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Abstract: In this study, a surface-display system was applied for the expression of lipase A in an E.
coli expression system. Since the target protein was exposed on the cell membrane, the shaking rate
during culturing might have increased the oxygen mass transfer rate and the shear stress, both of
which would be detrimental to the surface-displayed protein. The shaking rate did indeed have an
effect on the properties of the surface-displayed lipase A from Candida antarctica (sdCALA). When
cultivated at a shaking rate of less than 50 rpm, the specific activity of sdCALA was low, which was
due to the limited amount of dissolved oxygen. When the shaking rate was greater than 100 rpm, the
specific activity decreased as a result of shear stress. When cultivating CALA and sdCALA at various
temperatures and values of pH, both proteins displayed the same activity profile, with the optimum
conditions being 60 °C and pH 6. A kinetic study revealed that the sdCALA cultivated at 100 rpm
gave a higher value of v;, (0.074 pmol/mL/min) and a lower value of Kj; (0.360 umol/mL) relative to
those obtained at 200 rpm and relative to those of the free CALA. sdCALA retained over 80% of its
activity after treatment at 70 °C for 30 min, but its activity decreased rapidly when the temperature
was above 80 °C. The specific activity of sdCALA decreased in the presence of acetonitrile and acetone
relative to that of the control (50% ethanol), regardless of the solvent concentration. The highest
activity (0.67 U/mL) was obtained when the ethanol concentration was 30%.

Keywords: Candida antarctica lipase A; surface-display system; shear rate; mass transfer rate;
enzymatic kinetic study

1. Introduction

Candida antarctica is a psychrophilic Basidiomycetous yeast originally selected from a strain
found in Antarctic habitats. This strain expresses two lipolytic enzymes displaying different catalytic
properties: Candida antarctica lipase A (CALA) and lipase B (CALB) [1]. CALSB, first described in
1994 [2], has a molecular weight of approximately 34-43 kDa. As a result of its high selectivity
toward secondary alcohols and its endurance in organic solvents and at high temperatures [2,3], it
has been widely applied industrially and academically. The structure of CALA was solved using
X-ray crystallography [2,4], with a molecular weight of approximately 45-53 kDa. Compared with
CALB, the properties of CALA have been less well explored. CALA displays specific hydrolytic
properties; for example, it retains its activity at high temperature (>70 °C) and in acidic environments.
In addition, CALA preferentially hydrolyzes triglycerides at position sn-2, which is located at the
center of the carbon chain; therefore, it has been applied in the preparation of fat substitutes and to
the development of new modes of drug delivery [5]. At present, other microorganisms known to
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produce CALA include Aspergillus sp. [6] and Pichia sp. [2,7] fungi and prokaryotic E. coli [8]. Studies
of CALA have mainly been focused on its use in different host cells [9], food processing [10], and
transesterification [10,11]. To render CALA more applicable, new processes should be developed for
its rapid and efficient production.

In 1985, Smith inserted the recombinant antigens to the N-terminus of the filamentous
bacteriophage coat protein plll and expressed them on the phage surface [12]. Many carrier
proteins have been demonstrated to carry the protein outside the membranes of cells. Common
carrier proteins include S-layer protein, lipoprotein, bacterial fimbriae, and ice nucleation protein
(INP) [10,13,14]. A variety of biotechnological processes and materials—for example, antibody
production, bioconversion, biosensors, bioadsorbents, and oral vaccines—have adopted this technique
for process improvement [13,14].

INP is a membrane-bound protein that is capable of binding to the phospholipids of cell
membranes [15,16]. The main structure of INP can be divided into three parts: the N-terminus, a
hydrophobic region that binds to the phospholipids of the outer membrane; an intermediate region,
comprising mainly AlaGlyTyrGlySerThrLeuThr (AGYGSTLT) repeat fragments that form an ice core;
and the C-terminus, which is a hydrophilic region that can link with the target protein and expose
it to the outer membrane surface. INP-based systems can suitably express recombinant protein
molecules after modulating the length of the intermediate repeat region, thereby minimizing the issue
of steric disorder [17]. According to its genotypes, INP can be classified into four systems: inaK [18],
inaQ [19], inaV [20], and inaX [21]. The expression of INP is most stable during the stationary phase of
culturing. INP-based systems are among the most useful for Gram-negative bacteria surface-display
applications [18].

Many genetic engineering technologies require cell surface carriers for the rapid expression of
foreign proteins. Through the surface expression of lipases, for example, various surface-display lipases
have been developed with the goal of applying them directly to lipolytic reactions. Matsumoto et al.
constructed a yeast cell surface-display system for lipase expression, using a flocculation functional
domain of Flolp as the carrier [22]. Moura et al. assessed the biochemical features of lipase B
when immobilized on the cell surface of the methylotrophic yeast Pichia pastoris, using the yeast
surface-display approach [23]. Liu et al. displayed lipase Lip2 from Yarrowia lipolytica on the cell surface
of Saccharomyces cerevisiae, using Cwp2 as an anchor protein; the thermostability of the displayed lipase
was superior to that of free lipase Lip2 [24].

The use of recombinant E. coli to express intracellular target proteins is common. The main
issue hindering its application has been the separation and purification of the target protein from
the harvested cultural broth—a tedious and labor-intensive process that increases the complexity of
production. Surface-display systems could provide an alternative means of obtaining enzymes for
direct industrial applications. Wilhelm et al. demonstrated that the cell surface-display protein LipH
from P. aeruginosa could properly express foldase-lipase complexes on the surface of E. coli cells [25].
Jo et al. displayed the lipase from Bacillus licheniformis ATCC14580 on the cell surface of E. coli by
using Lpp’OmpA as the anchoring protein; this development suggested that E. coli, through the direct
display of lipase on its cell membrane, could be applied as a whole cell biocatalyst [26].

In this present study, we constructed an INP surface-display system to express lipase A in the E. coli
outer membrane. Although some articles describe the expression of lipase anchoring on the E. coli cell
membrane [25,26], those studies did not focus on the effects of cultivation on the biochemical features
of surface-display CALA (sdCALA). For example, mass transfer and shear stress during cultivation
might directly affect the properties of the enzyme through its exposure to the outside environment.
To test this concept, here we performed a preliminary comparison of the biochemical properties of
CALA produced intracellularly with those of sdCALA anchored on the membrane. In addition, we
also evaluated the kinetic properties of sdCALA prepared under various cultivation conditions.
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2. Results and Discussion

2.1. Gene Construction and Protein Expression

The host strains E. coli J]M109 (DE3)/pET22b-calawt and E. coli J]M109 (DE3)/pINP-CALA were
constructed according to the methods listed in Section 3.2. Both types of cells were cultivated and
induced according to the methods listed in Section 3.3. To obtain the intracellular CALA, the cells were
disrupted through sonication, followed by centrifugation to collect the supernatant containing CALA.
To obtain sdCALA, the collected cells were dissolved in the same volume of sodium phosphate buffer
(pH 6.0) for further use. Sodium dodecyl sulfate-polyacrylamide gel electrophoresis (SDS-PAGE) was
performed to check for the correct expression of intracellular and surface-display CALA (Figure 1).
In the PAGE gel, a band in Lane 1 revealed the successful expression of CALA (53 kDa) and that
the expression was mainly intracellular as the soluble protein (Lane 2). In addition, no clear band
at 53 kDA appeared in the pellets (Lane 3), implying that no inclusion body was formed. For the
surface expression system, a band for INP-CALA (80 kDa) appeared in Lane 4, confirming the accurate
expression of the fusion protein INP-CALA (Lane 4), with the main expression located at the pellet
(Lane 6) with only a very unclear band in Lane 5. Thus, the expression of sdCALA occurred mainly on
the cell pellet.

53 kDa

Figure 1. SDS-PAGE of intracellular Candida antarctica lipase A (CALA) and surface-display CALA.
Lane M: Marker; Lanes 1-3: Whole cells, supernatant, and pellet of intracellular CALA, respectively;
Lanes 4-6: Whole cells, supernatant, and pellet for surface-display CALA (sdCALA), respectively.

The activities of the CALA enzymes obtained from the two systems were assayed (Table 1). The
activity of CALA obtained from the intracellular system was approximately 0.326 U/mL, while that
from the surface expression system was 0.285 U/mL. The specific activity of sdCALA (0.285 U/mg) was
larger than that of CALA (0.251 U/mg). We suspected that sdCALA on the cell membrane might have
had a larger space for its proper extension. Although the volumetric activity of the lipase A produced
through surface expression was slightly lower than that of the intracellular system, the higher specific
activity and avoidance of cell disruption suggest that it might be convenient in certain applications. In
addition, we found, interestingly, that a small amount of soluble fusion protein INP-CALA existed in
the periplasm, with a relative activity of 0.057 + 0.04 U/mL. The total expression of sdCALA with the
supernatant plus pellet would compete with that of the intracellular CALA.
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Table 1. Expression and activities of intracellular CALA and surface-displayed CALA.

Expression System Biomass (mg/mL) Activity (U/mL) Specific Activity (U/mg)
Intracellular @ (pET22b-calawt) 1.298 + 0.232 0.326 £0.11 0.251 + 0.047
Surface display P (pINP-CALA) 0.999 + 0.052 0.285 + 0.07 0.285 + 0.013

2 To measure the volumetric activity of CALA, the supernatant obtained as stated in Section 3.3 was used for the
assay. ? To measure the volumetric activity of sdCALA, the harvested cells were resuspended in the same volume of
phosphate buffer (pH 6.0) for the assay.

In our laboratory, we have frequently applied INP to expose outer membrane proteins; some
papers concerning this approach have been published [27-30]. The most typical use has been in
the expression of INP-INT-EGFP (INP-intein-enhanced green fluorescent protein) outside the cell
membrane and then, through the self-cleavage of INT, to relieve the EGFP to the supernatant [30]. In
such a case, the expression of EGFP as the outer membrane protein would result in a green-colored
cell pellet. In addition, this approach has also been used for the expression of p-hydantoinase outside
the cell membrane and to simplify the enzyme purification process [28]. Those previous studies
demonstrated that INP could be used not only to correctly express the target protein as an outer
membrane protein but also to maintain the correct conformation of the protein and its usual activity
(measured through a whole-cell activity assay). In this study, we used INP to express lipase A as an
outer membrane enzyme and applied a tributyrin agar plate test to demonstrate the existence of outer
membrane INP-CALA, as described in Section 3.6. Figure 2 displays the results. In the case of sdCALA,
a clear zone formed around the cell colony, which was due to direct hydrolysis of the tributyrin. In
contrast, the cells prepared with the intracellular CALA did not form any such clear zone. Thus, the
JM109/pINP-CALA system could indeed express sdCALA properly outside the cell membranes.

Figure 2. Tributyrin plate tests for intracellular and surface-display CALA. (A: Intracellular CALA; B:
sdCALA).

2.2. Effect of Shaking Rate on sdCALA Activity and Biomass

Since the expressed sdCALA was anchored outside the cell membrane, the cultivation
conditions—especially the shaking rate—would presumably induce various mass transfer rates
and shear rates on the produced enzyme. To examine this concept, sdCALA production was performed
with cultivation at various shaking rates (Figure 3). The shaking rate did indeed affect the enzyme
specific hydrolysis activity and biomass production. The biomass increased remarkably upon increasing
the shaking rate from 50 to 100 rpm, but the increases were less dramatic thereafter. The specific
activity also greatly increased upon increasing the shaking rate from 50 to 100 rpm. However, when
the shaking rate was at or above 150 rpm, the specific activity decreased significantly. To tests the
effects of mass transfer and shear on the biomass production and lipase activity, relevant data were
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calculated according to Equations (1)—(5), as described in Section 3.4, and these are listed in Table 2. At
the low shaking rate of 50 rpm, a low rate of oxygen mass transfer would occur, limiting cell growth
and resulting in very low biomass production. This limited oxygen transfer rate would also block
the proper expression of sdCALA. When the shaking rate was 100 rpm, the higher rate of oxygen
mass transfer would benefit cell growth, resulting in a high expression of sdCALA. When the shaking
rate was 150-200 rpm, the higher rates of oxygen mass transfer would slightly increase the biomass
production, but high shear rates would have a detrimental effect on the expression of sdCALA, due to
its direct exposure to the broth. To minimize the damage caused at high shear rates, we selected a
shaking rate of 100 rpm for subsequent expressions of sdCALA.
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Figure 3. Effect of shaking rate on the specific activity (bars) and biomass production (black squares) of
sdCALA. To calculate relative values, the value measured at 100 rpm was set as 100%.

Table 2. Effect of mass transfer and shear rate on the specific activity and biomass production
of sdCALA.

Shaking Rate (rpm) Ki, (h'1) y (h~1)  Relative Specific Activity (%) Relative Biomass (%)

50 9.6 13 135+ 6.6 57+12
100 21.4 89 100 + 4.5 100 + 3.4
150 34.2 276 439 +6.7 115+ 3.1
200 47.8 617 405+ 6.1 139 £ 4.6

2.3. Optimal Temperature and pH for Production of CALA and sdCALA

In reactions involving biocatalysts, the enzyme activity would increase upon increasing the
temperature within a certain range. However, the activity would decrease if the temperature was too
high, due to the effect of enzyme denaturing. For example, most lipolytic enzymes lose their activity
when the temperature exceeds 40 °C [31]. For CALA, a thermophilic lipolytic enzyme [32,33], the
optimal temperature has been reported to be in the range from 50 to 70 °C [33,34] and possibly even as
high as 90 °C [33]. We prepared two types of sdCALA through the cultivation of JM109/pINP-CALA
at 100 and 200 rpm (denoted herein as sdCALA100 and sdCALA200, respectively). As references, we
also prepared two samples of intracellular CALA enzymes from cultures of J]M109/pET22b-calawt
under the same conditions (CALA100 and CALA200, respectively). The activities of all of these tested
enzymes were adjusted to 0.35 U/mL using 50 mM phosphate buffer (pH 6).

Figure 4 displays the effect of temperature on the activities of CALA and sdCALA. All of the
enzymes exhibited the same profile in response to the temperature. The optimal temperature was 60
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°C in each case. Thus, even though they had been subjected to different culture conditions and various
expression systems, the resulting enzymes exhibited the same dependency on temperature.

100 —=— sdCALA100
—o— sdCALA200
CALA100
< 30 4 —A—  CALA200
2
2
3]
s 604
)
2
=
©
& 404
204
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30 40 50 60 70 80 90
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Figure 4. Effect of temperature on the relative activities of samples of CALA and sdCALA prepared at
different shaking rates.

Various lipases have their own operating pH ranges, from as low as pH 3 to as high as pH 9 [35,36].
Since the structure of the active site might be affected by the pH, a lipase might display acid- or
alkali-resistant properties. Figure 5 displays the effect of pH on the activities of the CALA and sdCALA
samples prepared at the two spinning rates. All of these enzymes had the same pH-dependency, with
the optimal activities occurring at pH 6. The activities decreased sharply when the pH was 7, and
the enzymes were almost inactive at pH 9. Thus, we conclude that CALA is not an alkaline enzyme.
Furthermore, the use of different shaking rates for the expression of CALA and sdCALA did not have
any effect on their pH dependency.
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Figure 5. Effect of pH on the relative activities of CALA and sdCALA samples prepared at different
shaking rates.
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2.4. Kinetic Analyses of Various CALA Enzymes

We adopted the Michaelis—-Menten kinetics model in Equation (6) to test the kinetic behavior of our
various lipase A enzymes. Figure 6 presents a Hanes-Woolf plot of the substrate concentration divided
by the activity with respect to the substrate concentration (Equation (7)). The kinetic parameters for
each enzyme were collected through linear fitting of the data. Table 3 lists the calculated values of
Ky, and vy, All of the enzymes displayed values of v;, in range of 0.059-0.072 (umol/mL/min) and Ky,
in range of 1.032-1.821 (umol/mL), except for sd CALA100, which had a slightly higher value of v,
(0.074 pmol/mL/min) and a much lower value of K, (0.360 pumol/mL). Thus, preparing sdCALA at
100 rpm significantly improved both its reaction rate (high v;,;) and substrate affinity (low Kj;). The
sdCALA obtained at 200 rpm gave a value of K, close to those of the intracellular enzymes. Notably,
the collection of intracellular enzymes requires harsh sonication or high pressures for cell disruption,
potentially influencing the properties of the enzymes and decreasing the affinity to the substrate.
Furthermore, we suspect that sdCALA200, which had been subjected to a higher shaking rate and a
higher shear rate, had poorer affinity than sdCALA100 toward the substrate. Therefore, such kinetic
analysis can provide indirect evidence for the shear rate affecting the performance of CALA prepared
under various cultivation conditions.

300

sdCALA100
sdCALA200 i
CALA100
CALA200

250

dpom

2004

150

S/v (min)

100

50

S (umol/ml)
Figure 6. Hanes-Woolf diagram for CALA and sdCALA.

Table 3. Kinetics parameters of CALA and sdCALA.

Lipase vy (umol/mL/min) K, (umol/mL)
sdCALA100 0.074 0.360
sdCALA200 0.059 1.510

CALA100 0.072 1.032
CALA200 0.068 1.821

2.5. Thermal Stability of sdidCALA

We tested the thermal stability of sdCALA100 at various temperatures. Samples were taken every
10 min to obtain the activity assay at the optimal temperature of 60 °C. Figure 7 reveals that sdCALA
retained greater than 80% of its activity when heated at a temperature lower than or equal to 70 °C for
30 min; however, at 80 °C, its activity dropped remarkably, to less than 20% after 30 min, and it was
almost completely lost after being heated at 90 °C for 10 min. We found in our earlier study of the
optimal temperature that the relative activity of sdCALA decreased to less than 50% when it was in
contact with 50% ethanol (in the activity assay) at 70 °C for 5 min; however, in this stability test, greater
than 80% of the residual activity remained after heating at 70 °C for 30 min in the absence of contact
with ethanol. Thus, a high concentration of ethanol presumably had a negative effect on the activity of
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sdCALA. Accordingly, we tested the influence of various organic solvents at various concentrations on
the hydrolysis reactions of sdCALA.
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Figure 7. Thermal stability tests for sdCALA, where the initial activity was set as the control.
2.6. Effect of Organic Solvents on sdCALA Activity

Yang et al. studied the effects of various organic solvents on the activity of purified CALA
produced by Pichia pastoris [37]. They found that when CALA was treated with acetonitrile or acetone,
its activities toward esterification and hydrolysis increased. However, when treated with ethanol,
only 20% of the lipolytic activity remained; when treated with isopropanol, 20% of the hydrolysis and
esterification activities were lost.

To explore the effects of organic solvents on sdCALA, we applied ethanol, acetonitrile, acetone,
and isopropanol at various concentrations as replacements for 50% ethanol and analyzed the activities
(Figure 8). The activity obtained in the presence of 50% ethanol was set as the control (100%). When
the concentration of ethanol decreased to 30%, the activity of sdCALA increased significantly, but it
decreased upon lowering the concentration thereafter, which was possibly because of the low solubility
of the substrate [p-nitrophenyl palmitate (p-NPP)] at such low concentrations of ethanol. In the case of
isopropanol, the activity increased upon decreasing the concentration of the organic solvent, but all
of the activities were lower than that of the control (50% ethanol), except when the concentration of
isopropanol was at or below 30%. The results obtained when using acetonitrile or acetone were quite
different. Increasing the concentration of either of these organic solvents from 20% to 40% enhanced
the activity, but a concentration of 50% had a negative effect. Nevertheless, all of the activities in the
presence of these two solvents were lower than that of the control. Thus, the results of this study were
quite different from those reported by Yang et al. [37]. Presumably, the organic solvents affected the
conformation of CALA, exposing its active site more to the substrate. On the other hand, the organic
solvents might also have decreased the activities through denaturing of the structure of CALA. In the
case of sdCALA, the host E. coli might also have been a factor, which was subjected to its own solvent
effect—the organic solvents might have varied the cell membrane structure and indirectly affected the
structure of the anchored CALA [38,39]. A more detailed study of the effect of solvents on hosts would
be worthy in future.
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Figure 8. Effect of the concentrations of various organic solvents on the activity of sdCALA with 50%
ethanol set as the control.

3. Materials and Methods

3.1. Strains, Plasmids, and Source

E. coli DH5c and E. coli JM109 (DE3) were used as host cells for gene transfer and recombinant
protein expression, respectively. The plasmid pET22b-calawt containing the CALA(cala) gene sequence
was a gift from Professor Bornscheuer at Greifswald University, Germany; the pET28a-inaX having the
INP(inaX) gene was provided by Professor Wen-Teng Wu of National Cen Kong University, Taiwan.
The E. coli host strains and vectors used in this study are listed in Table 4. All other chemicals were of
analytical grade and obtained from a local supplier.

Table 4. E. coli strains and plasmids used in this study. INP: ice nucleation protein.

Strain or Plasmid Genotype and Relevant Characteristics Source
F- endAl gInV44 thi-1 recAl relAl gyrA96
DH5x deoR nupG $80dlacZAM15 Novagen

A(lacZYA-argF)U169, hsdR17(rk — mk +), A-

endAl gInV44 thi-1 relAl gyrA96 recAl
JM109 (DE3) mcrB+ A(lac-proAB) el4- (F’ traD36 proAB+ NEB
laclq lacZAM15) hsdR17(rk — mk +) A(DE3)

. Professor Bornscheuer
pET22b-calawt CALA (calA) gene fragment in pET22b (Greifswald University, Germany)
pET26b-inaX INP (inaX) gene fragment in pET26b Professor Wu (NCKU, Taiwan)

yT&A pBluescript IISK(-) with modified MCS Yeastern Biotech

3.2. Construction of Expression Systems

pET22b-calawt was used as the template to amplify the cala gene with restriction sites of EcoRI
and Xhol. The primers are listed in Table 5. The obtained inserts (PCR products) were further ligated
to vector yT&A (Yeastern Biotech) to build the constructs of pT-CALA. The cala gene was cut from
pT-CALA via the restriction enzyme sites of EcoRI and Xhol and was ligated into pET26b-INP to
form the pINP-CALA construct (Figure 9). The production strains were prepared via heat-shock,
transforming the respective pET22b-calawt and pINP-CALA into the host E. coli J]M109 (DE3). All
recombinant DNA manipulations were performed using standard procedures [40].
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Table 5. Primers used in this study.

Primer Name Primer Sequence (5'3’)

Template
CALA-F GAATTCATGCGTGTGAGCCTGCGTAG (EcoRI) pET22b-calawt
CALA-R CACTCGAGCACCACCACCA (Xhol) pET22b-calawt
LacZ Kpn1
st CALA fragment
Eco RI

T7 promoter N PCRProductDNA @

yT&A Bam HI _
2728 bp Bam 1 \L ¢
Sal T
Pst1

EcoRI Xhol
HindIll

Digest and T4 ligation

Xhol(158) EcoRI(192)

KM

pET26b-INP

600sbp CALA

lacl

Enzyme digestion and T4 ligation

His-taq (150)
Xhol (158)

T7 terminator

pINP-CALA EcoRI (1580)

7392bp INP
Ndel (2321)

T7 promoter

Figure 9. Construction of pINP-CALA.
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3.3. Cultivation Conditions

E. coli JM109 strains carrying cala and inaX-cala genes were activated from the preservation freezer
to a Petri dish with Luria-Bertani (LB) agar plus 10 puL (50 mg/mL) ampicillin and cultured at 37 °C for
12 h. A single colony was picked to inoculate 10 mL LB medium plus 10 pL (50 mg/mL) ampicillin; the
culture was operated at 37 °C and a shaking rate of 200 rpm for 12 h. A volume of 1% seed culture was
used to inoculate 100 mL of LB medium plus 100 uL (50 mg/mL) ampicillin. Cultivation was conducted
at 37 °C and 200 rpm until the cell optical density (ODgqp) reached 0.8, followed by the addition of
isopropyl (3-p-1-thiogalactopyranoside (IPTG) to a final concentration of 0.1 mM. The cultivation
temperature and time were set at 15 °C and 24 h, respectively, while the shaking rate was varied from
50 to 200 rpm. To prepare CALA, the broth was centrifuged at 3000 g for 10 min to collect the cells. The
cells were subjected to sonication disruption (ultrasonic processing at 20 W for 10 cycles: 30 s working,
30 s free) and centrifugation (10,000 g, 10 min) to separate the supernatant from the cell debris pellet.
Both samples were subjected to a dyeing process prior to performing the SDS-PAGE assay. The dyeing
solution comprised 10% SDS, 50% glycerol, 1.5 M Tris-Cl (pH 6.8), 2% (-mercaptoethanol, and 0.5%
bromophenol blue. The samples were mixed with the dyeing solution at a ratio of 5:1, followed by
heating at 100 °C for 10 min, to give the loading samples for SDS-PAGE. To prepare the whole-cell
sdCALA, centrifugation (3000 g, 10 min) was applied to separate the cells from the broth; the cells
were resuspended in phosphate buffer (pH 6.0) for use in all of the enzyme tests.

3.4. Estimation of Shear Stress and Mass Transfer Coefficient

The oxygen mass transfer coefficient (K,) for an Erlenmeyer flask can be estimated according to
the following equation described by Sanchez et al. [41]:

Ki, = 0.0241’11'16VL_0'83d00'38d1'92 (1)

where 7 is the rate (rpm); V| is the liquid volume in the shake flask (ml); dj is the incubator shaking
diameter (cm); and d is the maximal diameter of the shake flask (cm). The units of Kj, are (h™1).

The average shear rate () and shear stress (7;) of a liquid in a shake flask can be estimated using
the following formulas [42].

y = 3600% @)
d 2
T = 0.0676(7p) (pruce)™ )

where py is the density of the liquid (kg/m?), uy, is the viscosity of the liquid (Pas), dj, is the average cell
diameter (m), A is the Kolmogorov length scale (m), and ¢ is the energy dissipation rate (m?/s%), which
are calculated from the following equation:

3/4
e v @
pPL

B 1~94n2'8ds3'6[1L0'2
€= V;2/3p,02

©)

where 7 is the rate (1/s), d; is the flask diameter (m), and V|, is the working volume of the medium (m3).
The units of y are (h™!); the units of 7; are (N/m?).
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3.5. Kinetics Models

The kinetics were derived from the Michaelis-Menten equation as follows:

VinS

Rearranging Equation (6) by inversion and multiplication by S yields the Hanes-Woolf equation
— — g om 7
” S+ ()

where S is the initial substrate concentration, v is the reaction rate, K, is the Michaelis-Menten constant,
and v, is the maximum reaction rate. The Hanes—Woolf equation was applied by plotting S/v with
respect to S, to yield a straight line of slope 1/v;;, and an intercept of Ky,/vy,.

Lipase hydrolysis reactions were performed to estimate the reaction rate constants. In the tests,
the initial activities of CALA and sdCALA were set at 0.35 U/mL, while the concentration of p-NPP
was varied from 0.1 to 10 mg/mL (equivalent to 0.265-26.5 umol/mL). The activity measured at 60 °C
and pH 6 was used to represent the sample reaction rate [43].

3.6. Assays

Protein analysis was performed using 15% SDS-PAGE and Coomassie Blue staining [44]. The
lipase activity was assayed using the modified method described by Chiou et al. [43]. A 50% ethanol
solution of the reaction mixture was prepared as follows: 0.1 mL of free lipase was added to a mixture
of 1 mL of p-NPP (5 mg/mL in 99% ethanol) and 1 mL of 50 mM phosphate buffer (pH 6.0), followed
by incubating at 60 °C and 100 rpm for 5 min. The reaction was terminated by adding 0.9 mL of
0.5 N NapCOj3 to a 0.1 mL sample; all of the samples were centrifuged at 10,000 g for 15 min. The
absorbance of the supernatant at 410 nm was measured using a UV-Vis spectrophotometer (Beckman
DU-530, Fullerton, CA, USA). A molar extinction coefficient for p-nitrophenol of 15,000 M~ em~! was
used. Unless stated otherwise, one unit (1U) of enzyme activity was defined as the amount of enzyme
required to produce 1 pmol of p-nitrophenol per min at 60 °C and pH 6.0.

For the thermal stability tests, 1 mL of sdCALA (0.35 U/mL) was heated on an incubator set at
37-90 °C for 30 min, followed by cooling in an ice bath to remove the residual heat. The sdCALA
activity was measured at 60 °C and pH 6 for 5 min. For the organic solvent tests, the reaction substrate
(p-NPP) was dissolved in various concentrations of ethanol, isopropanol, acetone, and acetonitrile,
and then the activity was measured at 60 °C and pH 6 for 5 min. Tributyrin agar plate tests were based
on the method described by Jung et al. [45]. A drop (10 pL) of the harvested broth was placed on a
prepared tributyrin agar plate and left at room temperature for 3 days; then, the clear zone around the
tested sample was scrutinized.

3.7. Statistical Analysis

To obtain statistical results, all data were analyzed using Origin software (v. 9.0). Experiments
were performed in triplicate and data are expressed as means + SD; significant differences between
means were identified through analysis of variance (Origin software, v.9.0).

4. Conclusions

We have observed that the shaking rate has an effect on the production of surface-displayed lipase
A. Since sdCALA was exposed outside the cell membrane, an increase in the shaking rate during
cultivation had a negative effect on this surface-displayed enzyme. Indeed, the increased shaking rate
lowered the specific activity of sdCALA as a result of shear stress. In contrast, the cultivation conditions
did not affect the temperature and pH dependency of CALA and sdCALA. A kinetic study revealed
that the cultivation of sdCALA at a moderate shaking rate optimized the hydrolysis performance.
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Furthermore, the observed decrease in the specific activity of sdCALA in the presence of various
organic solvents was presumably due to the effect of decomposition of the host cells.
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