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ABSTRACT: Continued dependence on crude oil and natural gas
resources for fossil fuels has caused global atmospheric carbon
dioxide (CO2) emissions to increase to record-setting proportions.
There is an urgent need for efficient and inexpensive carbon
sequestration systems to mitigate large-scale emissions of CO2
from industrial flue gas. Carbonic anhydrase (CA) has shown high
potential for enhanced CO2 capture applications compared to
conventional absorption-based methods currently utilized in
various industrial settings. This study aims to understand structural
aspects that contribute to the stability of CA enzymes critical for
their applications in industrial processes, which require the ability
to withstand conditions different from those in their native
environments. Here, we evaluated the thermostability and enzyme
activity of mesophilic and thermophilic CA variants at different temperature conditions and in the presence of atmospheric gas
pollutants like nitrogen oxides and sulfur oxides. Based on our enzyme activity assays and molecular dynamics simulations, we see
increased conformational stability and CA activity levels in thermostable CA variants incubated week-long at different temperature
conditions. The thermostable CA variants also retained high levels of CA activity despite changes in solution pH due to increasing
NO and SO2 concentrations. A loss of CA activity was observed only at high concentrations of NO/SO2 that possibly can be
minimized with the appropriate buffered solutions.

1. INTRODUCTION
Carbon dioxide (CO2) is one of the main anthropogenic
greenhouse gases and a significant contributor to the increasing
average global temperature.1−3 There is a strong correlation
between a surge in CO2 levels in the atmosphere and an
increase in temperature.4 This increase in CO2 levels affects
the earth’s surface temperature, as currently evidenced by the
melting of polar ice caps in the Arctic Circle and Antarctic ice
sheets, contributing to rising sea levels and ocean acidity.5−7

Human-induced activities, such as fossil fuel burning and
deforestation, are the primary reasons for elevated atmospheric
CO2 levels. Fossil fuel combustion accounts for nearly 75% of
total CO2 emissions.8 Conventional fossil fuel-fired power
plants emit flue gas that is released into the atmosphere
without removing CO2 and other pollutant gases, including
nitrogen oxides (NOx) and sulfur oxides (SOx), that adversely
affect the ozone layer. According to a recent report by the
International Energy Agency (IEA), carbon capture and
storage systems (CCS) could reduce the annual CO2 emissions
by as much as 6 gigatonnes by 2050. This amount accounts for
a 14% decrease in total carbon emission, which is necessary to
limit the global temperature increase to 2 °C by the end of the

21st century.9 To achieve this ambitious goal, it is important to
develop inexpensive materials that can capture CO2 cost-
effectively and be regenerated with minimal energy con-
sumption.
The benchmark CO2 capture methodologies for post-

combustion capture (PCC), such as amine solvent-based
technology, use liquid absorption. In that process, an aqueous
amine sorbent in a gas absorption column reacts with CO2 in a
gas to form a mixture of carbamate and bicarbonate
species.10,11 The CO2-rich amine is then transferred to a
stripping column, where it is steam-heated to 100−140 °C to
release the CO2 and regenerate the amine sorbent. The main
advantage of this methodology is its high absorption rate and
high selectivity for CO2 relative to those of other conventional
alternatives. Another advantage is that it can be retrofitted into
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existing power and industrial plants. However, there are several
disadvantages to using amine-based CO2 capture solvents;
mainly, the costs associated with the application of a
technology that increases the energy consumption of a
power plant by an estimated 25−40%,12 thus limiting its
widespread use. The high heat capacity of water and the
substantial water vaporization that is needed for the stripping
step make the process energy-intensive. Also, the basic amine
solution is corrosive and can damage the capture equipment
with prolonged use. The volatility and susceptibility of amine
absorbent to evaporation and chemical degradation lead to
amine loss over time. This amine loss during the CO2 capture
process generates toxic aerosols and wastes that can harm the
environment.
As an alternative, Fradette et al.13 developed a proprietary

enzyme-catalyzed solvent technology to replace conventional
amine-based solvents for PCC applications, with CO2 capture
rates between 65 and 95%. However, the enzyme stability
performances were recorded at a specific temperature (60 °C)
and without toxic industrial contaminants that could
significantly hamper the CO2 capture efficiency. A better
understanding of the mechanisms that stabilize the enzyme
structure under non-native conditions may be helpful in
advancing this technology. Despite recent advances in existing
PCC technologies, there is an urgent need to develop novel
CCS technologies that are economically feasible, efficient, and
environmentally friendly and that minimize the energy penalty
for regeneration.
Membrane-based separation approaches have shown prom-

ising potential as the next-generation PCC technology.14,15

Some advantages of membrane-based technologies are their
relatively low cost, low energy consumption, flexible operation,
and absence of corrosive and toxic materials, which make them
environmentally friendly. In selecting membrane materials, key
features include high CO2 selectivity, high gas permeance,
robustness under industrial operating conditions, and the
ability to meet separation requirements.16 Favre’s recent review
comprehensively summarizes the latest advancements in
membrane separation technologies in postcombustion carbon
capture applications.17

Conventional gas separation membranes are mostly made of
thin-film polymer or composite materials,18 which are usually
limited by a trade-off in gas permeation rate and CO2
selectivity, short lifetime, and lack of membrane stability as a

result of continuous exposure to acid gas impurities, such as
NO and SO2

19 Another primary limitation of membrane-based
separation is the requirement for a large membrane area due to
the low partial pressure of carbon dioxide in the flue gas,20,21

which can increase the overall cost and complexity of the
system. Additionally, gas membranes operate based on
pressure differentials, leading to a notable pressure drop across
the membrane. This pressure drop necessitates additional
energy to maintain optimal gas flux and overcome back
pressure, thereby impacting the overall energy consumption of
the process.
Membrane material selection and operating temperatures

also pose challenges in PCC.22−24 The choice of the
membrane material can affect the separation efficiency and
energy requirements. Some materials may exhibit selectivity,
permeability, or stability limitations, necessitating further
research and development. Furthermore, operating temper-
atures can affect the membrane performance, requiring
additional temperature control measures that may contribute
to increased energy consumption. A technical report prepared
for the U.S. Department of Energy estimated that CO2 capture
by a membrane would be feasible.25 This report details the
energy-intensive nature of membrane-carbon capture processes
and economic considerations. However, it is important to note
that membrane material development is an ongoing area of
research. Rapid advances are being made in material
development, module design, and process optimization to
address the limitations and enhance the efficiency and cost-
effectiveness of membrane-based separations in PCC.26,27

Several groups over the years have adopted strategies to
improve CCS using biocatalytic gas−liquid membrane
contactors for industrial applications.28−30 In a recent break-
through, Fu and colleagues introduced a liquid-layered
biomimetic CO2 separation membrane called the MemZyme
technology. This innovation incorporates a naturally occurring
enzyme, resulting in performance advantages over other
alternatives when subjected to laboratory evaluations. The
MemZyme membrane (Figure 1) consists of carbonic
anhydrase (CA) enzymes embedded within an ultrathin (of
order 0.1 nm) layer of nanoporous silica membrane and has
shown considerable promise as enzyme-enhanced CCS.31

MemZyme technology stands out due to its unmatched
combined selectivity for CO2 over N2 and high CO2
permeance, making it a promising solution to CCS. This

Figure 1. Schematic representation of ultrathin mesoporous silica (SiO2) membrane layer containing CA enzymes in aqueous solution embedded
within thick alumina (Al2O3) Anodisc column supports. The silica mesopores are functionalized to be hydrophobic, except for the first few
nanometers from the pore surface, which is hydrophilic. This unique liquid membrane framework maximizes CO2 solubilization and conversion
into bicarbonate ion (HCO3

−) at the hydrophilic upstream surface, and regeneration of CO2 at the hydrophobic downstream surface31 for storage.
This material motivates the current work.
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enzymatic liquid membrane motivates the current studies of
CA enzymes.
CAs are mostly zinc metalloenzymes and found ubiquitously

in Nature, being present in prokaryotes, eukaryotes, and
extremophiles.32−34 There are five distinct classes of CA
enzyme families that are evolutionarily unrelated;32 namely, α,
β, γ, δ, and ζ. These different classes of CA share low sequence
similarities and have different secondary structure folds.
However, all CA classes use the same catalytic mechanism,
involving the reversible hydration/dehydration of CO2 into
bicarbonate and a proton, as shown below (eqs 1, 2, and 3).35

F(Zn H O) (Zn OH ) H2
2

2 ++ + + (1)

F(Zn OH ) CO (Zn HCO )2
2

2
3++ +

(2)

F(Zn HCO ) H O (Zn H O) HCO2
3 2

2
2 3+ ++ +

(3)

The active site of the CA enzyme involves a zinc ion (Zn2+)
coordinated with three histidine side chains and a water
molecule, which acts as a fourth coordination site. In the
mechanism above, protons are transferred from the Zn2+-
bound water molecule (Zn2+−H2O) to a fourth histidine and
then to the bulk solvent, forming a highly ordered hydrogen-
bonded network to facilitate proton shuttle34 and generate a
negatively charged Zn2+−OH− hydroxide ion. The electrostatic
interactions in the active site contribute to the pKa of catalytic
residues during the reaction.36 At the same time, the weak
hydration free energy of the CO2

37 is responsible for the
transport of the small molecule in and out of the active
site.36,37 Once CO2 reaches the active site, it binds to Zn2+−
OH− and is converted to HCO3

− through a nucleophilic
attack. An internal proton transfer forms Zn2+−HCO3

−, which
then binds to H2O, resulting in Zn2+−H2O reformation.
Simultaneously, HCO3

− is released into the solvent. This
highly efficient CA enzymatic mechanism can tackle large-scale
CO2 emissions from industries as CAs are known for their high
turnover rates, up to 1 × 106 s−1, making them one of the
fastest catalysts in Nature.
One of the main challenges in the large-scale implementa-

tion of enzymes for industrial applications is the protein
catalyst’s thermochemical stability to harsh operating con-
ditions such as constant exposure to elevated temperature and
acid gas contaminants. To address this challenge, several
research groups have isolated CAs from thermophiles and
immobilized CA enzymes on solid support substrates.28,38−46

The other enzyme management concerns include, but are not
limited to, absorption kinetics over time and the potential
recovery and reusing of enzymes.
In this work, we investigated CAs suitable for industrial-scale

CCS applications for their thermal stability and catalytic
efficiency under different temperature conditions and in the
presence of gas and acid contaminants using experimental and
computational methods. Although earlier studies have
investigated the thermal stability of CAs,47−53 comparative
studies of mesophilic and thermophilic CAs are scarce,54,55

particularly involving exposure to high-temperature conditions
and industrial contaminants like NO and SO2 toxic gases.56

Our study is aimed at gaining insights into the structural
elements in CAs that impart stability in solution against high
temperatures and industrial contaminants. These data establish
a baseline assessment for subsequent studies focused on using

CA within the confines of membrane nanopores (Figure 1) to
enhance the enzymatic performance in CCS applications.

2. MATERIALS AND METHODS
2.1. Carbonic Anhydrase (CA) Enzymes. Bovine

carbonic anhydrase (BCA) was purchased from Worthington
Biochemical Corporation as a dry powder, and stock solutions
(150 μM) were prepared either in deionized (DI) water or
12.5 mM Tris buffer (pH 7.5) and 75 mM NaCl. A proprietary
CA variant (XCA) was supplied by Novozymes and prepared
in 12.5 mM Tris buffer (pH 7.5) and 75 mM NaCl. Three
recombinant variants of CA from Persephonella marina EX-
H1were supplied by EpigenTor Consultants, Inc.: wild-type
PmCA (WT), and two genetically engineered variants, PmCA
(WW) and PmCA (SC).
The coding sequence for PmCA (WT) from the NCBI

database (accession code WP_015898908) was synthesized by
Biomatik, Inc., including codon optimization for expression in
E. coli. The PmCA gene was cloned into plasmid pET22b at
sites 5′ NdeI and 3′ HindIII by restriction digest and ligation,
which imparted a C-terminal 6X Histidine tag on the
recombinant protein. Variants PmCA (WW) and PmCA
(SC) were generated using the Q5 Site-Directed Mutagenesis
Kit (New England Biolabs). All plasmids were transformed
into Rosetta 2 chemically competent E. coli bacteria, and a
single colony was selected and grown in a 25 mL culture
overnight at 37 °C and 240 rpm in Terrific Broth (TB)
supplemented with 1% glucose and 0.8% glycerol with 100 μg/
mL carbenicillin and 34 μg/mL chloramphenicol. To the
overnight culture was added 1 L of the supplemented TB
broth, and the culture was grown to an OD600 nm of 0.4−0.8, at
which point ITPG (isopropyl β-D-1-thiogalactopyranoside)
was added to a concentration of 0.4 mM to induce protein
expression. The temperature at induction was reduced to 30
°C, and the culture was incubated with shaking (240 rpm) for
10 h. Cells were then harvested by centrifugation, and bacterial
pellets were resuspended in 5.5× PBS (phosphate-buffered
saline: 753.5 mM NaCl, 14.85 mM KCl, 55 mM Na2HPO4,
and 9.9 mM KH2PO4, pH 7.4) supplemented with Roche
Protease inhibitors, 1 mM PMSF (phenylmethylsulfonyl
fluoride), 10% glycerol, 0.15% Triton-X, and 15 mM imidazole.
Cells were lysed with sonication on ice (4 cycles, 45 s on,
followed by 2 min rests). Lysates were centrifuged at 4 °C for
20 min at 12,000g, and the supernatant was incubated with N-
NTA agarose at 4 °C for 3 h. The beads were washed with 2
column volumes of 5.5× PBS supplemented with 0.15%
Triton-X, and 30 mM imidazole, and then eluted with 5.5×
PBS supplemented with 300 mM imidazole.
2.2. PmCA Variants. We designed a library of PmCA

variants, of which we picked PmCA (SC) and PmCA (WW).
PmCA (SC) has negatively charged mutations on the outer
shell of the enzyme, giving it an overall net negative charge
(see the Results section). These mutations were made to give
the enzyme tolerance against acidic pH as the more CO2 that is
harvested, the lower the pH becomes with the buildup of
carbonic acid. Negatively charged proteins generally are more
tolerant of an acidic pH.57,58 The PmCA (WW) variant
contains mutations within the enzyme’s active site that were
aimed at increasing proton transfer and hydration to carbon
dioxide (see the Results section). CO2 hydration, catalyzed by
CA enzymes, is a critical rate-limiting step in the conversion
process of carbon dioxide to bicarbonate.59−61
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2.3. CA Esterase Activity Assay. CA catalyzes the
hydration of CO2 to bicarbonate, but the active site also
displays esterase activity with a variety of different ester
types.62 Further, measuring the esterase activity serves as an
effective surrogate to characterize changes in CA activ-
ity.52,63,64 The reaction involves the hydrolysis of p-nitrophenyl
acetate (pNPA) to produce p-nitrophenol (pNP), which can
be measured by absorption spectroscopy at 405 nm (A405)
using a UV/vis 96-well plate reader. Briefly, 200 μL reactions
were prepared in 96-well plates by adding CA samples to assay
buffer (12.5 mM Tris buffer (pH 7.5) and 75 mM NaCl)
containing 1 mM pNPA, and placing the 96-well plate into the
plate reader (PerkinElmer Victor 3). A standard dilution curve
of pNP (0−1000 μM) was included on all plates to convert the
A405 measurements to pNP concentration in μM. A405
measurements were recorded at regular intervals (e.g., 3 min)
for 1−2 h. All reactions were performed at ambient
temperature (23 °C) and with a concentration of 12 μM
CA. Standard curves were analyzed using regression analysis
(SigmaPlot), and A405 measurements were converted to pNP
concentrations for all samples. Regression analysis (concen-
tration vs time) was then used to determine the CA reaction
velocity (V) in μM/min. This value (V) was then converted to
specific activity ACA (min−1) by dividing by the concentration
of CA (i.e., 12 μM):

A
V

CACA =
[ ] (4)

2.4. Temperature, Gas, and Acid Effects. 2.4.1. Temper-
ature Effects on CA Activity. The temperature stability of BCA
and PmCA variants was evaluated by storing samples of
enzymes at either 4 or 70 °C. Samples were selected randomly
at Days 0, 3, and 7, and the esterase activity was measured, as
described above. The retention of activity was determined by
dividing the activity at Day 3 or 7 by that observed at Day 0. It
should be noted that the esterase activity was measured after
samples were removed from the defined storage temperature
and equilibrated to 23 °C. The percent remaining activity was
calculated by dividing the activity (ACA) at a given time point
by the initial activity (t = 0).
2.4.2. Impact of Contaminating Gas on CA Activity. The

impact of the gas content on the activity of the different CA
enzymes was examined by exposing aliquots of the enzyme in
bulk solution to flowing gas for 4 h. All gases were purchased
from Matheson Trigas and used as received (CO2, UHP grade;
H2S, 2% in N2 UHP grade; propane, UHP grade; NO 1513
ppm + SO2 505.2 ppm + CO2 5.019% + N2 balance,
CALMAT-1 grade). Specific gas mixtures were achieved by
blending two or more gas streams using mass flow controllers
(Brooks Instruments), which were calibrated for each specific
gas using a bubble meter at known temperatures and pressure.
The exposures were conducted in a plastic chamber (saturator)
with gas inlet and outlet ports, and an O-ring seal between base
and lid (Figure 2). Each experiment was run at room
temperature under a set total gas flow rate of 200 ± 5 sccm
(mL/min at STP). A reservoir of deionized water was added
into the base of the saturator to provide a level of humidity
(the dew point of the gas phase over the samples was 25 ± 1
°C) that would reduce evaporation from the enzyme solutions
during the test. The mass of each sample was measured prior
to and after gas exposure and suggested negligible evaporative
loss for all samples. Prior to each test, gas flow was established,
and the stability of the mass flow controller output was verified.

The outlet from the saturator was connected to a water
bubbler to visualize positive flow and provide a minimal
overpressure of gas to mitigate any ingress of air through the
saturator’s O-ring seal. Enzyme samples were loaded into the
saturator and exposed to the desired gas for 4 h, after which
the solutions were removed from the saturator and sealed
immediately, and CA activity was measured. The retention in
esterase activity was determined by dividing the activity at t = 4
h by that observed prior to exposure (i.e., t = 0 h).
2.4.3. Effect of Nitric and Sulfuric Acids on CA Activity. To

characterize the effects related to pH, aliquots of BCA and
PmCA were exposed to HNO3 or H2SO4, with concentrations
ranging from 1 to 50 mM. Concentrated HNO3 or H2SO4
acids were diluted in either Tris (BCA) or 5.5× PBS (PmCA)
and the pH was measured. Stock CA solutions were then
diluted to 12 μM in these acid-containing solutions. To
differentiate pH versus anion effects, the activity of BCA was
also characterized by exposing samples of the enzyme to
solutions containing 1−50 mM HNO3 or H2SO4, where the
pH was adjusted to ∼7.4 using the addition of NaOH. The
esterase activity was measured as described above, and the
relative activity was determined by dividing the CA activity for
a given concentration by activity observed for samples
containing 1 mM of acid, which was shown in initial
experiments to have little to no effect on activity.
2.5. Molecular Dynamics Simulations. The native

structure of α-type carbonic anhydrases from BCA (PDB
code: 1V9E) and PmCA (PDB code: 6IM1) were obtained
from the RCSB protein data bank. All molecular dynamics
(MD) simulations were performed using the GROMACS
simulation package v2019.65 Protein residues were modeled
using the AMBER 99SB-ILDN force field in combination with
the specialized zinc metal ion and coordinating amino acid
residues’ (HIS/GLU) parameters developed by Procacci and
co-workers.66−69 The TIP3p model70 was used for water. The
pKa of the amino acid side chain residues at neutral pH 7.0

Figure 2. (Top) Schematic and (bottom) photograph of the
experimental setup used to expose CA enzymes to various mixtures
of gases.

ACS Omega http://pubs.acs.org/journal/acsodf Article

https://doi.org/10.1021/acsomega.3c02630
ACS Omega 2023, 8, 37830−37841

37833

https://pubs.acs.org/doi/10.1021/acsomega.3c02630?fig=fig2&ref=pdf
https://pubs.acs.org/doi/10.1021/acsomega.3c02630?fig=fig2&ref=pdf
https://pubs.acs.org/doi/10.1021/acsomega.3c02630?fig=fig2&ref=pdf
https://pubs.acs.org/doi/10.1021/acsomega.3c02630?fig=fig2&ref=pdf
http://pubs.acs.org/journal/acsodf?ref=pdf
https://doi.org/10.1021/acsomega.3c02630?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as


were determined using PROPKA3.71,72 The GLU residue in
BCA (103) and PmCA (113) was modified to GLUH to
represent the correct protonation state using the GROMACS
pdb2gmx command. Only one monomer from the homodimer
PmCA structure was selected for MD simulations.
To investigate the thermal stability of protein configurations,

a set of systems at four different temperatures were modeled
for both BCA and PmCA. The simulations were carried out at
25, 70, 100, and 140 °C temperatures. For all systems, the
protein structure was centered in a 9 nm3 cuboid water box
with a minimum distance of 1 nm between the protein
structure and the box boundaries. The appropriate number of
counterions [sodium (Na+) or chlorine (Cl−)] were added to
electroneutralize the charge of the solvated systems. Long-
range electrostatic interactions were calculated using the
particle-mesh Ewald (PME)73 with a grid size of 0.12 nm
and a real-space radius of 1.6 nm. A nonbonded cutoff of 1.6
nm was used for the Lennard-Jones potential. The LINCS
algorithm74 was used to constrain all hydrogen bonds. The
steepest descent method was applied for 500 cycles to perform
energy minimization. A stochastic velocity-rescaling thermo-
stat75 and stochastic cell-rescaling barostat76 were used to keep
the system at specified temperatures and 1 atm, with coupling
times of 1 and 5 ps, respectively. The periodic boundary
conditions were set to all three box dimensions. The
integration time step was 2 fs for MD simulations, and data
were collected every 5 ps. The Maxwell−Boltzmann
distribution was applied to generate initial velocities for
systems at different temperatures. The systems were allowed
to equilibrate at specified temperatures in an isothermal−
isobaric (NPT) ensemble for 100 ns before 1 μs of production
MD simulation for data collection. The analyses were
performed on the final 200 ns of simulation trajectories.
Chimera 1.1577 and VMD 1.9.278 were used for the

visualization of protein structural representations from MD
simulations. The GROMACS embedded tools were utilized to
compute the root-mean-square deviation (RMSD) and
evaluate the structural stability of the protein backbone. The
dictionary of secondary structures of proteins (DSSP)
algorithm79 was used to characterize protein dynamics in
solution.

3. RESULTS AND DISCUSSION
3.1. Temperature Dependence. Temperature stability is

a key requirement for many applications involving CA; in
particular, elevated temperatures (>60 °C) are commonly used
for CCS processes.52,80 A key element in the use of CA in
carbon capture technology is the ability of the enzyme to
remain stable and function over time at elevated temperatures.
Thus, we characterized the activity of different CA variants
maintained at 4 or 70 °C for 7 days.
BCA, in either water or Tris buffer, maintained 79% of its

initial activity when kept at 4 °C for 7 days, which contrasts
with the complete loss of activity observed at Days 3 and 7
when maintained at 70 °C (Figure 3). This observation is
consistent with prior reports suggesting that BCA activity is
lost at temperatures exceeding 60 °C.81,82 It should be noted
that the percent of remaining activity exceeded 100% in some
cases and may be attributed to the intrinsic variation in the
esterase activity.
A similar decrease in activity (i.e., ∼58% activity retention

over 7 days) was observed for the PmCA variants stored at 4
°C (Figure 3A). These variants, however, displayed a much

greater level of activity retention when maintained at 70 °C
(Figure 3B), compared to BCA, with an average remaining
activity of 57% at Day 7. PmCA (WW) displayed a lower level
of stability at 70 °C compared with PmCA (WT), which can
be attributed to the mutations in the active site (Figure 4A).
The mutations in PmCA affected the electrostatic potential of
the PmCA active site and lowered the thermal stability of the
enzyme. In contrast, the PmCA (SC) performed as well or
better than the wild-type PmCA, retaining >70% of the initial
activity at Day 7. Here, the mutations altered the electrostatic
potential of the outer shell of the enzyme, rendering it more
negative (Figure 4B), while maintaining/enhancing the
temporal stability of PmCA (SC) at 70 °C compared to the
PmCA (WT). Qualitatively, these results for the PmCA
variants agree with those reported for CAs from P. marina
incubated at elevated temperatures over a shorter time
frame.54,63 Reports suggest that this thermostability may
extend to temperatures as high as 100 °C, where a half-life
of 88 min was reported for that temperature.52

3.2. Modeling of BCA and Wild-Type PmCA. Visual
inspection of the superimposed crystal forms of BCA and
PmCA (WT) reveals strong similarities in structural alignment
(Figure 5). The zoomed-in portion shows a catalytic zinc ion
in the central active site coordinated by three highly conserved
histidine residues (His93, His95, and His118 in BCA) and a
fourth ligand, which can be a water molecule or a hydroxide or
bicarbonate anion. The catalytically relevant residues in BCA,
namely, Glu105 and Thr197, are shown as well.

Figure 3. Remaining activity of carbonic anhydrase (CA) samples
following storage for 7 days at (A) 4 °C or (B) 70 °C. Enzymes tested
were: BCA (DI) (green -●-), BCA (Tris) (orange -●-), PmCA (WT)
(purple -▼-), PmCA (WW) (pink -▲-), PmCA (SC) (green -■-),
and XCA (gold -■-). Error bars equal the propagated standard error
of the mean.
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MD simulations were performed to investigate the differ-
ences in the thermal stability between BCA and PmCA (WT)
at different temperatures. The global RMSD (root-mean-
square deviation of the protein backbone from the starting
configuration) analysis shows combined domain effects that
affect the structural stability of the protein compared with the
initial conformation. BCA is stable at a low temperature (25
°C), with an average RMSD value of 0.2 nm. The RMSD at 70
°C shows a steady increase until 380 ns, followed by a large
shift and stabilization around 0.5 nm. This large shift in RMSD
value close to 70 °C correlates with thermal denaturation of
secondary and tertiary structures of BCA, as observed by Sarraf
and co-workers in their UV/vis and CD spectrophotometric
experiments.83 The RMSD is relatively unstable at 140 °C,
with significant fluctuations throughout the simulation time
(Figure 6A). Comparatively, the RMSD for PmCA is stable at

both 25 and 70 °C. A slight jump in the RMSD value from
0.15 to 0.3 nm was observed after 400 ns at 100 °C. The
system at 140 °C sees a sharp increase within the first few
nanoseconds and then stabilizes after 500 ns (Figure 6B).
Based on this analysis, the PmCA has lower structural
flexibility and thus higher thermal stability than BCA across
different temperature systems.
The RMSD values were also calculated exclusively for the

active site residues in BCA and PmCA. The results show that
the RMSD in BCA is stable only at 25 °C, and all other high-
temperature systems show large fluctuations throughout the
simulation period (Figure 6C). The PmCA shows stable
RMSD values at both 25 and 70 °C. The RMSD is relatively
stable at 100 °C for the first 500 ns and subsequently increases
to 0.28 nm by the end of the simulation. The system at 140 °C
displays more continuous fluctuations at the RMSD (Figure
6D). A comparison of the average change in RMSD values
between BCA and PmCA shows that PmCA is relatively more
stable than BCA in high-temperature environments. This
localized RMSD analysis provides us with a closer look at the
flexibility of the CA catalytic core. That core is not coupled to
global interdomain interactions. It participates directly in the
two-step catalytic mechanism of CO2 hydration involving
proton transfer reactions to and from ordered water molecules.
The changes in protein secondary structures are important

indicators to gauge its folding/unfolding process. We probed
the percentage of α-helices over the course of our simulations
to account for differences in conformational thermal stability
between BCA and PmCA as a function of temperature.

Figure 4. PmCA enzymes in two orientations (A, B) to highlight
electrostatic differences between wild-type (WT) and variants WW
and SC. (A) The electrostatic charge of the active site compared
between PmCA (WT) and PmCA (WW). The orange box represents
an amino acid residue change that modifies the electrostatic potential
in the active site. (B) The electrostatic charge of the outer shell
compared between PmCA (WT) and PmCA (SC). Spheres represent
amino acid residue changes. These changes modify the electrostatic
potential of the outer shell between the WT and the SC variant.

Figure 5. Ribbon representation of the superimposed configurations
of BCA (tan) and PmCA (blue). The zoomed-in view of the active
site of BCA shows the conserved residues along with the Zn2+ ion
(purple sphere) and the H2O/OH− molecule (red sphere).

Figure 6. Molecular dynamics simulation results for BCA and PmCA
at different temperature conditions. (A) RMSD of BCA and (B)
PmCA main-chain backbone. Both BCA and PmCA show an average
RMSD value of less than 0.5 nm for all isotherm simulations,
indicating the thermal stability of protein structure. RMSD of
conserved residues that are part of the active site in (C) BCA (His93,
His95, and His118 that coordinate with the central Zn2+ ion and the
catalytically important residues Glu105 and Thr197), and (D) PmCA
(His86, His88, and His105 that coordinate with the central Zn2+ ion
and the catalytically important residues Glu92 and Thr172).
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Our DSSP analysis shows a substantial decrease in the
number of α-helices in BCA, going from 25 to 70 °C, with a
minor change between 70 and 100 °C. A large drop is
observed at 140 °C in BCA. The PmCA, interestingly, only
shows a small change in the α-helicity between 25 and 70 °C.
The PmCA system at 100 °C shows some decrease; however,
the α-helicity descends rapidly at 140 °C (Figure 7).

To summarize, PmCA retains α-helicity across different
temperatures, except for 140 °C. In contrast, BCA loses much
of its α-helicity at 70 °C and continues to lose further at
elevated temperatures. Given that α-helices are more robust to
mutations compared to β-sheets,71 the loss of α-helicity at
higher temperatures (>60 °C) directly impacts the CA activity
of BCA, as seen from our experiments (Figure 3A,B).
Intramolecular interactions such as hydrogen bonds are

integral to a protein’s secondary structures and conformational
stability. In particular, the hydrogen bonds in the protein
backbone confer rigidity and enhance the protein’s thermal
stability. The flexibility of a protein varies with the number of
hydrogen bonds,71 and protein structures become unstable at
higher temperatures. Our hydrogen bonding analysis specifi-
cally examined the formation of hydrogen bonds between all
potential donors and acceptors within a distance of 0.35 nm
and an angle of 30°. We observed a substantial decline in the
stability of BCA in relation to higher temperatures, from 170
hydrogen bonds at 25 °C to 158 at 140 °C (as depicted in
Figure 8). In contrast, the PmCA structure demonstrated
greater stability at elevated temperatures, exhibiting only a
slight decrease in the total number of hydrogen bonds. At 25
°C, 147 hydrogen bonds, which decrease slightly to 141 at 140
°C (as illustrated in Figure 8). Notably, our hydrogen bonding
analysis reinforced and validated our findings from the DSSP
analysis.
3.3. Enzyme Activity and Contaminating Gases.

Industrial application of CA for CO2 capture also necessitates
stable enzyme activity in the presence of contaminating gas
species such as NOx (mainly NO) and SOx (mainly
SO2).

56,84−86 To help achieve that goal, it is critical to
understand the enzymatic performance of CA upon exposure
to streams of various gases. Thus, we evaluated changes in
enzyme activity after exposing solutions of the different CA

variants for 4 h to gas mixtures containing N2, CO2, NO, SO2,
propane (C3H8), and hydrogen sulfide (H2S). We anticipated
that propane, an aqueous insoluble gas, would have no effect
on CA activity, while the remaining soluble gases would
potentially affect activity.
As expected, all of the six CA variants exposed to the control

treatment, i.e., 15.3% CO2 with a balance of N2, displayed no
changes in esterase activity (Table 1). Similarly, all CA variants
maintained 100% activity when exposed to a mixture of C3H8
(10%) with a balance of CO2 (90%) or H2S (0.5%) with a
balance of CO2/N2 (Table 1). The high activity retention in
the presence of C3H8 supports our hypothesis that insoluble
gases have little to no effect on CA in solution. Retained
activity in the presence of H2S is also consistent with the
literature in which CA catalyzed the irreversible cleavage of
carbonyl sulfide into H2S and CO2.

87

Considerable changes in CA activity were observed in the
presence of NO and SO2, where ∼100% of the esterase activity
was lost in the presence of 1360 and ∼450 ppm of NO and
SO2, respectively (Table 1). This significant loss in activity was
observed for all of the CA variants and did not depend on the
enzyme’s buffer. All of the CA variants retained some level of
activity when exposed to lower concentrations of NO (76
ppm) and SO2 (25 ppm), with the exception of BCA in
deionized water, which lost all of its activity even at the lower
NO/SO2 concentration (Table 1). Prior reports suggest that
NO can inhibit CA activity when biosynthesized from L-
arginine,88,89 while others reported retained activity of
immobilized CA in the presence of NO and SO2 at levels up
to 500 ppm of dry gas.46,85 Exposure may also result in
improved stability in the presence of NO and SO2. To this
point, work by Effendi et al.56 reported significant improve-
ments in residual CA activity in the presence of HNO3 and
H2SO4 for CA immobilized and cross-linked to polymer
nanofibers, as compared to free enzyme.
The significant loss of enzymatic activity in the presence of

NO and SO2 may be attributed to changes in pH based on the
formation of acids associated with the dissolved gases. The pH
of solutions exposed to the different gas mixtures was recorded
before and after exposure and is reported in Table 1. Analysis
of pH and retained activity suggests that the level of retained
activity does not correlate with either the ending pH of the
solution or changes in pH following exposure. For example,

Figure 7. Secondary structure analysis using DSSP in BCA (blue) and
PmCA (yellow) shows changing α-helicity at different temperatures
from the last 200 ns of simulation time. Error bars equal one standard
deviation of the mean.

Figure 8. Hydrogen bond analysis for BCA (blue) and PmCA
(yellow) at different temperatures from the last 200 ns of simulation
time. Error bars equal one standard deviation of the mean.
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BCA in deionized water exhibited ∼20% retention in activity in
the presence of low NO and SO2, and a change in pH of ∼4. In
comparison, BCA in deionized water exhibited a 100%
retention of activity after exposure to H2S despite a pH
change of 4.3. Therefore, we conclude that the loss of enzyme
activity in the presence of NO and SO2 is not driven solely by
associated changes in pH.
3.4. Enzyme Activity, pH, and Conjugate Bases. To

better understand the effects of NO and SO2 on CA activity, a
set of experiments was performed to isolate pH and conjugate
base effects. NOx and SOx readily dissolve into aqueous
systems, decomposing to form acids in solution, including
HNO2, HNO3, H2SO3, and H2SO4, which have been shown to
alter CA activity adversely.85,90 The esterase activity of BCA
and PmCA (WT) was first evaluated in solutions in which a
range of acid concentrations, i.e., 1−50 mM HNO3 or H2SO4,
were added to the stock enzyme solution.
Considerable losses in esterase activity were observed with

as little as 5 mM HNO3 and 5 mM H2SO4 for both BCA and

PmCA (Figure 9A). The relative activity continued to decrease
as a function of acid concentration, reaching ∼0% residual
activity at 50 mM. These results are consistent with those
reported previously for the recombinant SyCA (carbonic
anhydrase from Sulfurihydrogenibium yellowstonense), where the
free enzyme lost >80% activity when exposed to 25 mM HNO3
or H2SO4.

56 These results are also consistent with those
reported by Bond et al.84 in which the esterase activity, but not
CO2 hydration activity, was inhibited by NO3

− and SO4
2−. As

noted above, the loss of activity observed in our work may be
attributed to decreases in pH associated with the addition of
strong acids. At 5 mM HNO3, the solution of BCA exhibited a
pH of 2.4 and residual activity of ∼30%, whereas the solution
of PmCA (WT) exhibited a pH of 7 and residual activity of
∼20%. The difference in pH values is attributed to the buffers
for BCA (Tris-NaCl) and PmCA (5.5× PBS). Similarly, at 5
mM H2SO4, BCA and PmCA (WT) retained ∼20 and 25%
activity, respectively, despite significant differences in pH (2.4
for BCA and 6.9 for PmCA). These data suggest that the pH

Table 1. Enzyme Activity and pH of Bovine Carbonic Anhydrase (BCA) in Deionized Water (DI) or Tris Buffer, Three CA
Variants from Persephonella (PmCA), and a Proprietary CA (XCA) Exposed to Varying Gas Mixtures for 4 h

enzyme/gas compositiona enzyme activity pH
t = 0 h (min−1) t = 4 h (min−1) remaining activity (%) t = 0 h t = 4 h ΔpH

BCA (DI)
CO2 4.8 ± 0.4 5.4 ± 0.4 111 ± 13 9.1 5.4 −3.7
high NO/SO2 6.0 ± 0.5 0.1 ± 0.0 1 ± 0.1 9.1 3.0 −6.1
low NO/SO2 3.7 ± 0.3 0.7 ± 0.1 19 ± 2 8.8 4.8 −4.0
H2S 6.0 ± 0.6 6.6 ± 0.6 110 ± 14 9.0 4.7 −4.3
C3H8 4.8 ± 0.2 5.7 ± 0.3 117 ± 9 9.1 4.6 −4.5

BCA (Tris)
CO2 5.6 ± 0.4 5.1 ± 0.4 92 ± 9 7.5 6.4 −1.1
high NO/SO2 5.7 ± 0.5 0 ± 0 0 ± 0 7.5 5.6 −1.9
low NO/SO2 4.3 ± 0.3 2.3 ± 0.1 54 ± 4 7.5 5.5 −2.0
H2S 7.4 ± 0.5 7.3 ± 0.5 100 ± 10 7.5 5.6 −1.9
C3H8 5.0 ± 0.4 5.3 ± 0.4 94 ± 4 7.5 5.6 −1.9

PmCA (WT)
CO2 3.5 ± 0.1 3.6 ± 0.1 102 ± 4 7.4 7.0 −0.4
high NO/SO2 3.9 ± 0.1 0.3 ± 0.1 7 ± 0.6 7.4 6.9 −0.5
low NO/SO2 2.6 ± 0.1 3.0 ± 0.1 117 ± 7 7.4 6.5 −0.9
H2S 4.3 ± 0.2 4.3 ± 0.2 100 ± 5 7.4 6.5 −0.9
C3H8 4.4 ± 0.1 4.1 ± 0.1 94 ± 4 7.4 6.5 −0.9

PmCA (WW)
CO2 3.0 ± 0.1 3.4 ± 0.1 113 ± 5 7.4 7.0 −0.4
high NO/SO2 3.5 ± 0.1 0.2 ± 0.1 5 ± 0.3 7.4 6.9 −0.5
low NO/SO2 1.9 ± 0.1 1.7 ± 0.1 94 ± 3 7.4 6.5 −0.9
H2S 5.2 ± 0.2 5.3 ± 0.2 101 ± 4 7.4 6.5 −0.9
C3H8 4.1 ± 0.1 3.5 ± 0.1 85 ± 3 7.4 6.5 −0.9

PmCA (SC)
CO2 1.8 ± 0.1 1.7 ± 0.1 92 ± 3 7.4 7.0 −0.4
high NO/SO2 2.4 ± 0.1 0.0 ± 0.0 0 ± 0 7.4 6.9 −0.5
low NO/SO2 1.4 ± 0.1 1.9 ± 0.1 139 ± 4 7.4 6.5 −0.9
H2S 2.6 ± 0.1 2.9 ± 0.1 113 ± 3 7.4 6.5 −0.9
C3H8 2.2 ± 0.1 2.5 ± 0.1 117 ± 4 7.4 6.5 −0.9

XCA (Tris)
CO2 2.8 ± 0.1 2.8 ± 0.1 100 ± 2 7.5 6.4 −1.1
high NO/SO2 3.5 ± 0.1 0.2 ± 0.1 6 ± 0.1 7.5 5.6 −1.9
low NO/SO2 2.3 ± 0.1 1.6 ± 0.1 68 ± 4 7.5 5.5 −2.0
H2S 1.8 ± 0.1 1.8 ± 0.1 96 ± 4 7.5 5.6 −1.9
C3H8 1.8 ± 0.1 1.7 ± 0.1 95 ± 5 7.5 5.6 −1.9

aGas compositions: CO2 = 15.3% CO2, 84.7% N2; High NO/SO2 = 1360 ppm of NO, 454 ppm of SO2, 15% CO2, 85% N2; Low NO/SO2 = 75.7
ppm of NO, 25.3 ppm of SO2, 4.7% N2, 95.3% CO2; H2S = 0.5% H2S,75% CO2, 24.5% N2; C3H8 = 10% C3H8, 90% CO2.
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change associated with the addition of HNO3 and H2SO4 is
not solely responsible for the observed decrease in activity.
A second set of experiments was performed in which

solutions containing 1−50 mM HNO3 or H2SO4 were
prepared and the pH was adjusted with the addition of
NaOH to achieve a neutral pH (∼7.5). The esterase activity of
BCA and PmCA in these buffers was then measured and
compared against those in which the pH was not adjusted.
Here, BCA in pH-adjusted solutions displayed an enhance-
ment in residual enzyme activity at concentrations ranging
from 5 to 20 mM (Figure 9B). At 50 mM, BCA in pH-adjusted
solutions retained ∼20 and 8% activity in the presence of
HNO3 and H2SO4, respectively. Interestingly, the effect of pH
adjustment was less for solutions with H2SO4 compared with
those with HNO3, suggesting that the conjugate base may have
a direct impact on the enzyme activity. This result is consistent
with prior reports of anion species serving as activators and/or
inhibitors of CO2 hydration by CA, where the activation or
inhibition was linked to an enhancement or depression in the
rate of proton transfer in this reaction.91 While mechanistically
distinct from that of CO2 hydration, our data suggest that the
loss in CA esterase activity in the presence of NO/NO3 and
SO2/SO4 may be due to a combination of the conjugate base
and the decrease in pH.

4. CONCLUSIONS
Experimental evaluation of CA activity over time at elevated
temperatures demonstrates the importance of using stable
thermal variants of CA for CO2 capture applications.
Mesostable CAs, such as BCA, display reasonable stability at

4 °C (∼79% over 7 days) but completely lose activity within 3
days at 70 °C. In contrast, thermally stable PmCA variants
show a minimal reduction in activity at 4 °C but retain
reasonably high activity levels (∼57%) even after 7 days of
incubation at 70 °C. Our data also suggest that changes to the
electrostatic charge on the outer shell of PmCA do not impact
and even may potentially increase the thermal stability of the
enzyme. Such changes in the electrostatic shell of the enzyme
enable tuning of both the enzyme and support structure (e.g.,
nanopore) chemistry to optimize CAs as nanoscale functional
components of CCS technologies.
Comparative analyses using MD simulations provide insight

into the differences in the thermostabilities of BCA and PmCA
(WT) at a molecular level. The average global RMSD analysis
(entire protein backbone) and average RMSD at a local level
(active site residues) show that BCA and PmCA (WT) are
relatively stable at the different temperatures tested; however,
PmCA shows greater thermostability overall, with average
RMSD values less than 0.4 nm for all system temperatures.
The PmCA (WT) is considerably more tolerant to high-
temperature fluctuations than BCA.
Our secondary structural analysis using DSSP demonstrates

minimal loss of α-helicity in PmCA (WT) at all system
temperatures except at 140 °C. Interestingly, the BCA sees a
significant drop in α-helicity percentage at elevated temper-
atures (>60 °C). This loss of α-helicity affects CA activity, as
evidenced by our esterase assay. The hydrogen bonding
analysis supports our observation from the DSSP analysis.
While PmCA (WT) only showed a slight decrease in the
number of hydrogen bonds at elevated temperatures, the BCA
displayed an increased propensity to unfold with the
dissociation of hydrogen bonds at a much higher rate. These
findings from enzyme structure stability-determining factors,
such as RMSD, DSSP, and hydrogen bonding, demonstrate the
structural rigidity of PmCA (WT) and its flexibility at the
active site to maintain optimal CA activity at extreme
temperature conditions compared to BCA.
Contaminating gases can potentially interfere with carbon

capture technologies, including hybrid nanoporous CA
membranes.92,93 Here, our data suggest that CA activity is
robust against contaminating gases, including H2S and
propane, and industrially relevant concentrations of NO and
SO2. With respect to the latter, loss of activity was observed in
the presence of high concentrations of NO and SO2, but the
system displayed high levels of activity retention at lower
concentrations that are more applicable to industrial effluents.
While the exposure of CA solutions to the different gases
induced considerable changes in pH, these changes were not
strongly correlated to the change in CA activity.
Further investigation suggested that the loss of CA activity

in the presence of NO and SO2 is likely due to inhibition by
the conjugate base and changes in pH. Specifically, we
demonstrated that CA activity could be retained by adjusting
the pH to neutral while maintaining various levels of NO3

− and
SO4

2−. This observation is critical to selecting a proper solution
buffer to mitigate drastic changes in pH observed in deionized
water compared with smaller changes observed with 5.5× PBS.
A dose-dependent correlation between activity loss and NO3

−/
SO4

2− concentration was also observed in these data,
suggesting that the conjugate base maintains some interaction
with CA, causing inhibition or loss in activity. Significant
activity loss was observed at high concentrations, while lower
and more application-relevant concentrations of NO3

−/SO4
2−

Figure 9. (A) Relative percent activity of BCA exposed to HNO3 (red
-●-) or H2SO4 (green -●-) and PmCA (WT) exposed to HNO3
(blue -■-) or H2SO4 (purple -■-). (B) Relative percent activity BCA
exposed to HNO3 (dark red -⧫-), HNO3 with pH adjustment (orange
-⧫-), H2SO4 (yellow green -⧫-) or H2SO4 with pH adjustment (dark
green -⧫-). Error bars equal propagated standard error of the mean.
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had a minimal effect on enzyme activity. It should be noted
that our data were based on the esterase activity of CA, which
has been shown to be more sensitive than CO2 hydration
activity to NO3

− and SO4
2−.84 As such, the minimal effects of

contaminating gases on the activity of BCA and PmCA support
their use in carbon capture applications.
Our data provide a baseline assessment of CA activity under

conditions relevant to carbon capture applications. A critical
next step involves a similar characterization of hybrid
membranes in which CA is used for CO2 capture and release.
The superior stability against high temperatures and
contaminating gases makes the PmCA variant an attractive
candidate for evaluation. Related work in this area suggests that
confinement in nanoporous matrices has the potential to
surface-enhance this stability and provide a path forward to
realizing the commercial application of this technology.31
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