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Ammonium release in synthetic and human urine
by a urease immobilized nanoconstructy
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In this work, we have studied the ability of urease immobilized on glutaraldehyde crosslinked chitosan

coated magnetic iron oxide nanoparticles (Urease/GA/CS/MIONPs), for the hitherto unreported

comparative hydrolysis of urea in synthetic (SUr) and real human urine (HUr). The prepared Urease/GA/

CS/MIONPs were characterized by a combination of Fourier transform infrared spectroscopy (FTIR), field

emission-scanning-electron-microscopy (FESEM), energy dispersive X-ray spectroscopy (EDX) and

dynamic light scattering (DLS). The nanoconstructs display the highest ammonium ion liberation post-

urea hydrolysis in 1/20 or 1/24-fold dilutions of SUr and HUr, respectively. The optimum activity of

immobilized urease is observed at pH 7, and the nanoconstructs facilitate efficient urea-hydrolysis till at

least 45 °C. Kinetic analysis of the immobilized urease shows k., and Vpmax of 14.81 mM, 12.36 mM, and
18.55 uM min~! and 10.10 uM min~% towards SUr and HUr, respectively. The magnetization of the
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immobilized urease is suitable for reuse across multiple cycles of urea hydrolysis in SUr and HUr. The

robust performance of Urease/GA/CS/MIONPs in SUr and HUr is promising for generating ammonium as

DOI: 10.1039/d3ra076069g

rsc.li/rsc-advances for such interventions.

1 Introduction

Nitrogen in the earth's atmosphere is benign and unusable
unless it is actively fixed in a useable form. The Haber-Bosch
process revolutionized the ability to fix nitrogen into
ammonia."” Ammonia or ammonium ions are key components
of fertilizers. Ammonia serves as the most prominent source of
useable and active nitrogen species. Ammonia and carbon
dioxide are used to produce urea, a nitrogen dense compound
that has expansive industrial usage.”® While wastewater and
waste streams are rich in nitrogen, the production of useable
nitrogen continues to rely on the energy-intensive Haber-Bosch
process." The push towards sustainable living in the current
century includes the search for nitrogen fixation processes that
place a significantly lower burden. Human urine is an attractive
candidate for use in nitrogen harvesting.* Technology enabling
the use of human waste as a fertilizer is yet to attain maturity
and human urine is seldom included in the discourse on
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a useable source of nitrogen from human urine, and underscores the suitability of SUr as a urine mimic

commercially viable fertilizers.” Each person excretes 0.8 to 1.3 1
of urine every day, containing 9 to 23 g L " of urea (H,NCONHS,).
Urine contributes roughly 75-80% of the total nitrogen, apart
from 50% of the total phosphorus loading in sewage, even
though it accounts for just 1% of the sewage flow.® Urine is
a minor component of waste water albeit arguably the most
attractive candidate for nitrogen harvesting. The recovery of
nitrogen from urine is likely to bring us closer to a circular
economy and contribute to sustainable living practices.”® The
physico-chemical characteristics of urine create unique chal-
lenges in nitrogen harvesting especially considering the differ-
ences in behaviour of fresh versus stored urine. When the body
first excretes urine, the nitrogen is in the form of urea and the
urine is labelled as being “fresh”. The urea undergoes hydro-
lysis over time upon coming into contact with the enzyme
urease.>'® Hydrolysis of urea produces ammonia and bicar-
bonate and “hydrolyzed urine” is labelled as the form of urine
where nitrogen is chiefly present as ammonia.” A limited
number of approaches are reported for nitrogen recovery from
human urine. The reported strategies are based on the
conversion of urea to ammonia at high pH achieved by storage
and subsequent alkali addition, followed by stripping via the
addition of strong acids.*> Other approaches include biological
nitrification using a hybrid membrane-aerated biofilm reactor
followed by distillation.*

The eco-cycling of nutrients from source separated urine has
been appreciated for reducing eutrophication in freshwater
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bodies. Urine separating toilets have been developed and
installed in eco-villages around the world. These units collect
urine separately from faeces for further use as fertilizer.'**®
While life-cycle assessment studies of urine-separation systems
indicate advantageous nitrogen and phosphorus-recycling effi-
ciency, they also show that the storage, transport, and spreading
of large amounts of urine pose serious obstacles to the effi-
ciency of use. Large volumes of urine are needed to fertilize
agricultural land, and in addition to high transportation costs,
large volumes suffer from losses from ammonia
evaporation.

The enzyme urease is produced by a wide variety of bacteria,
fungi, and plants and catalyzes the hydrolysis of urea to
ammonia.'® Urease has been extensively studied in the contexts
of soil science and human gastric and urinary health. However,
remarkably little has been reported regarding the planned use
of urease in a urine treatment paradigm.*® Issues pertaining to
stability, cost, and reusability of enzymes could be a reason for
the dearth of studies on urease for ammonia harvesting.>*>* The
immobilization of enzymes on solid supports such as polymeric
gels and membranes, silica, and zeolites have been used to
address enzyme stability and reusability and expand the scope
of application across a range of process parameters.>*>¢
Magnetic iron oxide nanoparticles have been widely used for
immobilization and efficient use of enzymes. The ability to
separate such nanoconstructs using an external magnetic field
is a distinctive aspect of these carriers.”’”** We have previously
observed the singular behaviour of hydrolytic enzymes immo-
bilized on magnetic iron oxide nanoparticles in generating
unique products of hydrolysis from food waste.*

In this work, we have investigated the use of urease-
immobilized magnetic iron oxide nanoparticles for the hydro-
lysis of synthetic and fresh real human urine. While immobi-
lized urease has been examined for its ability to hydrolyze urea,
there is a notable dearth of reports that compare the perfor-
mance of such constructs across synthetic and real human
urine. We have assessed the ammonia released upon hydrolysis
of synthetic and real human urine under conditions of dilution.
We observe comparable hydrolytic behaviour of immobilized
urease towards synthetic and real human urine in terms of the
reaction conditions including dilution, pH, temperature, and
reusability of constructs. Immobilized urease facilitates the
production of significantly higher amounts of ammonia in both
diluted synthetic and real urine, in contrast to undiluted
samples, and affords attractive reusability. Our results point to
the suitability of synthetic urine as a model system for
improving the performance of immobilized urease. This work
projects urease-immobilized magnetic iron oxide as an attrac-
tive enzyme construct for treating urine under ambient condi-
tions facilitating subsequent harvesting of ammonia.

16,17

2. Experimental section
2.1. Materials

Urease (Jack bean Canavalia ensiformis), glutaraldehyde solu-
tion (Grade II, 25% in H,0), and Chitosan were purchased from
Sigma Aldrich. For Fe;O, magnetic nanoparticle synthesis,
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iron(u) chloride (FeCl,) (Merck) and iron(ui) chloride (FeCls)
(Merck) were used. Cetyltrimethylammonium bromide (CTAB)
(Merck) was used as a surfactant. Synthetic urine (SUr) was
prepared as reported previously.** Sodium sulphate (Na,SO,),
uric acid (CsH4N403), sodium citrate (NazCeHs0;-2H,0),
creatinine (C4H,;N30), urea (CH4N,O), potassium chloride
(KCl), sodium chloride (NaCl), calcium chloride (CaCl,),
ammonium chloride (NH,Cl), potassium oxalate (K,C,0,-H,0),
magnesium sulphate (MgSO,-7H,0), sodium phosphate
monobasic monohydrate (NaH,PO,-2H,0), sodium phosphate
dibasic dihydrate (Na,HPO,-2H,0) were used and were
purchased from Sigma Aldrich, Bengaluru, India. A urea esti-
mation kit in urine (based on the Berthelot method) was
procured from Labcare Diagnostics, Gujarat, India, and used
based on the vendor instructions. Fresh real human urine was
collected by participating volunteers in plastic collection
vessels, without dilution, and stored in bottles to be utilized
within 24 h. All experiments with real human urine were per-
formed within 24 h of collection. The use of real human urine
for this work was exempted from review by the Institutional
Ethics Committee of the Indian Institute of Technology Gan-
dhinagar (Institutional Ethics Committee ID no. IEC/2022-2023/
EXM/BD/001). Informed consent was obtained from all volun-
teers who contributed human urine to this work. For the Ber-
thelot reaction, sodium hydroxide (NaOH), phenol, sodium
nitroprusside, and sodium hypochlorite (NaOCl) were
purchased from Sigma Aldrich, Bengaluru, India. All aqueous
solutions were prepared with deionized water.

2.2. Synthesis of magnetic iron-oxide nanoparticles
(MIONPs)

Magnetic iron oxide nanoparticles (MIONPs), Fe;O, were
prepared by the alkaline hydrolysis of ferrous ions, as previously
reported.*® A potassium hydroxide (KOH, 1 M) solution was
added dropwise into a 50 mL solution of FeCl, (0.05 M) while
being continuously stirred until the pH reached 8. The solution
was further kept for precipitation for 2 h. A vacuum filter was
used to separate the black coloured precipitate, washed twice
with ultrapure water and two times with ethanol, followed by
drying, and storage in a vacuum desiccator. Schematic for the
synthesis of MIONPs is shown in Fig. 1a.

2.3. Immobilization of urease on MIONPs

2.3.1 Chitosan coating on MIONPs. To synthesize modified
magnetic nanoparticles, a chitosan (CS) solution was applied to
the surface of MIONPs as shown in Fig. 1b. Briefly, 2 g of CTAB
were dissolved in 400 mL of deionized water and used to
disperse 0.25 g of magnetic nanoparticles. 100 mL of chitosan
solution (0.02 gram CS powder mixed in 100 mL of 1% (w/v)
acetic acid solution) was then gradually added to the afore-
mentioned solution. The mixture was centrifuged at 1000 rpm
for 1 h at room temperature. The CS coated MIONPs were then
carefully washed with ethanol and deionized water (1 : 1) several
times before being magnetically separated from the solution
using a permanent neodymium magnet. The resulting chitosan
modified nanoparticles were allowed to dry overnight at 60 °C.**

RSC Adv, 2024, 14, 6972-6984 | 6973
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Fig. 1 Schematic depicting the synthesis of (a) magnetic iron-oxide nanoparticles (MIONPs), (b) glutaraldehyde crosslinked chitosan-modified
magnetic iron-oxide nanoparticles (GA/CS/MIONPs), and (c) urease-immobilized glutaraldehyde crosslinked chitosan-modified magnetic iron-
oxide nanoparticles (Urease/GA/CS/MIONPs). The representations of the constructs and intermediates are not proportional in scale.

2.3.2 Glutaraldehyde mediated immobilization of urease
on chitosan coated MIONPs. 40 mg of chitosan modified
magnetic nanoparticles were taken in 2.5% glutaraldehyde (8
mL) and further sonicated for 10 min at room temperature.****
The suspension was gently shaken for one hour at room
temperature. The particles were then subjected to two cycles of
magnetic decantation and washed with pH 7 buffer (PBS) before
being weighed to determine yield. After adding 2 mL of urease
enzyme solution (4 mg mL™'), the mixture was stirred for 24
hours at room temperature. The suspension was directly used in
subsequent experiments (Fig. 1c).

2.4. Characterization of urease-immobilized chitosan-
coated MIONPs

ATR-FTIR of magnetic iron oxide nanoparticles (MIONPs), chi-
tosan coated MIONPs (CS/MIONPs), glutaraldehyde crosslinked
chitosan coated MIONPs (GA/CS/MIONPs) and urease immo-
bilized chitosan coated MIONPs (Urease/GA/CS/MIONPs) were
obtained with a Fourier transform infrared spectrometer (Per-
kinElmer Spectrum Two) in the range of 4000-400 cm . The
structural properties and crystallinity of MIONPs (Fe;0,), CS/
MIONPs, GA/CS/MIONPs were investigated by X-ray diffraction
(XRD) using a Rigaku SmartLab automated multipurpose X-ray
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diffractometer using Cu Ko radiation (1 = 1.54 A). The surface
morphology of the MIONPs (Fe;0,), GA/CS/MIONPs and
Urease/GA/CS/MIONPs was explored by Field emission scan-
ning electron microscopy (FE-SEM) on a JEOL JSM 7600F (USA).
Dynamic light scattering (DLS) of MIONPs (Fe;0,), GA/CS/
MIONPs and Urease/GA/CS/MIONPs were performed to obtain
hydrodynamic diameter using NanoZS Malvern UK instrument.
The spectrophotometric measurements were carried out using
UV-Visible spectrophotometer (Analytic Jena Specord 210 Plus)
with a spectral range of 200-800 nm. The magnetization of
MIONPs (Fe;0,) and the Urease/GA/CS/MIONPs were measured
at room temperature (25 °C) in a magnetic field varying from —2
to +2 T using a PPMS-9T vibration sample magnetometer.

2.5. Immobilized urease-catalyzed hydrolysis of synthetic
and human urine

2.5.1 Effects of dilution of urine. The urease-catalyzed
hydrolysis of urea present in synthetic or real human urine
was assessed by use of Berthelot reaction.*® Briefly, urease
nanoconstruct was taken in a quartz cuvette (50 pL 0.1 mg
mL~") and the subsequent additions were performed in a heat-
ing bath at 25 °C. Two reagents, reagent A and B, for the assay of
urease — catalyzed hydrolysis of urea were prepared as follows:

© 2024 The Author(s). Published by the Royal Society of Chemistry
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reagent A was prepared by dissolving phenol (50 mg, 5.3 mmol)
and sodium nitroprusside (25 mg, 0.084 mmol) in 5 mL of DI
water, while reagent B was prepared by dissolving NaOH (25 mg,
0.00625 mmol) and NaOCI which contains 5% active chlorine
(52.5 pL) in 5 mL of DI water. 857 pL of reactant A, 25 uL of four
different dilutions (undiluted, 1/20, 1/24, 1/32, 1/40, 1/60 and 1/
100) of synthetic and real fresh urine, respectively, and 857 puL of
reactant B were added to the cuvette. Indophenol blue dye
formation was initiated immediately after addition of reactant
B. UV-visible spectrophotometer was used to measure the
indophenol dye's absorbance at 635 nm, and the absorbance
was monitored over a period of 1 h. The measured absorbance is
directly proportional to the concentration of ammonia present
at a specific time point in the solution.*"*® The standard errors
of measurement of ammonia in these experiments were in the
range of 1-3% without urease treatment, and 1-8% with urease
treatment. The slightly higher error of measurement in use of
immobilized urease is likely associated with the handling of
small volumes used in these experiments. For study of urease
kinetics, the hydrolysis of urea in synthetic urine was performed
at different initial concentrations spanning 4-10 mM. For the
same study in real human urine, urea estimation kit was used to
assess the amount of urea in various samples of real human
urine contributed by different volunteers. Based on the amount
of urea estimated across these samples, suitable dilutions of the
human urine samples afforded the concentrations of urea
spanning 4-10 mM. The estimated concentrations of urea in the
different samples of human urine cannot be disclosed here due
to exemption from review granted by Institute Ethics
Committee of Indian Institute of Technology Gandhinagar.
Initial velocity of reactions corresponding to the different
substrate concentrations were used to create double-reciprocal
(Lineweaver-Burk) plots. The reactions were performed in
triplicate and the calculated initial velocities were found to be
within 1% of one another in case of synthetic urine and within
5% of one another in case of real human urine. The mean initial
velocities measured towards synthetic urine and real human
urine were used for the final calculations. The Michaelis—
Menten constant (k,,) and the maximum rate (Vy,,,) values of
urease nanoconstruct in SUr and HUr were calculated from the
Lineweaver-Burk plots.

2.5.2 Effect of pH. The effect of pH of medium on activity of
Urease/GA/CS/MIONPs in synthetic and real human urine was
investigated by exposing 50 pL of urease nanoconstruct in 2 mL
of synthetic and fresh real urine (1/20-fold dilution), respec-
tively, at 25 °C. The Berthelot reaction was used for ammonia
detection via measurement of absorption of indophenol as
described in the previous section. The effect of pH on the
activity of urease nanoconstruct was studied at different phos-
phate buffer saline (PBS) solution in the range of pH 3-10.

2.5.3 Effect of temperature. The effect of temperature of
medium on activity of Urease/GA/CS/MIONPs in synthetic and
real human urine was investigated by first incubating suspen-
sion of urease nanoconstruct (50 mL) at 5 °C intervals in the
temperature range of 20-50 °C. 2 mL of real or synthetic urine at
1/20-fold dilution, was added to the suspension at each

© 2024 The Author(s). Published by the Royal Society of Chemistry
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temperature and ammonia formation was assessed by the Ber-
thelot reaction.

2.5.4 Reusability of urease-immobilized chitosan-coated
MIONPs. The reusability of Urease/GA/CS/MIONPs was
assessed by separating the constructs by use of neodymium
magnet after each batch of reaction with 2 mL of synthetic
urine. The immobilized urease was washed twice with buffer
followed by incubation with a fresh volume of synthetic urine.
The total volume of each batch of reaction was adjusted to
a maximum of 2.1 mL. 25 uL of the reactions were used for
Berthelot reaction, as described earlier, and comparison of the
ammonia formation in each case.

3. Results and discussion

3.1.
coated magnetic iron oxide nanoparticles

The ATR-FTIR spectra of MIONPs, CS/MIONPs, GA/CS/MIONPs
and Urease/GA/CS/MIONPs were measured to confirm the
various constructs. For pristine MIONPs, the bands observed at
552 cm ' and 627 cm ™" are attributed to the Fe-O stretching
vibrations.*” The bands appearing at 1637 cm ™" and 3402 cm ™!
arise from -OH bending and -OH stretching, respectively.*®
Chitosan coating of MIONPs is established by observation of
peak at 2971 ecm™ !, corresponding to the —-CH- stretching
vibrations in chitosan. The amino groups of chitosan are rep-
resented by bands at 1621 cm™ " and 1431 cm™ ", from the N-H
vibration and C-N vibration, respectively. Additional confir-
mation of chitosan is obtained from the peak at 1074 cm ',
attributed to the ether C-O bond stretching.***® Fig. 2, spectra ¢
depicts ATR-FTIR of GA/CS/MIONPs. The crosslinking of
glutaraldehyde with chitosan coated MIONPs is established by
the band at 1635 cm ' attributable to imine bond (N=C)
stretching.*® The crosslinking is further confirmed by band at
1724 cm™ " ascribed to the C=0 stretching of glutaraldehyde.*
The spectrum of urease immobilized on GA/CS/MIONPs (Fig. 2,
spectra d) indicates alteration in the broadness of OH/NH,
absorption bands at 2900-3500 cm ™. The peak at 1368 cm ™ is
attributed to the amide band of urease.*” While the band at
1079 cm™ ' is due to the stretching vibration of the glycosidic
C-O linkage.*

We performed FE-SEM measurements to investigate changes
in the morphology of MIONPs after modification with chitosan
and upon immobilization of urease. Fig. 3a, shows spherically
shaped MIONPs of particle diameter ~20 nm. The MIONPs were
also characterized by TEM (ESI, Fig. S11) and revealed nano-
particles in the size range of 15-30 nm. The SEM image of
glutaraldehyde crosslinked chitosan modified MIONPs
(Fig. 3b), displays a uniform spherical morphology with crys-
talline structure. SEM of urease immobilized on glutaraldehyde-
crosslinked chitosan coated on MIONPs is shown in Fig. 3c and
indicate uniform architecture of the nanoconstructs with some
reduction in the overall particle size.

The structural properties of magnetic iron oxide particles
(MIONPs) and the glutaraldehyde crosslinked chitosan modi-
fied magnetic iron oxide nanoparticles (GA/CS/MIONPs) were
explored by X-ray diffraction (XRD). The XRD patterns of the

Characterization of urease-immobilized chitosan-

RSC Adv, 2024, 14, 6972-6984 | 6975
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Fig. 2 ATR-FTIR spectra of (a) MIONPs, (b) CS/MNIOPs, (c) GA/CS/
MIONPs and (d) Urease/GA/CS/MIONPs.

glutaraldehyde crosslinked chitosan modified magnetic iron
oxide nanoparticles (GA/CS/MIONPs), pristine iron oxide
nanoparticles (MIONPs) and chitosan coated iron oxide nano-
particles (CS/MIONPs) are shown in Fig. 4. The diffraction peaks
of pristine iron oxide nanoparticles, chitosan coated MIONPS
and the glutaraldehyde crosslinked CS/MIONPs were matched
with the standard cubic Fe;0, (magnetite), 30.28, 35.657, 43.39,
53.7,57.31 and 62.91 (26) which refers to the (220), (311), (400),
(422), (511) and (440) planes.** The characteristic peaks at 26,
21.228 and 33.158 were absent in the diffraction pattern sug-
gesting the absence of other oxides namely goethite (FeOOH)
and hematite (Fe,03).** These results confirm that the
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Fig. 4 X-ray diffraction patterns of (a) synthesized MIONPs nano-
particles, (b) chitosan coated iron oxide nanoparticles (CS/MIONPS)
and (c) glutaraldehyde crosslinked GA/CS/MIONPs.

synthesized iron oxide nanoparticles, namely the chitosan
coated MIONPS and the glutaraldehyde crosslinked CS/MIONPs
possess a magnetite phase, i.e., Fe;0, crystal structure with no
impurities.

The Debye-Scherrer formula is used to determine the
average particle size of Fe;0, nanoparticles.*

K2
" Bcosd

(1)

where D is the average size of the crystallites, K is the shape
factor (K = 0.94, considering spherical magnetite nano-
particles), A is the X-ray wavelength and g is the full width at
half-maximum of the highest intensity reflection at diffraction
angle 0. The estimated average size of Fe;O, was approximately
20 nm in each of pristine MIONPs nanoparticles, chitosan
coated iron oxide nanoparticles (CS/MIONPs) and GA/CS/
MIONPs. In this context, it should be noted that the size of
the synthesized MIONPs has also been confirmed from trans-
mission electron microscopy (TEM) as shown in Fig. S1, ESL.T
These results are consistent with our scanning electron
microscopy (SEM) analysis. The average hydrodynamic size of
MIONPs, CS/MIONPs and GA/CS/MIONPs was also investigated

Fig. 3 SEM images of (a) MIONPs, (b) GA/CS/MIONPs and (c) Urease/GA/CS/MIONPs.
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(H) for MIONPs nanoparticles and the Urease/GA/CS/MIONPs, at room
temperature.

by dynamic light scattering (see ESI, Table S17). The EDX
spectra of the MIONPs, GA/CS/MIONPs and Urease/GA/CS/
MIONPs provides additional support for the immobilization
of urease enzyme on the GA/CS/MIONPs (see ESI, Fig. S21).

The magnetic properties of magnetic iron oxide particles
(MIONPs) and the urease immobilized glutaraldehyde cross-
linked chitosan modified magnetic iron oxide nanoparticles
(Urease/GA/CS/MIONPs) were analysed using vibrating sample
magnetometry (VSM) at room temperature. Fig. 5 shows the
plots of magnetization versus the applied magnetic field
strength of Urease/GA/CS/MIONPs and pristine MIONPs. The
results indicate that both pristine MIONPs and Urease/GA/CS/
MIONPs exhibit superparamagnetic behaviour with negligible
coercivity and remanence.*® Superparamagnetism, character-
ized by the ability of a material to become magnetized when
subjected to a magnetic field but lacking permanent magneti-
zation (remanence) upon field removal, is crucial for applica-
tions in magnetic separation.” In the range of an applied field
between 6.2 to 20 kOe the induced magnetization in the urease
nanoconstruct Urease/GA/CS/MIONPs was measured to be
around 43-45.5 emu g ' at room temperature. On the other
hand, pristine MIONPs showed an induced magnetization
ranging from 48-50.4 emu g~ " at this range (H ~6.2, to 20 kOe)
and room temperature, which aligns with literature reports.***°
The VSM results show that the saturation magnetization of
Urease/GA/CS/MIONPs is lower, than that of MIONPs. This is
possibly because the MIONPs are incorporated and dispersed
within the nanoconstruct. The magnetic properties of Urease/
GA/CS/MIONPs enable their straight-forward separation from
the aqueous solution using a magnetic field.

3.2. Effect of urine dilution on urease-catalyzed hydrolysis

We began our investigations into immobilized urease activity by
first assessing the effect of urine dilution on the enzyme-
catalyzed hydrolysis. The prepared urease nanoconstruct was

© 2024 The Author(s). Published by the Royal Society of Chemistry
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separately exposed to synthetic (SUr) and real human urine
(HUr) at different dilutions, followed by ammonia measure-
ment via UV-visible spectrophotometry. The formation of
indophenol via Berthelot reaction, is linearly correlated to
ammonia concentration. Urease treatment of urine followed by
Berthelot reaction is used for clinical assessment of urea levels.
These methods require significant dilution (~50-fold) of urine
primarily due to modest sensitivity and limit of quantification
of the Berthelot reaction. Nevertheless, the systematic
comparison of undiluted SUr and HUr with respect to ammonia
content measured by Berthelot method are not widely reported.
Thus, we first investigated the initial ammonium ion levels in
SUr and HUr, without any enzyme-catalyzed hydrolysis reaction
being performed. As shown in Fig. 6a, dilution of SUr results in
a concomitant decrease in indophenol absorbance confirming
the expected decrease of ammonia concentration. Interestingly,
while the undiluted HUr failed to register indophenol forma-
tion, dilution by 1/20-fold resulted in highest indophenol
absorbance corresponding to its formation (Fig. 6b). Subse-
quent dilutions of HUr produce a gradual decrease in absor-
bance. Dilutions of both SUr and HUTr that are less than 1/20-
fold display progressively lower levels of indophenol forma-
tion till the absorbance corresponding to the undiluted state
(data not shown). Progressive dilution of both SUr and HUr is
expected to generate decreasing levels of ions. The undiluted
SUr with or without treatment with immobilized urease regis-
ters indophenol formation (Fig. 6a and 7a). The unusual
behaviour of undiluted HUr with respect to lack of indophenol
formation is possibly due to higher content of organic
substances in the HUr creating interference with Berthelot
reaction. The application of Urease/GA/CS/MIONPs on SUr and
HUTr at various dilutions is shown in Fig. 7. Progressive dilution
of both SUr and HUr is expected to generate decreasing levels of
all ions including the NH," arising from urea hydrolysis. This is
confirmed by conductance measurements on the immobilized
urease-treated SUr and HUr samples (see ESI, Fig. S31). Notably,
the conductance measurements are not specific to NH," but
capture the overall decrease in ionic strength with dilution.
Taken together, these results suggest that immobilized urease
activity on the undiluted SUr and HUr is suppressed and high
levels of activity can be observed for high-fold dilution on both
SUr and HUr. Enzyme urease is known to be inhibited by several
mono-, di- and multi-valent metal ions.”>** While the presence
of such metal ions in the SUr and HUr used in our experiments
is unlikely, we were intrigued by the suppression of immobi-
lized urease activity in undiluted SUr. To probe this observation
further, we treated samples containing identical amount of urea
and ammonium chloride as SUr (see ESI, Table S27), but only
containing variable concentrations of KCl (50 mM, 100 mM,
and 200 mM), and lacking all other components of SUr. While
these simplified samples did not contain the diversity of ions
present in SUr, we observed progressive suppression of
ammonium formation in presence of increasing concentrations
of KCI (ESI, Fig. S47). This result suggests the possible inac-
cessibility of immobilized urease in presence of high salt
concentrations, that may be arising due to heightened collapse
of the enzyme on the nanoparticle surface. In the context of
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urine, the reaction catalyzed by urease relies on the ease of
availability of urea.*

NH,(CO)NH, — 2NH,* + HCO;~ + OH™ 2

A few aspects emerge from comparison of the performance
of immobilized urease on SUr and HUr. First, the total ammo-
nium content in urease-treated diluted SUr and HUTr is several-
fold higher compared to the untreated SUr and HUTr (Fig. 6 and
7). Notwithstanding the disruption in Berthelot reaction in
concentrated HUr, this suggests that the designed activity of
immobilized urease towards hydrolysis of resident urea to
ammonia is successful. In fact, a measurable increase in NH," is
observed comparing the treated versus untreated samples of
HUr (Fig. 6b and 7b). Second, the NH," produced by urease
treatment of SUr and HUr is comparable across the range of
dilutions studied. The standard error of measurements of the
NH," produced for Urease/GA/CS/MIONPs reactions with SUr
and HUr was in the range of 1-8% and were likely due to the
reactions being performed in small volumes along with
constraints in sensitivity of the measurements. The observed
interplay of diluted urine vis-a-vis performance of immobilized
urease has received scant attention in the past, and is likely to
be of interest to researchers working on urine treatment. The
optimum NH," production in specific dilutions of SUr and HUr
supports the practical relevance of the Urease/GA/CS/MIONPs
in a real urine treatment setup. For example, source-separated
urinals could be easily adapted to generate suitably diluted
urine for immediate treatment by the immobilized urease
constructs. The comparable performance of Urease/GA/CS/
MIONPs towards HUr and SUr is noteworthy considering the
plethora of components in HUr that are largely unrepresented
in SUr. This part of the study fulfils one of our objectives of the
current work considering absence of reports comparing the
behaviour of immobilized urease between SUr and HUr. In
particular, except for creatinine, SUr does not contain any
organic compounds at all in contrast to the typical clinical
profile of HUr.” Apart from indicating the robust behaviour of
the immobilized urease constructs, these results also imply that
SUr can be considered as a viable reaction medium for further
experimentation with and refinement of the immobilized
urease strategy.

We calculated the ammonium concentration corresponding
to 1/20 and 1/24-fold diluted SUr and HUr upon treatment with
immobilized urease (ESI, Table S3t). The higher concentration of
NH," released in Urease/GA/CS/MIONPs treated versus untreated
urine proves the rationale for deploying the immobilized urease
construct. The concentration of NH," for the urease-catalyzed
hydrolysis of SUr and HUr are comparable across the optimal-
folds of dilution, and reaffirm SUr as a robust medium for
replicating effects observed in human urine.

3.3. pH and temperature effects and reusability of
immobilized urease

The optimum pH for the immobilized urease on GA/CS/MIONPs
was determined by conducting the immobilized urease

© 2024 The Author(s). Published by the Royal Society of Chemistry
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catalyzed hydrolysis of suitably diluted SUr and HUr (1/20
dilution of SUr and HUr) across a phosphate buffer saline
(PBS) solution (i.e., pH range of 3-10) at room temperature.
While these experiments were performed in PBS and phosphate
at pH 7 has been reported to suppress urease activity®® we were
able to observe sufficient difference in enzyme activity across
the pH range studies. The absorbance value is low as compare to
the value obtained in the dilution study (Fig. 6 and 7) because
the urease-catalyzed hydrolysis of urea has been found to be
competitively inhibited by phosphate at pH 7.0°%. As shown in
Fig. 8a and b, the pH effect on the enzyme activity revealed that
the optimal pH is around 7 in both SUr and HUr solutions.
Immobilization of enzymes on solid supports is fraught with
changes in structural attributes of the catalysts which could
unfavourably alter their performance depending on the pH of
the medium. The optimum pH of 7.0 for our GA/CS/MIONPs
bodes well for their use towards transforming urine at a bulk
scale precluding the need for substantial pH buffering of the
reaction. Our results are comparable to previous reports on
immobilized urease activity.>*>*

Similarly, a study of the performance of our immobilized
urease across a range of temperatures revealed consistent urea-
hydrolyzing action across 20-45 °C with a drop-in activity only
beyond 50 °C (Fig. 9). The robust behaviour of the immobilized
urease over a broad temperature range underscores its potential
for field deployment. In this regard, the immobilization of
urease on magnetic iron oxide nanoparticles had been sought to
achieve reusability of enzyme. We tested single batches of
immobilized urease across six cycles of treatment on HUr and
SUr. The number of cycles of reuse of immobilized urease was
based on the reaction volume being used. As shown in Fig. 10,
negligible loss of enzyme activity was observed over the six
cycles tested. The standard error of measurements of NH,"
produced by Urease/GA/CS/MIONPs as a function of tempera-
ture was in the range of 1-10%, with the higher temperatures
possibly resulting in some enzyme denaturation. Use of larger
reaction volumes is likely to facilitate accurate measurements
on the reuse of immobilized urease over a significantly larger
number of cycles (data not shown).

3.4. Kinetics of immobilized urease towards SUr and HUr

We next investigated the kinetics of urease nanoconstructs
towards SUr and HUr. Based on the Lineweaver-Burk formalism
of Michaelis-Menten kinetics eqn (3),>* the kinetic parameters
of the urease-catalyzed hydrolysis of urea for both synthetic and
real fresh urine could be determined.*

1 km 1 1

= =+
Vo Vmax [S]

- (3)
here, v, is the rate of urea hydrolysis in urine, [s] is the
concentration of urea in urine, vy, the maximum rate of
reaction, and k,, is the Michaelis constant (mM). The change of
the reaction rate of urease, when exposed to different concen-
trations of urea contained in SUr and HUr, can be used to
determine the standard kinetic parameters of maximum rate
(Vmax) and Michaelis constant (k). For this study, urease
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standard error of measurement was in the range of 1-10%.

nanoconstruct performance was studied at concentrations of
urea spanning 4-10 mM in both SUr and HUr. The &, value is
a measure of the affinity between enzyme and substrate. A lower
enzyme-substrate affinity is indicated by a higher &, value and
vice versa. The vy, value is indicative of the enzyme's theoret-
ical maximal rate.>**” The maximum velocity of urease can be
estimated from the intercept of the straight line (1/viay), while
the slope provides the ratio of the Michaelis constant to the
maximum hydrolysis rate (km/Vmax). The Lineweaver-Burk
method results in comparable &, of urease immobilized GA/CS/
MIONPs against SUr (14.86 mM) and HUTr (12.36 mM) (Fig. 11).
The vy for urease-immobilized GA/CS/MIONPs was 18.55
uM min~* and 10.10 uM min*, in SUr and HUT, respectively.
Our calculated kinetic parameters are consistent with those
reported previously for various immobilized urease constructs

6980 | RSC Adv, 2024, 14, 6972-6984

(see ESI, Table S41). Immobilization of urease across different
solid supports has been shown to increase k,, along with
a decrease in vn.x.”” These observations are justified based on
enzyme immobilization restricting free movement of the
enzyme or the diffusion limitation that may delay the urea-
urease interaction following the fixation of the enzyme on
a solid support. Alternatively, conformational disruptions that
frequently follow the covalent bonding of the enzyme onto the
solid support via multi-point attachment may also lower the
efficacy of the enzyme.” Comparing the kinetic parameters of
urease immobilized GA/CS/MIONPs, it is evident that access to
substrate (urea) is not significantly affected in HUr compared to
SUr. In contrast, the vy, for HUr of 10.10 uM min " is signif-
icantly lowered to 18.55 uM min ™ in SUr. Such a sizeable drop
in Vnax with only modest change in &, can be likened to an

© 2024 The Author(s). Published by the Royal Society of Chemistry
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uncompetitive state of inhibition of the urease in HUr. A
comparison of the kinetic parameters of our Urease/GA/CS/
MIONPs between SUr and HUr is notable considering the
near-absence of such comparisons in published reports on
immobilized urease. HUr is considerably more complex with
a diverse set of organic and biomolecular constituents, that are
absent in SUr. The kinetic parameters for Urease/GA/CS/
MIONPs for HUr and SUr are comparable to the kinetics of
several other immobilized urease constructs (Table S47). The
kinetic profile of Urease/GA/CS/MIONPs in combination with its

© 2024 The Author(s). Published by the Royal Society of Chemistry

robustness and ease-of-use, preparation, and standardization,
describe an attractive urea-hydrolysing agent. The classical
portrayal of uncompetitive inhibition involves the depletion of
enzyme-substrate complex due to the presence of a specific
entity that can thus be termed an inhibitor. Different forms of
the enzyme substrate for urea, such as methylurea,* hydroxy-
ureas,* thioureas, and selenoureas,* served as inhibitors of
urease. A recently patented compound, known as 17, which is
based on urea, exhibited notable activity against urease with an
IC50 value of 1.25 pM.®* Furthermore, within the pH range of
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5.0-8.0, phosphate acts as a competitive inhibitor of urease that
is dependent on pH. However, its inhibitory effect becomes
insignificant at pH levels above 7.5-8.0.°>%* Considering the
complexity in composition of HUr it would be naive to speculate
on any one inhibitory agent. Instead, HUr may be better inter-
preted as a medium that interferes with the catalytic steps of
urease. Overall, the urease immobilized GA/CS/MIONPs exert
comparable hydrolysis of urea in SUr and HUr and suggest the
suitability of SUr as a synthetic mimic of human urine while
also highlighting the robust character of the nanoconstruct.

4. Conclusion

Nutrient generation and its recovery from human liquid waste
can aid agricultural practices by providing sustainable fertil-
izers. Human urine is a nutrient-rich material that deserves to
be researched for accessing the nitrogen content. While
synthetic urine has been extensively used for research on urine-
related molecular processes, a systematic comparison of urease-
facilitated hydrolysis of synthetic versus real human urine has
not been reported. Also, the effect of urine dilution on immo-
bilized urease activity is sparsely reported in general, and even
less so for a comparison of synthetic versus real human urine. In
this work, we have synthesized and examined the ability of
urease immobilized magnetic iron oxide nanoparticles (Urease/
GA/CS/MIONPs) to hydrolyse urea present in synthetic and real
fresh human urine. The Urease/GA/CS/MIONPs reported in this
work display comparable hydrolysis of urea in SUr and HUTr. 1/
20 fold dilution of SUr and 1/24 fold dilution of HUr result in
optimum urea hydrolysis by the Urease/GA/CS/MIONPs. The
immobilized urease constructs function effectively across
a broad range of ambient temperatures covering 20-45 °C, and
can be reused across multiple batches of reaction with urine.
The Urease/GA/CS/MIONPs display superparamagnetic behav-
iour that facilitates straight-forward separation from the reac-
tion medium. The kinetic analysis indicates the k,, value for
nanoparticle immobilized urease as 14.86 mM towards SUr and
12.36 mM for HUr, and the corresponding vm.x of 18.55
uM min~ " and 10.10 uM min~ ", in SUr and HUr, respectively.
The kinetic parameters of Urease/GA/CS/MIONPs compare
effectively with other immobilized urease constructs. The ease
of preparation, characterization, and standardization of these
constructs, compared to previously reported immobilized
ureases, makes them an attractive candidate for use in urine
treatment. The robust performance of Urease/GA/CS/MIONPs is
encouraging for urine treatment under ambient conditions
facilitating subsequent harvesting of the ammonia.** In partic-
ular, the deployment of immobilized urease coupled with
adsorptive extraction of the released NH," suggests is an
attractive approach towards human liquid waste management
and is currently being investigated in our laboratory.
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