laser Systems, VLS 3.50).
Interface connectivity between the carbon traces and flexible
flat cable (FFC) was made via z-axis conductive tape. To fur-
ther increase adhesion, a piece of Kapton tape was added
over this conductive stack and pressed onto the device with
finger pressure. After completion, the device was cleaned

This journal is © The Royal Society of Chemistry 2017
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with deionized water and blown dry with nitrogen.
Functionalization of the two sodium-sensitive electrodes on
the screen-printed carbon traces utilized a process' devel-
oped by Eccrine Systems, Inc (Cincinnati, OH) utilizing a
commonly available Na® ionophore (Sigma Aldrich, 71747)
suspended in a PVC matrix. Additionally, the sodium sensors
leveraged a PEDOT/PSS ion-to-electron transduction layer
which was electrochemically deposited onto the carbon
traces."” Each sensor was coated with 1.5 uL of ionophore so-
lution (two 0.75 pL coats) which typically produced a sodium-
sensitive membrane thickness on the order of 100 um. The
medical adhesive layer to interface between the device and
skin was also cut to shape utilizing the previously described
CO, laser system. The adhesive component was preserved un-
til after calibration of the sensors to prevent wetting of the
adhesive liner. The adhesive layer was applied to the device
through the aid of alignment pins after calibration and be-
fore in vivo testing.

Calibration of sensors

All calibration was performed for each device shortly before
and after on-skin testing through use of a stable, double-

erence electrode (Sigma Aldfh, 7113107)gCali-
br3 iu Vs g e
pe 11egh in t] < idlls in [lhe @lloviihg @ird
20 & o Cl K@l ar@d 1

mM NaCl & 15 m Cl. Bior to each ‘before test’ calibration
the device was allowed to"tquilibrate in 100 mM NacCl and 15

mM KCl (~1 h). During this conditioning period, the drift of

i device

amer were

y Waturdll of the
gtlum-sensitiverelectrdtles ibited

an increase in interfacial voltage for an increase in sodium
concentration whereas the Ag/AgCl reference demonstrated a
decrease in interfacial voltage for an increase in chloride con-
centration - each demonstrating a sub-Nernstian response.>*
As there were two, main interactive species in solution (Na®,
CI'), the cell potential exhibited a superficial super-Nernstian
response on the order of 100 mV dec™ depending on the spe-
cific device tested. For example, at a ‘high’ electrolyte concen-
tration (100 mM NaCl, 15 mM KCl), the cell potential could
exhibit a voltage of 140 mV. In this instance, this provides
with 100 mM Na'-interaction at the sodium-sensitive mem-
brane and 115 mM Cl -interaction at the chloride-sensitive
electrode (Ag/AgCl reference). However, in a similar instance
with a ‘low’ electrolyte concentration (20 mM NacCl, 2 mM
KCl) the cell potential could exhibit a voltage of 70 mV. In
the case of ‘high’ electrolyte concentration, the active ion
species concentration is 215 mM (100 mM Na' + 115 mM
Cl) and ‘low’ electrolyte concentration the active ion species

totals 42 mM (20 mM Na" + 22 mM CI'). Therefore, fitting

the logarithmic value of active ion concentrations to the ob-
served voltages provides an estimate for the total sodium and

This journal is © The Royal Society of Chemistry 2017
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chloride concentration. Since each contributes approximately
half (ex., 100 mM Na' vs. 115 mM CI") one can take the out-
puts of this fitted calibration curve and divide the resulting
value in half for an estimate of both sodium and chloride
concentrations - within reasonable accuracy. Selectivity of
the sodium sensors to potassium was strong with the sodium
sensor only exhibiting less than +2 mV dec ™" response to po-
tassium concentration changes for a given concentration
range of 2-20 mM. After calibration, the sensors were rinsed,
dried, then had the pre-cut medical adhesive placed on the
device and taken to the subject for testing. After the test, the
sensors were then calibrated again to ensure continuity in
function of the device.

Data analysis

As there were two, main interactive species in solution (Na®,
Cl'), the cell potential(s) exhibited a superficial super-
Nernstian response on the order of 100 mV dec. Since sweat
sodium and chloride levels trend in the same direction in a
relatively predictable manner with a 10-20 mM offset,>> one
can estimate both sodium and chloride levels as half of the

concentration values that appear to be observed when the so-
e to a Ag/AgCl electrode. This is

with a 2 s minimum sampling time and 5 s maximum equili-
improve no‘ie filtering and accuracy.
compliance limit was fixed to a
yaven though the
siibst less current.

On-skin testing

Human subjects testing was performed under the guidance
of the University of Cincinnati's (UC) Human Research Pro-
tection Program. Further, the protocol presented here was
reviewed and approved by the UC Institutional Review Board
(IRB). Informed consent was obtained for all participants of
this study (2015-5211).

First, the subject's arm was cleaned with isopropanol to
remove sebum followed by deionized water to rehydrate the
stratum corneum and finally dried with a paper towel to en-
sure no excess water remained on the skin. The device was
then applied to the chosen location on the forearm. An
acrylic mold encapsulating fresh carbachol gels and inte-
grated stimulation electrodes, was aligned over the open
areas in the device. This stimulation unit was secured with
an elastic strap to ensure contact with the skin. This acrylic
unit holding the stimulant gels remained on the skin for 2.5
minutes with no iontophoresis applied. After this time, the
acrylic unit and gels were removed with the device remaining
on the skin and data from the device recorded for a half hour
(‘No Iontoph. No Pressure’). After this time, the acrylic unit

Lab Chip, 2017, 17, 2550-2560 | 2553
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with gels were placed back on the skin for 2.5 minutes. As be-
fore, no iontophoresis was performed during this time. After
the 2.5 minutes, the acrylic unit and gels were removed with
the device remaining on the skin and a section of memory
foam was placed over the sensor array with an elastic strap to
help press the sensors towards the skin, thereby reducing the
previously present dead volume. The pressure applied via this
memory foam pad was estimated at 0.8 kPa with use of a
force-sensitive resistor (FSR). Data was then collected for a
half hour (‘No Iontoph. + Pressure’). Finally, the acrylic unit
with fresh gels was placed onto the skin. Iontophoresis was
performed for 2.5 minutes at a current of 0.2 mA (approxi-
mately 0.25 mA cm™?) resulting in a dosage metric of 30 mC.
This dosage metric is merely an estimation of an
unquantifiable amount of sweat stimulant (carbachol) that is
introduced through the skin. Impurities from the skin, aga-
rose and water do not result in a 1:1 relationship between
current (charge) flow and actual drug delivered.>® After the
stimulation period, the acrylic unit and gels were removed
whilst the device again remained on the skin. Similar to the
technique previously, a section of memory foam with an elas-
tic strap was placed on the skin to reduce the gap between
sensor and skin. Data from the device was recorded for a half

ph. + Pressure’), after whicllthe device re-
stj ) -
cas u bjict D,JFiglb), a @hofen
pRced gifofihed Wheld ionf@ph@res
e op

was applied over ) areas of the device utilizing the
setup and settings describtd above. However, instead of data
collection from the sensors, the device was subsequently re-

lon ced on
eflimaglls were
dy® (8 t@ital mi-

A significant concern for devices which employ a pharmaco-
logical agent for sweat stimulation is the required dosage to
stimulate sufficient sweat production. For some sweat stimu-
lants that produce a SAR response, such as acetylcholine,
their metabolic lifetime is rather short for they are quickly
metabolized by acetylcholinesterase (AChE, see Table 1), an
enzyme present around the sweat gland.*” For this reason, al-
ternative options to commonly selected stimulants must be
chosen' (Table 1). The device described within makes no ex-
ception to this clause and utilizes a sweat stimulant used for
a variety of cholinergic interactions called carbamylcholine or
carbachol (CCh). Carbachol has been previously shown to
provide a SAR response®* ™! and is also poorly metabolized
by acetylcholinesterase. Therefore, carbachol causes
prolonged neuroglandular interactions - effectively reducing
the amount of drug required to sustain a response (see dis-
cussion section).

Results and discussion

Choice of sweat stimulant

42-44
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Device design

Shown in Fig. 1a and c is the complete device structure - to
scale - with specific details of fabrication described in the Ex-
perimental section. The device has two open areas for gel
contact, one being the iontophoretic area where carbachol is
delivered through the skin and the return electrode area
which provides a return path for the current source. The
sensing array includes 5 total electrodes in a symmetric man-
ner: impedance electrode|Na® sensor|Ag/AgCl reference|Na*
sensor|impedance electrode. This provides two unique sens-
ing mechanisms with two sodium sensors in reference to a
Ag/AgCl electrode and one impedance measurement requir-
ing the pair of impedance electrodes for sampling. Electrode
interfacing is achieved via z-axis conductive tape to transverse
from the carbon traces to a FPC cable which is connected ex-
ternally to the measurement equipment (see Experimental
section).

To further maximize the effectiveness of a SAR response,
this device utilizes ‘finger-like’ sensors with high y/x aspect
ratio as shown in the ‘zoomed sensor view’ of Fig. 1c. Since
SAR requires axonal conduction towards branch points which
then produce secondary signals, it is beneficial to minimize
lateral distg edge of iontophoresis and cen-

lar sensor of comparable area, the center to edge distance
would be 1.39 mm or 85% longer distance (also includes na-
tive 0.5 mm edge offset for adhesive). As a sensor's edge-to-

center dista seM (Fig. 1c),.the distance required for
on-reff@x-mediated o Fti ds underneath
ensor Mo decregsegind fller@or dMmulant dosage
eded.

cross-sectional, pictorial view of slightly more than half of
the device on skin (three electrodes exposed). As shown in
Fig. 2 and alluded in Fig. 1c, each electrode was surrounded
with an adhesive boundary to isolate the sensing regions and
stimulation area. The thickness of this medical adhesive per
the specifications of the manufacturer is 3.6 mil (~92 um).
As shown in the diagram, the process of coating the Na" ion-
selective membranes provided some overlap into the PET-
substrate area designated for adhesive. To help alleviate the
possibility of adhesive delamination during testing and pro-
mote sweat to sensor contact, even pressure was applied
across the device during a portion of data collection (see Ex-
perimental section).

Characterization of adhesive isolation

One concern for a device with separated stimulation and
sensing regions is keeping each section isolated from the
other. Fig. 3 shows the isolation capabilities and limitations
of the medical adhesive used. This was performed by laser
machining the testing pattern with line/space/line features of

This journal is © The Royal Society of Chemistry 2017
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Fig. 2 Cross-sectional illustration of the SAR device on skin where further details on device operation and materials utilized are presented.

0.1 mm, 0.2 mm, 0.3 mm, 0.4 mm, 0.5 mm, 0.8 mm and 1
mm (left to right, Fig. 3). This testing pattern was placed on
the skin and a blue-dye-saturated cotton swab was pressed
on the skin to simulate a hydrogel. After several minutes the
swab was removed and the ability of the adhesive to block

movement of the dye was qfserved. The gnin
2 i i W termi t 0 m
q ] q@stiog@bl@or W@or Mso
¢l befivedll blu liges
el.s f@turels n

spot size of the cutting laser the actual adhesive width is
slightly smaller - an gstimated 425 to 475 um. Regardless,

i-
1
h

and indirectly stimulated regions, which would then require
higher doses of stimulant.

In vitro calibration of sensors

Calibration of the sodium sensors utilized a three-point cali-
bration system of varying concentrations within expected
ranges for sweat (see Experimental section). Condensed cali-
bration data of one device's sodium sensors before and after
on-skin testing is demonstrated in Fig. 4. The roughly +70

— solation

Questionable !

E >

3 2 3
f————
poor Isolation

Fig. 3 Simple test for isolation capabilities of medical adhesive on skin
utilizing a blue dye.

This journal is © The Royal Society of Chemistry 2017

mV response before and after on-skin testing correlates to a
98 mV dec " response as a result of the sub-Nernstian contri-
butions at the sodium and reference electrodes with Na" and
CI', respectively."***>%® The origin of the apparent super-
Nernstian response is a result of interactions which occurs at
both the ggnsing (e and reference electrodes (chlo-

ide).

testing but also any deviations from expected data.

In vivo results n

ensor array and
obs@vation of sweat

|
L M H L M H
160 e
Na* Sensor ‘1’
P
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> 80t  Na* Sensor ‘2’
% — ri
g 40 ” f ~95 mV/dec
= /
Before on-skin testing After on-skin testing
0 &
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Fig. 4 Example of calibration data for two Na* sensors (in reference
to the Ag/AgCl electrode) on one device before (left) and after (right)
on-skin testing. Each sensor varied slightly in response, however, most
exhibited roughly 98 mV dec™ change in Na*/Cl” concentration. The
key at the top of the plot shows three calibration solutions: L - low, 20
mM NaCl and 2 mM KCl; M - medium, 45 mM NaCl and 5 mM KCL; H -
high, 100 mM NaCl 15 mM KCL.
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gland activation was performed. This process involved the
same sweat stimulation procedure as will be described
shortly, however, instead of recording data from the sensor
array the device was removed completely and a pH-sensitive
dye (bromophenol blue) was used to monitor sweat produc-
tion. In this technique, bromophenol blue is suspended in a
cosmetic grade silicone oil*” so that sweat produced at the oil
interface causes extraction of bromophenol blue molecules
which interact with the slightly acidic nature of sweat®® caus-
ing an orange to blue color change. Fig. 5 shows the results
of this test with Fig. 5c showing a zoomed, overlay of the im-
ages presented in Fig. 5a and b. The image of Fig. 5b was
taken roughly 8 minutes after completion of iontophoresis
(pH sensitive dye on skin for 5 minutes) and shows a rela-
tively even distribution of sweat gland activation with no ob-
vious exclusion underneath the ‘finger-like’ sensors of the de-
vice. Assuming a gland density of 100-150 glands per cm?
present on the forearm®® and sensor area of 2.5 mm? this
presents with an approximate 3+ glands which should be ac-
tivated underneath the footprint of the sensor (carbon trace)
assuming a strong SAR response. The results of Fig. 5¢ cor-

a) Device on skin with reference marks (black marker)

b) Device removed with gland activation as blue droplets

Rference Marks

View Article Online
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roborate this assumption within reasonable expectation and
provide further confidence in the efficacy of SAR sweating for
sweat biomarker sensing.

Complete device demonstrations including sensor read-
ings for three subjects are presented in Fig. 6, showing four
different metrics: capacitance, resistance, reactance and so-
dium sensor data. Additionally, there are three different sce-
narios presented as illustrated on the top of Fig. 6 for each
subject: an instance of no iontophoresis and no sensor com-
pression (‘No Iontoph. No Pressure’), no iontophoresis with
sensor compression (‘No Iontoph. + Pressure’) and iontopho-
resis with sensor compression (‘Iontoph. + Pressure’). Briefly,
each one of these scenarios describes whether sweat was elic-
ited via iontophoresis prior to data collection and if during
measurements the sensor array was compressed with mem-
ory foam to reduce the gap between the sensor and skin. In
Fig. 6 the blue columns represent the time at which gels were
placed over the device and iontophoresis was performed
(‘Iontoph.’) or not performed (‘No Iontoph.’). The equivalent
capacitance data of Fig. 6 illustrates the effects of reducing
the sensor dead volume (gap) and effects of sweating. This

c) Zoomed overlay of images showing gland activation

Activated Glands at or
within adhesive pgundary

Fig. 5 Images of skin showing the activation of sweat glands from carbachol iontophoresis. (a) Before iontophoresis, an image of the skin with the
device was recorded including a couple of marks with permanent marker for alignment of post-iontophoresis photos in (c). (b) Image of the skin
after iontophoresis with a pH-sensitive dye to highlight gland activation. Image was taken 8 minutes after iontophoresis and 5 minutes after appli-
cation of the dye solution. Towards the top-right of the image there is apparent SAR-induced sweat production. (c) Overlaid image of (a) and (b) to

assess activation of glands underneath sensors.
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carbachol gels were placed onto the skin and iontophoresis (or no iontophoresis in the first two cases) was perform

- see the Experimental

section for details. Inset photo shows a device on a subject's skin with compressive memory foam and strap. For the plots shown here, the solid
lines represent a 10-point (5 minute) moving average. Further, the points shown for Na*/Cl™ estimates are a result of a 30 s-median filter applied

to the original data (native sample interval ~0.167 s).

capacitance value is a calculated value from the sensing
equipment via the reactance values from the impedance
electrodes and analyzed assuming an equivalent resistive and
capacitive network. In accordance with the following equa-
tion, C = gy [A/d], as the distance d between conductive ele-
ments decreases, the capacitance C increases.*® Furthermore,
as the relative permittivity ¢, increases (e.g. sweat vs. air), the
observed capacitance will increase. The sensor area A and
vacuum permittivity constant &, are assumed to remain
unchanged in this instance. The results of Fig. 6 demonstrate
this concept with a significant increase in capacitance with
application of pressure to the sensor array onto the skin (re-
ducing d). Additionally, once sweating occurs (‘Ionto. + Pres-
sure’) the capacitance increases further because sweat, which
is mostly water,® has a substantially higher relative permittiv-
ity compared to air.’® Due to the complex nature of skin and

This journal is © The Royal Society of Chemistry 2017

inevitable variability between subjects, predictive modeling is
difficult, although compelling demonstrations have been pre-
viously presented.’" In the case of sweat event sensing, how-
ever, utilization of a simple and qualitative metric for
detecting sweat events such as capacitive sensing could prove
useful for future technologies.

To a first order, skin impedance can be utilized as a fur-
ther improvement to capacitive analytical techniques to ad-
dress quantification of sweat rate.® Sweat rate is an important
biomarker not necessarily for the health or athletic informa-
tion it provides, but more importantly because many analytes
in sweat are strongly dependent upon sweat rate.® The first
region of Fig. 6 for each subject (‘No Iontoph. No Pressure’)
show erratic measurements from the impedance sensors at
magnitudes generally above 1 MQ, indicative of a no or low-
sweat-rate instance. These artifacts are expected due to

Lab Chip, 2017, 17, 2550-2560 | 2557
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instability of skin contact and/or lack of sweat contact to
complete the measurement circuit. This situation is im-
proved in the second region (‘No Iontoph. + Pressure’) as
contact between the sensors and skin is improved with com-
pression. However, once sweating is initiated and the sensor-
skin gap minimized (‘Tontoph. + Pressure’) the resistance
and reactance measured at the skin surface is observed with
lower magnitude and variation (noise). While the extended
time dependence of carbachol-induced SAR sweating is not
demonstrated in this figure (only a half hour of data col-
lected for brevity), the authors note that sweating via carba-
chol was reported to persist in diminished capability in at
least the directly stimulated regions for extended periods of
time (5+ hours) due to the limited ability of acetylcholinester-
ase to metabolize carbachol." It is likely that sweat produc-
tion in indirect (axon reflex) regions is shorter lived than the
direct response per limited, previous literature which has
demonstrated SAR sweating from carbachol on the order of
1-2 hours.*' This conclusion requires more investigation out-
side the scope of this manuscript as smaller devices such as
that presented here could extend indirect stimulation time
due to lateral iontophoretic or diffusional effects as discussed
previously (speculative). Additionally, the duration of sweat-

ing pot@@ially extendable by repeatin!the stimulatiin as

he al ts
stilhatedll collcent@ti

ary and perhaps complementary
method to quantify sweat'Tate in detail. Noise in the first two
regions (‘No Iontoph. No Pressure’ & ‘No Ionto. + Pressure’)
is [l symptom of poor[Rlectrode contact to skin/sweat as ob-

p begins
cr@swedll is pro-
a¥ ol the @rder of]
ted "ConceMtration

values for sweat. This concentration range assumes that the
measured cell potential voltages are a result of the shared
contributions of Na® and CI° at the sodium-sensitive
membrane(s) and reference electrode, respectively. In actual-
ity, the Na" concentration is higher than CI” potentially up to
20 mM which could mask the accuracy of this technique.*®
Regardless, the simplicity of this approach does not require
an encapsulated reference which presents significant techno-
logical hurdles for sensors at this scale. Utilizing a bare Ag/
AgCl reference as presented here improves response time,
flexibility, leakage and manufacturability typically exhibited
from encapsulated configurations - for a small sacrifice in
data accuracy. It is also hypothesized that further improve-
ments to this technique could be improved from the mea-
surement of other ions present within sweat. Carbonate
(HCO;"), the other predominate anion in sweat, bridges the
vast majority of the 10-20 mM gap between sodium and chlo-
ride for charge neutrality®® and a carbonate-sensitive sensor
could further improve accuracy of chloride estimations
thereby improving sodium estimations as well. Furthermore,
inclusion of a relatively sweat-rate-independent electrolyte,

2558 | Lab Chip, 2017, 17, 2550-2560
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such as potassium, could provide a strong reference to stabi-
lize sweat rate estimations that are based on a combination
of electrolyte and skin impedance observations.>> As men-
tioned previously, an ability to quantify sweat rate in a more
reliable manner® would improve the diagnostic capabilities
of sodium and chloride concentrations. The authors direct
the reader towards the Experimental section for further de-
tails. Additionally, since the electrical path from the sodium-
sensitive membrane(s) to reference electrode requires
through-skin electrical propagation (because of the adhesive
isolation), this potentially introduces additional impedance
and voltage fluctuations® to the ‘circuit’. This could skew
the observed voltages of a voltmeter from the actual voltage
present between the sodium-sensitive membrane(s) and refer-
ence electrode. For the test described in this manuscript,
however, an optically isolated data acquisition system with
high input impedance (10" Q) was utilized ensuring that the
impedance of the measurement unit was many orders of
magnitude greater than the impedance of the measuring ‘cir-
cuit’ (sensors & skin). In an ideal situation, sweat could be
wicked from the indirect stimulation regions to an isolated
sensor array whereby a lower-impedance path between sensor
and reference electrodes is obtained.

clude sample leakage through the membrane, secondary
membrane interactions such as non-idealities at the mem-
brane/ion-transduction layer, unintended interactions at the

alfy thicker
carbon) or reference electrode (scred@-printed Ag/AgCl on
screen-printed carbon). Thus, the sodium-sensitive mem-
branes have a thickness on par with the thickness of the ad-
hesive providing a diminutive gap between sensor and skin.
The pressure applied further decreases this gap and intro-
duces a potentially unknown relationship between sensor re-
sponse and applied pressure.”® We speculate that future de-
signs with this SAR device will likely replace the sensors with
a wicking material that transports sweat to sensors away from
skin. Also worth mentioning for the sensor results on skin,
the skin presents an electrically and chemically noisy surface
which could skew the sensor signal and/or the concentrations
of analytes in sweat.*”>>

Conclusions

The sweat stimulation and sensing device presented within
this manuscript provides a compelling technique with poten-
tial to enable continuous sweat biomarker sensing - even for
resting individuals. Most importantly, this work opens the
door to the ability for side-by-side integration of chemical

This journal is © The Royal Society of Chemistry 2017
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stimulants & sensors without cross-contamination and inte-
gration compatible with both enzymatic sensors & sensors
which equilibrate with analyte concentrations. Furthermore,
the sensors demonstrated here are those which are likely to
accompany other electrochemical sensor(s), because the dem-
onstrated sensors can potentially be used to predict sweat
generation rate and therefore the sampling rate for a device.

An additional and important point of discussion is the
possibility for a combination of direct and an indirect SAR re-
sponse underneath the sensors. The dermis is typically sev-
eral millimeters thick and filled with porous collagen®® and
interstitial fluid. The receptor sites for stimulation are at the
base of the sweat glands,***° and the sensor fingers are so
narrow that partial horizontal diffusion and/or partial hori-
zontal iontophoretic delivery of carbachol may be possible on
a small enough scale. However, such determination of which
mechanism dominates is immaterial, as the smart integra-
tion scheme presented here works as needed in either
situation.

Finally, the management of sweat generation, which can
be simply wicked away from the sensors and stimulation re-
gions using wicking materials is a topic of future work for
our research group. While this device does not provide an ex-

ssment of blomarkers pres!1t within swght as
! : ;
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