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The temporal control of pH in microreactors such as emulsion droplets plays a vital role in applications
including biomineralisation and microparticle synthesis. Typically, pH changes are achieved either by
passive diffusion of species into a droplet or by acid/base producing reactions. Here, we exploit an enzyme
reaction combined with the properties of a water-oil-water (W/O/W) double emulsion to control the pH-
time profile in the droplets. A microfluidic platform was used for production of ~100-200 pum urease-
encapsulated double emulsions with a tuneable mineral oil shell thickness of 10-40 um. The reaction was
initiated on-demand by addition of urea and a pulse in base (ammonia) up to pH 8 was observed in the
droplets after a time lag of the order of minutes. The pH-time profile can be manipulated by the diffusion
timescale of urea and ammonia through the oil layer, resulting in a steady state pH not observed in bulk
reactive solutions. This approach may be used to regulate the formation of pH sensitive materials under
mild conditions and, as a proof of concept, the reaction was coupled to calcium phosphate precipitation in
the droplets. The oil shell thickness was varied to select for either brushite microplatelets or hydroxyapatite
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Introduction

Droplet emulsion and synthetic vesicle systems have been
widely employed as bioinspired micro- or nanoreactors for
production of materials such as hydrogels, protein crystals
and ceramic particles."™® They also provide a test platform for
biomimetic cell-like behaviour, including motion, division
and communication.” ™ One of the most important
parameters for controlling chemical processes in cells or
droplets is the pH.'”'® For initiating particle synthesis,
changes in pH have been mainly achieved by passive
diffusion of acidic or basic species into the droplets, for
example  ammonia and  tetramethylethylenediamine
(TEMDA)."*° With larger molecules, these processes can be
slow and result in an internal gradient in pH. Concentrated
solutions result in faster transport but also have the potential
for droplet-particle deformation.>® Changes in pH have also
been achieved under relatively mild conditions in vesicles
with encapsulated enzymes.>"*> Generally, these reactions are
accompanied by changes in the pH in the external solution as
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particles, compared to the mixture of different precipitates obtained in bulk.

a result of the fast transport of weak acids or bases out of the
compartment, requiring additional methods for internal
regulation of the pH.>* Other methods of pH control in

microreactors involve external intervention, such as
electrochemical stimulation.?*?*
Herein, we controlled the pH-time profile in

microdroplets by exploitation of the properties of a water-
oil-water (W/O/W) double emulsion with the enzyme
urease encapsulated in the aqueous core. This enzyme
catalyses the hydrolysis of urea to form ammonia and
carbon dioxide and is widely found in plant seeds and
cellular systems such as bacteria.*® The reaction can
display feedback driven by base production and a switch
from acid to base with pH ~ 9 after an induction period
(or clock time).”” Urease has been compartmentalised in
liposomes, polymerosomes, hydrogels, etc. and the reaction
has been triggered by addition of urea for bioinspired
material applications.>®*® Encapsulating urease in W/O/W
double emulsions resulted in a localised pulse in
ammonia with a tuneable steady state pH, balanced by
the rate of diffusion of urea in and ammonia out of the
droplet. W/O/W emulsions are frequently wused as
templates for liposome formation by removal of the
0il;***® however the oil shell can be used to control the
diffusion time of neutral species and hence the pH
change, in contrast to earlier studies with phospholipid
membranes or polymer shells.

This journal is © The Royal Society of Chemistry 2023
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Double emulsion droplets have been prepared using
microfluidics for easy manipulation of droplet size and the
shell to core ratio.*”***° Droplet-based microfluidics provides
a method for encapsulation of species resulting in higher
encapsulation efficiencies compared to other methods with
the added advantages of monodispersity, reproducibility, and
high throughput.*>** Microdroplets can give better control
over conditions for synthesis of particles and crystals
compared to bulk solutions**** and the reactive double
emulsions with urease can be used to fine-tune the pH for
material applications. The reaction is fast compared to
internal mixing, thus ensuring a uniform pH change in 100
pm droplets, and the pH-time profile can be manipulated by
parameters such as the oil shell thickness.

Urease plays an important role in biomineralisation,
driving calcium carbonate formation both in natural
environments and for engineering applications.**™*® Calcium
phosphate particles have important uses in the medical and
food industry,**® and the urease reaction may provide a
benign route for particle formation; however in the presence
of phosphates, typically a mixture of calcium phosphate and
calcite are formed.”*”' Here, urease double emulsion
droplets were wused for selection of either brushite
microplatelets which form at pH ~ 6, or particles of
hydroxyapatite at a higher pH of ~ 7, depending on the oil
shell to core ratio. No calcite was obtained as the steady state
pH was maintained below 8. Thus, the pH-pulse in the
double emulsions was tuned for the selection of one
polymorph when typically multiple polymorphs are formed in
bulk solution. This general approach may be used with other
acid or base producing enzyme reactions to provide
spatiotemporal control of pH for material formation under
mild conditions.

Experimental section
Chemicals

The following stock solutions were prepared in distilled
deionized water: urea (66612, Sigma) [urea] = 0.6 M, acetic
acid (100% glacial acetic acid, Sigma-Aldrich) [CH;COOH] =
0.05 M, urease (type II Jack bean U1500-20KU, typically
25920 units per g solid, Sigma-Aldrich) [urease] = 350 units
per mL (U mL™"), 8-hydroxypyrene-1,3,6-trisulfonic acid
(pyranine, cat no. L11252.14, Alfa Aesar) [pyr] = 0.2 mM,
glucose (G5400, p-(+)-glucose, minimum 99% GC, Sigma-
Aldrich) [glucose] = 1 M, sucrose (>99.5% GC, Sigma-Aldrich)
[sucrose] = 1 M, Pluronic F-127 (Sigma-Aldrich) [PF-127] =
2%, glycerol (87%, Sigma-Aldrich) [glycerol] = 20%, polyvinyl
alcohol (P8136, 87-90% hydrolyzed, avg. M.W. 30 000-70 000,
Sigma-Aldrich) [PVA] = 1%, and calcium chloride (CAS.
10035-04-8, Sigma-Aldrich) [CaCl,-2H,0] = 0.3 M. 1-Palmitoyl-
2-oleoyl-sn-glycero-3-phosphocholine (P516, Anatrace), [POPC]
= 6.5 mM, was prepared in mineral oil (light oil, M5904,
density 0.84 g mL™ at 25°C, Sigma-Aldrich), sorbitan
monooleate (Span-80, 85548, viscosity 1000-2000 mPa s at 20
°C), and Nile red (Sigma-Aldrich).

This journal is © The Royal Society of Chemistry 2023
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A urease type IIT (25920 U g™') solution was prepared by
addition of the powder to water to give a certain
concentration U mL™". To determine the concentration of the
enzyme, urease was fluorescently labelled using an AnaTag™
HiLyte™ Fluor 488 microscale protein labeling kit (see the
ESIT for further information). A 350 U mL ™7 stock solution
contained 1.04 + 0.02 pM enzyme. The concentration of free
orthophosphate in the urease type III (25920 U g ') solution
was determined using a phosphate assay kit (MAK308,
Sigma-Aldrich). A solution of 0.02 U mL™ had a total
concentration of [phosphate]y = 32 + 4 uM.

Preparation of microfluidic reservoir solutions

The lipid-oil solution (middle flow reservoir in the
microchannel, MF) contained 6.5 mM POPC dissolved by
sonication in mineral oil (MO) and 2% Span-80 for three
hours at room temperature using an ultrasonic bath
(FB15051, Fisherbrand). Phospholipids enhance W/O/W
emulsion stability.”*> The inner solution (IS) reservoir
contained sucrose (0.2 M), pyranine (50 puM), urease (50 U
mL™), acetic acid (1 mM), and Pluronic F-127 (0.28%), unless
otherwise stated. Calcium chloride (0.1 M and 0.15 M) was
also added to the IS for the experiments involving mineral
precipitation. The outer solution (OS) reservoir contained
glucose (0.2 M), glycerol (20%), Pluronic F-127 (0.28%), and
acetic acid (1 mM). Sucrose and glucose were added to the IS,
OS and external solution (next section) to reduce osmotic
imbalance during the enzyme reaction. Pluronic F-127 was
used to act as a surfactant to avoid coalescence and to
increase the stability of the double emulsions.> Glycerol was
incorporated in the OS to increase the viscosity of the
aqueous phase to enhance the shearing of the oil by the
continuous phase. To visualise the enzyme in the droplets,
urease and pyranine in the inner solution were replaced with
HiLyte™ Fluor 488 labelled-urease from a stock solution of
350 U mL ™" (1.04 + 0.02 pM). The enzyme-dye was diluted to
50 U mL™" (0.14 uM) in the inner solution and loaded into
the emulsion droplets.

On-chip generation of W/O/W double emulsions

We used a flow-focusing device with two droplet formation
junctions to synthesize the double emulsion (see the ESIf
and Fig. S1 and S2). The design of the PDMS-microfluidic
device was based on the work of Teh et al® The
polydimethylsiloxane (PDMS) microchannel was fabricated
using conventional soft lithography.>*>> The first junction
of the channel has a hydrophobic surface to allow the
formation of W/O (water in oil) droplets while the second
junction is hydrophilic (PVA coated, Fig. S1f) to
preferentially make O/W (oil in water) droplets, thus
forming W/O/W double emulsions at the end of the
microfluidic device.’®” A pressure-driven pump (OB1
MK3+, Elveflow, Paris, France) was used to transport both
the aqueous inner and outer solutions (IS and OS) and
the lipid-oil middle fluid (MF) at a persistent flow and a
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2 mL Eppendorf tube was used as a collection vial for the
double emulsions (Fig. S27).

The channel geometry and inlet flow rates of the
solutions can be changed to control the size of the
emulsion droplets; we manipulated the pressure flows of
the IS, MF, and OS to obtain the desired size and the
shell/core ratio. In a typical experiment, W/O droplets at
the first junction were obtained with the IS at Pz = 36
mbar and the MF at Pyr = 69 mbar, or, the flow pressures
were varied with a fixed ratio of Pyg/Pig 2, and the
double emulsions were obtained by adding the OS at Pogs =
19 mbar. Larger droplets were obtained by varying the
pressures and changing the ratio Pyg/Pis, and thicker oil
shells were obtained by increasing Pyg/Pjs.

Reaction observation, imaging, and analysis

For the reaction, the double emulsions were mixed with
an equal volume of an external solution (ES) containing
acetic acid (1 or 2 mM), glucose (0.2 M), and urea (0.04-
0.07 M) and 1 pL of the mixed solution was immediately
injected into a reaction chamber. We either used
CoverWell™ perfusion chambers (800-900 pm diameter
and 1200 pum depth) or assembled our own chambers
from double-sided tape (source) with a circular hole (1000
um diameter x 200 pm depth), and sealed with a
coverslip (Fig. S31).
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We used pyranine as a fluoroprobe to observe the increase
in pH due to the formation of ammonia inside the
microreactors. For determination of the apparent pH in the
droplets, a calibration curve of pH vs. ratio of fluorescence
intensities F458/F405 was used (Fig. S41). Ratiometric
measurements of fluorescence intensity were obtained with a
Leica TCS SP8 confocal microscope using a 405 nm and 458
nm laser consecutively for excitation and the emission
wavelength range of 485-555 nm. The reaction was also
monitored using an inverted fluorescence microscope
(Etaluma LS560). For the urease-driven precipitation, the
calcium phosphate and calcium carbonate crystals were
characterized using a Senterra II Raman confocal microscope
(Bruker) with an excitation wavelength of 532 nm, and power
of 25 mW (see the ESIt).

Analysis of images was performed with a combination of
Image] and MATLAB (version R2020a). A MATLAB code was
developed to track individual emulsions in the case of
droplet motion and the sizes of the shell and aqueous core
were determined from the brightfield images (Fig. S57).
The intensity in time was obtained from the average
intensity of a droplet in fluorescence images and the
induction time was determined as the time to reach the
maximum rate of change of fluorescence intensity. The
apparent area associated with the formation of calcium
phosphate crystals was determined using Image] (see ESI}
Fig. S12).

i nile red

ii pyranine

Microscope slide

ES

iii dve-enzyme

Hydrophilic
o~ region

100 um 150 um

Fig. 1 Synthesis of urease-encapsulated water-oil-water double emulsions. (A) Schematic representation of the microfluidic device with three
inlets comprising the outer solution (OS) middle fluid (MF) and inner solution (IS), and two flow focussing junctions (first (W/O) and second (W/O/
W) junctions). (B) and (C) Microscopy images of single droplets and double emulsions on-chip, captured using phase-contrast microscopy (Leica
DMi8, 10x magnification): (B) water in oil (W/QO) droplets are formed when the IS (urease, sucrose, acetic acid, PF-127, pyranine) is sheared by the
MF (POPC, mineral oil, Span-80) at the first junction, (D) which then enters the second junction where droplets are sheared by the OS (glucose,
glycerol, PF-127, acetic acid). (D) Off-chip imaging of the reaction after mixing of the double emulsions with the external solution (ES) containing
urea and acid. (E) Confocal images of the double emulsions with (i) Nile red localized lipids in the MF, (ii) the fluoroprobe pyranine in the IS and (iii)
HiLyte™ Fluor 488 labelled-urease in the IS (top) and superposition of fluorescence image and brightfield image (bottom).
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Results and discussion

Production of urease-encapsulated W/O/W double emulsions

The microfluidic device had three inlets for the inner
solution (IS) phase, the lipid-oil (MF) phase, and the outer
solution (OS) phase (Fig. 1A). Two successive flow-focusing
(droplet formation) junctions were included on the chip. The
IS (sucrose, urease, acetic acid, PF-127, and pyranine) was
sheared with the MF (POPC, mineral oil (MO), and Span-80)
into monodispersed droplets at the first droplet forming
junction to form a single W/O emulsion (Fig. 1B). The single
droplets were then sheared in the second flow-focusing
junction with the ‘OS’ (glucose, glycerol, acetic acid, and PF-
127), thus resulting in the formation of W/O/W double
emulsions (Fig. 1C). The double emulsions were collected
from the outlet Eppendorf tube and mixed with the external
solution (ES) off-chip to initiate the reaction (Fig. 1D).

The distribution of species in the lipid-oil shell and inner
aqueous core of the emulsion droplets can be observed in the
confocal images shown in Fig. 1E. Nile red (0.01%) was
added to the middle fluid to locate and visualize lipids in the
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Paper

oil layer (Fig. 1Ei) and the pH dependent fluorescent probe
pyranine was visible in the aqueous core (lex = 405, Aem =
490-500 nm, Fig. 1Eii). In separate experiments, the HiLyte™
Fluor 488 labelled-urease of 50 U mL™" concentration (0.14
uM) was also observed to be uniformly distributed in the
aqueous core of the droplets (Fig. 1Eiii). Both pyranine and
the enzyme were confined to the aqueous core, as
determined by superposition of the fluorescence and
brightfield images.

A pH pulse in urease-encapsulated W/O/W double emulsions

The urease reaction has been well studied in batch reactors,
and the rate depends on the initial concentration of urea,
enzyme and acid.>” With relatively high concentrations of the
enzyme, the pH increases rapidly to pH 7, and then more
slowly to pH ~ 9; the enzyme has a bell-shaped rate-pH curve
with a maximum at pH 7 (Fig. 2A and S6t).

In the double emulsion droplets, there was a pulse in pH
characterized by a lag time, or induction time Tj,q, before a
sudden increase to the maximum pH (pHy,ax ~ 8) and then a

A CO(NHy), + 2H,0 —<®¢ 5  2NH, + CO, B . . : :
1 8- Hmax 1
- ol
// \ N " 7. pHss
fé / \\ ©
odE 1 / \\ z 7 S 6 T
1 // \\ 6_
&2 1/ 51 S |
/ 41 4 : : : -
0 " " " 200 400 600 800 1000 0 300 600 900 1200 1500

476 810 o

C 75um

Time (s)

;
M 1036s |1120 s

Time (s)
D
' —o52s
b ——917s
= = ——882s
.

Fluorescence Intensity (a.u.)

El

e

_a“ 1 Tind h

ER /: S ] GUrease

IR j ®Pyranine . ;

[

=0 Time (s) 1000 0 40 80 120
Space (um)

Fig. 2 Comparison of typical pH time profiles in a batch reactor (2.8 ml) and in a urease-encapsulated double emulsion microreactor with
concentrations of [urea] = 0.07 M; [acetic acid] = 2 mM; [urease]l = 50 U mL%; [pyranine]l = 50 uM; [phosphatelr = 80 mM. (A) Rate-pH curve for
urease (plotted from the relationship with experimentally-determined parameters, see the ESI) and pH in time in a batch reactor. (B) Apparent pH
in time in a double-emulsion droplet (from confocal images and calibration curve, Fig. S47); induction time T;,q = the time to reach the maximum
rate of change of fluorescence; maximum pH = pHn., and steady state pH = pHg. (C) A series of images obtained using confocal microscopy
showing the increase in fluorescence (lex = 458 nm) in a droplet in time with the pH-dependent fluoroprobe pyranine. Schematic illustration of
the process: urea permeates through the oil layer and is locally hydrolysed by urease, producing ammonia and carbon dioxide. (D) Average
fluorescence intensity across the centre of the droplet (area indicated in the inset image) at different times.
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slow decrease to the steady state pH, pHgs ~ 7 (Fig. 2B). The
apparent pH (calculated from a calibration plot, Fig. S4t)
depends on the transport rate of species between the droplet
and external solution, as well as the reaction rate. We assume
here that transport involves diffusion of urea and ammonia
through the oil; however, it may be facilitated by the
surfactant and other mechanisms such as the formation of
reverse micelles that may play a role.>®

A series of images of the reaction in a double emulsion
droplet and intensity in time are shown in Fig. 2C. Initially,
droplets were at low pH (low intensity). Urea was transported
across the oil layer from the solution and was hydrolyzed in
the aqueous core of the droplet, forming ammonia. There
was a rapid increase in the fluorescence, followed by a slight
decrease to steady state in which the rate of reaction in the
droplet matched the rate of loss of ammonia to the external
solution. The fluorescence intensity increased uniformly
across the whole droplet (Fig. 2D), indicating fast internal
mixing relative to the reaction timescale.

Control of the pH-time profile in the W/O/W double
emulsions

The characteristic features of the pH time profile, Tj,q and
pHgs, can be controlled by manipulation of the transport
rates of urea and ammonia between the double emulsion

View Article Online
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droplets and external solution. In a typical experiment, 50-
100 double emulsions were spatially distributed in the
reaction chamber and the fluorescence in a group of droplets
is shown in the series of images in Fig. 3A. In contrast to
earlier studies with liposomes or polymerosomes, each
microreactor behaved virtually independently and a
distribution of induction times was obtained.** The oil shell
provided a barrier between the core and external solution,
such that the diffusion of ammonia was greatly reduced and
there was a slow increase in pH in the external solution (Fig.
S771); the induction time depended on the layer depth
(Fig. 3B). Localised pH changes have only otherwise been
achieved with photosynthetic membrane proteins or by
external buffering.*

The average induction time across a population was
controlled by the bulk concentration of urea and decreased
with an increase in urea concentration (Fig. 3C). It is unlikely
that there is a variation in enzyme concentration in different
droplets, but the distribution of induction times within a
population may result from structural variations between
droplets. In some experiments, the motion of the inner core
was observed to contribute to the induction time, as
illustrated in Fig. 3D; the reaction occurs first in droplet 1
after the core moved, followed by droplet 2 and finally
droplet 3 with no core motion. The thinner shell during
droplet motion resulted in a faster increase of urea in the
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Fig. 3 Factors affecting the induction time in the droplets. (A) Fluorescence images of 20 droplets in time and corresponding distribution of induction
times at a reaction layer depth of 1700 um (concentrations: [urea] = 0.07 M, [pyranine] = 50 uM, [AA] = 2 mM, and [urease] = 50 units per mL,
[phosphatelr = 80 mM). (B) Average induction time as a function of solution depth; the same concentrations as those in A. (C) Average induction time
as a function of urea concentration in reaction chamber of depth 200 uM. Standard deviations from 20 droplets. (D) Fluorescence images of the
reaction in 3 droplets (concentrations: [ureal = 0.04 M, [pyraninel = 50 uM, [AA] = 2 mM, [urease] = 50 U mL™%, [phosphatel; = 80 mM) and the right
part showing brightfield images with the inner motion of aqueous droplets in 1 and 2 resulting in thinning of the oil layer before the reaction occurs.
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droplet and therefore accelerated the reaction. We also note
that some droplets were unstable, particularly in experiments
with a lower PF-127 concentration or thinner shells, and both
partial dewetting and bursting were observed (Fig. S871). The
reaction was faster in partially dewetted droplets (Fig. SOF).

A non-monotonic change in pH is difficult to achieve in
the urease reaction and usually involves coupling the process
with additional reactions or external processes such as light-
driven proton production; here we used the emulsion
properties to control the pH-time profile in the droplets. The
rate of change of pH in the droplets depended on factors
including the oil shell thickness relative to the core size. In
general, an increase in the pressure ratio Pyy/Pjs results in an
increase in S/C, with smaller cores and thicker shells
(Fig. 4A). By manipulation of both the internal pressure P
and Py, samples could be obtained with a larger core size at
fixed S/C. The clock time increased with increasing shell/core
ratio (Fig. 4A and B) and the maximum rate of change of pH
decreased (Fig. 4C) as a result of the longer time taken for
urea to cross the oil layer. Unlike in bulk solutions, the
reaction can approach the steady state pH with values below
or above 7, and pHg, increased with increasing S/C as the
ammonia transport out of the droplet was reduced in
emulsions with thicker shells (Fig. 4D).
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Double emulsion platform for pH-regulated production of
minerals

The urease reaction is involved in biomineralisation, such as
the formation of calcite and struvite in bacterial colonies,

and has been exploited for environmentally benign

production of minerals in various applications.*>**°"** Urease-
aided calcium carbonate formation has been more
thoroughly  investigated  than  calcium  phosphate

precipitation; however, inorganic phosphates have wide
ranging uses in the medical and food industries, including
bone and dental implants, and as drug delivery carriers.®>®*
These precipitates have multiple polymorphs and
morphologies that depend sensitively on the conditions of
synthesis including the solution pH.®> Typically, amorphous
calcium phosphate (ACP) is observed as a precursor to
hydroxyapatite (HAP, Ca;o(PO,)sOH,) at high pH or brushite
(dicalcium phosphate dihydrate DCPD, CaHPO,-2H,0O) at
lower pH.®®®” Methods for production of calcium phosphates
include the wuse of batch, stirred crystallizers, sol-gel
synthesis and double emulsions."®®®  Concentrated
ammonium solutions have been frequently used to raise the
pH resulting in spherical HAP particles composed of needle-
like nanoparticles.'®® The urease loaded water-oil-water (W/
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Fig. 4 Control of the pH-time profile with different shell/core (S/C) ratios in the urease p-reactor double emulsion in a reaction chamber of 1 mm
depth. (A) Droplets produced with different S/C ratios ((i) 0.15 and (ii) 0.27) and corresponding average induction times. (B) Apparent pH in time in
four droplets with S/C = 0.27. (C) Average rate of change of pH and (D) steady state pH as a function of S/C. Plots show the average and standard
deviation from 20 droplets. The concentrations were [urea] = 0.07 M, [pyranine] = 50 uM, [AA] = 2 mM, [urease] = 50 U mL™%, and [phosphate]; =

80 mM.
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Fig. 5 Urease-driven calcium phosphate precipitation; comparison of reaction in the batch reactor and in double emulsion droplets. The
concentrations were: [urea] = 0.15 M, [AA] = 1 mM, [urease] = 50 U mL™, [phosphate]r = 80 mM and [CaCl,] = 0.17 M. (A) Batch solution resulting
in a mixture of calcium phosphate (hydroxyapatite nanoparticles) and calcite with increasing pH. (B) Calcium phosphate precipitation in the W/O/
W microreactors of different shell thicknesses with the S/C indicated; hydroxyapatite particles (top) and brushite platelets (bottom). (C) Apparent
area occupied by precipitates in time in the droplets (with the curve for platelets or nanoparticles indicated).

O/W) double emulsion may be used to regulate phosphate
precipitation in the droplets, with control of the internal pH
achieved by changes in droplet properties.

In batch, stirred solutions with wurease in sodium
phosphate and calcium chloride, a mixture of precipitates
was obtained (Fig. 5A); amorphous calcium phosphate or
weakly crystalline hydroxyapatite particles of ~100 nm size
and micrometer-sized calcite dumbbells were identified using
Raman spectroscopy (see ESL} Fig. $10).°" The increase in pH
from the net production of ammonia shifts the dihydrogen
phosphate and carbon dioxide equilibria to phosphate and
carbonate ions respectively, driving the increase in
supersaturation and formation of precipitates:

CO(NH,), + 2H,0 "= 2NH; + CO, (1)
H,PO, = HPO,> +H' = PO,> + H' (2)
CO, + H,0 = HCO; + H' = CO;* +H' (3)
5Ca*" + 6P0O,*” + 20H™ — Cay(PO,)sOH,(s) (4)
Ca®" + COz*” — CaCO4(s) (5)

In the double emulsions, we co-encapsulated urease with
sodium phosphate and calcium chloride and mixed the
droplets with the external solution of urea in acid as
described in the previous section. There was an induction
period before the rapid appearance of precipitates in the
droplets and the crystal polymorph depended on the shell to
core ratio (Fig. 5B). In droplets with thick shells, spherical
hydroxyapatite particles of ~500 nm formed whereas with

4510 | Lab Chip, 2023, 23, 4504-4513

thinner shells, typically brushite microplatelets of ~50 pm
were obtained, as confirmed by Raman spectroscopy (Fig.
S117):

Cca*' + HPO,> = CaHPO,-H,O (6)

The apparent area occupied by the precipitates increased
faster with brushite than with HAP (Fig. 5C) and the growth
rate of the crystals was of the order of 0.1 um s~ (Fig. $12%).
Brushite was not previously observed in experiments with
urease-driven mineralisation since it is typically stable under
slightly acidic conditions. In contrast to other experiments,
the pH reaches steady state in the W/O/W droplets controlled
by the production rate of ammonia by reaction and loss rate
to the external solution and thus steady state pH values lower
than 7 can be attained.

In individual droplets, typically only one polymorph
formed under these conditions. In a population of droplets,
the probability of a particular polymorph depended on the
average shell to core ratio and hence the steady state pH (we
note that it was not possible to determine the pH in these
experiments as the high calcium ion concentration quenches
pyranine fluorescence). With thin shells, the pH in droplets
approached pHg < 7 in experiments without calcium and
brushite dominated with calcium added, whereas with
thicker shells, pHgs > 7 without calcium, thus favouring the
formation of hydroxyapatite (Fig. 6). With higher
concentrations of calcium, multiple platelets could be
observed in some droplets (Fig. 6A and S137). There was no
evidence of calcite forming in any droplets under these
conditions, unlike in bulk solutions, as the pHy was
maintained at ~7.°%%°

This journal is © The Royal Society of Chemistry 2023
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Fig. 6 Precipitation of either calcium phosphate platelets (brushite) or
particles (hydroxyapatite) as a function of the average shell to core
ratio (S/C) in the double emulsion droplets. Images of (A) platelets with
S/C = 0.09 + 0.03 and (B) particles with S/C = 0.38 + 0.02. (C) % of
either platelets or nanoparticles in the droplets as a function of S/C.
The concentrations were: [urea] = 0.15 M, [AA] = 1 mM, [urease] = 50
U mL™, [phosphatelt = 80 mM and [CaCl,] = 0.15 M.

Conclusion

In this paper, taking advantage of pressure-driven droplet
microfluidics, we developed a system of enzyme-
encapsulated double emulsion (W/O/W) droplets to obtain
a localised pH pulse, with a controllable induction time
and steady state pH. Urease-encapsulated double emulsion
droplets of ~100-200 um with a mineral oil shell thickness
of 10-40 um were prepared using a flow focussing device
and the reaction was initiated off-chip by addition of
droplets to a solution of urea. The pH increased uniformly
and rapidly across the droplets after a time lag controlled
by the diffusion of urea and then decreased to a steady
state value either above or below pH 7, regulated by the
rate of transport of ammonia out of the droplet. A
distribution of induction times was obtained in the
droplets thus demonstrating their potential to act as
individual (n) micro-reactors, whereas in other encapsulated
urease systems, the fast diffusion of ammonia resulted in
an increase in the pH in the surrounding solution.*

We demonstrated that this approach has potential
applications in regulating pH changes for pH programmable
material synthesis in confined environments. The steady
state pH can be manipulated by varying the shell thickness
of double emulsions, and here we triggered phosphate
precipitation and showed that the polymorph that formed
within the core of microfluidic double emulsions depended
on the shell thickness, and hence the steady state pH. This
demonstrated that compartmentalisation of the urease
reaction may be exploited for selecting polymorphs through
internal pH regulation, in contrast to bulk solutions where

This journal is © The Royal Society of Chemistry 2023

View Article Online

Paper

the pH continued to increase resulting in a mixture of
precipitates.

In conclusion, compartmentalization of the urea-urease
reaction in double emulsions generates new potential in the
development of biocompatible feedback for pH-triggered
processes and bioinspired applications in materials science.
In the future, the microfluidics-based double emulsion
platform could be used for fine tuning material properties,
such as pH-triggered organic polymer—-phosphate particles for
medical applications.”®
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