














Catalysts 2020, 10, 1055

 

 
Figure 1. Progress curve of the lipase-form Geobacillus thermocatenulatus (BTL2)-catalyzed production
of both enantiomers of mandelic acid ((R)-acid, in red; (S)-acid, in blue) via ethanolysis of racemic
2-(butyryloxy)-2-phenylacetic acid (R, S)-1, using isooctane as organic solvent at different temperatures.
(a) 40 ◦C; (b) 70 ◦C; (c) 90 ◦C.

2.1. Ethanolysis of (R, S)-1 in Isooctane at Different Temperatures

Nevertheless, hydrolysis is not a good alternative for checking the real thermotolerance of a lipase,
as the stability of these enzymes is much higher when they are working on organic solvents [26,33,75].
Thus, we decided to use a water-free reaction media, selecting EtOH as nucleophile instead of water
and a water-insoluble organic solvent (Figure 1a). Opting for EtOH was based on our previous studies
on esterification of phthalic acids with BTL2 [92], and it has been very recently substantiated by
Shehata et al. [38]; indeed, these authors have published a molecular dynamics (MD) simulation of
the effect of different polar and nonpolar solvents on the thermostability and lid-opening of BTL2,
reporting that the open (active) conformation of BLT2 is more stable in EtOH than in MeOH and even
water. Additionally, this same study revealed that the overall lipase structure became more stable in
nonpolar organic solvents, while it was destabilized in polar solvents except EtOH. Thus, it seems
reasonable to use EtOH as nucleophile. On the other hand, isooctane (2,2,4-trimethylpentane) was
the classical organic solvent selected for comparative reasons, as we had previously described its
effectiveness in lipase-promoted catalysis [93–98]. This solvent is considered usable according to the
Pfizer solvent selection guide for medicinal chemistry [99].
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Thus, following the experimental procedure described in Section 4.2, the ethanolysis of (R, S)-1
was tested at three different temperatures (40, 70 and 90 ◦C). The progress curves are depicted in
Figure 1.

As can be seen from Figure 1a, the reaction at 40 ◦C proceeds very slowly, reaching a global
conversion of around 10% for (S)-2 after 400 h and 3–4% for the (R)-2 counterpart. In addition, a very
strong lag-time is observed for both enantiomers, not detecting any trace of ethanolysis of (R, S)-1
in the first 75 h. A similar pattern was observed in the generation of (R)-2 at 70 ◦C (Figure 1b);
in any case, no lag-time was observed for (S)-2 at that temperature and also for both enantiomers at
90 ◦C (Figure 1c), following a typical exponential grow. Thus, all the progress curves were adjusted
using the program INRATE implemented inside SIMFIT fitting package (version 7.6, Release 9),
a free-of-charge Open Source software for simulation, curve fitting, statistics and plotting [100]
(accessible at https://simfit.org.uk/simfit.html). Using this program, data were fitted either to lag-time
kinetics or to standard single exponential growing model. From these mathematical fittings, several
parameters were calculated (shown in Table 1) and used to quantify the activity and enantioselectivity
of BTL2 in the kinetic resolution of (R, S)-1 via ethanolysis.

Table 1. Quantitative assessment of the ethanolysis of racemic 2-(butyryloxy)-2-phenylacetic acid
(R, S)-1 catalyzed by BTL2 using isooctane as organic solvent at different temperatures.

Medium T (◦C) VS
1 VR

1 VS/VR tMAX
4 [C] max 5 P 6 [(S)-2] 7 [(R)-2] 7 E7

#1 isooctane 40 0.015 2

0.027 3
0.008 2

0.014 3
1.9 2

1.9 3 0 0 nd

#2 isooctane 70 0.083 2 0.063 2

0.332 3 1.32 2 24 2.26 0.09 1.44 0 >200

#3 isooctane 90 0.110 2 0.108 2 1.022 4.0 3.75 nd
1 initial rate (mM/h). 2 single exponential model. 3 lag-time model. 4 higher reaction time (h) at which only one
enantiomer is detected. 5 concentration (mM) of the only isomer detected at that higher reaction time. 6 productivity
(mM acid/h) at the higher reaction time. 7 enantiomeric ratio, calculated at 12 h.

As commented before, reaction was extremely slow at 40 ◦C; increasing the temperature up to
70 ◦C (Figure 1b), the reaction rate increased very markedly, and the catalytic performance for both
enantiomers was clearly different: while the generation (S)-2 was detected from the early reaction
stages and follows a single exponential model, it is not until 100 h when (R)-2 was clearly detected,
quickly growing after this point to reach similar conversion values than those observed for (S)-2 after
200 h. When the temperature was increased up to 90 ◦C (Figure 1c), both enantiomers were produced
by a similar pattern, at the same initial rate (Table 1, entry #3) and reaching similar conversion degrees
(around 40%) after 500 h, with no enantioselectivity at all. Higher temperatures were not tested as it
would mean approaching the boiling point of isooctane (99.6 ◦C)

Overall, best results are those obtained at 70 ◦C at short reaction times. In fact, inside the time
interval from 0 to 75 h, the enantioselectivity is almost perfect, although at the expenses of a low overall
conversions (around 10%, Figure 1b). Nevertheless, as results with this organic solvent were quite
unsatisfactory, room-temperature ionic liquids (RTILs) were subsequently tested.

2.2. Ethanolysis of (R, S)-1 in RTILs at Different Temperatures

As commented in the Introduction, RTILs are fully compatible with enzymatic catalysis [75–78].
The most popular RTILs are those based on imidazolium cations [101,102], being 1-butyl-3-methyl
imidazolium tetrafluoroborate (BMIMBF4), 1-butyl-3-methyl imidazolium hexafluorophosphate
(BMIMPF6), 1-ethyl-3-methyl imidazolium tetrafluoroborate (EMIMBF4) and 1-ethyl-3-methyl
imidazolium hexafluorophosphate (EMIMPF6) probably the first ones to be broadly commercialized.
Their properties have been profusely described, especially including their complete miscibility with
EtOH [103–110], the other main component of the reaction medium, used both as cosolvent and
nucleophile. As these RTILs possess a very high boiling point, the use of their mixtures with EtOH
allows using these binary mixtures at high reaction temperatures, without any noticeable EtOH
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evaporation. Hence, ethanolysis of (R, S)-1 was tested at two different temperatures, 90 ◦C (similar to
the maximum tested with isooctane) and 120 ◦C, a temperature higher than the boiling point of the
organic solvent. The results are depicted in Figures 2–5. Table 2 summarizes the parameters obtained
from the fitting of the corresponding progress curves.

 

Figure 2. Progress curve of the BTL2-catalyzed production of both enantiomers of mandelic acid
((R)-acid, in red; (S)-acid, in blue) via ethanolysis of racemic 2-(butyryloxy)-2-phenylacetic acid (R, S)-1,
using 1-butyl-3-methyl imidazolium tetrafluoroborate (BMIMBF4) at different temperatures. (a) 90 ◦C;
(b) 120 ◦C. Fitting parameters shown in Table 2, corresponding to entries #4 (BMIMBF4 at 90 ◦C) and #5

(BMIMBF4 at 120 ◦C).

 

Figure 3. Progress curve of the BTL2-catalyzed production of both enantiomers of mandelic acid
((R)-acid, in red; (S)-acid, in blue) via ethanolysis of racemic 2-(butyryloxy)-2-phenylacetic acid (R, S)-1,
using 1-butyl-3-methyl imidazolium hexafluorophosphate (BMIMPF6) at different temperatures.
(a) 90 ◦C; (b) 120 ◦C. Fitting parameters shown in Table 2, corresponding to entries #6 (BMIMPF6 at

90 ◦C) and #7 (BMIMPF6 at 120 ◦C).
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Figure 4. Progress curve of the BTL2-catalyzed production of both enantiomers of mandelic acid
((R)-acid, in red; (S)-acid, in blue) via ethanolysis of racemic 2-(butyryloxy)-2-phenylacetic acid (R, S)-1,
using 1-ethyl-3-methyl imidazolium tetrafluoroborate (EMIMBF4) at different temperatures. (a) 90 ◦C;
(b) 120 ◦C. Fitting parameters shown in Table 2, corresponding to entries #8 (EMIMBF4 at 90 ◦C) and #9

(EMIMBF4 at 120 ◦C).

 

Figure 5. Progress curve of the BTL2-catalyzed production of both enantiomers of mandelic acid
((R)-acid, in red; (S)-acid, in blue) via ethanolysis of racemic 2-(butyryloxy)-2-phenylacetic acid
(R, S)-1, using 1-ethyl-3-methyl imidazolium hexafluorophosphate (EMIMPF6) at different temperatures.
(a) 90 ◦C; (b) 120 ◦C. Fitting parameters shown in Table 2, corresponding to entries #9 (EMIMPF6 at

90 ◦C) and #10 (EMIMPF6 at 120 ◦C).
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Table 2. Quantitative assessment of the ethanolysis of racemic 2-(butyryloxy)-2-phenylacetic acid (R, S)-1
catalyzed by BTL2 using different room-temperature ionic liquids (RTILs) at different temperatures.

RTIL T (◦C) VS
1 VR

1 VMAX/Vmin
2 tMAX

3 [C] max 4 P 5 [(S)-2] 6 [(R)-2] 6 E 6

#4 BMIM BF4 90 3.85 0.76 5.1 10 13.6 1.36 15.42 13.6 1.1
#5 BMIM BF4 120 - 8.14 - 36 18.8 0.52 0 18.8 >200
#6 BMIM-PF6 90 2.0 0.31 6.4 24 17.0 0.71 14.0 0 >200
#7 BMIM-PF6 120 0.04 0.96 24 8 6.3 0.79 0 3.06 >200
#8 EMIM-BF4 90 4.08 0.52 7.8 12 18.2 3.03 18.2 0 >200
#9 EMIM-BF4 120 53.4 0 - 2.5 29.2 11.7 28.1 0 >200
#10 EMIM-PF6 90 1.86 - - 240 16.2 0.81 2.28 0.06 51.3
#11 EMIM-PF6 120 1.3 - - 54 9.8 0.18 8.52 0 >200

1 initial rate (mM/h); 2 VS/VR in all cases except for entries #5 and #7, when it should be VR/VS; 3 higher reaction
time (h) at which only one enantiomer is detected; 4 concentration (mM) of the only isomer detected at that higher
reaction time; 5 productivity (mM acid/h) at the higher reaction time; 6 enantiomeric ratio, calculated at 12 h.

2.2.1. Ethanolysis of (R, S)-1 Using RTILs Based on 1-Butyl-3-methyl Imidazolium (BMIM) as Solvent

When the tetrafluoroborate (BMIMBF4) solvent was used (Figure 2), it can be observed how using
the lower reaction temperature (90 ◦C, Figure 2a) led to a different kinetic behavior in the generation
of both enantiomers of mandelic acid. In fact, as the (S)-acid (in blue) was detected from the earlier
reaction stages, the correspondent (R)-acid (in red) was not produced until a lag-time of around 12 h
had been overpassed, experimenting a rapid increase in its production leading to an overall sigmoid
curve (Figure 2a, red solid line); remarkably, a similar initial rate (VS = 3.85 mM/h, Table 2) was
calculated considering a single exponential model (Figure 2a, red dotted line) or the sigmoid lag-time
model, red solid line). In this case, (S)-acid (in blue) was the best-recognized enantiomer, as also
observed using isooctane (Figure 1), although for BMIMBF4 the initial rate was 35 times higher than
that observed for isooctane (VS = 0.11 mM/h, Table 1). Furthermore, the reaction in this RTIL was not
only faster, but also more enantioselective than in isooctane, as the lag-time observed for the generation
of the (R)-acid allowed the production of exclusively (S)-2 at the first stages of the reaction (tMAX 10 h,
[(S)-2] MAX 13.6%, corresponding to 22.7% conversion).

Another interesting aspect to be taken into account is that, while the generation (R)-2 remained
constant after a certain reaction time (around 30% after 50 h, according to the sigmoid fitting),
the production of (S)-2 was slowly increasing after this time, although at a lower reaction rate than
that observed at the early stages; that is the reason the overall (S)-2 production followed a double
exponential fitting. This slower second reaction rate could be caused by an inhibition promoted by the
increasing amounts of (R)-2 present in the reaction media, as the slope change in the (S)-2 production
is observed only after a certain accumulation of (R)-2.

However, when performing the ethanolysis at 120 ◦C (Figure 2b), the observed reaction pattern
was radically different from that obtained at 90 ◦C, as only the (R) enantiomer of mandelic acid was
produced through a fast single exponential fit, displaying an initial rate (VR = 8.14 mM/h, Table 2) twice
that one obtained for the preferentially recognized (S)-2 at 90 ◦C. Indeed, the reaction did not progress
after 40 h, and no traces of (S)-2 were detected under these conditions, so that the enantioselectivity
was complete, leading to an overall conversion of around 30%.

An inversion in the stereobias of BTL2 in the recognition of both enantiomers of mandelic acid
had been previously reported, although in the hydrolysis of (R,S)-1 and associated with the different
methodology and support used for the immobilization of this lipase [45,47–49], as already mentioned
in the Introduction. A simple explanation of this modification in the enantiodiscrimination of BTL2
upon increasing the temperature would demand a detailed computational study, which is out of the
scope of this manuscript.

The results of the ethanolysis of (R,S)-1 using BMIMPF6 are shown in Figure 3.
As can be seen, the behavior was similar to that observed using BMIMBF4; at 90 ◦C (Figure 3a),

the (S) enantiomer of mandelic acid is quickly detected, once again following a double exponential
fit, at a smaller initial rate than that one obtained using BMIMBF4, but also higher if compared to
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that calculated using isooctane (Table 1). Similarly, the inversion in the stereobias at 120 ◦C is also
detected, but now the reaction proceeded very poorly compared to that depicted in Figure 2b, as only
a maximum of 6% conversion is detected for (R)-2.

2.2.2. Ethanolysis of (R, S)-1 Using RTILs Based on 1-Ethyl-3-methyl Imidazolium (EMIM) as Solvent

The results obtained using RTILs in which 1-ethyl-3-methyl imidazolium (EMIM) is the cation
are shown in Figures 4 and 5. More concretely, Figure 4 shows the reaction progress curves using
EMIMBF4 at 90 ◦C (Figure 4a) and 120 ◦C (Figure 4b).

Comparing Figure 4a (EMIMBF4) with Figure 2a (BMIMBF4), a similar comportment is observed.
As depicted in Figure 4a, the lag-time for the detection of (R)-2 was slightly higher than that observed
using BMIMPF4 and also the initial rate (4,08 vs 3.85 mM h−1, Table 2), so that it was possible to detect
only (S)-2 in the first 12 hours, reaching a concentration of 18.2 mM (around 30% conversion) with
complete enantioselectivity Once again, as the reaction proceeded and the (R)-2 enantiomer was being
produced (lag-time and single exponential models almost similar), the rate of production of (S)-2 was
reduced, so that once again the overall behavior for (R)-2 could be fitted to a double exponential curve.

When the reaction temperature is increased up to 120 ◦C (Figure 4b), a very fast kinetic resolution
can be observed. In fact, the initial rate in the generation of (S)-2 (VS = 53.4 mM h−1, Table 2) was one
order of magnitude higher than that obtained at 90 ◦C; moreover, no traces of (R)-2 were detected
during the whole reaction time, so that the shape of the progress curve fits to a single exponential plot
leading to almost 50% conversion (the maximum for a kinetic resolution) in only 2.5 hours.

Results obtained using EMIMPF6 as solvents are depicted in Figure 5. As can be seen, at both
temperatures only small traces of (R)-2 were detected, while the generation of (S)-2 followed single
exponential kinetics. At 90 ◦C, the kinetic resolution observed using this solvent (Figure 5a) was slower
(VS around one half, See Table 2, entries #8 vs #10) than that obtained with EMIMBF4 (Figure 4a),
although this fact was compensated with an absence of production of (R)-2, leading to 30% conversion
after 250 h. When increasing the temperature to 120 ◦C (Figure 5b), the kinetic resolution was slightly
slower, and the maximum conversion was half that obtained at 90 ◦C.

3. Discussion

It is generally accepted that enzymes in RTILs are more active and stable as the hydrophobicity of
the RTIL increases (see the review from Liu and co-workers [75], as well as the references cited therein).
This fact is commonly related to the higher preservation of the essential water layer surrounding the
enzyme structure, resulting in a decrease of the protein–ion interactions with a concomitant reduction
of enzyme denaturation [76]. Therefore, the use of water-immiscible RTILs, more hydrophobic than the
corresponding water-soluble ones, has been recommended [75]. However, these rules were described
for pure RTILs. In fact, mixtures of RTILs and organic solvents have been reported to increase the
catalytic activity, stability and enantioselectivity of enzymes compared to the single RTIL, probably by
reducing the viscosity of the RTIL and diminishing mass-transfer limitations [75]; on the other hand,
the proportion and the nature of the organic cosolvent is usually crucial to reach good activity and
selectivity (see [75] and references cited therein). Varela et al. [110] collected some data on theoretical
studies of mixtures of RTILs and alcohols, concluding that molecular dynamics simulations of the
solvation of alcohols in RTILs may resemble water behavior. Thus, the different regions of the bulk
RTIL can interact with the analogous (polar or apolar) parts of the solute molecules, and this fact is
pivotal for understanding both the mesomorphic structure of the mixtures as well as their dynamics,
following a pattern termed “nanostructured solvation” [110]. However, theoretical studies describing
the effect of RTIL/organic solvent mixtures on the structure of enzymes are still missing.

Particularly, the use of an apolar organic solvent (toluene) has been reported to increase
BTL2 rigidity, as deduced from molecular dynamics simulations at temperatures as high as 450◦K
(176.85 ◦C) [72], without observing any tendency for the lid to open. These same authors described that
either inserting a thin layer of water around the enzyme or promoting a single point mutation (G116P)
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would be required for retaining activity in acyl-transfer processes [72]. Additionally, another very
recent study confirmed the reduced flexibility of BTL2 in nonpolar organic solvents, using molecular
dynamics on toluene and cyclohexane, and thus confirming the enhancement of thermostability of
BTL2 in the presence of these type of solvents [38]. These theoretical studies would support our
results obtained using isooctane (Figure 1 and Table 1), where we observed how increasing the reaction
temperature up to 90 ◦C promoted a moderate rise in the reaction rate, but with no enantioselectivity,
as the lid should not open (the only water present in the medium would be that one retained in the
enzymatic liophilizate, not enough to reach a proper concentration) and therefore not upholding the
lid flexibility required for the proper enzymatic enantiodiscrimination [111,112].

It has been also described that polar solvents (water and short-chain alcohols) lead to enhanced
fluctuation of BTL2’s lid at low temperatures, but surprisingly the open conformation turned out to be
more stable in EtOH than in water or MeOH [38]. Thus, considering the beneficial effect of EtOH on
BTL2, we decide to check the catalytic performance in mixtures between different RTILs and EtOH.
As pointed out in Section 4.2, EtOH was used in a high molar excess compared to the starting substrate
(3.42 M EtOH versus 60 mM for (R,S)-1), but if we consider the molar fraction of the RTIL and EtOH,
the situation is different, as indicated in Table 3.

Table 3. Composition of the different reaction mixtures EtOH/RTIL (1 mL/4 mL, V/V).

RTIL MW 1 (g/mol)
Density 1

(g/mL)
[RTIL], M [EtOH], M Molar Fraction XRTIL

BMIMBF4 226.02 1.21 4.28 3.42 0.56
BMIMPF6 284.19 1.38 3.89 3.42 0.53
EMIMBF4 197.97 1.29 5.22 3.42 0.60
EMIMPF6 256.13 1.48 4.62 3.42 0.57

1 data from SciFinder database.

As can be seen from Table 3, the molar composition of the reaction mixture is not exactly the same,
because of the differences in the molecular weight and density of the four RTILs, although an average
value of (0.56 ± 0.04) for XRTIL can be taken as an average.

The most hydrophobic RTIL, water-insoluble BMIMPF6, is definitively not the best option for the
ethanolysis of (R,S)-1, as shown in Figure 3, neither at 90 nor at 120 ◦C; in fact, the initial rate in the
generation of (S)-2 at 90 ◦C is not the highest, although enantioselectivity is perfect (E > 200) up to 24 h.
At 120 ◦C, an inversion in the stereobias at 120 ◦C was observed, but only a maximum of 6% conversion
is detected for (R)-2. Looking at the literature, (R)-1 is the recognized enantiomer in the hydrolysis of
(R,S)-1 by wild-type BTL2 [56], as well as by some immobilized preparation of this enzyme [45], so that
the “canonical” recognition, as predicted by the well-known Kazlauskas’ rule (Scheme 2a), based on
the relative size of substituents around the stereocenter [113] would be that one depicted in Scheme 2b.
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Scheme 2. (a) Kazlauskas’ rule; (b) “canonical” recognition of (R)-1 enantiomer; (c) “noncanonical”
recognition of (S)-1 enantiomer.

Actually, the large (L) binding pockets is located at the entrance of binding site, while the other
medium (m) pocket is buried deep inside the lipase; thus, this would mean that the phenyl ring of
the (R)-substrate would be the one interacting with the cavity inside the 3D structure of BTL2 in the
canonical recognition pattern. This interaction could be caused by a π-stacking of the phenyl moiety
of (R)-1 with Phe17, a residue which changes its conformation in the open structure and allows the
access of the substrate to the catalytic serine [37]; a similar interaction has been proposed for other
aromatic substrates with lipases [114,115]. However, using BMIMPF6 at 90 ◦C, the non-Kazlauskas
recognition (Scheme 2c) is majoritarian, while increasing temperature up to 120 ◦C, an alteration of the
enantioselectivity is observed, but this could be attributed to an enzyme inactivation, as long as the
activity dropped dramatically.

Changing from BMIMPF6 (Figure 3) to BMIMBF4 (Figure 2), the resolution become faster at 90 ◦C,
(Table 2), but even better at 120 ◦C, when the inversion of the canonical recognition is absolute, up to
the point that no (S)-2 is detected at all, and the (S)-selection is maintained until the reaction ends
(after 12 h, Figure 2b). Filice et al. [116] described that the BF4 does not cause negative effects on BTL2
in aqueous media, as it happens with other lipases. However, the change of the canonical (Scheme 2b)
recognition to the non-Kazlauskas pattern (Scheme 2c) upon heating at 120 ◦C may be caused by many
possible factors. Indeed, a different hydrogen bonding arrangement is one of the reported reason for
changing the enantioselection of lipases [117,118], and it is well known that the anionic component of
a RTIL is the main responsible of establishing the hydrogen–bonding network with the enzyme [75];
anyhow, this assumption would demand a systematic molecular dynamics study, out of the scope of
this paper. In this sense, some preliminary data (not published) obtained in our group have revealed
that the half-life of an hydrogen bond between BTL2 and BMIMBF4 at 120 ◦C is twice that one in water,
partially reinforcing our hypotheses.

On the other hand, the use of more hydrophilic 1-ethyl-3-methyl imidazolium (EMIM) cation
has been recommended for BTL2 [116]. Similarly, for other lipases it has been also shown how the
shorter the alkyl chain in the cationic imidazolium, the higher the activity [119], while Filice et al.
recommended the use of hexafluorophosphate (PF6

-) combined with EMIM [116]. In fact, by looking
at the progress curves obtained in the ethanolysis of (R,S)-1 using EtOH/EMIMPF6 and depicted in
Figure 5a (90 ◦C) and Figure 5b (120 ◦C), the kinetic resolutions are quite good, although better at
90 ◦C. In any case, it is noteworthy to observe how BTL2 is totally enantioselective under these reaction
conditions, as no traces of the “canonical” (R)-2 isomer were detected.

When using EtOH/EMIMBF4 at 90 ◦C (Figure 4a), the situation is quite similar to that obtained
with BMIMBF4 (Figure 2a) or BMIMPF6 (Figure 3a); nevertheless, the kinetic resolution is much better
when using EtOH/EMIMBF4 at 120◦ (Figure 4b), as in only 2.5 h a total 50% conversion in (S)-2 is
obtained, and again no traces of the (R)-antipode are formed. To our knowledge, this is the best and
faster lipase-catalyzed kinetic resolution ever reported for enantiomers of mandelic acid.
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Thus, the best results, both in terms of reaction rate and enantioselectivity, are those obtained
using this RTIL formed by the most hydrophilic cation and the most hydrophilic anion, at 120 ◦C.
Once again, we cannot propose a certain reason to explain this behavior, as that was not the purpose of
this manuscript. According to the theoretical studies from Shehata et al. [53], the presence of EtOH in
the reaction medium would allow the fluctuation of the lid to allow the active site to get exposed and
is very compatible with BTL2 stability, as for sure EMIMBF4 has also demonstrated to be.

4. Materials

Lipase from Geobacillus thermocatenulatus was a kind gift of the Biochemistry, Genetics and
Immunology Department of the Universidad de Vigo, Spain. All solvents of the highest purity
commercially available and used without purification were purchased from Sigma-Aldrich-Fluka,
(Barcelona, Spain). All other chemicals and RTILs (1-butyl-3-methyl imidazolium tetrafluoroborate
(BMIMBF4), 1-butyl-3-methyl imidazolium hexafluorophosphate (BMIMPF6), 1-ethyl-3-methyl
imidazolium tetrafluoroborate (EMIMBF4) and 1-ethyl-3-methyl imidazolium hexafluorophosphate
(EMIMPF6) were purchased also from Sigma-Aldrich-Fluka (Barcelona, Spain).

4.1. Synthesis of (R,S) 2-(Butyryloxy)-2-phenylacetic Acid

Twenty mmol of mandelic acid in 200 mL of diethyl ether were added to 2.88 mL triethylamine
(20 mmol). Subsequently, a solution of 2.131 mL (20 mmol) butyryl chloride in 100 mL ethyl ether
was dropped. The reaction was carried out in a flask at 25 ◦C for approximately four hours, giving a
yield of 50%. Reaction progress was followed by HPLC, 1H-NMR and 13C-NMR (Bruker AC-250 (1H),
63 MHz (13C), Bruker Corporation, Billerica, MA, USA.

Simply by adding water, the unreacted acid could be separated from the ester, which remained
in the organic phase. Acid was removed performing successive washing with water. Subsequently,
organic phase was dried with anhydrous sodium sulfate and the remaining ether was removed using
rotary evaporator. Successive extraction with diethyl ether, allowed the isolation of 7 g of yellowish
oil as a final product ((R, S) 2-butanoiloxy phenyl acetic). spectroscopic data were according to those
previously reported in literature [120].

4.2. Resolution of 2-(Butyryloxy)-2-phenylacetic Acid by Alcoholysis Reaction

Reactions were carried out in closed glass vials and the temperature of the experiments varied
between 40 and 120 ◦C. In the case of isooctane, temperatures of 40, 70 and 90 ◦C were used, whereas
ionic liquids were tested at 90 and 120 ◦C. To maintain the temperature fixed, a thermostat-equipped
bath oil was used for several days. The reaction mixture included: an organic solvent or RTIL (4 mL),
2-(butyryloxy)-2-phenylacetic acid (60 mM) and ethanol (1 mL), assuring a molar excess of alcohol
versus the organic acid. Then, the enzyme (4 mg solid/mL) was added. In order to ensure that reaction
is due only to the lipase, a reaction test without lipase was carried out. As a consequence of the
employment of high temperatures, the vials were rapidly cooled down for sampling previously to
the opening to avoid any evaporation of the alcohol; thus, aliquots of 100 μL were taken at different
times. As RTILs cannot be directly injected into the HPLC (Constrametric 4100 pump, UV detector
Spectromonitor 5000, LDC Analytical, Spain), the samples were extracted with 1 mL of diethyl ether
and the solvent evaporated at room temperature; subsequently, they were re-diluted with 400 μL
hexane/2-propanol (1:1) (v/v) and filtered using syringe filters (Millex-GV (PVDF), 0.22 μm pore size).
HPLC analysis was performed using a Chiracel OD (20μm (250× 4.6 mm) chiral column, a mobile phase
composed by n-hexane/2-propanol/trifluoroacetic acid (90/9/1), a 0.8 mL/min flux and a wavelength of
254 nm. Peak assignation was determined using pure compounds as standards.

5. Conclusions

Although thermophilic enzymes can efficiently work at very high temperature, they are more
stereoselective when used at temperature below their optimal one, as they are more rigid under
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those reaction conditions. Consequently, finding a thermophilic enzyme capable to retain its activity
and stereodiscrimination capability at high temperature would lead to very fast and stereoselective
processes. In this paper, we have shown how binary mixtures of EtOH and room temperature
ionic liquids (RTILs) are an excellent reaction media for the enantioselective kinetic resolution (KR)
of racemic 2-(butyryloxy)-2-phenylacetic acid via ethanolysis catalyzed by lipase-form Geobacillus
thermocatenulatus (BTL2) at very high reaction temperatures (120◦). Thus, the KR carried out using
an EtOH/BMIMBF4 at 120 ◦C furnished (R)-mandelic acid as the only reaction product (E > 200) at
very short reaction time (12 h), while by changing the composition of the cationic moiety of the RTIL,
then using EtOH/EMIMBF4 at the same temperature of 120 ◦C, an ever faster (2.5 h reaction time) and
completely enantioselective KR led to enantiopure (S)-mandelic acid. This is the faster described KR
for this substrate. The previously reported beneficial effect of EtOH on BTL2, stabilizing its open active
conformation even at extreme temperatures, as deduced from molecular dynamics, is supporting our
results; on the other hand, the establishment of very strong hydrogen bonds between the enzyme and
the RTIL could be the responsible for the observed thermostability.
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Abstract: Arabidopsis thaliana hydroxynitrile lyase (AtHNL) catalyzes the selective synthesis of
(R)-cyanohydrins. This enzyme is unstable under acidic conditions, therefore its immobilization is
necessary for the synthesis of enantiopure cyanohydrins. EziG Opal is a controlled porosity glass
material for the immobilization of His-tagged enzymes. The immobilization of His6-tagged AtHNL on
EziG Opal was optimized for higher enzyme stability and tested for the synthesis of (R)-mandelonitrile
in batch and continuous flow systems. AtHNL-EziG Opal achieved 95% of conversion after 30 min
of reaction time in batch and it was recycled up to eight times with a final conversion of 80%
and excellent enantioselectivity. The EziG Opal carrier catalyzed the racemic background reaction;
however, the high enantioselectivity observed in the recycling study demonstrated that this was
efficiently suppressed by using citrate/phosphate buffer saturated methyl-tert-butylether (MTBE)
pH 5 as reaction medium. The continuous flow system achieved 96% of conversion and excellent
enantioselectivity at 0.1 mL min−1. Lower conversion and enantioselectivity were observed at higher
flow rates. The specific rate of AtHNL-EziG Opal in flow was 0.26 mol h−1 genzyme

−1 at 0.1 mL min−1

and 96% of conversion whereas in batch, the immobilized enzyme displayed a specific rate of
0.51 mol h−1 genzyme

−1 after 30 min of reaction time at a similar level of conversion. However, in terms
of productivity the continuous flow system proved to be almost four times more productive than the
batch approach, displaying a space-time-yield (STY) of 690 molproduct h−1 L−1 genzyme

−1 compared to
187 molproduct h−1 L−1 genzyme

−1 achieved with the batch system.

Keywords: Arabidopsis thaliana; hydroxynitrile lyase; oxynitrilase; His-tag; immobilization; batch;
continuous flow

1. Introduction

Hydroxynitrile lyases (HNLs) are enzymes that catalyze the synthesis of enantiopure cyanohydrins
(Scheme 1), known building blocks for the production of fine chemicals, pharmaceuticals and
cosmetics [1–4]. HNL catalyzed reactions are faced with two problems, the chemical formation of
racemic cyanohydrins and product racemization due to the reaction equilibrium [5]. These limitations
can be overcome by performing the reactions in buffer saturated organic solvent and adjusting the pH
to the lower limit accepted for HNLs [5,6]. These conditions are not the natural environment of HNLs,
as they have to be stabilized for instance by immobilization on a suitable carrier.
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Scheme 1. AtHNL catalyzed hydrocyanation of benzaldehyde yielding (R)-mandelonitrile.

Improved stability, activity and selectivity of immobilized enzymes have been reported earlier [7,8].
In addition, immobilization enables the increase of enzyme loading and facilitates recycling and
downstream processing. To achieve the beneficial aspects mentioned before, the characteristics of
enzyme and carrier must be considered. However, there is not a general method to immobilize an
enzyme and its feasibility must be determined experimentally [9,10].

Immobilized metal ion chromatography (IMAC) is a widely used technique for the purification
and immobilization of His-tagged enzymes. The enzyme immobilization is based on the affinity of
divalent metal ions such as Zn2+, Cu2+, Ni2+ or Co2+ to the imidazole ring of histidines. Chelated
Ni2+ on nitrilotriacetic acid (Ni-NTA) has turned out to be the most effective combination for the
purification of His-tagged proteins [11]. However, nickel induced genotoxicity, carcinogenicity and
immunotoxicity has been reported [12]. Hence, the development of a carrier with a non-toxic metal ion
is highly desirable.

A new set of carriers (EziG, provided by EnginZyme AB, Stockholm, Sweden) containing non-toxic
Fe3+ (>10 μmol g−1) on its surface has been developed for the immobilization of His-tagged enzymes.
These materials have a core made of controlled porosity glass (CPG) particles facilitating mass
transfer from reactants and products to the material due to its interconnecting pore structure (circa
1.8 mL g−1). In addition, its non-compressible non-swelling nature is an advantage compared to
NTA agarose. The porous surface can be coated with an organic polymer to tailor carriers with
different hydrophobic characteristics such as EziG Opal (hydrophilic), EziG Coral (hydrophobic)
and EziG Amber (semi-hydrophobic). Given the hydrophilic surface of His6-tagged AtHNL [13],
its immobilization was performed on EziG Opal. Moreover, EziG Opal has been found to be suitable for
reactions in organic solvents [14], a crucial property to enable the synthesis of enantiopure cyanohydrins
together with low pH required in the reaction medium [5,15–19].

Some successful studies with different immobilized enzymes on EziG carriers have been
reported earlier. An ω-transaminase was active in methyl-tert-butylether (MTBE) and a Baeyer–Villiger
monooxygenase (BVMO) together with two cofactor-regenerating enzymes displayed increased
stability [14]. An ω-transaminase from Arthrobacter sp. (AsR-ωTA) on EziG Amber was highly stable
in batch and continuous flow systems [20]. On the other hand, when an old yellow enzyme (OYE) was
immobilized on EziG Opal, poor recyclability was observed, and the initial conversion dropped to 56%
after two reaction cycles [21]. The loss of activity of OYE was assumed to be due to enzyme leaching and/or
deactivation of the enzyme. Likewise, the enzyme arylmalonate decarboxylase (AMDase) presented a
significant loss of activity during recycling studies on all EziG carriers [22]. The loss of activity of AMDase
activity on EziG carriers was explained to be due to enzyme leaching because the of the lower strength of
the coordinate bond and due to local pH changes by the acidic product of the reaction.

Enzyme catalyzed reactions in flow are gaining attention due to improved productivity, easier
downstream processing and efficiency of scale-up compared to batch systems. Reduced reaction times
and enhanced selectivity are reported benefits of performing reactions in flow [23–26]. On top of all these
benefits mentioned before, continuous flow reactions allow to optimize resource utilization, reduce
reaction volumes and consequently achieve waste reductions and lower energy consumption [27].
Furthermore, they allow handling of toxic and reactive reagents such as cyanide [28] in a safer manner.

The aim of this study is to immobilize AtHNL on EziG Opal based on the His-tag/Fe3+ affinity and
compare its performance for the synthesis of (R)-mandelonitrile with the earlier reported successful
immobilization of AtHNL on Celite by adsorption [15]. Important parameters such as stability, specific
rate and productivity were investigated in batch and flow systems.
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2. Results and Discussion

AtHNL was recombinantly produced with a His6-tag to enable its purification and immobilization
by metal-ion affinity. It was successfully overexpressed in E. coli BL21(DE3) and purified displaying
a specific activity of 136.5 ± 3.2 U mg−1. AtHNL was purified prior to its immobilization to avoid
binding of other proteins with affinity to the EziG Opal carrier.

2.1. Batch Reactions

All batch reactions were performed with AtHNL-EziG Opal tightly packed into tea bags. Earlier
research revealed that while the material of the bags had no influence on the conversion and
enantioselectivity, it was essential to pack the bags tightly [16,18,29]. A magnetic stirrer was attached
to the tea bag to enable the rotation of the immobilized enzyme and stirrer simultaneously. This set up
avoids mechanical attrition of the carrier caused by the stirrer and facilitates the manipulation of the
immobilized enzyme for recyclability studies without any loss of enzyme material. A leaching assay
showed that AtHNL did not leach from EziG Opal carrier to the reaction medium (Figure S1). Similarly,
no leaching had been reported previously for hydrocyanation reactions catalyzed by immobilized
HNLs on siliceous carriers in general and AtHNL specifically [15,16,18,29].

Once it was established that EziG Opal is a suitable carrier for the immobilization of AtHNL
(Figure S1), preliminary time studies using different enzyme loadings of AtHNL-EziG Opal for the
synthesis of (R)-mandelonitrile were performed (Figure 1). The different enzyme loadings showed a
huge difference in conversion and enantiopurity during four hours of reaction time. In these preliminary
experiments, AtHNL was immobilized on EziG Opal by incubating an enzyme solution with the
carrier in an orbital shaker (see Section 3.7 for details). The rotation enabled the enzyme to bind to the
carrier but some precipitation was observed and it might explain the results in Figure 1. On the other
hand, an earlier report [15] showed that AtHNL on Celite R-633 displayed near complete conversion
and excellent enantioselectivity after 45 min using 5 mg mL−1 (circa 400 U) and MTBE saturated
with citrate/phosphate buffer pH 5.5. The enzyme was immobilized by adsorption in that study.
In addition, the successful immobilizations of Prunus amydalus HNL (PaHNL) [16], Manihot esculenta
HNL (MeHNL) [18] and Granulicella tundricola HNL (GtHNL) [29] on Celite were also performed by
adsorbing all the enzyme solution into the carrier until saturation, which means that the enzyme
solution is completely adsorbed into the carrier, just like in the case of Celite. All these results suggest
that the immobilization of AtHNL on EziG Opal had to be optimized.

In order to optimize the immobilization of AtHNL on EziG Opal, the enzyme was immobilized
by either incubating an enzyme solution in an orbital shaker or by adding it dropwise to EziG Opal
carrier in such a way that the carrier absorbs the enzyme solution completely, as in the case of
Celite [15,16,18,29]. Additionally, the effect of drying AtHNL-EziG Opal, which might influence the
enzyme performance, was investigated. For this, AtHNL-EziG Opal was used either immediately after
its immobilization (wet AtHNL-EziG Opal) or after 16 h of drying under vacuum in a desiccator over
silica gel. Figure 2 shows the effect of drying AtHNL-EziG Opal and the immobilization method on
the bioconversions. The immobilization of AtHNL in an orbital shaker with subsequent drying had a
large negative impact on the conversion and enantioselectivity for the synthesis of (R)-mandelonitrile
(Figure 2, dotted line and diamonds). The reaction catalyzed by wet AtHNL-EziG Opal (Figure 2,
dashed line and triangles) proceeded faster and with improved enantioselectivity (92% of conversion
and 92% of enantioselectivity) as compared to the dried AtHNL-EziG Opal (43% of conversion and
63% of enantioselectivity). As drying proved to have a negative impact on the enzyme activity and
enantioselectivity, two reactions with wet AtHNL-EziG Opal immobilized by either incubation in
an orbital shaker or adsorption were performed. A faster reaction was observed when the enzyme
was immobilized by adsorption (Figure 2, continuous line and crosses), comparable to the results
with Celite [15]. Similar conversion (circa 95% in both cases) was obtained after 4 h of reaction
time, but enantioselectivity was slightly better for the enzyme immobilized by adsorption (96% ee) as
compared to the enzyme immobilized by incubation (92% ee). Surprisingly, the effect of drying on the
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reaction rate was negligible for AtHNL immobilized by adsorption on EziG Opal (Figure 2, dashed
line and dots). Conversions of circa 96% were obtained for both dried and non-dried AtHNL-EziG
Opal immobilized by adsorption within 30 min and little change was observed in the following 3.5 h.
A possible explanation is that the enzyme is immediately stabilized right after its adsorption into the
pores of the carrier, thus it is capable to endure the mechanical stress caused by the orbital shaker as
well as the drying.

Figure 1. Synthesis of (R)-mandelonitrile using different enzyme loadings. Immobilization was
performed by incubating enzyme and carrier in an orbital shaker and subsequent drying. Dashed line
and squares (20 U mg−1, final ee = 99%), solid line and dots (10 U mg−1, final ee = 63%) and dotted line
and diamonds (5 U mg−1, final ee = 23%). Conditions: Ratio benzaldehyde:HCN in citrate/phosphate
buffered MTBE, pH 5, 1:4, benzaldehyde (100 μL, 1 mmol), 2 mL HCN solution in citrate/phosphate
buffered MTBE (1.5–2 M) pH 5, 27.5 μL (0.1 mmol) 1,3,5-triisopropylbenzene as internal standard (I.S.)
and a teabag filled with AtHNL immobilized on 60 mg EziG Opal. The reaction was stirred at 900 rpm
at room temperature. Error bars correspond to the standard deviation of duplicates (n = 2) HPLC
samples of the single experiment.

The lower conversions observed when the enzyme was immobilized by incubation might be
explained by the loss of the AtHNL dimeric structure caused by the rotation in an orbital shaker. In fact,
some precipitation was observed after the incubation time. Earlier reports have shown that the enzyme
stability is enhanced by higher oligomeric states [30]. Indeed, the ability of MeHNL to form tetramers
in solution whereas AtHNL forms dimers, explained the superior stability to higher temperatures and
lower pH-values observed for MeHNL as compared to AtHNL [31]. Similarly, MeHNL proved to be
more stable than dimeric Hevea brasiliensis HNL (HbHNL) for the synthesis of (S)-mandelonitrile in a
monolith microreactor [17]. The formation of MeHNL tetrameric structures was attributed as the most
likely reason for its higher stability.

Earlier studies [15] demonstrate a significant influence of the water content on enzyme activity of
immobilized AtHNL on Celite R-633, indicating that the minimal water content of AtHNL-Celite for
retaining enzymatic activity is 10% (w/w) of the immobilized enzyme. Additionally, the stability of
MeHNL as CLEA or immobilized on Celite R-633 is highly dependent on the water entrapped in the
carrier [18,32]. This effect can be ruled out here as buffer saturated MTBE was used as solvent.

Silica carriers, such as EziG Opal, are known to catalyze the chemical racemic background
reaction [15–19,33,34] (Figures S2 and S3). However, the enantioselectivities achieved here in batch
reactions under the optimized immobilization condition demonstrated the efficient suppression of this
undesired reaction.
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Figure 2. Effect of immobilization method and drying on the synthesis of (R)-mandelonitrile.
Continuous line and crosses is the reaction with wet AtHNL-EziG Opal (adsorption), final ee = 96.2%;
dashed line and dots is the reaction with dried AtHNL-EziG Opal (adsorption) final ee = 93.8%;
dashed line and triangles is the reaction with wet AtHNL-EziG Opal (incubation in orbital shaker),
final ee = 92.3% and dotted line and diamonds is the reaction with dried AtHNL-EziG Opal (incubation
in orbital shaker), final ee = 63.3%. Conditions: Ratio benzaldehyde:HCN in citrate/phosphate buffered
MTBE, pH 5, 1:4, benzaldehyde (100 μL, 1 mmol), 2 mL HCN solution in citrate/phosphate buffered
MTBE (1.5–2 M) pH 5, 27.5 μL (0.1 mmol) 1,3,5-triisopropylbenzene as I.S. and a teabag filled with
AtHNL immobilized on 60 mg EziG Opal. All reactions were performed with enzyme loading of
10 U mg−1 and the mol ratio of monomeric AtHNL:Fe3+ was 1:5. The reaction was stirred at 900 rpm
at room temperature. Error bars of wet AtHNL- EziG Opal (adsorption), wet AtHNL-EziG Opal
(incubation) and dried AtHNL-EziG Opal (incubation) correspond to the standard deviation of duplicate
(n = 2) HPLC samples of the single experiment. Error bars of the reaction with dried AtHNL-EziG
Opal (adsorption) correspond to the standard deviation of triplicate (n = 3) HPLC samples of the
single experiment.

In addition to enzymatic activity and enantioselectivity, the stability of immobilized enzymes
is crucial in biocatalytic applications. Indeed, one of the main objectives of enzyme immobilization
is the potential for recycling the biocatalyst [4,6,35]. Since the best results for the synthesis of
(R)-mandelonitrile were obtained with wet AtHNL-EziG Opal (10 U mg−1) immobilized by adsorption,
a recyclability study was performed under these conditions (Figure 3). In order to avoid enzyme
overloading on the carrier which might lead to misinterpretations in the recyclability study, the mol
ratio of monomeric AtHNL:Fe3+ used was 1:5, thus ensuring any enzyme deactivation is visible during
the reaction cycles. Near complete conversion and excellent enantioselectivity (>99%) were observed
during 7 cycles. When 10 U mg−1 of the enzyme were immobilized by incubation in an orbital shaker
and subsequent drying, the recycling was unsuccessful (data not shown), whereas an enzyme loading
of 20 U mg−1 led to a biocatalyst that could be recycled five cycles (Figure S4).

Figure 3 shows that EziG Opal enables to recycle AtHNL over several cycles with good conversion
and enantioselectivity under the conditions of this study; accomplishing one of the main objectives
of enzyme immobilization. Similarly, AtHNL on Celite displayed good conversion (>95%) and
excellent enantioselectivity (>98% ee) during five consecutive reaction cycles [15]. Also, the successful
recyclability of ω-transaminase from Arthrobacter sp. (AsR-ωTA) immobilized on EziG Amber
(semi hydrophobic polymer surface) has been reported [20]. The immobilized AsR-ωTA (10 mg,
10% enzyme loading, w w−1) was used for the kinetic resolution of rac-α-methylbenzylamine during
16 consecutive reaction cycles with excellent conversion and enantioselectivity. On the other hand,
poor recyclability was recently reported [21] for the bioreduction of α-methyl-trans-cinnamaldehyde
with a co-immobilized preparation of old yellow enzyme 3 (OYE3) and glucose dehydrogenase (GDH)
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on EziG Opal (OYE3/GDH- EziG Opal). The conversion dropped to 56% after only two reaction
cycles. However, it is worthy to mention that after 11 cycles (almost no conversion) the addition of
GDH increased the conversion up to 30% suggesting that GDH was gradually deactivated or leached
from the carrier over the reaction cycles. Also, the synthesis of enantiopure (S)-arylpropinate using
arylmalonate decarboxylase (AMDase) immobilized on three EziG carriers with different surface
hydrophobicity has been reported [22]. The best activity was obtained with the hydrophilic carrier
(EziG Opal). Unfortunately, the enzyme was nearly fully deactivated after the second reaction cycle for
the three EziG carriers. This significant loss of enzymatic activity was attributed to enzyme leaching or
local pH shifts inside the porous carriers.

Figure 3. Recycling of wet AtHNL-EziG Opal (10 U mg−1) in eight successive cycles. Immobilization
was performed by adsorption. Conversion (bars), enantiomeric excess (dotted line and triangles).
Conditions: Ratio benzaldehyde:HCN in citrate/phosphate buffered MTBE, pH 5, 1:4, benzaldehyde
(100 μL, 1 mmol), 2 mL HCN solution in citrate/phosphate buffered MTBE (1.5–2 M) pH 5, 27.5 μL
(0.1 mmol) 1,3,5-triisopropylbenzene as I.S. and a teabag filled with AtHNL immobilized on 60 mg
EziG Opal. Mol ratio of monomeric AtHNL:Fe3+ was 1:5. The reaction was stirred at 900 rpm at room
temperature. The enzyme was washed for 1 min with 100 mM citrate/phosphate buffer saturated MTBE
pH 5 after each cycle. Reaction time: 1 h. Error bars correspond to the standard deviation of duplicates
(n = 2).

2.2. Continuous Flow Reactions

Immobilization enables the use of enzyme catalyzed synthesis reactions in continuous flow. Several
advantages have been reported for this approach such as increased productivity, enhanced stability,
reduced enzyme inhibition and easier downstream processing [26,36,37]. In addition, the reduced risk
of manipulation of hazardous reagents, such as hydrogen cyanide, due to the smaller reaction volume
used for the biocatalytic reactions is advantageous [28].

AtHNL was immobilized on EziG Opal in accordance with the optimized method (adsorption
+ wet AtHNL-EziG Opal) developed for batch reactions and tested in a continuous flow reactor
(CFR). Figure 4 shows the synthesis of (R)-mandelonitrile at different flow rates. Near complete
conversion and excellent enantioselectivity were achieved at 0.1 mL min−1. An important decrease in
enantioselectivity was observed at flow rates above 0.2 mL min−1 suggesting that AtHNL on EziG
Opal suffers from the competing chemical background reaction catalyzed by the carrier. Indeed, the
reduced enantioselectivity could be explained as the result of the carrier catalyzed chemical reaction
(Figure S3). Water content and pH had a major impact on the synthesis of rac-mandelonitrile. Pure
EziG Opal formed circa 5% of rac-mandelonitrile due to the chemical background reaction whereas
the addition of 306 μL of phosphate buffer pH 5 (same volume used for the enzyme immobilization)
increased its formation up to 26% at 0.1 mL min−1 (Figure S3).
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Figure 4. Synthesis of (R)-mandelonitrile using wet AtHNL-EziG Opal (10 U mg−1) in a CFR.
Immobilization was performed by adsorption. Conversion (bars), enantiomeric excess (dotted line
and triangles). Conditions: benzaldehyde (0.5 M), HCN solution in citrate/phosphate buffered MTBE
(1.5–2 M) pH 5, 1,3,5-triisopropylbenzene (50 mM, I.S.), a CFR with AtHNL immobilized on 150 mg EziG
Opal. Mol ratio of monomeric AtHNL:Fe3+ was 1:4. Reactions were performed at room temperature.
Error bars correspond to the standard deviation of triplicates (n = 3).

The stability of AtHNL-EziG Opal was evaluated in the synthesis of (R)-mandelonitrile at
0.1 mL min−1 during 12 h on continuous operation. At this flow rate near complete conversion was
achieved with a mol ratio of monomeric AtHNL:Fe3+ of 1:4, thus the robustness of the reaction system
could be evaluated. Overall, AtHNL-EziG Opal displayed good conversion and high enantioselectivity
during the stability study (Figure 5). Conversion of 74% and enantioselectivity of 89% respectively
were achieved after 12 h of continuous operation. The decreased conversion and enantioselectivity
after 12 h might be explained by enzyme deactivation due to the low pH 5 and the chemical reaction
catalyzed by the carrier.

Figure 5. Stability of wet AtHNL-EziG Opal (10 U mg−1) in continuous flow at 0.1 mL min−1.
Immobilization was performed by adsorption. Conversion (bars), enantiomeric excess (dotted line
and triangles). Conditions: benzaldehyde (0.5 M), HCN solution in citrate/phosphate buffered MTBE
(1.5–2 M) pH 5, 1,3,5-triisopropylbenzene (50 mM, I.S.), a CFR with AtHNL immobilized on 150 mg
EziG Opal. Mol ratio of monomeric AtHNL:Fe3+ was 1:4. Reactions were performed at room
temperature. Error bars correspond to the standard deviation of duplicates (n = 2) during the first 7 h.
From hour 8, error bars correspond to the standard deviation of duplicates (n = 2) HPLC samples of the
single experiment.

73



Catalysts 2020, 10, 899

2.3. Comparison between Batch and Continuous Flow Systems

The comparison of the performance of the batch and continuous flow systems cannot be made
based on conversions due to the different set ups used. To establish a clear comparison regarding the
performance of AtHNL-EziG Opal in batch and continuous flow, the specific rate and space-time-yield
(STY) at a similar level of conversion were calculated.

The specific rate at 0.1 mL min−1 (96% of conversion) was 0.26 mol h−1 genzyme
−1, surprisingly, it

is half of the specific rate calculated in batch. At 0.4 mL min−1, a similar rate (0.53 mol h−1 genzyme
−1)

was observed as compared to the batch system. However, the reduced conversion (49%) might make
downstream processing more problematic. Higher flow rates did not further improve the specific
rate. AtHNL-EziG Opal in batch displayed higher specific rate (0.51 mol h−1 genzyme

−1) compared to
AtHNL-Celite [15] (0.20 mol h−1 genzyme

−1) at 96% of conversion. In both cases the reported conversion
was achieved after 30 min reaction time.

Previously, AtHNL was immobilized on Celite R-633 [19] and tested for the synthesis of
(R)-mandelonitrile, the reaction in flow using a packed bed reactor did not enhance the rate of
the reaction as compared to the batch system; the best specific rate calculated for the continuous flow
system was 0.04 mol h−1 genzyme

−1 at 0.04 mL min−1 (85% of conversion), whereas the batch system
showed 0.07 mol h−1 genzyme

−1 (circa 91% of conversion). These results are circa six and seven-fold
lower as compared to the best specific rate in flow (0.1 mL) and batch respectively reported in this
study. In another study [17], the continuous flow synthesis of (S)-mandelonitrile with immobilized
HbHNL on a siliceous monolith microreactor was 8 times faster as compared to the batch system and
displayed a specific rate of 0.50 mmol min−1 genzyme

−1 at circa 95% conversion and 0.2 mL min−1.
This result is twice the specific rate observed for AtHNL-EziG Opal at a similar level of conversion
and might be explained by diffusion limitation due to the partial blockage of the pores of EziG Opal
during the enzyme immobilization by adsorption. The irregular structure of the microchannels and
mesopores found in monolith microreactors overcome this limitation.

The space-time-yield (STY) is a parameter commonly used to compare the productivity of reactors
with different size. Batch systems often require rapid stirring to reduce mass transfer limitations that
may shorten the lifetime of the immobilized enzyme. On the other hand, stirring is not required in flow,
thus this problem is avoided, and better productivities can be achieved [17,25,29]. Indeed, the AtHNL
on EziG Opal catalyzed synthesis of (R)-mandelonitrile in flow displayed a STY of 690 molproduct h−1

L−1 genzyme
−1, whereas the batch approach led to only 187 molproduct h−1 L−1 genzyme

−1 showing that
the flow system greatly enhanced productivity. In batch, a similar productivity has been achieved
previously with AtHNL-Celite (150 molproduct h−1 L−1 genzyme

−1) [15].
Comparing the results for AtHNL of this study with the literature reports again demonstrates the

advantages of flow chemistry. The synthesis of (S)-mandelonitrile in a siliceous monolith microreactor
using either Hevea brasiliensis HNL (11.3 mg total protein; 1120 U per monolith) or Manihot esculenta HNL
(17.4 mg total protein; 1310 U per monolith) showed STYs of 555 and 405 molproduct h−1 L−1 genzyme

−1 [17].
Recently, a ω-transaminase from Arthrobacter sp. (AsR-ωTA) was immobilized on EziG Amber
(semi-hydrophobic carrier) for the kinetic resolution of rac-α-methylbenzylamine (rac-α-MBA) [20].
The enzyme was shown to be highly stable on this carrier and was able to perform the kinetic resolution
of rac-α-MBA during 96 consecutive hours with excellent enantioselectivity (49% conversion and 99%
ee). This flow system achieved a space time yield of 184 molproduct h−1 L−1 genzyme

−1. The productivities
reported in this study are comparable with the productivities reported for immobilized HNLs on
siliceous carriers and other enzymes on EziG carriers.

3. Materials and Methods

3.1. Chemicals

Except when reported otherwise all chemicals were bought from Sigma Aldrich (Schnelldorf,
Germany). Isopropanol and heptane were of HPLC grade (≥99%) and used as HPLC solvents.
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1,3,5-triisopropylbenzene (97%) was from Fluka Chemie (Buchs, Switzerland). Potassium cyanide
(KCN, 97%) from J.T. Baker (Deventer, The Netherlands) was used as cyanide source in the HCN
solution. (±)-Mandelonitrile from Acros Organics (Geel, Belgium) was purified by flash chromatography
(PE/MTBE 9:1/3:7).

3.2. Heterologous Expression of Arabidopsis Thaliana HNL (AtHNL)

pET28a-AtHNL expression plasmid containing the AtHNL gene (GenBank accession number
AAN13041, EC:4.1.2.10) codon optimized for E. coli and with a polyhistidine tag (His6-tag) (see Table S1)
was obtained from the group of Martina Pohl (Institute of Bio-and Geosciences, Jülich, Germany). E. coli
BL21(DE3) was transformed with the expression plasmid for the production of the His-tagged AtHNL.
A preculture was prepared by inoculating one single colony of E. coli BL21(DE3)-pET28aAtHNL
in 10 mL of Lysogeny Broth (LB) medium with kanamycin (40 μg mL−1) and incubated overnight
(Eppendorf/New Brunswick Scientific Incubator Shaker Excella E24 Series, Nijmegen, The Netherlands)
at 37 ◦C, 180 rpm. Subsequently, this preculture was used for the inoculation of 1 L of Terrific Broth (TB)
medium containing kanamycin (40 μg mL−1) and incubated at 37 ◦C, 120 rpm. When the OD600 reached
0.7–0.9 the protein expression was induced by adding 1 mL of 0.1 M isopropyl β-d-thiogalactoside
(IPTG) per liter of culture (0.1 mM IPTG final concentration) and cultivation was continued at 25 ◦C,
180 rpm for 20 h.

Cells were harvested by centrifugation at 4 ◦C, 3600× g rpm during 20 min (Sorvall RC6, Thermo
Fisher Scientific, Landsmeer, The Netherlands). The supernatant was discarded and the pellets were
washed with 30 mL of 10 mM sodium phosphate buffer pH 7, frozen in liquid nitrogen and stored at
−80 ◦C.

3.3. Enzyme Purification

The pellets containing AtHNL were resuspended in lysis buffer (10 mM potassium phosphate
buffer pH 7.4+DNase) and lysed in a cell disruptor (Constant Systems Ltd., Daventry, United Kingdom)
at 1.5 kBar and 4 ◦C to avoid protein denaturation. The cell free extracts were collected by centrifugation
at 48,000× g, 1 h, 4 ◦C (Sorvall RC6, Thermo Fisher Scientific, Landsmeer, The Netherlands). The enzyme
was purified by using a NGC Chromatography system (Bio-Rad, Veenendaal, The Netherlands) by
immobilized metal ion chromatography (IMAC) with chelating Ni2+ Sepharose (HiTrap Chelating HP
5 mL, GE Healthcare) according to the manufacturer [38]. 20 mM sodium phosphate + 0.5 M NaCl +
20 mM imidazole pH 7.4 was used for the enzyme binding and 20 mM sodium phosphate + 0.5 M
NaCl + 0.5 M imidazole pH 7.4 was used for the enzyme elution.

The purified AtHNL was concentrated with a 10 kDa MWCO Amicon filter (Millipore,
Amsterdam-Zuidoost, The Netherlands) and desalted with a PD-10 desalting column (Cytiva,
Medemblik, The Netherlands) according to the supplier instructions [39].

3.4. Enzymatic Activity Aassay

AtHNL activity was determined spectrophotometrically (Agilent Technologies Cary 60 UV-VIS,
Amstelveen, The Netherlands) according to the literature [15] with slight modifications. The cleavage of
rac-mandelonitrile into benzaldehyde and hydrogen cyanide was followed at 280 nm and 25 ◦C in 1 cm
quartz glass cuvettes. Briefly, 1400 μL of 50 mM citrate/phosphate buffer pH 5 and 200 μL of enzyme
solution (in 5 mM phosphate buffer pH 6.5) were mixed and incubated for 30 s at 25 ◦C. The reaction
was started by adding 400 μL of 60 mM rac-mandelonitrile solution (80 μL of rac-mandelonitrile
in 10 mL 3 mM citrate/phosphate buffer, pH 3.5). The enzymatic activity was calculated with the
molar extinction coefficient of benzaldehyde (ε280 = 1.376 mM−1 cm−1) and the background reaction
(performed without enzyme) was subtracted in the final calculation.

One unit of AtHNL activity is the amount of micromoles of rac-mandelonitrile converted per
minute in citrate/phosphate buffer pH 5 at 25 ◦C.

75



Catalysts 2020, 10, 899

3.5. Synthesis of Hydrogen Cyanide (HCN) Solution in MTBE

A HCN solution in MTBE was made according to earlier studies [15–19,29]. 25 mL MTBE and
10 mL MilliQ water were mixed in a 100 mL Erlenmeyer and kept at 0 ◦C. 0.1 mol potassium cyanide
(6.51 g) was dissolved in the mixture and magnetically stirred for 15 min. 10 mL of 30% (v/v) HCl
solution was added slowly and stirring was continued for 2 min. The HCN solution was allowed
to reach room temperature (circa 20 ◦C). The organic and aqueous phases were separated using a
separation funnel and the organic layer containing HCN was collected. The separation was performed
twice more after adding 7 mL of MTBE each time. Finally, 5 mL of 50 mM citrate/phosphate buffer pH
5 was added to the organic fraction collected and it was stored in a dark bottle at 4 ◦C.

The HCN concentration was determined in accordance to the literature [40]. 1 mL of HCN solution
was added to 5 mL of 2 M NaOH in a 25 mL Erlenmeyer. The mixture was stirred for 2 min. Potassium
chromate was added as indicator. The solution was titrated with 0.1 M silver nitrate. The cyanide
reacts 1:1 with the silver and precipitates.

3.6. Immobilization of AtHNL on EziG Opal by Adsorption

The immobilization of AtHNL on EziG Opal by adsorption was performed as described
previously [16,18,29]. Given volumes of AtHNL solution were concentrated in Amicon filters with a
10 kDa MW cut-off, and subsequently added dropwise to 60 mg of EziG Opal (batch) or 150 mg of
EziG Opal (flow). For batch reactions, AtHNL-EziG Opal was tightly packed in a regular paper tea
bag [16,29] and either directly used for biocatalytic reactions or dried 16 h under vacuum in a desiccator
over silica gel before packing. A magnetic stirrer was attached to the tea bags as reported earlier [16,29]
to ensure tight packing and rapid stirring without mechanical attrition of the carrier. Reactions in
flow were performed with wet AtHNL-EziG Opal (without drying and packing). The ratio of enzyme
solution to carrier (μL:mg) was 2:1 in all cases to ensure that the enzyme solution was completely
absorbed by the carrier. The immobilization of different enzyme units was achieved by determining
the enzyme activity and adjusting the amount of enzyme solution before its concentration.

3.7. Immobilization of AtHNL on EziG Opal by Incubation

The immobilization of AtHNL on EziG Opal by incubation was performed according to the
manufacturer (see the instruction manual in the supplementary information). 2 mL of enzyme solution
with the required units to be immobilized was incubated with 60 mg of carrier in an orbital shaker
(model RM:2M) at 30 rpm during 2 h at room temperature. The binding of the enzyme to the carrier
was monitored by determining the protein concentration of the supernatant after immobilization using
the BCA protein determination (Pierce BCA protein assay kit, Thermo Fisher Scientific, Landsmeer,
The Netherlands) in accordance with the manufacturer instructions [41].

3.8. Synthesis of (R)-Mandelonitrile in Batch

Several (R)-mandelonitrile syntheses were performed with 60 mg of immobilized AtHNL-EziG
Opal. The reaction conditions were as follows: 100 μL benzaldehyde (1 mmol), 27.5 μL 1,3,5-
triisopropylbenzene (internal standard (I.S.)), 2 mL HCN in 50 mM citrate/phosphate buffered
MTBE pH 5 (1.5–2 M), tea bag filled with 60 mg immobilized enzyme, 900 rpm and room temperature.
The ratio benzaldehyde to HCN solution was 1:4. The mole ratio AtHNL:Fe3+ was 1:5.

3.9. Enzyme Recyclability in Batch

The enzyme recyclability was determined by several cycles of (R)-mandelonitrile synthesis
according to [15,16,18,29]. The reaction conditions were as follows: benzaldehyde (100 μL, 1 mmol),
27.5 μL 1,3,5-triisopropylbenzene (I.S.), 2 mL HCN in 50 mM citrate/phosphate buffered MTBE pH 5
(1.5–2 M), tea bag filled with 60 mg immobilized enzyme, 900 rpm and room temperature. The ratio
benzaldehyde to HCN solution was 1:4. The mol ratio AtHNL:Fe3+ was 1:5. Between each cycle the
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immobilized enzyme was washed for 1 min with 50 mM citrate/phosphate buffered MTBE, pH 5,
and stored at 4 ◦C in fresh citrate/phosphate buffered MTBE, pH 5.

3.10. Synthesis of (R)-Mandelonitrile in Continuous Flow

One milliliter stainless steel flow reactor (6.4 cm length, 0.45 cm inner diameter) was used for
the continuous synthesis of (R)-mandelonitrile with 150 mg of immobilized AtHNL on EziG Opal
(10 U mg−1). The reactor was filled with 100 mg of non-porous glass beads (1 mm diameter) and
150 mg of EziG Opal containing immobilized enzyme (final reaction volume = 0.3 mL). 10 cm of
polytetrafluoroethylene (PTFE) tubing with 1.5 mm inner diameter was used to connect a syringe
pump (Knauer, Germany) with the reactor. Initial conditions were as follows: 0.5 M benzaldehyde,
1.5–2 M HCN in 100 mM citrate/phosphate buffered MTBE, pH 5 and 50 mM 1,3,5-triisopropylbenzene
asI.S.. The synthesis of (R)-mandelonitrile was evaluated at different flow rates (from 0.1 to 1 mL min−1)
by chiral HPLC. The mole ratio AtHNL:Fe3+ was 1:4. The flow rate was checked at each sampling time
by the difference of weight. Reactions were performed at room temperature. No significant pressure
drop or increase was observed within the timeframe of the experiments.

3.11. Enzyme Stability in Continuous Flow

The stability of immobilized AtHNL on EziG Opal (10 U mg−1) was evaluated by performing
a synthesis reaction during 12 h at 0.1 mL min−1 on stream at room temperature. The mol ratio
AtHNL:Fe3+ was 25%. Samples were drawn at regular intervals and analyzed by chiral HPLC.

3.12. Analysis

Samples (10 μL) were taken at different times during the reaction run and added to 990 μL
of heptane:2-propanol 95:5 in 1.5 mL Eppendorf tubes. A small amount of anhydrous magnesium
sulphate (MgSO4) was used to remove the water from the solution and the Eppendorf tubes were
centrifuged at 13,000× g rpm for 1 min. 850 μL of the supernatant was transferred to a 4 mL HPLC vial
and 10 μL was injected into the HPLC (Chiralpak AD-H column, column size: 0.46 cm I.D × 25 cm).
Heptane and 2-propanol were used as mobile phase with a flow rate of 1 mL min−1 and the UV detector
was set at 216 nm. The column temperature was set at 40 ◦C. The samples in the autosampler were
maintained at 4 ◦C.

4. Conclusions

AtHNL was successfully immobilized on EziG Opal by an optimized methodology. AtHNL-EziG
Opal was recycled up to seven times in batch with nearly complete conversion and excellent
enantioselectivity. The continuous flow system displayed excellent conversion and enantioselectivity at
0.1 mL min−1 and allowed to increase four times the productivity for the synthesis of (R)-mandelonitrile
as compared to the batch system.

Supplementary Materials: The following information is available online at http://www.mdpi.com/2073-4344/10/
8/899/s1, Figure S1: Leaching assay of AtHNL-EziG Opal, Figure S2: Blank reaction in batch, Figure S3: Blank
reaction in flow, Figure S4. Recycling of AtHNL-EziG Opal (20 U mg−1) in eight successive cycles. Figure S5.
HPLC detection of benzaldehyde and 1,3,5-triisopropylbenzene during 8 h of incubation, Table S1: AtHNL gene
and Amino acid sequences.
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Abstract: Estolides are fatty acid polyesters with applications in both industry and consumer products.
Recently, reports have emerged detailing lipase-catalyzed synthesis of estolides from free hydroxy
fatty acids. In this paper, we describe a simple alternative enzymatic process, in which castor
oil is directly converted to an estolide mixture by Candida antarctica lipase A (CALA) catalyzed
transesterification. The reaction mixture is analyzed by NMR to determine the estolide number (EN)
and MALDI MS to identify individual components, in addition to titration to determine the acid
value (AV). Estolide trimers and tetramers (EN 2–3) were formed over 24 h in a system with 2:1 (v/v)
castor oil–water. Further, utilizing different lipase specificities, addition of Thermomyces lanuginosus
lipase (TLL), allowed the CALA product mixture to be cleaned up by hydrolyzing attached glycerol.
In addition, a three-enzyme process is suggested, in which a simple alcohol is added and Candida
antarctica lipase B (CALB) is used to esterify carboxylic acids to lower AV.

Keywords: estolides; castor oil; lipase; candida antarctica lipase A

1. Introduction

Estolides are a class of fatty acid polyesters with interesting biological properties [1]. Further,
synthetic estolides have recently received increasing attention. Attractive physical properties, including
improved hydrolytic stability compared to glycerides, while being biodegradable and originating
from renewable resources, has spurred interest in diverse industrial uses, like as biolubricants [2–4],
plasticizers [5], and applications to provide emulsification or a viscosity increase [6].

Estolides can be prepared from hydroxy fatty acids by esterification (Figure 1), or from unsaturated
fatty acids by the acid-catalyzed addition to the double bond [7–9]. Harsh conditions can however
result in colored products and undesired side reactions that would require extra costs for purification.
Enzymatic synthesis of estolides using lipases has therefore been investigated as an alternative to
overcome this [2,3,10–15]. The enzyme-mediated reactions promise mild reaction conditions such
as ambient temperature and pressure and neutral pH. Together with high selectivity this results in
very clean reactions. Like the acid-catalyzed routes, control of polymerization degree (chain length)
however continues to be a challenge. A chemical alternative with utilization of protecting groups seeks
to address this but appears cumbersome and costly in large scale [16].

 
Figure 1. An estolide trimer based on ricinoleic acid.

Castor oil contains 90% ricinoleic acid (12-hydroxy-9-cis-octadecenoic acid) and is therefore a
natural starting point for estolide synthesis. The reported enzymatic approaches however typically
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go through hydrolysis of castor oil to produce free ricinoleic acid, or start from commercial ricinoleic
acid, which is then condensed to estolides [2,3,9,10,14,15]. What we report here is the lipase-catalyzed
synthesis of estolides directly from castor oil by transesterification in a green process using only water
as solvent and producing only glycerol as byproduct.

2. Results

2.1. Lipase Screening

2.1.1. Liquid Enzymes

Commercial production of estolides from ricinoleic acid would first involve fat splitting of castor
oil. As an alternative to this, lipases may be able to catalyze the direct transesterification of castor
oil into estolides. To investigate this, a range of Novozymes’ lipolytic enzymes were assayed. This
included the Candida antarctica lipase A (CALA), the Candida antarctica lipase B (CALB), as well as
lipases from Thermomyces lanuginosus (TLL), Rhizomucor miehei (RML), and Geotrichum candidum (GCL),
and finally a genetically engineered variant of Humicola insolens cutinase (HIC). To enable a high
throughput for screening different conditions, reactions were conducted in parallel in a sealed 24-well
round-bottom deep-well plate, with efficient magnetic stirring in all wells using a custom-designed
stirrer-hotplate. The lipases were assayed in a system with castor oil–water (2:1) at 40 ◦C for 24 h, after
which estolide formation was determined quantitatively by 1H NMR, and hydrolysis was quantified
by titration of free carboxylic acids. In Table 1, this is reported as the average estolide number (EN)
and the acid value (AV), respectively.

Table 1. Lipase screening.

Lipase EN AV

Blank 0.0 2
CALA 2.45 25
CALB 0.02 25
TLL 0.05 79
RML 0.09 110
GCL 0.52 43
HIC 0.45 88

The EN is the number of ricinoleic acid units added to a base unit. The NMR analysis relied on
the esterified ricinoleic acid CH-OR signal at 4.8–4.9 ppm and the non-esterified ricinoleic CH-OH
signal at 3.6–3.7 ppm. The EN was directly found as the ratio of these two integrals. Based on this
NMR quantification, CALA clearly resulted in the most significant estolide formation while keeping
a relatively low degree of hydrolysis. This demonstrates a significant enzymatic preference for a
lipophilic nucleophilic donor, to catalyze the transesterification over hydrolysis, even in a system with
abundant water.

Since the NMR analysis only describes average properties, MS-methods were investigated to
identify and characterize individual components in the reaction mixtures. LC-MS analyses provided
some chromatographic separation on a C18 RP-column, whereas the coupling to ESI-MS with application
of MS2 and MS3 methods, allowed isobaric substances to be studied further. Specifically, loss of
the oleate radical m/z 280, from fragmentation of the secondary -CH-OR, was frequently identified.
For providing an overview of the species, MALDI MS was however preferred. As expected, such
analysis revealed a mixture of estolide oligomers, as well as glycerides and glyceride/estolide hybrids
(glycerol-containing estolides). Several isomers have the same molecular mass. In Figure 2, these
are shown schematically and grouped in structural classes. Pure estolides are referred to as E# and
glycerides are called G#. The number (#) denotes the estolide number. MALDI analysis of the CALA
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reaction identified estolides up to E4 and glycerides up to G6. The other lipases, also showing less
estolide formation by NMR, formed only the smaller components (Table 2).

 

Figure 2. Structures of estolides (E) and glycerides (G). Within each glyceride group (G1–G6) the
different isomers have identical chemical formulas and masses (not all isomers are shown).

Table 2. MALDI MS analysis of product mixtures from lipase screening, showing presence (+) and
absence (-) of ricinoleic acid (R), estolides (E1–E4), and glycerides (G1–G6).

Lipase R E1 E2 E3 E4 G1 G2 G3 G4 G5 G6

CALA + + + + + + + + + + +
CALB + - - - - - + - - - -
TLL + - - - - + + - - - -
RML + - - - - + + - - - -
GCL + + + - - + + + - - -

2.1.2. Immobilized Enzymes

Since water concentration is expected to play a significant role in the reaction, a few experiments
were also conducted with immobilized lipases. These included both the already tested lipases, as
well as the Candida rugosa lipase. All were immobilized on polymethacrylate resin beads. Reactions
were conducted both in the absence of added water, and with a 2:1 oil–water ratio. Interestingly,
none of the enzymes performed as well as seen with the liquid enzymes. Immobilized CALA only
provided a modest average EN = 0.18. The significant difference between reactions catalyzed by free
and immobilized enzymes could be related to transport limitations in the viscous oil and 3-phase
system with oil, water, and the porous support material.

2.2. Optimizing the CALA Reaction

2.2.1. Temperature

Performing the CALA reaction at 25 ◦C, 40 ◦C, and 65 ◦C, resulted in EN of 1.38, 2.13, and
2.03, respectively. MALDI MS characterization showed identical results for the three temperatures,
with ricinoleic acid (R), E1–E4, and G1–G5 being identified. Based on this, it was decided to fix the
temperature at 40 ◦C in the following experiments.

2.2.2. Water Content

To determine optimal water content, volume of the water phase was varied (Figure 3). No added
water resulted in fluctuating results, whereas a plateau was obtained around 10–40% water with EN =
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2–2.5. More water resulted in lower conversions. The estolides and glycerides identified with MALDI
MS followed the conversion, i.e., up to E4 and G6 were found in the reactions with high EN, whereas
only the lower species were found in reactions with lower conversion (MALDI MS data shown in
Supplementary Material, Table S1). For subsequent experiments, it was decided to maintain the 33%
water phase (2:1 oil–water ratio).

Figure 3. EN measured by NMR as a function of added water to the reaction (% of total reaction
volume). Some reactions were performed in duplicates or triplicates.

2.2.3. Time Course

Using 40 ◦C and 2:1 oil–water, EN was followed over time. As shown in Figure 4, estolide
formation initially increased rapidly, then leveled off, reaching EN = 2.40 after 24 h and EN = 2.67 after
48 h. The MALDI MS data further showed that the longer oligomers are only formed slowly. Only in
the 24 h reaction mixture (and later) can E3 and E4 be identified.

2.2.4. pH-Effect

Results so far indicate that polymerization stops after E4. It was speculated, that this could be
explained by enzyme inactivation resulting from a pH-drop when free fatty acids are released. To
examine this, phosphate buffer pH 7.0 was tested as the aqueous phase. Whereas the unbuffered
system resulted in a pH-drop to 5, 100 mM phosphate resulted in pH 6, and 500 mM phosphate
maintained pH 7. However, upholding pH 7 did not result in higher EN, indicating that other factors
are limiting further reaction.
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Figure 4. EN measured by NMR as a function of reaction time.

2.3. Two-Enzyme Process

2.3.1. Reaction Sequence

The MALDI MS results clearly show that a mixture of both estolides and glycerides in different
lengths are formed. Removing the glycerol from G1–G6 by selective hydrolysis would convert them to
estolides E1–E6, thereby effectively cleaning up the reaction mixture. Classical lipases such as TLL
are known for their ability to hydrolyze glycerides. On this background, two-enzyme reactions were
evaluated, combining the specificities of CALA and TLL. This involved both reactions with (i) CALA
being added first to produce the estolides mixture, followed by glyceride hydrolysis by TLL; and (ii)
TLL added first to procedure ricinoleic acid, followed by condensation to estolides by CALA; and (iii)
both enzymes added together. In the two former approaches, the water phase was removed after step
one, before adding the 2nd enzyme. However, only option (i) the two-step reaction with CALA first,
produced good conversion to estolide (Table 3). Remarkably, due to the specificity of TLL toward
glycerides, only very little estolide hydrolysis was observed. The MALDI MS analysis confirmed that
the TLL treatment in “process (i) step 2” indeed does clean up the reaction mixture by converting
glyceride oligomers to estolides (Table 4).

Table 3. EN measured by NMR for two-enzyme processes.

Step 1 Step 2

(i) CALA, TLL 2.70 2.70
(ii) TLL, CALA 0.05 0.56
(iii) CALA+TLL 0.61 -

Table 4. MALDI MS analysis of product mixtures from two-enzyme processes.

Process R E1 E2 E3 E4 G1 G2 G3 G4 G5 G6

(i) step 1 + + + + + + + + + + +
(i) step 2 + + + + + - - - - - -
(ii) step 1 + - - - - + + - - - -
(ii) step 2 + + + - - + + + - - -

(iii) + + + - - + - - - - -
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2.3.2. Scale up

The two-enzyme process was performed in larger scale to provide material for further studies
and to determine the isolated product yield. Hence, reaction setup was round-bottom flasks with
magnetic stirring in a thermostat bath. Starting out with 50 g castor oil, the oil phase was reduced to 43
g after step 1 and further to 35 g after step 2. Assuming castor oil (MW 933 g/mol) is all converted to
the estolide trimer E2 (MW 859 g/mol), this corresponds to a yield of 76%. The loss seems to be due
to inefficient phase separation when water phases are removed, which may be improved with better
centrifugation. NMR analysis resulted in EN = 2.45 after step 2. The glyceride to estolide conversion
was again confirmed by MALDI MS (Figure 5).

 

Figure 5. MALDI MS analysis of two-enzyme reaction, step 1 (top) and step 2 (bottom). E1–E4 are
marked with blue, while glycerides G1–G6 are marked with red (with theoretical m/z for [M+Na]+).

2.4. Three-Enzyme Process

It was speculated that further modification of the reaction mixture from the two-enzyme process,
specifically esterification of the free carboxylic acids, could result in attractive low-AV estolides. This
is especially important for biolubricants, and other applications involving contact with machinery.
Therefore, a three-enzyme process was preliminarily investigated, in which the product from the
two-step process was further reacted with 1-hexanol, catalyzed by immobilized CALB (Novozym 435).
After removing the immobilized enzyme by filtration and evaporating excess 1-hexanol, the estolide
mixture was analyzed by MALDI MS. This clearly showed significant formation of hexyl esters of all
estolides (+84 Da, see MALDI MS spectrum S2 in Supplementary Material). NMR showed a triplet
signal at 4.05 ppm resulting from the -CH2O- of hexyl esters (see NMR spectrum S3 in Supplementary
Material). From the NMR integrals it appears that 49% of the estolide oligomers are hexyl esters.
Further reaction can likely be obtained through optimization of conditions, e.g., removing water to
drive the equilibrium.

3. Discussion

CALA is known for its ability to accommodate bulky secondary alcohols [17]. Here, the lipase
further demonstrates a remarkable preference for lipophilic acyl transfer reactions. Hence, despite
very high water concentrations, transesterification of castor oil is strongly preferred over hydrolysis.
This is unique for CALA relative to the other tested lipases and forms the basis for a one-step synthesis

86



Catalysts 2020, 10, 835

of estolides directly from castor oil. Most published lipase-catalyzed routes to estolides start out with
producing hydroxy fatty acids in a separate step [2,3,12], or use costly commercially available ricinoleic
acid [10,14,15]. Condensation to estolides is then typically achieved with Candida rugosa lipase (CRL)
in either free or immobilized forms. With the immobilized form, the system can be dried to very low
water activity, which is reported to drive the reaction. In such a system, Freire and coworkers reached
EN = 7, as determined by 13C NMR spectroscopy [2]. The estolide numbers obtained in the present
study are lower (approx. 2.5, corresponding to trimers and tetramers on average), but what that means
for potential applications is uncertain.

An inherent issue when producing estolides by polymerization reactions is how to control the
distribution of products obtained. Producing estolides directly from castor oil is simple and cost-efficient,
but also adds new components to the product mixture, namely the glycerides. Interestingly, we found
that combining different lipase specificities in multi-stage enzymatic reactions have the potential
to modify the products to target specific properties. Hence, glycerol is quantitatively removed by
TLL-catalyzed hydrolysis of the glycerides, without affecting the estolides. Further, preliminary results
indicate the potential of CALB in esterification of the terminal carboxylic acids to produce low-AV
estolides, e.g., for biolubricants applications.

Estolides have been analyzed by gel permeation chromatography [18], HPLC, GC, and a battery
of other analytical methods [19]. In the present study, 1H NMR was found to be a fast and quantitative
method for providing average EN-numbers directly from the integrals, as well as information about
purity and degree of esterification in the 3-enzyme process. It is complemented by an also rapid and
simple MALDI MS method, to provide information about individual species in the product mixtures.
MS analysis of such a complex blend of isomers is obviously challenged by the fact that several species
have the exact same molecular weight (see Figure 2). Preliminary results however demonstrated the
potential of MSn methods to differentiate between such isobaric substances.

For biotechnological innovation to move from laboratory scale proof-of-concept to industrial
production scale, the new process has to offer unique advantages, e.g., properties of the product, or
cost-savings compared to established methods. Factors such as safety and sustainability also become
increasingly important. In fact, application of lipolytic enzymes for modification of vegetable oils is
well-established in the industry. Building on this, the present work has outlined a potential simple and
inexpensive procedure for converting castor oil directly into estolides. The process may be conducted
at ambient conditions in stirred tank reactors with known commercially available liquid formulated
enzyme. Immobilized enzymes, although easy to separate and reuse, are significantly more expensive,
often forming a barrier for implementing enzymatic processes. The use of liquid enzyme(s) opens up
for a single-use process, although it may also be recycled in the aqueous phase.

4. Materials and Methods

4.1. General Procedures

All chemicals were purchased from Merck-Sigma-Aldrich (St. Louis, MO, USA), while castor
oil was provided by Jayant Agro-Organics Ltd. (Mumbai, India). All enzymes were provided by
Novozymes A/S (Bagsvaerd, Denmark). Liquid formulated enzymes included NovoCor AD L (CALA),
Lipozyme CALB L (CALB), Lipolase 100 L (TLL), Palatase 20,000 L (RML), Stickaway (HIC), and
experimental lipase from Geotrichum candidum (GCL). Immobilized enzymes included Novozym 435
(CALB) as well as the above mentioned liquid enzymes immobilized to a loading of 100 mg/g by
adsorption to Lewatit VP OC 1600 resin beads. Small-scale experiments were performed in parallel
in a sealed 24-well round-bottom deep-well plate, using a custom-designed stirrer-hotplate. Mixing
was ensured by crosshead magnetic stir bars in each well. Standard conditions were castor oil (2 g),
water (1 mL), lipase (0.1 mg enzyme protein, EP, per g of castor oil), 40 ◦C, 500 rpm for 24 h. Prior
to analysis, samples were inactivated at 99 ◦C, 600 rpm for 15 min on an ThermoMixer (Eppendorf,
Hamburg, Germany). To separate the oil phase, small scale samples were centrifuged with an MiniSpin
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microcentrifuge (Eppendorf, Hamburg, Germany), whereas large scale samples were centrifuged with
Multifuge 3 S-R (Heraeus, Hanau, Germany) large bench centrifuge.

4.2. Analytical Procedures

NMR samples were prepared by mixing oil sample (50 μL) with chloroform-d (700 μL) and
analyzed on a Bruker Avance III HD 400 MHz instrument (Bruker Biospin, Fällanden, Switzerland).
The EN was calculated from the integrals of the ricinoleic -CH-OH signal at 3.65 ppm and the esterified
-CH-OR signal at 4.85 ppm as:

EN = I4.85/I3.65.

In the three-enzyme process, percent of carboxylic acid end-groups esterified with 1-hexanol
was calculated from the hexyl ester -CH2O- signal at 4.05 ppm, assuming there is one carboxylic acid
end-group for every one free ricinoleic hydroxyl:

%hexyl ester = 100% × I4.o5/2/I3.65

MALDI MS analyses were performed on a Bruker UltrafleXtreme MALDI-TOF (Bruker Daltonik,
Bremen, Germany) mass spectrometer. Samples were diluted to a final concentration of 1 mg/mL
in MeCN-H2O (1:1) and spotted on the target plate with Super-DHB matrix. A Bruker amaZon SL
instrument was used for LC-MS analyses, eluting a C18 RP-column with a gradient of 50% to 100%
methanol (solvent B) vs. 0.1 mM aqueous NaCl (solvent A), and detecting with ESI MS in positive
mode. Titrations were performed by dissolving oil (ca. 0.5 mL, no water phase) in 2-propanol (10
mL). After the addition of 1% phenolphthalein (0.5 mL), 0.1 M NaOH was added dropwise until a
permanent pink color was observed. For the blank sample, oil (1 mL) was titrated with 0.025 M NaOH.
Acid value (AV) (mg/g) was calculated as:

AV = cNaOH × VNaOH ×MKOH/msample

4.3. Multi-Enzyme Processes

For the upscaled two-enzyme process, castor oil (50 g) was mixed with water (25 mL) and added
NovoCor AD L (0.73 mL, 12.5 mg EP). The mixture was incubated in a round-bottom flask under rapid
magnetic stirring (500 rpm) at 40 ◦C for 24 h. Subsequently, the sample was inactivated at 99 ◦C for 15
min and centrifuged for 15 min. The oil phase (43 g) was then again mixed with water (21 mL) and
added Lipolase 100 L (0.64 mL, 10.8 mg enzyme protein). The reaction was stirred for another 24 h at
40 ◦C. Inactivation and centrifugation of the second step was performed in a similar matter as step one,
resulting in 35 g estolide mixture. For the three-enzyme process, estolide mixture from the two-step
process (4 g) was mixed with 1-hexanol (2 mL) and Novozym 435 (10 mg) in a small round-bottom
flask and incubated for 24 h at 40 ◦C. The reaction was stopped by enzyme inactivation. No phase
separation was observed. Immobilized enzyme was removed by filtration and excess 1-hexanol was
removed by rotary evaporation.

Supplementary Materials: The following are available online at http://www.mdpi.com/2073-4344/10/8/835/s1,
Figure S1: MS-spectrum of 3-enzyme process, Figure S2: NMR spectrum of 3-enzyme process. Table S1: MALDI
MS analysis of product mixtures with different water content.

Author Contributions: Conceptualization, A.R.-M. and J.B.; Data curation, J.B.; Investigation, A.A.; Supervision,
A.R.-M. and J.B.; Writing—original draft, A.A.; Writing—review & editing, J.B. All authors have read and agreed
to the published version of the manuscript.

Funding: This research received no external funding.

Acknowledgments: The authors wish to thank Jayant Agro-Organics Ltd. (India) for donating castor oil and
Laila Lo Leggio (University of Copenhagen) for fruitful discussions during the project.

Conflicts of Interest: A.R.-M. and J.B. are employed by Novozymes A/S, a leading manufacturer of industrial
enzymes, including the ones used in this study.

88



Catalysts 2020, 10, 835

References

1. Kolar, M.J.; Nelson, A.T.; Chang, T.N.; Ertunc, M.E.; Christy, M.P.; Ohlsson, L.; Harrod, M.; Kahn, B.B.;
Siegel, D.; Saghatelian, A. Faster protocol for endogenous fatty acid esters of hydroxy fatty acid (FAHFA)
measurements. Anal. Chem. 2018, 90, 5358–5365. [CrossRef] [PubMed]

2. Greco-Duarte, J.; Collaco, A.C.A.; Costa, A.M.M.; Silva, L.O.; Da Silva, J.A.C.; Torres, A.G.;
Fernandez-Lafuente, R.; Freire, D.M.G. Understanding the degree of estolide enzymatic polymerization and
the effects on its lubricant properties. Fuel 2019, 245, 286–293. [CrossRef]

3. Greco-Duarte, J.; Cavalcanti-Oliveira, E.D.; Da Silva, J.A.C.; Fernandez-Lafuente, R.; Freire, D.M.G. Two-step
enzymatic production of environmentally friendly biolubricants using castor oil: Enzyme selection and
product characterization. Fuel 2017, 202, 196–205. [CrossRef]

4. McNutt, J.; He, Q. Development of biolubricants from vegetable oils via chemical modification. J. Ind. Eng.
Chem. 2016, 36, 1–12. [CrossRef]

5. Stolp, L.J.; Joseph, E.; Kodali, D.R. Synthesis and evaluation of soy fatty acid ester estolides as bioplasticizers
in poly (vinyl chloride). J. Am. Oil Chem. Soc. 2019, 96, 1291–1302. [CrossRef]

6. Isbell, T.A. Chemistry and physical properties of estolides. Grasas Aceites 2011, 62, 8–20. [CrossRef]
7. Cermak, S.C.; Isbell, T.A. Synthesis of estolides from oleic and saturated fatty acids. J. Am. Oil Chem. Soc.

2001, 78, 557–565. [CrossRef]
8. Isbell, T.A.; Kleiman, R.; Plattner, B.A. Acid-catalyzed condensation of oleic-acid into estolides and

polyestolides. J. Am. Oil Chem. Soc. 1994, 71, 169–174. [CrossRef]
9. Wang, G.S.; Sun, S.D. Synthesis of ricinoleic acid estolides by the esterification of ricinoleic acids using

functional acid ionic liquids as catalysts. J. Oleo Sci. 2017, 66, ess17031. [CrossRef] [PubMed]
10. Bodalo-Santoyo, A.; Bastida-Rodriguez, J.; Maximo-Martin, M.F.; Montiel-Morte, M.C.; Murcia-Almagro, M.D.

Enzymatic biosynthesis of ricinoleic acid estolides. Biochem. Eng. J. 2005, 26, 155–158. [CrossRef]
11. Hayes, D.G.; Kleiman, R. Lipase-catalyzed synthesis and properties of estolides and their esters. J. Am. Oil

Chem. Soc. 1995, 72, 1309–1316. [CrossRef]
12. Martin-Arjol, I.; Isbell, T.A.; Manresa, A. Mono-estolide synthesis from trans-8-hydroxy-fatty acids by lipases

in solvent-free media and their physical properties. J. Am. Oil Chem. Soc. 2015, 92, 1125–1141. [CrossRef]
13. Todea, A.; Otten, L.G.; Frissen, A.E.; Arends, I.; Peter, F.; Boeriu, C.G. Selectivity of lipases for estolides

synthesis. Pure Appl. Chem. 2015, 87, 51–58. [CrossRef]
14. Bodalo, A.; Bastida, J.; Maximo, M.F.; Montiel, M.C.; Gomez, A.; Murcia, M.D. Production of ricinoleic

acid estolide with free and immobilized lipase from Candida rugosa. Biochem. Eng. J. 2008, 39, 450–456.
[CrossRef]

15. Bodalo, A.; Bastida, J.; Maximo, M.F.; Montiel, M.C.; Murcia, M.D.; Ortega, S. Influence of the operating
conditions on lipase-catalysed synthesis of ricinoleic acid estolides in solvent-free systems. Biochem. Eng. J.
2009, 44, 214–219. [CrossRef]

16. Zerkowski, J.A.; Nunez, A.; Solaiman, D.K.Y. Structured estolides: Control of length and sequence. J. Am.
Oil Chem. Soc. 2008, 85, 277–284. [CrossRef]

17. Naik, S.; Basu, A.; Saikia, R.; Madan, B.; Paul, P.; Chaterjee, R.; Brask, J.; Svendsen, A. Lipases for use in
industrial biocatalysis: Specificity of selected structural groups of lipases. J. Mol. Catal. B Enzym. 2010, 65,
18–23. [CrossRef]

18. Bantchev, G.B.; Cermak, S.C.; Durham, A.L.; Price, N.P.J. Estolide molecular weight distribution via gel
permeation chromatography. J. Am. Oil Chem. Soc. 2019, 96, 365–380. [CrossRef]

19. Isbell, T.A.; Kleiman, R. Characterization of estolides produced from the acid-catalyzed condensation of
oleic-acid. J. Am. Oil Chem. Soc. 1994, 71, 379–383. [CrossRef]

© 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

89





catalysts

Article

Penicillin Acylase from Streptomyces lavendulae and
Aculeacin A Acylase from Actinoplanes utahensis:
Two Versatile Enzymes as Useful Tools for Quorum
Quenching Processes

Rodrigo Velasco-Bucheli 1,†, Daniel Hormigo 1,‡, Jesús Fernández-Lucas 1,‡,
Pedro Torres-Ayuso 1,§, Yohana Alfaro-Ureña 1, Ana I. Saborido 1, Lara Serrano-Aguirre 1,

José L. García 2, Fernando Ramón 1,‖, Carmen Acebal 1, Antonio Santos 3, Miguel Arroyo 1,¶

and Isabel de la Mata 1,*,¶

1 Department of Biochemistry and Molecular Biology, Faculty of Biology, Complutense University (UCM),
José Antonio Novais 12, 28040 Madrid, Spain; rvelasc@unal.edu.co (R.V.-B.);
daniel.hormigo@universidadeuropea.es (D.H.); jesus.fernandez2@universidadeuropea.es (J.F.-L.);
pedro.torres-ayuso@nih.gov (P.T.-A.); yohanaalfaro@gmail.com (Y.A.-U.); asaborid@ucm.es (A.I.S.);
larase01@ucm.es (L.S.-A.); faramon@ucm.es (F.R.); cacebals@ucm.es (C.A.); marroyos@ucm.es (M.A.)

2 Department of Environmental Biology, Biological Research Center (CSIC), Ramiro de Maeztu 9,
28040 Madrid, Spain; jlgarcia@cib.csic.es

3 Department of Genetics, Physiology and Microbiology, Faculty of Biology, UCM, José Antonio Novais 12,
28040 Madrid, Spain; ansantos@ucm.es

* Correspondence: idlmata@ucm.es; Tel.: +34-913-944-150
† Present address: Roche Diagnostics GmbH, Nonnenwald 2, 82377 Penzberg, Germany.
‡ Present address: Applied Biotechnology Group, European University of Madrid, Tajo, s/n. Urb. El Bosque,

28670 Villaviciosa de Odón, Madrid, Spain.
§ Present address: Laboratory of Cell and Developmental Signaling, NCI ATRF, Frederick, MD 21701, USA.
‖ Present address: Screening and Compound Profiling Institut de Recherches Servier, 125 Chemin de Ronde,

78290 Croissy-sur-Seine, France.
¶ These two researchers share the position of last author.

Received: 3 June 2020; Accepted: 26 June 2020; Published: 1 July 2020

Abstract: Many Gram-negative bacteria produce N-acyl-homoserine lactones (AHLs), quorum sensing
(QS) molecules that can be enzymatically inactivated by quorum quenching (QQ) processes; this approach
is considered an emerging antimicrobial alternative. In this study, kinetic parameters of several AHLs
hydrolyzed by penicillin acylase from Streptomyces lavendulae (SlPA) and aculeacin A acylase from
Actinoplanes utahensis (AuAAC) have been determined. Both enzymes catalyze efficiently the amide bond
hydrolysis in AHLs with different acyl chain moieties (with or without 3-oxo modification) and exhibit a
clear preference for AHLs with long acyl chains (C12-HSL > C14-HSL > C10-HSL > C8-HSL for SlPA,
whereas C14-HSL > C12-HSL > C10-HSL > C8-HSL for AuAAC). Involvement of SlPA and AuAAC in
QQ processes was demonstrated by Chromobacterium violaceum CV026-based bioassays and inhibition
of biofilm formation by Pseudomonas aeruginosa, a process controlled by QS molecules, suggesting the
application of these multifunctional enzymes as quorum quenching agents, this being the first time that
quorum quenching activity was shown by an aculeacin A acylase. In addition, a phylogenetic study
suggests that SlPA and AuAAC could be part of a new family of actinomycete acylases, with a preference
for substrates with long aliphatic acyl chains, and likely involved in QQ processes.

Keywords: penicillin acylase; aculeacin acylase; N-acyl-homoserine lactone acylases; quorum
quenching; biofouling
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1. Introduction

Quorum sensing (QS) is a bacterial cell-to-cell communication mechanism that allows bacteria
to regulate a high diversity of biological functions such as bioluminescence, production of virulence
factors, antibiotics and other secondary metabolites, and biofilm formation by releasing, detecting
and responding to small, diffusible signal molecules called autoinducers [1,2]. The disruption
of QS signaling, a process known as quorum quenching (QQ), is a promising alternative for
controlling bacterial infections in human, animals or plants and anti-biofouling in membrane bioreactor
systems [3–5]. Among the best-characterized QS molecules, N-acyl-homoserine lactones (AHLs) are
the most commonly used by Gram-negative proteobacteria [6–9]. AHLs each consist of an acyl chain
linked to a homoserine lactone core (HSL) by an amide bond [6]. Generally, AHL inactivation is
accomplished by lactonases or acylases, although the inactivation by oxidoreductases acting on the C3
substituent in AHL acyl chain has also been reported [10]. Lactonases inactivate AHLs by hydrolyzing
their lactone rings, but lactonolysis is reversible at acidic pH, producing an active form [11,12],
limiting the use of these enzymes, whereas acylases are more advantageous as QQ agents since they
catalyze the irreversible hydrolysis of the amide bond [12]. Although numerous AHL acylases have
been characterized, the link between QQ and the ability to gain a competitive advantage due to the
production of these enzymes has not conclusively been demonstrated [13]. Recently, it has been
described that certain beta-lactam antibiotic resistant bacteria show quorum quenching activity as
well [14]. However, whether the molecules involved in both processes are the same is yet unknown [14].
Thus, due to the large number of putative bacterial enzymes that might be involved in QQ processes,
further investigation is needed to gain insight into the roles of such enzymes in both environmental
issues and biotechnological applications [5,15,16].

The Ntn-hydrolase superfamily contains many enzymes with diverse activities, includingβ-lactam
acylases, AHL acylases and proteasomes, among others [17]. Many of these enzymes have been
classified according to their respective first reported activities, although this classification is not always
necessarily in agreement with their true biological role [18]. Over the years, AHL acylase activity has
been described for some penicillin acylases from Gram-negative bacteria, such as the penicillin G acylase
from Kluyvera citrophila [19] and the penicillin V acylases (PVAs) from Pectobacterium atrosepticum and
Agrobacterium tumefaciens [20]. Nevertheless, AHL degradation by penicillin acylases from filamentous
Gram-positive bacteria has not been fully demonstrated so far.

Penicillin acylase from Streptomyces lavendulae ATCC 13664 (SlPA, formerly abbreviated as SlPVA
in our previous reports) (EC 3.5.1.11) and aculeacin A acylase from Actinoplanes utahensis NRRL 12052
(AuAAC) (EC 3.5.1.70) are the unique described penicillin and echinocandin acylases, respectively,
capable of efficiently hydrolyzing phenoxymethyl penicillin (penicillin V), several natural aliphatic
penicillins (such as penicillin K, penicillin F and penicillin dihydro F) and aculeacin A [21–24].
Astoundingly, both show very similar substrate specificity, with a marked preference for amides
bearing long hydrophobic acyl moieties [21,22,24]. Moreover, these extracellular heterodimeric
(αβ) Ntn-hydrolases present interesting properties to be applied in the industrial production of
semi-synthetic antibiotic and antifungal compounds in enzymatic bioreactors [25–30]. It is interesting
that these enzymes are structurally related to the acyl-homoserine lactone acylase from Streptomyces sp.
M664 [22], the only one characterized AHL acylase from filamentous bacteria [18,31], in contrast to the
majority of QQ enzymes that belong to unicellular bacteria.

In the present study, we report the newly discovered AHL acylase activities of both SlPA and
AuAAC and suggest their possible involvement in QS interference since they can inhibit formation
of biofilms by Pseudomonas aeruginosa. In addition, high identities between both enzymes and AHL
quorum quenching acylases were revealed by comparative sequence analysis.
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2. Results and Discussion

2.1. Substrate specificity of SlPA and AuAAC towards different AHLs

The substrate specificities of SlPA and AuAAC were analyzed by measuring initial rates and calculating
kinetic parameters for the hydrolysis of several enantiopure L-AHLs (Tables 1 and 2, respectively).

Table 1. Kinetic parameters for SlPA using different AHLs *.

Substrate Km (mM) kcat (s−1) kcat/Km (mM−1 s−1)

C8-HSL 1.19 ± 0.16 22.9 ± 1.2 19.2
3-oxo-C8-HSL 0.93 ± 0.14 7.34 ± 0.42 7.9

C10-HSL 0.25 ± 0.04 21.9 ± 1.1 87.6
3-oxo-C10-HSL 0.40 ± 0.07 14.8 ± 1.0 37.0

C12-HSL 0.13 ± 0.02 19.3 ± 1.1 148.5
3-oxo-C12-HSL 0.22 ± 0.03 20.4 ± 1.3 92.7

C14-HSL 0.039 ± 0.007 3.80 ± 0.25 97.4
3-oxo-C14-HSL 0.137 ± 0.032 10.8 ± 1.9 78.8

* Reaction conditions: phosphate pH 8.0 containing DMSO 20% (v/v) at 45 ◦C.

Table 2. Kinetic parameters for AuAAC using different AHLs *.

Substrate Km (mM) kcat (s−1) kcat/Km (mM−1 s−1)

C8-HSL 2.70 ± 0.76 24.7 ± 3.6 9.2
3-oxo-C8-HSL 0.45 ± 0.14 2.05 ± 0.20 4.6

C10-HSL 0.19 ± 0.03 13.6 ± 0.8 71.6
3-oxo-C10-HSL 0.47 ± 0.10 4.45 ± 0.39 9.5

C12-HSL 0.10 ± 0.02 8.15 ± 0.56 81.5
3-oxo-C12-HSL 0.17 ± 0.03 7.95 ± 0.57 46.8

C14-HSL 0.013 ± 0.003 1.19 ± 0.11 91.5
3-oxo-C14-HSL 0.023 ± 0.006 1.79 ± 0.23 77.8

* Reaction conditions: phosphate pH 8.0 containing DMSO 20% (v/v) at 45 ◦C.

As shown in Table 1, SlPA efficiently hydrolyzed several AHLs and their 3-oxo-derivatives.
Although the highest catalytic constant (kcat) was found with C8-HSL (22.9 s−1), the enzyme was more
efficient with substrates containing longer acyl chains. In fact, its catalytic efficiency (kcat/Km) was
4-fold higher with C10-HSL (87.6 mM−1 s−1) or C14-HSL (97.4 mM-1 s-1) and almost 8-fold higher when
C12-HSL was used (148.5 mM−1 s−1). The presence of a 3-oxo group had a negative impact on catalytic
efficiency, but this effect was less pronounced as the length of the acyl chain increased. These data
suggest that the amide group and the ketone at the C3’ position of the acyl chain of AHLs could
be important for enzyme-substrate interaction. Among the 3-oxo derivatives, the highest catalytic
efficiency value corresponded to 3-oxo-C12-HSL (92.7 mM−1 s−1) > 3-oxo-C14-HSL > 3-oxo-C10-HSL
> 3-oxo-C8-HSL. SlPA did not show detectable activity on C4-HSL, and its activity against C6-HSL
was poor. Likewise, the kinetic parameters for the AuAAC-catalyzed hydrolysis of different AHLs
and their 3-oxo derivatives were also determined (Table 2), whose values were quite similar to those
obtained using SlPA (Table 1).

Like SlPA, AuAAC exhibited hydrolytic activity towards C8-HSL>C10-HSL>C12-HSL>C14-HSL,
C8-HSL being the best substrate according to the observed catalytic constant (24.7 s−1). This preference
for a C8-acyl chain is in agreement with previous kinetic studies employing various aliphatic penicillins
as substrates. In this sense, both enzymes were reported to display the highest catalytic constant with
penicillin K (22.7 s−1 for SlPA and 33.3 s−1 for AuAAC, respectively) [21,24], a penicillin derivative
which bears a C8-acyl chain attached to 6-amino penicillanic acid (6-APA). In addition, Km values
for AHLs with acyl chains longer than eight carbons were generally lower than those reported for
aliphatic penicillins in both SlPA and AuAAC [21,24], pointing at the possible role of these enzymes
in QQ processes. Although the activity towards 3-oxo derivatives was also detected, the highest
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catalytic efficiency value for AuAAC corresponded to 3-oxo-C14-HSL (77.8 mM−1 s−1) > 3-oxo-C12-HSL
> 3-oxo-C10-HSL > 3-oxo-C8-HSL, showing lower values than those observed for SlPA. Among all the
substrates included in this study, the best catalytic efficiency was observed with C14-HSL (91.5 mM−1

s−1). This preference of SlPA and AuAAC for unsubstituted AHLs in C3’ position has been also observed
in AHL acylases from Shewanella sp. MIB015 (AaC) [32] and Acinetobacter sp. Ooi24 (AmiE) [33].
Broad substrate specificity towards different AHLs and β-lactam antibiotics has also been described for
other enzymes, besides SlPA and AuAAC. For instance, the extracellular AHL acylase from Streptomyces
sp. M664 (AhlM) efficiently hydrolyzes C8-HSL, C10-HSL and 3-oxo-C12-HSL, whereas its deacylation
activity towards short-acyl chain AHLs, C6-HSL and 3-oxo-C6-HSL was relatively low, and was
negligible using C4-HSL as the substrate [31], as is the case for SlPA and AuAAC. In addition, AhlM also
shows acylase activity towards penicillin G, expanding its substrate specificity to different structures
such as β-lactam antibiotics.

It was believed that AHL acylase from Acidovorax sp. MR-S7 (MacQ) shows the broadest substrate
specificity, since it can deacylate various AHLs, ranging from C6 to C14 in length, and differentβ-lactams
antibiotics, including penicillin derivatives (penicillin G, ampicillin, amoxicillin, and carbenicillin) and
cephalosporin derivatives (cephalexin and cefadroxil) [34]. Nevertheless, no echinocandin acylase
assays were reported for this enzyme.

It is important to point out that there is no report of kinetic parameters for AHLs by using
AhlM and MacQ acylases. The activities of AhlM and MacQ acylases were measured by an AHL
inactivation bioassay instead of the fluorescence HSL-OPA assay, which allows the quantification of
the HSL released during the enzymatic reaction. Said bioassay has traditionally been used to check
out qualitatively only the degradation or non-degradation of various AHLs ranging from C6 to C14

in length using AHL acylases from microorganisms like Ralstonia sp XJ12B (AiiD) [35], Pseudomonas
aeruginosa PAO1 (PvdQ and QuiP) [36,37], Pseudomonas syringae B728a (HacA and HacB) [38], Anabaena
sp. PCC7120 (AiiC) [39], Shewanella sp. MIB015 (AaC) [32], Deinococcus radiodurans R1 (QqaR) [40] and
K. citrophila DSM 2660 (KcPGA) [19].

To the best of our knowledge, the kinetics of enzyme reactions catalyzed by AHL acylases have
not been studied in detail, and only a few reports indicate catalytic efficiency values for different
AHLs in order to deep into substrate specificity of these enzymes. In this sense, the HSL-OPA
method was used to carry out kinetic studies of AHL acylases from P. aeruginosa PA01 (PA0305 and
PvdQ) [36,41] and KcPGA [19], and penicillin V acylases form Pectobacterium atrosepticum (PaPVA) and
Agrobacterium tumefaciens (AtPVA) [20], but employing few AHLs as substrates.

Using 3-oxo-C12-HSL as the substrate, kcat/Km values for PaPVA (135 mM−1 s−1), AtPVA (26.8 mM−1

s−1), PA0305 (78 mM−1 s−1) and PvdQ (5.8 mM−1s−1) could be compared to those observed for SlPA
(92.7 mM−1 s−1) and AuAAC (46.8 mM−1 s−1) (Tables 1 and 2), although different reaction conditions
(such as pH, temperature, buffer concentration and DMSO concentration) were employed in every
case. The kinetic data support the strong activities of both SlPA and AuAAC towards 3-oxo-C12-HSL.
In the case of PaPVA and AtPVA, the plot of the reaction velocity (v) as a function of 3-oxo-C12-HSL
concentration followed a sigmoidal pattern, and an allosteric behavior was attributed to the low
substrate solubility in the reaction medium that did not allow one to reach substrate saturation [20],
even though DMSO at 0.8% (v/v) was used to enhance 3-oxo-C12-HSL solubility. In contrast, a hyperbolic
behavior was observed in the case of SlPA and AuAAC, likely due to the presence of DMSO at 20% (v/v)
in the reaction that allowed total solubilization of higher concentrations of 3-oxo-C12-HSL during the
kinetic study (Figure S1). It is worth mentioning that activities of SlPA and AuAAC were not affected
in the presence of 20% DMSO.
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Finally, using C12-HSL as the substrate, the kcat/Km value for PA0305 [41] at pH 7.5 and 30 ◦C
in the absence of DMSO (1.4 mM−1 s−1) was significantly lower than the ones described for SlPA
(148.5 mM−1 s−1) and AuAAC (81.5 mM−1 s−1) at pH 8.0 and 45 ◦C in the presence of DMSO at 20% (v/v)
(Tables 1 and 2). Although kinetic constants have been reported for KcPGA employing C6-HSL and
3-oxo-C6-HSL, enzymatic activity of SlPA and AuAAC with these substrates was too low to perform
an adequate kinetic characterization. In fact, a low catalytic activity (kcat) was also observed in the case
of KcPGA using C6-HSL (0.03 s−1) and 3-oxo-C6-HSL (0.06 s−1) [19].

2.2. Quorum Quenching Role of SlPA and AuAAC

The AHL acylase activities of both SlPA and AuAAC suggests that these enzymes may be involved
in QQ processes. To demonstrate this hypothesis two different bioassays were used. The first one
exploits QS-reporting violacein production by Chromobacterium violaceum CV026, and the second one
monitors biofilm formation by P. aeruginosa.

Results of the forward bioassay carried out with C. violaceum CV026 employing C6-HSL and
C8-HSL as inducers are shown in Figure 1. C. violaceum CV026 produced violacein only when C6-HSL
(or C8-HSL) was added to the agar plate (Figure 1B vs. Figure 1A) and such production was slightly
inhibited in the presence of SlPA (Figure 1C). The inhibition of violacein production was more evident
when the AHL was previously incubated with SlPA (for 24 h at 40 ◦C) and further added to the
medium (Figure 1D). This inhibitory effect was higher with C8-HSL as expected due the higher catalytic
efficiency of SlPA on this compound (Table 1). Similar results were observed for AuAAC in the
forward bioassay of C8-HSL hydrolysis (data not shown). Furthermore, the effect of both enzymes in
violacein production by enzymatic hydrolysis of long-chain AHLs was detected by reverse bioassays
(data not shown).

 
Figure 1. CV026-based forward bioassay of AHL hydrolysis by SlPA. C6-HSL and C8-HSL were used
as inducers of violacein production. (A) C. violaceum CV026 without inductor; (B) C. violaceum CV026
grown in the presence of AHL; (C) C. violaceum CV026 grown in the presence of a mixture of AHL and
SlPA (in vivo assay); (D) C. violaceum CV026 grown in the presence of a pre-incubated reaction mixture
of AHL and SlPA (in vitro assay). C6-HSL concentration was 20 mM, whereas C8-HSL concentration
was 5 mM.
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QS interference by the wild-type strains producing SlPA and AuAAC was confirmed using
C. violaceum CV026-based forward bioassay (Figure 2B,C). Previously, C. violaceum CV026 was assessed
to produce violacein when C8-HSL was added to the agar plate (Figure 2A), and this production was
not affected by the presence of wild-type S. lividans (Figure 2D). Finally, AHL acylase cleavage was
also demonstrated employing the recombinant strains of Streptomyces lividans CECT 3376 and CECT
3377, expressing SlPA and AuAAC respectively (Figure 2E,F), demonstrating that both enzymes can
interfere in quorum sensing signaling in vivo.

On the other hand, SlPA was tested for its ability to disrupt formation of biofilms by P. aeruginosa,
a a QS controlled process (Figure 3). When SlPA was added to the culture in its soluble form, disruption
of biofilm formation was high (Figure 3C1), whereas it was only moderate when the enzyme was
immobilized to silanized slides (Figure 3D1). In this sense, slide coating with SlPA was confirmed
by immunodetection (Figures 3B2 and 4D2). On the contrary, biofilm formation was not affected in
the absence of SlPA (Figure 3A1) or the presence of the heat-inactivated enzyme (Figure 3B1). Similar
results were obtained when AuAAC was employed in the same experiment (data not shown).

 

Figure 2. Detection of AHL degradation by recombinant S. lividans strains expressing SlPA and
AuAAC. CV026-based bioassay was used to monitor C8-HSL cleavage. (A) C violaceum CV026 control
(AHL non-degrading); (B) Streptomyces lavendulae; (C) Actinoplanes utahensis; (D) Streptomyces lividans
(AHL non-degrading control); (E) recombinant Streptomyces lividans expressing SlPA (CECT 3376);
and (F) recombinant Streptomyces lividans expressing AuAAC (CECT 3377).

These results suggest that these acylases can be used to combat the formation of biofilms by
P. aeruginosa. Corneal, lung and burn wound infections caused by P. aeruginosa, and the production of
virulence factors (and the biofilm differentiation) of this opportunistic pathogen, are regulated by two
QQ signals such as 3-oxo-C12-HSL and C4-HSL [1,42,43]. Besides, 3-oxo-C8-HSL has demonstrated to
increase cell-growth rate during the formation of P. aeruginosa biofilm on ultra-filtration membranes
for advanced wastewater treatment [44]. In the present work, the presence of SlPA and AuAAC
has significantly reduced P. aeruginosa biofilm formation, likely due to hydrolysis of different AHLs
and 3-oxo-AHLs with long acyl-chains, and this effect suggests potential clinical and environmental
applications. In fact, the role of the AHL-degrading enzymes to prevent biofilm formation in wastewater
treatment plants (WWTPs) is under study, since the inhibition of biofilms on ultrafiltration membranes
of membrane bioreactors (MBR) could solve biofouling problems and increase the useful lifespan of
filtration membranes minimizing operational costs [5]. Further experiments are warranted to gain a
better understanding on the practicality of this advanced technology for biofouling control in MBR
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systems. Additional studies on the QQ acylase activity of SlPA and AuAAC are currently in progress
in order to assess their inhibitory capacity of biofilm formation by bacteria inhabiting WWTPs.

 
Figure 3. Disruption of Pseudomonas aeruginosa biofilm development on glass slides. Images acquired
after 24 h in the following conditions: (A1): No SlPA addition. (B1): Heat-inactivated SlPA bound
to silanized slides. (C1): SlPA addition in culture media. (D1): SlPA bound to silanized slides.
SlPA attachment to slides was determined by using an Alexa Fluor 488 dye goat anti-rabbit whole
antibody conjugate. (A2): No SlPA addition. (B2): Heat-inactivated SlPA bound to silanized slides. (C2):
SlPA addition in culture media. (D2): SlPA bound to silanized slides. Microphotographs were obtained
using a differential interference contrast (DIC) microscopy (A1–D1) at ×1000 total magnification, or an
Olympus BX61 epifluorescence microscope (A2–D2) at ×400 total magnification.
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Figure 4. Molecular phylogenetic analysis of SlPA and AuAAC in the context of the Ntn-hydrolase
superfamily (accession numbers in the NCBI server). Ntn-hydrolases with reported AHL acylase
activity: AiiD, from Ralstonia sp. XJ12B (AAO41113); PvdQ, from Pseudomonas aeruginosa PAO1
(AAG05773); AhlM, from Streptomyces sp. M664 (AAT68473); QuiP, from P. aeruginosa PAO1 (AAG04421);
HacA, from Pseudomonas syringae B728a (AAY37014); HacB, from P. syringae B728a (AAY39885); AiiC,
from Anabaena sp. strain PCC7120 (BAB75623); Aac, from Shewanella sp. strain MIB015 (BAF94155);
QqaR, from Deinococcus radiodurans R1 (WP_010889514); MacQ, from Acidovorax sp. MR-S7 (BAV56778),
PfmA, Pseudoalteromonas flavipulchra JG1 (ASS36259); AmiE, Acinetobacter sp. Ooi24 (BAP18758); AibP,
from Brucella melitensis (AAL53453); Aac, from Ralstonia solanacearum GMI1000 (WP_011002462); SlPA,
from Streptomyces lavendulae ATCC 13664 (AAU09670), AuAAC, from Actinoplanes utahensis NRRL 12052
(WP_043523659). Ntn-hydrolases with reported penicillin G acylase activity: EcPGA, from Escherichia coli
ATCC 11105 (P06875); KcPGA, from Kluyvera citrophila DSM 2660 (P07941); AcPGA, from Achromobacter
sp. strain CCM 4824 (AAY25991); BmPGA, from Bacillus megaterium ATCC 14945 (Q60136); Af PGA,
from Alcaligenes faecalis ATCC 19018 (AAB71221); AvPGA, from Arthrobacter viscosus ATCC 15294
(P31956); and PrPGA, from Providencia rettgeri (AAP86197). Ntn-hydrolases with reported penicillin
V acylase activity: SmPVA, from Streptomyces mobaraensis (BAF51977); AtPVA, from Agrobacterium
tumefaciens (5J9R); PaPVA, from Pectobacterium atrosepticum (4WL2); and BspPVA, from Bacillus sphaericus
(3PVA). Ntn-hydrolases with reported bile salt hydrolase activity: BlBSH, from Bifidobacterium longum
(2HF0), and Ef BSH, from Enterococcus feacalis (4WL3). Ntn-hydrolases with reported cyclic lipopeptide
acylase activity were as follows: SsCLA, from Streptomyces sp. FERM-BP5809 (BAD07025). Bifunctional
acylases (with both penicillin acylase and AHL acylase activities) are indicated by asterisks, but among
them only SlPA and AuAAC present aculeacin A acylase activity as well. The evolutionary history was
inferred using the neighbor-joining (NJ) method within the 3DM and MEGA X packages. The optimal
tree with the sum of branch length = 8.78001801 is shown. This analysis involved 31 amino acid
sequences. All ambiguous positions were removed for each sequence pair (pairwise deletion option).
There was a total of 965 positions in the final dataset.
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2.3. Phylogenetic Analysis of SlPA and AuAAC Acylases

To gain further knowledge on the role of the SlPA and AuAAC through the analysis of their
evolution, the amino acid sequences of SlPA and AuAAC were compared in the context of the
Ntn-hydrolases superfamily using 3DM a molecular class-specific information system built by
multiple structure alignment and automated literature mining [45,46]. The 3DM system contained
12,567 sequences grouped into 13 subfamilies based on 179 available structures. The largest subfamily
was “4HSTA” (glutaryl-7-ACA-alpha chain, containing 7155 sequences) (Figure S2). In contrast,
both SlPA and AuAAC were included in subfamily “5C9IA” (protein related to penicillin acylase,
containing 955 sequences). The model protein of subfamily 5C9IA is the aforementioned MacQ,
an AHL acylase from Acidovorax sp. MR-S7, active towards both AHLs and β-lactam antibiotics [47].
In addition, a phylogenetic study was performed using MEGA X based on the amino acid sequences
of 31 Ntn-hydrolases with reported amidase activities (Figure 4). The results showed that SlPA,
AHL acylase from Streptomyces sp. M664 (AhlM) [31], cyclic lipopeptide acylase from Streptomyces sp.
FERM BP-5809 (SsCLA) [48] and penicillin V acylase from Streptomyces mobaraensis (SmPVA) [49] are
very close together in the phylogenetic tree, and these three enzymes are also near AuAAC. In this
sense, there is moderate sequence identity of AuAAC with SmPVA (42.1%), SlPA (42.3%), AhlM (42.7%)
and SsCLA (42.9%), whereas SlPA showed high identity with SmPVA (66.3%), SsCLA (85.7%) and
AhlM (86.5%), In contrast, both SlPA and AuAAC are very distant from those enzymes belonging to the
group of penicillin G acylases (PGA group) and penicillin V acylases (PVA group) (Figure 4). In fact,
our phylogenetic tree is quite similar to the one described recently by Kusada et al. who reported that
Ntn-hydrolase family could be divided into three main groups: a β-lactam acylase group (that would
correspond to our PGA group) and two AHL acylase groups (A and B) [34]. Our results are in
agreement with this affirmation, and furthermore we have identified new members within each group
(Figure 4). In this sense, HacB [38], QuiP [37], AibP [50], PfmA [51] and AiiC [39] would belong to the
AHL acylase group B, whereas Aac from Shewanella sp. [32], MacQ [34], PvdQ [52], HacA [38], AiiD [35],
Aac from Ralstonia solanacearum [53], QqaR [40], SmPVA [49], AhlM [31], SsCLA [48], SlPA and AuAAC
would belong to the AHL acylase group A.

In addition, we have identified two new groups in the phylogenetic tree: an amidase group that
includes the AHL acylase from Acinetobacter sp. Ooi24 [33], and a cholylglycine hydrolase (CGH) group
that includes PVAs from different bacteria such as A. tumefaciens (AtPVA), P. atrosepticum (PaPVA) [20],
Bacillus sphaericus (BspPVA) [54] and Bacillus subtilis (BsPVA) [55]. Furthermore, members of this PVA
group differ in their catalytic N-terminal nucleophile residue (cysteine) and subunit composition
(homotetramers) compared to some members of the AHL acylase group A that displayed PVA activity
(such as SmPVA, SlPA, and AuAAC) which are heterodimers with a catalytic serine at the N-terminal
end of their β-subunit. Moreover, genuine PVAs were proposed to be evolutionary related to bile salt
hydrolases (BSHs) [56] like BSH from Bifidobacterium longum [57] and BSH from Enterococcus faecalis [58],
forming altogether part of the CGH group of enzymes, and this relationship was confirmed in our
phylogenetic tree., Some of the enzymes throughout the phylogenetic tree have been reported to display
both penicillin acylase and AHL acylase activities (Figure 4, see enzymes with asterisks), although
they belong to different groups. In this sense, Kusada et al. [34] had already suggested that those
enzymes with bifunctional QQ and antibiotic-acylase activities might be broadly distributed among
the phylogeny, and therefore such bifunctionality could be conserved in other acylases of a wide type
of microorganisms. Such assumption has been recently confirmed with new reported enzymes such as
PfmA (AHL acylase from Pseudoalteromonas flavipulchra, able to degrade ampicillin but not penicillin
G) [51], and AtPVA and PaPVA that are able to hydrolyze both AHLs and penicillin V [20]. Our study
demonstrates that two other enzymes from Gram-positive bacteria, such as SlPA and AuAAC, also
present this feature, showing not only penicillin acylase and AHL acylase activities, but also aculeacin
A acylase activity [22,24].

Taking into account these results, it should be proved whether other members of the phylogenetic
tree (apparently those belonging to the AHL acylase group A) could be able to recognize aliphatic
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penicillins and/or aculeacin A as substrates. In this sense, some reports might support such hypothesis;
for instance, PVA from S. mobaraensis is able to catalyze the synthesis of aliphatic penicillins and
N-fatty-acylated amino compounds [59], whereas cyclic lipopeptide acylase from Streptomyces sp.
FERM BP-5809 can deacylate aculeacin A and echinocandin B [48]. On the contrary, Aac from
R. solanacearum is not able to degrade ampicillin and aculeacin A, although this enzyme was initially
identified as a probable aculeacin A acylase transmembrane protein [53].

Furthermore, the combination of structure-guided multiple alignment and literature mining
by 3DM enabled confirmation of previously determined residue functions and identification of
new potential ones. Using the correlated mutations analysis provided by 3DM, we analyzed the
100 most similar sequences to SlPA and identified clusters of residues which have mutated in a
coordinated manner within the subset, pointing to their potential involvement in substrate specificity.
The heatmap of mutational correlations generated by 3DM (Figure S3) predicted two of residues at
the substrate-binding pocket of SlPA (3DM residue numbers 139 and 148 in Table S1). Interestingly,
such residues (identified as Tyrβ24 and Trpβ33, respectively) had been previously suggested to
be positioned at the substrate-binding pocket of SlPA [22]. The other seven residues that showed
strong mutational correlations (Table S1: 3DM residue numbers 5, 27, 239, 257, 310, 351 and 595 that
correspond in SlPA to Tyrα10, Trpα32, Trpβ120, Proβ150, Glnβ203, Proβ266 and Argβ544 respectively)
have never been proposed to be located in the substrate-binding pocket of SlPA and may be putatively
involved in substrate specificity according to 3DM. Sequence alignment by Clustal Omega allowed
to identify the same residues at the equivalent positions in penicillin V acylase from S. mobaraensis,
AHL acylase from Streptomyces sp. M664, and cyclic lipopeptide acylase from Streptomyces sp FERM
BP-5809 (Figure S4). However, different residues were identified at such positions for other members
of the AHL acylase group A, and this result could explain their substrate preference towards AHLs
which may differ depending on their acyl-chain length and the presence of the 3-oxo substitution, and
their ability to recognize aculeacin A and other echinocandins as substrates. These putative residues
might be considered as potential targets for site-directed mutagenesis of this group of enzymes in
order to improve their substrate specificity towards different AHLs. Certainly, that would be very
useful for some enzymes that show weak activity towards shorter AHLs, such as C6-HSL and C4-HSL,
QS molecules produced by Burkholderia and Yersinia [36]. Similarly, mutant variants of these enzymes
could be designed with the help of this information and docking simulations in order to more efficient
aculeacin A acylases, an approach that has already allowed to prepare mutant cephalosporin acylases
that recognize aculeacin A as substrate [60]. Indeed, a similar approach has enabled the obtention of
a PvdQ variant with increased C8-HSL activity that could reduce virulence of the human pathogen
Burkholderia cenocepacia [61].

In addition, sequence alignment of members of the AHL acylase group A confirmed the presence
of a stretch of hydrophobic amino acids encoding a signal peptide, and the conserved glycine, serine,
asparagine, histidine, tyrosine and valine residues (Figure S4) that have been demonstrated to be
of importance to both autoproteolytic processing and catalysis in Ntn-hydrolases [62–65]. In this
sense, Ntn-hydrolases undergo a post-translational processing resulting in a primary pro-peptide
that is transformed into an active two-subunit form after the cleavage of signal and spacer
peptides [17,63,64,66,67]. Essential to this post-translational modification of the pro-peptide, a conserved
glycine–serine pair was clearly located in all members of group A of AHL acylases. In this sense,
enzymatic activities of both SlPA and AuAAC were abolished when Serβ1 was replaced with
cysteine, aspartic acid, histidine or lysine by site-directed mutagenesis [22]. In addition, we have also
observed in our enzymes the presence of those reported residues that explained the unusual increased
size of the hydrophobic pocket in the crystal structure of PvdQ (Leuα146, Asnβ57, Trpβ186) [52].
These conserved residues would correspond to Valα141, Asnβ61 and Trpβ185 for SlPA, and Leuα136,
Asnβ61 and Trpβ181 for AuAAC, respectively. All these observations suggest a similar build-up of the
substrate-binding site in all members of the AHL acylase group A that would explain their unique
substrate preference for long acyl-chains. Nevertheless, 3DM has allowed for the identification of
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several putative residues (Figure S4) that might explain the reason why some enzymes of this particular
group are able to recognize not only long aliphatic acyl chains present in some AHLs and penicillins,
but the palmitoyl chain of aculeacin A (such as SlPA and AuAAC) or the linoleoyl chain of echinocandin
B (such as SsCLA), in comparison to other enzymes that show different amino acid residues in the
equivalent positions and cannot deacylate echinocandins (such as Aac from R. solanacearum). Additional
studies would allow one to determine which residues are actually involved in substrate recognition
of different echinocandins, paving the way towards the design of new biocatalysts for the enzymatic
production of antifungal compounds.

3. Materials and Methods

3.1. Materials and Bacterial Strains

Unless otherwise specified, all chemical reagents were purchased from Sigma-Aldrich (St. Louis,
MO, USA). Cell culture media were from Difco (Detroit, MI, USA). Streptomyces lividans CECT 3376
and CECT 3377, overexpressing SlPA and AuAAC, respectively, and Chromobacterium violaceum CV026
(CECT 5999), were obtained from the Spanish Cell Culture Collection (Valencia, Spain). For sporulation,
S. lividans CECT 3376 and CECT 3377 were cultured on agar plates containing SFM (Mannitol Soya
Flour) medium at 30 ◦C for 72–96 h. For enzyme production, recombinant S. lividans cells were cultured
aerobically under submerged conditions in Triptone Soy Broth (TSB) liquid medium at 30 ◦C and
250 rpm [68]. C. violaceum CV026 cells (CECT 5999) were grown in Luria-Bertani (LB) agar plates at
37 ◦C for bioassays.

3.2. Synthesis of N-Acyl-Homoserine Lactones

Pure L-enantiomers of C4-HSL, C6-HSL, C8-HSL, C10-HSL, C12-HSL and C14-HSL were obtained
by chemical synthesis (Thomas et al., 2005), with several modifications: 10 mmol of L-HSL hydrochloride
were dissolved in 25 mL of dimethylformamide (DMF), and then 23 mmol of ice-cold triethylamine
were added. Later, 14 mmol of corresponding acid chloride was added dropwise with agitation at 4 ◦C.
The mixture was incubated for 2 h at room temperature and the solvent was evaporated. The product
was dissolved in dichloromethane and washed first with 1 M Na2SO4 and then with a saturated
solution of NaCl. Water was eliminated from organic phase by addition of anhydrous MgSO4 and the
organic solvent was evaporated. Isolation and purification of the synthesized AHL was carried out by
the combination of thin layer chromatography and a silicagel 60 column chromatography (Merck).
The elution was performed with an n-hexane-EtOAc gradient system. Compounds were visualized
in thin layer chromatography by spraying an aqueous solution of potassium permanganate (1% w/v
KMnO4, 6.67% w/v Na2CO3 and 0.083% w/v NaOH) briefly heating. Structures were elucidated by 1H
and 13C NMR analysis.

3.3. Determination of Kinetic Parameters

The substrate specificity of AuAAC and SlPA, which were expressed and purified as
previously described [22,24], was studied using a wide panel of L-enantiopure AHLs including
3-oxo substituted AHLs: N-butyryl-L-homoserine lactone (C4-HSL), N-hexanoyl-L-homoserine
lactone (C6-HSL), N-octanoyl-L-homoserine lactone (C8-HSL), N-decanoyl-L-homoserine lactone
(C10-HSL), N-dodecanoyl-L-homoserine lactone (C12-HSL), N-tetradecanoyl-L-homoserine lactone
(C14-HSL), N-(β-ketocaproyl)-L-homoserine lactone (oxo-C6-HSL), N-(3-oxooctanoyl)-L-homoserine
lactone (oxo-C8-HSL), N-(3-oxodecanoyl)-L-homoserine lactone (oxo-C10-HSL), N-(3-oxododecanoyl)-
L-homoserine lactone (oxo-C12-HSL) and N-(3-oxotetradecanoyl)-L-homoserine lactone (oxo-C14-HSL).
The methodology employed to detect primary amines released over the course of reactions was similar
to that reported in literature [19,41,69]. Kinetic studies were performed at pH 8.0 and 45 ◦C, and all
reactions were carried out in triplicate in 100 μL of final reaction mixture (10 μL of enzymatic solution,
70 μL of 1 M phosphate buffer and 20 μL of substrate dissolved in dimethyl sulfoxide, abbreviated as
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DMSO). In order to minimize non-enzymatic conversions, mixtures were kept on ice before initiation
and after termination of the reaction. The extent of reactions was then quantified by development
with o-phthalaldehyde (OPA). In mild alkaline conditions, OPA is stable and reacts readily with
primary amines above their isoelectric point in the presence of β-mercaptoethanol to form intensely
fluorescent derivatives [70]. Thus, each reaction mixture was mixed directly with 100 μL of OPA
solution (Sigma-Aldrich), which stops the reaction and allows quantification of the acylase activity.
The resulting mixture was then incubated for 2 min at 25 ◦C to ensure signal development before
reading fluorescence intensity using a FLUOstar Omega (BMG Labtech). Readouts were taken at
25 ◦C with 355 nm and 460 nm as excitation and emission wavelengths, respectively, with positioning
delay of 0.2 s and 5 flashes per well. This signal, which is proportional to the amount of HSL released
during the reaction, was interpolated in a calibration curve of pure HSL to enable expression of
reaction rates in non-arbitrary units. The range of substrate concentrations was different for each AHL:
from 1 to 25 mM for C4-HSL, from 0.02 to 10.04 mM for C6-HSL, from 0.02 to 5.02 mM for C8-HSL,
from 0.002 to 2.040 mM for C10-HSL, from 0.002 to 1.000 mM for C12-HSL and from 0.002 to 0.500 mM
for C14-HSL; from 0.02 to 1.64 mM for oxo-C6-HSL, from 0.02 to 8.00 mM for oxo-C8-HSL, from 0.02
to 1.45 mM for oxo-C10-HSL, from 0.006 to 0.726 mM for oxo-C12-HSL and from 0.002 to 0.080 mM
for oxo-C8-HSL. All reactions were catalyzed by 0.19 and 0.23 μg of SlPA and AuAAC, respectively,
as these amounts were deemed enough for the hydrolysis of both aliphatic and 3-oxo substituted
AHLs. Kinetic parameters were determined by nonlinear regression using Hyper32 program (available
on http://homepage.ntlworld.com/john.easterby/hyper32.html). All experiments were performed
in triplicate.

3.4. Inhibition of Violacein Production by Chromobacterium Violaceum CV026

C. violaceum, a Gram-negative bacterium commonly found in soil and water, produces a
characteristic purple pigment called violacein in response to an AHL-mediated QS mechanism [71].
Since C. violaceum CV026 is unable to produce C6-HSL, this mutant strain has been traditionally
considered an excellent AHL-biosensor taking into account that violacein synthesis may be induced
by AHLs with acyl chains from C4 to C8 (“forward bioassay”). Although pigment production is not
induced if acyl-chains are longer (from C10 to C14), these AHLs can antagonize the common inducers of
violacein production (“reverse bioassay”) [71]. For the forward assay, C. violaceum CV026 was cultured
overnight in LB medium, and then 50 μL of culture were used to inoculate the surface of LB agar plates
prepared in Petri dishes. Then, 10 μL of reaction mixture containing the enzyme (approximately 1
μg) and the AHLs (20 mM C6-HSL or 5 mM C8-HSL) in buffer A (potassium phosphate buffer 0.1 M,
pH 8.0 with 40% DMSO) was placed in the center of the plate (forward in vivo assay). Alternatively,
said mixture could be previously incubated for 24 h at 40 ◦C or 45 ◦C depending on the enzyme
(SlPA or AuAAC, respectively), and then placed in the center of the plate (forward in vitro assay).
Positive (C6-HSL or C8-HSL in buffer A) and negative (buffer A) controls were included in each assay
plate. All plates were incubated in the upright position overnight at 30 ◦C and then examined for
the stimulation of violacein synthesis, as indicated by blue/purple pigmentation of the bacterial lawn.
The reverse assays for antagonists were carried out identically, except for the fact that a stimulator
(5 μM C6-HSL or oxo-C6-HSL) was added to soft agar together with the CV026 strain. In this case,
inhibition of violacein synthesis was reported by the presence of white haloes in a purple background.
Forward and reverse assays were optimized by checking the detection limits for each AHL. In this
sense, serial dilutions of each AHL were tested and detection limits were defined as the lowest quantity
of AHL that produced a visible activation or inhibition of violacein synthesis.

The QS interference by AHL degradation of recombinant S. lividans strains was tested qualitatively
using CV026 strain. Firstly, wild type and recombinant strains of S. lividans were grown in agar plates
containing TSB broth [68]. Tioestreptone (5 μg/mL) was added to the plates used for recombinant
S. lividans. Wild type S. lavendulae was grown in agar plates containing SYCC broth [68]. Wild type
A. utahensis was grown in agar plates containing sucrose (3.0 g/L), soy peptone (0.5 g/L), K2HPO4
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(1.0 g/L), KCl (0.5 g/L), MgSO4·7H2O (0.5 g/L), FeSO4·7H2O (0.002 g/L) pH 6.5 [23]. All actinomycetes
culture plates were incubated for 3–4 days at 30 ◦C. Afterwards, 1 μL of 1 mM C8-HSL solution was
added in the growth borderline and then a 15% soft LB agar inoculated with CV026 was layered on top
of actinomycetes cultures. After solidification, plates were incubated for 24 h at 30 ◦C. QS interference
activity was observed through violacein inhibition.

3.5. Inhibition of Biofilm Formation by Pseudomonas Aeruginosa on Glass Slides

SlPA immobilization was achieved by using 3-APTS ((3-aminopropil)-triethoxysilane) and
glutaraldehyde. In this study, the method was followed as described elsewhere [72]. Glass slides
preparation. Lab-Tek slides (Lab-Tek II Chamber Slide system, Thermo Fisher) were washed by stirring
in methanol (1 mL/well) to remove any organic contaminant, washed 5 times with distilled water
and then 2 mL 5 N NaOH was added to the cleaned slides, rinsed 5 times with excess water until
NaOH was removed and the water reached pH 7.0. Slides were incubated with 1 mL of freshly
prepared 3-APTS 10% (v/v) in water during 2 h and then washed thoroughly with abundant water to
remove 3-APTS molecules not linked to the surface of support. The following steps were done: Soak
derivatized slides in freshly prepared 10% (v/v) glutaraldehyde in deionized water during 4 h at 25 ◦C.
Rinse 5 times with distilled water to remove any adsorbed cross-linker. Dry the activated slides in
the air. The free terminal aldehyde groups must be subsequently cross-linked to amines groups on
the enzyme surface through Schiff’s base formation by incubating support in the enzyme solutions.
Enzyme immobilization. Treated slides were used for immobilization of 0.36 IU/mL SlPA (1 mL/well at
room temperature/overnight) in phosphate buffer 0.1 M, pH 7.0. One international activity unit (IU)
was defined as the amount of enzyme producing 1 μmol/min of 6-APA using penicillin V as substrate
under the assay conditions described elsewhere [28]. Control slides were filled with 1 mL phosphate
buffer 0.01 M, pH 7.0 overnight at room temperature. After incubation, slides were rinsed 5 times with
3 mL phosphate buffer 0.1 M, pH 7.0 per well and incubated in 2 mL/well 100 mM glycine dissolved
in 0.1 M phosphate buffer, pH 7.0 for 30 min to block any unreacted aldehyde groups during 30 min.
Slides were soaked 5 times with 3 mL/well 0.1 M phosphate buffer, pH 7.0. The resulting immobilized
enzymes can be held at 4 ◦C prior to use. The amount of immobilized vs. non immobilized enzymes on
slides was determined by measuring penicillin V acylase activity [28]. Only a 33% of the initial acylase
activity was recovered. Chambered slides were used for P. aeruginosa biofilm development by using
Luria Bertani broth (LB) as culture media at 28 ◦C on a rotary bed shaker (100 rpm). Chambered slides
were prepared in four different ways as described before: non-treated; treated with SlPA bound to
silanized slides; treated with heat inactivated SlPA (70 ◦C, 10 min) bound to silanized slides; and SlPA
incorporated to LB medium and added to untreated slides. P. aeruginosa was spotted on LB agar and
grown overnight at 37 ◦C. Then, a cellular suspension of 0.1 O.D. (λ500nm) was prepared and inoculated
(100 μL/chamber) containing 2 mL LB. Chambered slides with fitted lids were incubated at 28 ◦C for
24 h in a closed, humidified container. The slides were then carefully washed to remove planktonic
organisms, the chamber was removed and the biofilm development was microscopically followed
by DIC microscopy (Nikon Eclipse 80i microscope with a Nikon Digital Sight camera). Evaluation
of enzyme immobilization by epifluorescence microscopy. This procedure was carried out according to
Hormigo et al. [28] with slight variations. Slide-immobilized enzyme was incubated with 5 mL of
phosphate-buffered saline (PBS) (8 g of NaCl, 0.2 g of KCl, 0.2 g of KH2PO4 and 1.41 g of Na2HPO4

/2H2O in 1 L of water, pH 7.4) containing 1% (w/v) BSA for 30 min. Then, the glass slide was washed
three times with 5 mL of PBS containing 0.1% (w/v) BSA and incubated for 2 h at 37 ◦C with 5 mL of an
antibody to SlPA solution prepared in PBS with 0.1% (w/v) BSA. Next, the biocatalysts were washed
again with 5 mL of PBS containing 0.1% (w/v) BSA, and incubated for 2 h at 25 ◦C with 5 mL of Alexa
Fluor 488 dye goat anti-rabbit whole antibody conjugate prepared in PBS with 0.1% (w/v) BSA at a
final concentration of 5 mg antibody conjugate/mL. Negative control experiments were carried out
to check for non-specific binding of the secondary antibody to the support. Immobilized derivatives
were washed three times with 5 mL of PBS containing 0.01% (w/v) BSA for 10 min, followed by three
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washings with 5 mL of PBS for 10 min and finally three washings with 5 mL of deionized water for
5 min. The degree of SlPA immobilized on glass slides was then analyzed using an Olympus BX61
epifluorescence microscope at ×400 total magnification. Activity was also determined in silanized
glass chambers.

3.6. Protein Sequence Alignments

The evolutionary history was inferred using the neighbor-joining method [73]. The percentage of
replicate trees in which the associated taxa clustered together in the bootstrap test (1000 replicates) was
shown next to the branches [74]. The tree was drawn to scale, with branch lengths in the same units as
those of the evolutionary distances used to infer the phylogenetic tree. The evolutionary distances
were computed using the p-distance method [75] and were in the units of the number of amino acid
differences per site. All ambiguous positions were removed for each sequence pair (pairwise deletion
option). Evolutionary analyses were conducted in 3DM [45,46] and MEGA X [76], whereas multiple
sequence alignment of several enzymes was carried out with Clustal Omega. Optimal global alignment
of two sequences were performed using the Needleman–Wunsch algorithm (within Clustal Omega) in
order to calculate sequence identity.

4. Conclusions

We have demonstrated that reported enzymes, penicillin acylase from Streptomyces lavendulae and
aculeacin A acylase from Actinoplanes utahensis, are an interesting extension of hydrolytic (Ntn) enzymes,
with potential for biocatalytic applications. They hydrolyze aliphatic penicillins and the antifungal
aculeacin A, and are also able to efficiently hydrolyze the amide bonds of several N-acyl-homoserine
lactones (AHLs), quorum sensing molecules from Gram-negative bacteria. Furthermore, both enzymes
inhibit the production of violacein by Chromobacterium violaceum CV026, and the formation of biofilms
by Pseudomonas aeruginosa. In addition, the comparative sequence analysis has revealed high identities
between both enzymes and AHL quorum quenching acylases.

These results indicate that penicillin acylase from Streptomyces lavendulae and aculeacin A acylase
from Actinoplanes utahensis are involved in QQ processes and both of them could be used for biofouling
control in MBR systems and in antimicrobial therapy to prevent colonization of biological surfaces by
pathogenic Gram-negative bacteria.

Finally, these enzymes could be considered as versatile biocatalysts, able to hydrolyze the amide
bond between an aliphatic acyl side chain and a nucleus containing an amino group, which are present in
many substrates (e.g., aliphatic penicillins, aculeacin A and N-acyl-homoserine lactones), in addition to
catalyzing the acylation to obtain new semi-synthetic β-lactam antibiotic and echinocandins antifungals.
Moreover, the phylogenetic study suggests that SlPA and AuAAC could be part of a new family of
actinomycete acylases, with a preference towards substrates with long chain aliphatic acyl groups that
are involved in QQ processes.
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positions selected in SlPA according to the structure-based alignment from the 3DM database.
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Abstract: We have developed a sustainable three-stage process for the revaluation of cheese whey
permeate into D-tagatose, a rare sugar with functional properties used as sweetener. The experimental
conditions (pH, temperature, cofactors, etc.) for each step were independently optimized. In the first
step, concentrated whey containing 180–200 g/L of lactose was fully hydrolyzed by β-galactosidase
from Bifidobacterium bifidum (Saphera®) in 3 h at 45 ◦C. Secondly, glucose was selectively removed
by treatment with Pichia pastoris cells for 3 h at 30 ◦C. The best results were obtained with 350 mg
of cells (previously grown for 16 h) per mL of solution. Finally, L-arabinose isomerase US100 from
Bacillus stearothermophilus was employed to isomerize D-galactose into D-tagatose at pH 7.5 and 65 ◦C,
in presence of 0.5 mM MnSO4. After 7 h, the concentration of D-tagatose was approximately 30 g/L
(33.3% yield, referred to the initial D-galactose present in whey). The proposed integrated process
takes place under mild conditions (neutral pH, moderate temperatures) in a short time (13 h), yielding
a glucose-free syrup containing D-tagatose and galactose in a ratio 1:2 (w/w).

Keywords: biocatalysis; glycosidases; isomerases; Pichia pastoris; sweeteners; rare sugars; cheese whey;
sustainable chemistry

1. Introduction

D-Tagatose is one of the most promising low-calorie functional sweeteners [1]. It is a ketohexose,
namely a C4 epimer of D-fructose. It is a rare sugar only found at small quantities in the gum exudates
of the tropical tree Sterculia setigera and in several dairy products, e.g., in Ultra-High-Temperature
(UHT) sterilized cow’s milk [2]. It is heat tolerant, very stable at pH values between 2.0 to 7.0, and highly
soluble in water (58% w/w at room temperature). It possesses a sucrose-like taste with 92% of its
sweetness but contributing only 1.5 kcal/g (38% compared to sucrose) [3], with no cooling effect or
aftertaste [4]. D-Tagatose was approved as a novel food in the European Union [3] and has obtained
GRAS status by FDA in USA [5]. It is also approved in many other countries and is being widely used
in foods, beverages, and dietary supplements [6,7].

Only 20% of the ingested D-tagatose is absorbed in the small intestine [8]. Since the remaining 80%
seems to favourably modulate the composition of the gut microbiota [9], this sugar has been proposed
as a potential prebiotic. In addition, D-tagatose is able to modulate lipid metabolism, minimize tooth

Catalysts 2020, 10, 647; doi:10.3390/catal10060647 www.mdpi.com/journal/catalysts111



Catalysts 2020, 10, 647

decay, promote blood health, and reduce the symptoms associated with type 2 diabetes, hyperglycemia,
anemia, and haemophilia [10–12].

Several chemical [13,14] and chemoenzymatic [15,16] methods have been described for D-tagatose
synthesis. In this context, the chemical manufacture of D-tagatose involves the use of metal hydroxides
and calcium chloride, the neutralization with mineral acids and the implementation of complex
purification steps due to by-product generation [6]. Therefore, enzymatic methods are the most
appropriate for D-tagatose production in terms of selectivity, efficiency and environmental impact [17].
Several enzymes have been investigated for D-tagatose synthesis, e.g. phosphoglucose isomerase [18],
galactitol 2-dehydrogenase [19] and L-arabinose isomerase (L-AI) [20]. The main reaction catalyzed
by L-AI is the bioconversion of L-arabinose into L-ribulose, however, it also promotes efficiently the
isomerization of D-galactose to D-tagatose [21]. In fact, most of the publications on the enzymatic
synthesis of D-tagatose use L-AI as biocatalyst [22–24].

D-Tagatose production typically begins with D-galactose [25–28], which is quite expensive in its
pure form. The valorization of galactose-rich byproducts such as agar [29] or whey [30] is much more
attractive from the economic and environmental points of view. Moreover, cheese whey generates
significant environmental and health issues due to its large volume production and high organic
content [31]. With this aim in mind, several groups have reported the production of D-tagatose from
cheese whey in liquid or powdered form [30,32–36], yielding a mixture of D-tagatose, D-galactose
and D-glucose. Since the physicochemical properties of the three monosaccharides are quite similar,
the isolation of pure D-tagatose is a difficult task [32].

In order to increase the efficiency of the process, several groups have co-expressed β-galactosidase
and L-AI in Pichia pastoris [37], Corynebacterium glutamicum [33] or Escherichia coli [30,32,38] for the
simultaneous lactose hydrolysis and D-galactose isomerization. The main drawback of this approach
is that the optimum pH and temperature of L-AI and β-galactosidase are substantially different,
thus limiting the efficiency of the whole process.

The presence of D-glucose in D-tagatose syrups is clearly undesirable, especially because one
of the main properties of D-tagatose is its antidiabetic effect [6]. In order to eliminate the glucose
released during lactose hydrolysis, Wanarska et al. took advantage of the presence of glucose
to cultivate Pichia pastoris (which co-expressed L-AI and β-galactosidase) [37]. Another approach
addressed by Zhan et al. [39] and Zheng et al. [32] was the implementation of a second step of
D-glucose (and eventually D-galactose) fermentation by Saccharomyces cerevisiae which may render
both D-tagatose and bioethanol.

In this work, we report a three-step process for the bioconversion of concentrated whey permeate
into D-tagatose using free enzymes and whole cells. In the first stage, β-galactosidase hydrolyzed
lactose. This was followed by treatment with Pichia pastoris cells to remove the released D-glucose.
Finally, L-AI isomerized D-galactose into D-tagatose. The three stages were independently optimized
to obtain the highest efficiency.

2. Results and Discussion

2.1. Chemical Composition of Whey Permeate

It is well reported the effect of metal ions on the activity and stability of many enzymes, including
those involved in the transformation of carbohydrates, and in particular in the two enzymes involved in
the present work: β-galactosidase [40] and L-arabinose isomerase [41]. In particular, several members
of these two families are activated by divalent cations such as Co2+, Mn2+ and Mg2+ [21,42]. For that
reason, we measured by semiquantitative ICP-MS the composition of the concentrated whey permeate
employed in this work. Table 1 summarizes the concentration of metal ions present at higher amounts
than 0.1 ppm. As shown, the concentration of Mg2+ was significant (98 mg/L) but the presence of Co2+

and Mn2+ was negligible.
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Table 1. Metal ions present in whey permeate at concentrations higher than 0.1 ppm, determined by
semiquantitative ICP-MS.

Analyte Concentration (ppm)

Na 390
Mg 98
K 1492
Ca 829
Ti 0.35
Fe 0.18
Zn 1.1
Rb 1.6
Sr 0.45

Mo 0.1

2.2. Hydrolysis of Whey Permeate by β-Galactosidase from Bifidobacterium bifidus

The concentration of lactose in the cheese whey permeates employed in this work varied between
180–200 g/L depending on the batch, as determined by HPAEC-PAD. The pH of whey was adjusted to
6.8. We selected Bifidobacterium bifidum β-galactosidase (Saphera®, Novozymes, Bagsværd, Denmark)
for the hydrolysis of lactose in whey because we recently observed that at lactose concentrations
lower than 200 g/L the main reaction catalyzed by this enzyme is the hydrolysis with negligible
transgalactosylation [43]. In order to standardize the dose of enzyme, we measured the activity
of Saphera with o-nitrophenyl-β-D-galactopyranoside (ONPG). The activity was 1506 ± 0.1 U/mL
at 40 ◦C and pH 6.8, which are the typical preferred conditions for several β-galactosidases from
Bifidobacteria [44,45].

First, we analyzed the effect of temperature on lactose hydrolysis in whey permeate. We assayed
three different temperatures (30, 40 and 45 ◦C) using 2.5 μL (3.75 ONPG units) per mL of whey.
HPAEC-PAD showed that the fastest reaction was the one performed at 45 ◦C (Table 2). Under these
conditions, all the lactose is hydrolyzed in 3 h. We further increased the enzyme concentration up to
7.50 ONPG units per mL but the improvement in the hydrolysis process was not substantial. In order
to minimize the cost for the process, we selected the lowest concentration of this enzyme.

Table 2. Effect of temperature on the progress of lactose hydrolysis in whey permeate by Saphera,
using 2.5 μL of enzyme (3.75 ONPG units) per mL of whey permeate.

Temperature
(◦C)

Residual lactose (%) a

30 min 60 min 90 min 120 min 150 min 180 min

30 89.3 81.5 76.6 65.5 57.1 24.7
40 73.4 45.6 39.7 36.9 21.3 18.7
45 76.3 31.7 29.8 26.1 10.7 0

a Measured by HPAEC-PAD.

2.3. Study of the Growth Time and Concentration of Pichia pastoris for Elimination of D-Glucose

Pichia pastoris is capable of using D-glucose, glycerol and methanol as carbon sources but not
D-galactose [46]. In this context, Avila-Fernandez et al. successfully employed P. pastoris cells to
selectively eliminate glucose and fructose in a syrup of fructooligosaccharides obtained by agave
fructan hydrolysis [47]. Based on such background, the elimination of D-glucose using P. pastoris cells
was postulated for the second step of the reaction.

We first developed a simple and fast test to evaluate the effect of P. pastoris growing time on
the further consumption of glucose. Thus, samples from a P. pastoris culture were taken every two
hours (after an initial lag phase of 6 h), and the absorbance at 600 nm (as turbidity measurement) of
all samples was adjusted to the absorbance at 6 h, to have the same concentration of cells but with
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different growing times. The P. pastoris cells were then mixed with a solution containing 1 g/L of both
D-glucose and D-galactose, and the mixture was incubated for 10 min at 30 ◦C. The cells were separated
by centrifugation and the concentration of both sugars was analyzed by HPAEC-PAD (Figure 1).
Our results showed that the most voracious cells were those corresponding to 12–16 h growing time.
It is well reported that these times correspond the exponential phase of growth of P. pastoris [48].

Figure 1. Effect of the growth time of Pichia pastoris on the elimination of D-glucose. Experimental
conditions: 1 g/L D-glucose, 1 g/L D-galactose, 10 min, 30 ◦C.

The next step was to determine the amount of cells (grown for 16 h) required to consume
the glucose (90–100 g/L) released after lactose hydrolysis in whey permeate. Different amounts of
Pichia pastoris cells (100–600 mg of wet weight) were added to 1 mL of a solution containing 100 g/L of
D-glucose and 100 g/L D-galactose. The residual glucose was analyzed at 1, 2 and 3 h by HPAEC-PAD
(Figure 2). As illustrated, the glucose disappeared in one hour using 600 mg of P. pastoris cells per
mL. However, adding 350 mg of cells per mL, the total disappearance of glucose took place in two
hours, and the mass transfer limitations were less significant than with 600 mg cells per mL. On this
basis, we selected 350 mg of cells per mL (3 h incubation) to assure the elimination of glucose in the
integrated 3-step process for D-tagatose synthesis.

 

Figure 2. Effect of the amount of cells (wet weight) of Pichia pastoris on the elimination at 30 ◦C of
D-glucose in a solution containing 100 g/L of both D-glucose and D-galactose.

2.4. Effect of pH and Temperature on the Stability of L-Arabinose Isomerase

The L-arabinose isomerase (L-AI US100) from Bacillus stearothermophilus is a multimeric enzyme
formed by four 56 kDa monomers [49]. Compared with other L-arabinose isomerases, L-AI US100 is
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relatively active at neutral and slightly acidic pH, and at moderate temperatures [50]. These properties
are very valuable because at the typical conditions of alkaline pH and high temperature the formation of
undesired byproducts in bioconversions of sugars is quite common [51]. For these reasons, L-AI US100
was selected for the transformation of whey permeate into D-tagatose.

In order to establish the optimal conditions for the biotransformation, the stability of L-AI US100
towards pH was evaluated by pre-incubation (at room temperature) of the enzyme for 1 h at pH values
between 3.0 and 10.0 employing 0.1 M Britton & Robinson buffer. After that, the L-arabinose isomerase
activity was measured following the standard activity assay (at 65 ◦C and pH 7.5, see Experimental
Section). The results shown in Figure 3A represent the relative activity of pre-treated L-AI compared
with the non-incubated enzyme. As illustrated, the enzyme is very unstable at pH values below 6.0
and is notably stable at neutral and moderately alkaline pH values.

Figure 3. Stability of L-arabinose isomerase US100 from Bacillus stearothermophilus towards: (A) pH;
(B) temperature. The pre-incubation time in both cases was 1 h.

The thermal stability of the enzyme was determined by pre-incubating the L-AI US100 for 1 h at
temperatures between 4 and 80 ◦C in 100 mM MOPS buffer (pH 7.5). Following this incubation, the L-AI
activity was measured by the standard activity assay (at 65 ◦C and pH 7.5). As shown in Figure 3B,
the enzyme is very stable at temperatures up to 65 ◦C, and was fast inactivated at temperatures higher
than 70 ◦C.

2.5. Effect of Cofactors, pH and Temperature on the Activity of L-Arabinose Isomerase

The effect of metal cofactors on the activity of L-arabinose isomerase (L-AI US100) from
B. stearothermophilus at 65 ◦C and neutral pH was assessed. Four different reactions were performed
in absence or presence of 0.5 mM MnSO4 and/or 0.1 mM CoCl2. The reactions were carried out with
20 g/L galactose in 100 mM MOPS buffer (pH 7.5) at 65 ◦C for 4 h. Results are displayed in Figure 4.

As shown, CoCl2 had a negligible effect on the yield of D-tagatose under these conditions.
However, the production of D-tagatose in the presence of 0.5 mM MnSO4 was approximately 40%
higher compared with the control.

These results correlate well with previous findings on the effect of metallic ions on the L-AI US100
activity and thermostability. The effect of divalent cations on L-AI US100 must be particularly
considered at temperatures higher or equal to 65 ◦C [49]. In fact, at temperatures above 65 ◦C both Mn2+

and Co2+ exert a significant influence on the thermostability of L-AI US100. Since a temperature of
65 ◦C was selected for the isomerization reaction, and considering that the conversion from D-galactose
to D-tagatose was higher in presence of MnSO4 in the reaction medium, we decided to maintain
MnSO4 but not CoCl2 in the integrated process from whey to D-tagatose.
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Figure 4. Effect of metal ions on the activity of L-arabinose isomerase US100 from B. stearothermophilus,
in absence or presence of 0.5 mM MnSO4 and/or 0.1 mM CoCl2. Experimental conditions: 20 g/L
D-galactose, 100 mM MOPS (pH 7.5), 0.65 U/mL L-AI, 65 ◦C. The concentration of D-tagatose was
measured after 4 h by HPAEC-PAD.

Furthermore, we analysed the effect of pH and temperature on the production of D-tagatose.
We selected the range of pH (7.0–9.5) and temperature (40–65 ◦C) at which the L-arabinose isomerase
from B. stearothermophilus was stable (see Figure 3). The reactions were carried out with 20 g/L galactose
in 100 mM MOPS buffer for 4 h, in presence of 0.5 mM MnSO4. Results are shown in Figure 5. It remains
clear that temperature substantially affects the reaction course. The highest production of D-tagatose
in 4 h (7–8 g/L, 35–40% yield) was achieved at 65 ◦C. The reaction was 6–7 fold faster than at 40 ◦C.
Regarding the pH, its effect was very much lower than that of temperature (Figure 5).

 
Figure 5. Effect of temperature and pH on the production of D-tagatose by L-arabinose isomerase
US100 from B. stearothermophilus. Experimental conditions: 20 g/L D-galactose in buffer 100 mM MOPS
containing 0.5 mM MnSO4, 0.65 U/mL L-AI. The concentration of D-tagatose was measured after 4 h
by HPAEC-PAD.

Considering the results on the effect of pH, temperature and metal cofactors on the stability and
activity of L-AI US100, we selected pH 7.5, 65 ◦C and 0.5 mM MnSO4 as the optimal experimental
conditions for the integrated process. These results represent a compromise between activity and
stability of the enzyme and correlate well with previous studies reported with this enzyme by using fast
spectrophotometric assays [49,50,52] rather than chromatographic analysis by HPAEC-PAD performed
in this work.
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2.6. Sequential Biotransformation of Whey Permeate into D-Tagatose

We propose a three-step process for D-tagatose synthesis from whey permeate based on the
experimental conditions that were previously optimized. In the first stage, the lactose (180–200 g/L)
contained in whey is hydrolyzed by β-galactosidase from Bifidobacterium bifidum (7.5 U/mL).
Total hydrolysis is achieved in 3 h at 45 ◦C. Figure 6 shows a HPAEC-PAD chromatogram illustrating
the complete disappearance of lactose in the reaction medium.

 
Figure 6. HPAEC-PAD chromatograms showing the bioconversion of whey permeate into D-tagatose
syrup. (I) Original whey permeate; (II) After treatment with β-galactosidase from B. bifidum;
(III) After removal of glucose with P. pastoris cells; (IV) After isomerization with of L-arabinose
isomerase US100. Gal: D-Galactose; Glc: D-glucose; Taga: D-tagatose; Lact: D-Lactose.

In the second step, the hydrolyzate is treated with Pichia pastoris cells (350 mg of cells per
mL, obtained as described elsewhere) during 3 h at 30 ◦C. As shown in Figure 6, all the glucose is
metabolized by the yeast and the amount of D-galactose remains intact. After centrifugation to remove
the cells, the pH of supernatant is adjusted to 7.5 (because the medium is acidified during the treatment
with P. pastoris) and MnSO4 is added to reach a final concentration of 0.5 mM. These adjustments
prepare the mixture for the third step.

Finally, L-arabinose isomerase L-AI US100 is added (0.65 U per mL in the mixture, measured by
the standard assay). The reaction is incubated at 65 ◦C and different aliquots are taken to follow the
progress of the reaction. As depicted in Figure 6, D-tagatose is formed and the final product contains a
mixture of D-tagatose and D-galactose.

Figure 7 shows the progress of D-tagatose formation over time. The concentration of D-tagatose
increases rapidly during the first four hours and then tends to stabilize in approximately 30 g/L.
Starting of a whey permeate with 180 g/L lactose, the yield of D-tagatose referred to lactose was 16.7%,
and 33.3% referred to the D-galactose present in whey. We believe that this yield could be improved by
using a higher concentration of L-AI thus minimizing the enzyme inactivation effects (see Figure 3).

Wanarska et al. reported a 30% yield of D-tagatose (referred to D-galactose) using a strain of
Pichia pastoris that co-expressed L-AI and β-galactosidase, starting of a whey permeate containing
110 g/L lactose [37]. Zheng et al. employed a whey with 110 g/L lactose to get 43.6% yield of
D-tagatose (referred to D-galactose) using a genetically engineered strain of Escherichia coli that
expressed L-AI [32]. Similar results (40.4% yield) were reported by Xu et al. employing E. coli
that co-expressed a β-galactosidase from Thermus thermophilus and L-arabinose isomerase from
Lactobacillus fermentum [38,39]. Jayamuthunagai et al. reported 38% yield of D-tagatose (referred to
D-galactose) from a hydrolyzed whey permeate containing 300 g/L D-galactose, using permeabilized
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and alginate-entrapped cells of Lactobacillus plantarum [36]. Shen et al. expressed xylose isomerase
and L-AI in a strain of Corynebacterium glutamicum able to metabolize lactose. Starting from whey
containing 98 g/L lactose, they obtained 20.4 g/L D-tagatose (44% yield referred to D-galactose) [33].

Figure 7. Progress of formation of D-tagatose from D-galactose syrup obtained by hydrolysis of whey
permeate. Experimental conditions: 90 g/L D-galactose (coming from 180 g/L lactose in whey permeate),
0.65 U/mL L-arabinose isomerase US100, 0.5 mM MnSO4, pH 7.5, 65 ◦C.

A scheme summarizing the different steps of the integrated process is presented in Figure 8.

Figure 8. Scheme of the integrated process for bioconversion of whey permeate into D-tagatose syrup.

3. Materials and Methods

3.1. Enzymes and Reagents

L-Arabinose isomerase (L-AI) from Bacillus staerothermophilus US100 (L-AI US 100) was
recombinantly produced in E. coli as described in previous publications [50,52,53]. The β-galactosidase
from Bifidobacterium bifidus (Saphera®, Novozym 46091) was gently donated by Novozymes A/S
(Bagsværd, Denmark). Pichia pastoris GS115 (his4) was obtained from Invitrogen (Carlsbad, CA, USA).
Concentrated whey permeate (180–200 g/L) was kindly donated by Innolact (Castro de Rei, Lugo,
Spain). D-Galactose and D-glucose were purchased from Sigma-Aldrich (Madrid, Spain). D-Tagatose
was acquired from Tokyo Chemical Industry Co. (Tokyo, Japan). Lactose and sodium acetate trihydrate
were from Fisher Chemical (Madrid, Spain). NaOH 50% (v/v) was from Acros Organics (Geel, Belgium).
All other reagents and solvents were of the highest purity grade available.
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3.2. Elemental Analysis of Whey Permeate using Inductive Coupled Plasma Mass Spectrometry

Semiquantitative analysis of metals in whey permeate was performed on a NexION 300X
Inductively Coupled Plasma-Mass Spectrometer (ICP-MS, PerkinElmer, Waltham, MA, USA) equipped
with Universal Cell Technology, as previously described [54].

3.3. β-Galactosidase Activity Assay

The assay of β-galactosidase activity was performed using o-nitrophenyl-β-D-galactopyranoside
(ONPG) as substrate. The activity was measured at 40 ◦C following o-nitrophenol (ONP) release at
405 nm using a microplate reader (Versamax, Molecular Devices, San Jose, CA, USA). The reaction was
started by adding 10 μL of the enzyme solution (properly diluted) to 190 μL of 15 mM ONPG in 0.1 M
sodium phosphate buffer (pH 6.8). The increase of absorbance at 405 nm was followed continuously at
40 ◦C during 5 min. The molar extinction coefficient of o-nitrophenol at pH 6.8 was 1627 M−1 cm−1.
One unit of activity (U) was defined as the corresponding to the hydrolysis of 1 μmol of ONPG per
min under the above specified conditions.

3.4. Lactose Hydrolysis in Whey by Bifidobacterium Bifidum β-Galactosidase

Concentrated whey permeate (2 mL, containing 180–200 g/L lactose) was mixed with
β-galactosidase from Bifidobacterium bifidum (Saphera®, 5–10 μL, 3.75–7.5 ONPG units per mL).
The mixture was incubated at 30, 40 or 45 ◦C in an orbital shaker (Vortemp 1550, Labnet International,
Big Flats, NY, USA) at 200 rpm. 200 μL aliquots were taken from the reaction vial each 30 minutes until
3 hours. The enzyme was then inactivated by incubating the samples in a Thermomixer (Eppendorf,
Hamburg, Germany) for 10 min at 95 ◦C. Samples were then filtered using micro-centrifuge filter tubes,
with 0.45 μm cellulose acetate filters (National Scientific, Claremont, CA, USA) at 6000 rpm for 5 min.
The samples were diluted with water (1:400 and 1:4000) and then analysed using HPAEC-PAD.

3.5. Effect of Growth Time and Concentration of Pichia pastoris on the Elimination of D-Glucose

Pichia pastoris preculture was grown in 5 mL of 1% yeast extract, 1% peptone and 2% dextrose
(all w/v) liquid medium (YEPD) at 30 ◦C and 1200 rpm for 24 h. After this time, the absorbance was
measured, and 1 mL of preculture was added to a 250 mL flask containing 25 mL of YEPD, which was
left growing at 30 ◦C and 1200 rpm. The first sample was taken at 6 h. The optical density (OD) was
measured at 600 nm in a UV-1800 spectrophotometer (Shimadzu, Kioto, Japan) taking this OD as the
reference value. The cells were centrifuged and washed three times with distilled water to remove
the remaining medium from the cells. Samples were taken every 2 h until 24 h. Before centrifugation,
all the samples were diluted to reach the reference value of absorbance, with the aim of having the same
amount of cells in the experiments but with different growing times. Reactions with P. pastoris cells
were performed adding 500 μL of a solution containing 1 g/L D-glucose and 1 g/L D-galactose to the
cells. Reactions were incubated in a tube rotator (Argos Technologies Inc., Vernon Hills, IL, USA) for
10 min at 30 ◦C, then samples were centrifuged, the supernatant was inactivated at 95 ◦C for 10 min and
analyzed by HPAEC-PAD. To determine the amount of cells required to consume the glucose expected
in the sequential process for production of D-tagatose, different amounts of P. pastoris cells (300, 400,
500 and 600 mg of wet weight) were added to 1 mL of a solution containing 100 g/L D-glucose and
100 g/L D-galactose. Aliquots were withdrawn at 1, 2 and 3 h. After each extraction, the samples were
centrifuged at 10,000 rpm for 3 min and the concentration of glucose and galactose in the supernatant
was analyzed by HPAEC-PAD.

3.6. L-Arabinose Isomerase Activity Assay

The L-arabinose isomerase (L-AI) activity was determined adding the enzyme to a solution
containing 20 g/L of D-galactose in 100 mM MOPS buffer (pH 7.5) containing 0.5 mM MnSO4 and
0.1 mM CoCl2. The mixture was incubated at 65 ◦C for 4 h, and the reaction stopped in a water bath at
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90 ◦C for 10 min. The concentration of D-tagatose was measured by HPAEC-PAD. One unit of L-AI
activity (U) was defined as the corresponding to the formation of 1 μmol of D-tagatose per minute,
under the conditions specified above.

3.7. Stability of L-Arabinose Isomerase

The stability of L-arabinose isomerase (L-AI US 100) from B. stearothermophilus towards pH was
assessed pre-incubating the enzyme at different pH values (3.0 to 10.0) in 0.1 M Britton & Robinson
buffer [55] at room temperature for 1 h. The thermal stability of the enzyme was determined by
pre-incubating the L-AI at 4, 20, 30, 40, 50, 65, 70 and 80 ◦C in 100 mM MOPS buffer (pH 7.5) for 1 h.
After incubation, the remaining L-arabinose isomerase activity was measured following the standard
activity assay (Section 3.6). The activity of pre-treated L-AI US100 was compared with the activity of
non-pre-incubated enzyme that was taken as control (100%).

3.8. Effect of Metals, pH and Temperature on the Activity of L-Arabinose Isomerase

To analyze the effect of metal cofactors on the activity of L-arabinose isomerase (L-AI US 100),
different reactions were carried out in presence of 0.5 mM MnSO4 and/or 0.1 mM CoCl2. The reactions
were carried out with 20 g/L galactose in 100 mM MOPS buffer (pH 7.5) at 65 ◦C for 4 h, using 0.65 U/mL
L-AI, and the concentration of D-tagatose was determined by HPAEC-PAD. A control reaction without
cofactors was also performed. To determine the best reaction conditions for the enzyme, different
values of pH (7, 7.5, 8, 8.5, 9, 9.5) and temperature (40, 50, 60 and 65 ◦C) were tested, in a reaction
containing 20 g/L of D-galactose, 0.5 mM of MnSO4 in 100 mM MOPS buffer (pH 7.5) and 0.65 U/mL
L-AI. After 4 h, the reaction mixtures were analyzed by HPAEC-PAD.

3.9. Sequential Biotransformation of Whey Permeate into D-Tagatose

The biosynthesis of D-tagatose syrup from whey permeate was performed in three steps. Initially,
the pH of whey was adjusted to 6.8. In the first stage, β-galactosidase from Bifidobacterium bifidum
(5 μL, 7.5 U/mL measured with ONPG) was added to 2 mL of concentrated whey permeate (containing
180–200 g/L lactose, depending on the batch). The mixture was incubated for 3 h in an Envirogenie
orbital stirrer (Scientific Industries Inc., Bohemia, NY, USA) at 45 ◦C. The second step involved the
treatment of the hydrolyzate with 700 mg (wet weight) of Pichia pastoris cells (previously grown for
16 h) and the mixture was incubated in an orbital shaker (Orbitron, Infors HT, Surrey, UK) for 3 h at
30 ◦C. Then, the cells were removed by centrifugation (model 5810, Eppendorf) at 5000 rpm for 20 min
at 4 ◦C. The supernatant was then separated from the cells and inactivated in a water bath at 90 ◦C
for 10 min. In the third stage, the pH of supernatant was adjusted to 7.5 and MnSO4 was added up
to a final concentration of 0.5 mM. Then, 1.3 units of L-arabinose isomerase L-AI US100 were added
(0.65 U/mL in the mixture). The reaction was incubated in a thermoshaker (model TS-100, Biosan, Riga,
Latvia) at 65 ◦C and 1500 rpm. Aliquots were taken every 30 min, filtered on UltraFree centrifugal
filters (0.45 μm, Millipore, Burlington, MA, USA) and analysed by HPAEC-PAD.

3.10. HPAEC-PAD Analysis

Sugar (D-galactose, D-glucose, D-tagatose, D-fructose and D-lactose) analysis was carried out
by high performance anion-exchange chromatography coupled with pulsed amperometric detection
(HPAEC-PAD) on an ICS3000 system (Dionex, Thermo Fischer Scientific Inc., Waltham, MA, USA)
consisting of a SP gradient pump, an electrochemical detector with a gold working electrode and
Ag/AgCl as reference electrode, and an autosampler (model AS-HV). All eluents were degassed by
flushing with helium. A pellicular anion-exchange 4 × 250 mm Carbo-Pack PA-1 column (Dionex)
connected to a 4 × 50 mm CarboPac PA-1 guard column was used at 30 ◦C. Eluent preparation was
performed with MilliQ water, 50% (w/v) NaOH and sodium acetate trihydrate. The compounds were
eluted by an isocratic method in which the mobile phase contained 10 mM NaOH and 2 mM sodium
acetate, using a flow rate of 1 mL/min for 25 min. The peaks were analyzed using the Chromeleon
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software. Identification of the different carbohydrates was carried out employing commercially
available standards.

4. Conclusions

The present work describes an environmentally friendly process for the bioconversion of cheese
whey, a lactose-rich byproduct of the food industry, into D-tagatose, a rare sugar that has become
one of the most promising low-calorie sweeteners in the market due to its functional properties.
The methodology is based in the complete hydrolysis of lactose by a bifidobacterial β-galactosidase,
followed by the selective removal of glucose with Pichia pastoris cells, and finally the isomerization of
the remaining D-galactose into D-tagatose by L-arabinose isomerase from Bacillus stearothermophilus.
The three steps were optimized independently in such a way that the integrated process is carried
out in a short time (13 h) yielding 33.3% of D-tagatose (referred to the initial D-galactose). The total
time could be even reduced by using a higher concentration of L-AI in the third step. One of the
main advantages of the proposed project is its sustainability, as the three steps take place under mild
conditions of pH (6.8–7.5), moderate temperatures (30–65 ◦C) and with completely biodegradable
catalysts. The final syrup is free of glucose, and contains D-tagatose and D-galactose in a ratio 1:2 (w/w).
This work opens new possibilities for the synthesis of D-tagatose and for the development of different
reaction engineering strategies including enzyme immobilization.
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Abstract: Aspergilli have been widely used in the production of organic acids, enzymes, and secondary
metabolites for almost a century. Today, several GRAS (generally recognized as safe) Aspergillus
species hold a central role in the field of industrial biotechnology with multiple profitable applications.
Since the 1990s, research has focused on the use of Aspergillus species in the development of cell
factories for the production of recombinant proteins mainly due to their natively high secretion capacity.
Advances in the Aspergillus-specific molecular toolkit and combination of several engineering
strategies (e.g., protease-deficient strains and fusions to carrier proteins) resulted in strains able to
generate high titers of recombinant fungal proteins. However, the production of non-fungal proteins
appears to still be inefficient due to bottlenecks in fungal expression and secretion machinery. After a
brief overview of the different heterologous expression systems currently available, this review
focuses on the filamentous fungi belonging to the genus Aspergillus and their use in recombinant
protein production. We describe key steps in protein synthesis and secretion that may limit production
efficiency in Aspergillus systems and present genetic engineering approaches and bioprocessing
strategies that have been adopted in order to improve recombinant protein titers and expand the
potential of Aspergilli as competitive production platforms.

Keywords: Aspergillus; fermentation; filamentous fungi; genetic engineering; heterologous
expression; recombinant protein; secretion; transcriptional regulation

1. Introduction

Proteins are functionally versatile biomolecules (e.g., enzymes, structural proteins, and hormones)
involved in multiple biological processes in the cell. Despite their role in supporting biological systems,
proteins have been extensively studied for their potential in the formulation of commercial products.
They often find applicability in the production of pharmaceuticals, food, beverages, biofuels, cosmetics,
detergents, etc. [1,2].

Market demand for industrially relevant proteins has guided research into exploring practices
that can lead to large-scale production levels [3]. The development of recombinant DNA technology
has opened up the possibility of producing recombinant proteins in heterologous expression systems
that can support high production yields. In that respect, any gene can now be transferred into a
production host able to generate large quantities of the corresponding protein of interest, avoiding
limitations related to the conventional extraction of the protein from its native host [4]. Human insulin
produced in E. coli cells was the first recombinant protein that was actually approved by the FDA for
clinical use. The recombinant insulin Humulin®, originally developed by Genentech, was eventually
commercialized in 1982 [3]. Since then, a plethora of other proteins with pharmaceutical and industrial
applications have successfully been synthesized in heterologous expression systems and have made
their way into the market [1].
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Today, recombinant proteins can be synthesized using a wide range of production platforms,
including bacteria, yeasts and filamentous fungi, mammalian or insect cells, and transgenic plants,
to name a few. Every heterologous production system though comes with certain advantages and
drawbacks (Table 1). In most cases, the structure and function of the protein of interest determines which
production system is the most appropriate to be used. For example, when it comes to manufacturing
therapeutic proteins of high quality, mammalian cell lines are predominantly used, as they can produce
complex, human-like glycosylated proteins that are safe for patients. In fact, almost 84% of the
biopharmaceutical proteins are currently produced by Chinese Hamster Ovarian (CHO) cell lines [5].

For the production of non-medicinal proteins, a more economical approach is usually followed,
using either bacterial or fungal production hosts [1,6,7]. While bacteria are often suitable for smaller
proteins that do not require complex post-translational modifications, production of larger and more
complex proteins is usually performed in yeast, e.g., Pichia pastoris [8]. However, yeasts have the
tendency to hyperglycosylate secreted proteins, and thus reduce their in vivo half-life and affect their
efficacy [9]. Additional limitations including low expression levels and plasmid instability have
restricted the use of some yeasts (e.g., S. cerevisiae) in the production of industrial enzymes [10].
An alternative production platform that can support low-cost synthesis of large proteins with complex
modifications, but with a lesser degree of hypermannosylation during glycosylation compared to yeast
is filamentous fungi. In addition, due to their saprophytic lifestyle, most filamentous fungi have already
developed the ability to produce and secrete a vast amount of enzymes in order to break down and
feed on organic matter [11]. Strains belonging to the genera Aspergillus, Trichoderma, and Neurospora
are in fact widely used for production of recombinant proteins with industrial applications [12–15].
Several reviews have described the potentials of filamentous fungi in the production of pharmaceutical
and other industrial proteins, as well as the genetic engineering approaches followed to maximize
production levels [7,16,17]. In this review, we specifically focus on the use of Aspergillus species in the
manufacturing of recombinant proteins. Bottlenecks in protein synthesis and secretion are discussed,
while our comprehensive literature search provides a general overview of the most important genetic
engineering projects and bioprocessing strategies applied over the past 30 years to improve recombinant
protein yields in Aspergillus.
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2. Industrial Application of Aspergilli

2.1. Traditional Uses of Aspergillus Species

The use of Aspergillus species in biotechnology begun approximately a century ago, when James
Currie, a food chemist, discovered that the filamentous mold A. niger was able to produce citric acid,
a food and beverage additive that was conventionally extracted from citrus fruits [25]. Since then,
production of citric acid, now performed in A. niger cultures that grow on inexpensive sugar-based
minimal media, has turned into a multibillion dollar business [26].

Nonetheless, industrial applications of Aspergilli are not limited to the production of citric acid.
Several species have been used as prolific producers of other organic acids (e.g., itaconic), secondary
metabolites, and enzymes of biotechnological significance [11]. For example, A. niger produces several
enzymes used in food and feed production such as glucoamylases, proteases, and phytases [26].
A. oryzae, traditionally used in Asian cuisine, has been exploited as a cell factory for producing malate,
which is used in the development of food and pharmaceutical products [27]. A. terreus has attracted
interest due to its ability to produce a group of secondary metabolites called statins that are used in
the production of cholesterol-lowering drugs [28]. In fact, AB Enzymes, BASF, Chr. Hansen, DuPont,
and Novozymes are only a few examples of companies that have been or are still using Aspergillus
species in large-scale manufacturing of commercial products such as organic acids, enzymes, proteins,
and secondary metabolites [29].

2.2. The Use of Aspergillus Species in Heterologous Protein Production

Filamentous fungi are generally considered promising hosts for production of recombinant
proteins, mainly due to their secretory capacity and metabolic versatility. However, only a few species
appear to be able to produce competitive recombinant protein levels and even fewer have been
developed into industrial production platforms. This can be attributed mainly to our incomplete
knowledge of fungal physiology. For example, the mechanisms behind protein production and
secretion in fungal cells are not yet fully understood for most of the species. In addition, the presence
of unwanted metabolites (e.g., mycotoxins) has excluded several fungi from industrial production [29].

Aspergillus is a genus that has been studied extensively due to its value as a model organism
in fungal research (A. nidulans) and its industrial importance in citric acid and enzyme production
(A. niger, A. oryzae) [26]. Several molecular tools (e.g., synthetic promoters and terminators, selection
markers, RNA interference-RNAi, and CRISPR-Clusters of Regularly Interspaced Short Palindromic
Repeats-associated technologies), suitable for Aspergillus species, have also been developed, facilitating
efficient and targeted manipulation of their genomes [30,31]. CRISPR/Cas, for example, a system
developed to create site-specific double strand DNA breaks, has been successfully applied in editing
the genome of A. niger [32–35], A. nidulans [35], A. oryzae [36], A. fumigatus [37], and other aspergilli [35].
With a relatively well-understood physiology (growth and development, gene expression, and secretion
machinery) and several molecular tools available, the GRAS A. niger has already been used in industrial
production of recombinant proteins, such as calf chymosin [38], human lactoferrin [39], and the
plant-derived sweetener neoculin [40]. Nevertheless, heterologous protein production in Aspergillus
species is not always efficient, leading to low production titers. In such cases, strategies that are usually
applied to improve titers involve genetic engineering of the production strains and establishing the
appropriate fermentation conditions.

3. Genetic Engineering Approaches for Aspergillus Strain Improvement

Due to their capacity to secrete large quantities of proteins into the culture medium, Aspergillus
species, and especially A. niger, are considered promising candidates for the development of large-scale
heterologous protein production platforms. However, production yields for heterologous proteins
are usually much lower compared to the ones detected for the native proteins. Failure to achieve
the desired protein amounts in Aspergillus cultures can be attributed to limitations related to
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transcription, translation, and the post-translation processing and modifications during protein
production. Additionally, bottlenecks in the fungal secretion machinery and the problem of extracellular
degradation by fungal proteases further hinder the efficient production of foreign proteins in Aspergillus
species [41]. These limitations during protein production in aspergilli will be discussed in detail in the
following paragraphs.

3.1. Transcriptional Regulation

3.1.1. Promoters

Regulation of protein synthesis begins on the level of transcription. The first step for achieving
high protein yields in heterologous production systems is the use of strong promoters that can drive
high gene expression. A variety of constitutively active (e.g., PgpdA, glyceraldehyde-3-phosphate
dehydrogenase promoter; PadhA, aldehyde dehydrogenase promoter; Ptef1, translation elongation
factor 1 promoter; and Ph4h3, histones H4.1 and H3 bidirectional promoter) and inducible promoters
(e.g., PglaA, glucoamylase promoter; PalcC, alcohol dehydrogenase promoter; and PamyA, amylase
promoter) are currently available for Aspergillus species [42,43].

Native inducible promoters are commonly used as being more efficient in achieving high protein
titers, as they allow separation of protein synthesis from biomass formation. This separation can also be
extremely useful when the protein to be produced is toxic for the fungus [42]. The inducible promoter
of the A. niger glucoamylase gene (PglaA) is frequently used in many Aspergillus expression systems.
Expression of glaA is highly induced when maltose or starch are used as carbon sources, but repressed
in the presence of xylose. High glaA expression levels have been correlated with a 5′cis-regulatory
element, and specifically the region within 500 bp upstream of the translational start codon. This region
(−464 to −426) contains a protein-binding CCAAT motif, crucial for the high activity of PglaA [44].
Insertion of eight copies of this region into the PglaA sequence significantly increased expression
levels of a heterologous gene (Vitreoscilla haemoglobin), multiplying protein production by almost
20-fold [45] (Table 2).

Table 2. Approaches for improving recombinant protein production through promoter engineering.

Process Modification Performance Improvement Factor Reference

Promoters Use of several promoters (P) in A. awamori

PB2 from Acremonium
chrysogenum: 0.25–2 mg/L

thaumatin

- [46]
PpcbC from Penicillium

chrysogenum: 0.25–2 mg/L
thaumatin

PgdhA from A. awamori:
1–9 mg/L thaumatin

PgpdA from A. nidulans:
0.75–11 mg/L thaumatin

Insertion of multiple copies of an activator
protein-binding site from the

cis-regulatory region of A. niger glaA to
the new promoter in A. niger

396.0 ± 51.5 mg/L of
Vitreoscilla hemoglobin

compared to 19.7 ± 4.8 mg/L
from the strain with 1 copy

20 [45]

Use of hybrid promoters (combination of
a human hERa-activated promoter

(pERE), S. cerevisiae URA3 promoter and
A. nidulans nirA promoter) in A. nidulans

pERE-RS-nirA + lacZ: 25 U
of β-galactosidase

activity/mg of protein
-

[47]

pERE-URA-nirA + lacZ:
100 U of β-galactosidase

activity/mg of protein
4

pERE-URA-RS + lacZ:
1400 U of β-galactosidase

activity/mg of protein
[1 pM inducer (DES)]

56
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Table 2. Cont.

Process Modification Performance Improvement Factor Reference

Use of a hemolysin-like protein promoter
(Phyl) for heterologous production in

A. oryzae

Reporter gene:
Endoglucanase Cel B

Pamy: 24.1 ± 5.5 U/mL, Phyl:
57.9 ± 17.4 U/mL

2.4

[48]

Reporter gene: Trichoderma
endoglucanase I

Pamy: 7.7 ± 3.9 U/mL, Phyl:
27.8 ± 1.3 U/mL

3.6

Reporter gene: Trichoderma
endoglucanase III

Pamy:4.0 ± 0.6 U/mL,
hyl:31.7 ± 3.3 U/mL

7.9

Regulatory elements (TerR and PterA)
from A. terreus terrain gene cluster for

E. coli lacZ expression in A. niger

Promoter activity
~5000 mU/mg when TerR
under PgpdA (No activity

when TerR under the
native promoter)

-

[49]Promoter activity ~10,000
mU/mg (when TerR under

PgpdA in 2 copies)
2

Promoter activity
~15,000 mU/mg (when TerR

under PamyB)
3

A. niger α-glucosyltransferase produced
under the A. niger pyruvate

kinase promoter

2000 U/mL total activity of
α-glucosyltransferase

compared to 600 U/mL in
the wild type

3.3 [50]

Overexpression of the transcription factor
RsmA, while the aflR promoter was

inserted in front of the pslcc in A. nidulans

0.06 U/mL of Pycnoporus
sanguineus laccase compared

to 0.004 U/mL in the
control strain

15 [51,52]

A novel promoter from Talaromyces
emersonii (Pglucan1200) for expressing

glaA in A. niger

6000 U/mL of GlaA, enzyme
activity increased by about

25% compared to 5000 U/mL
in the strain with the PglaA

1.2 [53]

The
constitutive
promoter of

ecm33 (Pecm33)
from A. niger in

A. niger

Maltose:
Pecm33 activity induced by

1.7 compared to PglaA
activity that induced by 2.7

- [54]
Glucose:

Pecm33 activity induced by
1.1 compared to PglaA

activity that induced by 1.8

Xylose:

Pecm33 activity induced by
2 compared to PglaA activity

that induced by 1.3
Increased Pecm33 activity at

37 ◦C

Although the majority of the promoters used are derived from the primary metabolism, there have
also been attempts to develop expression cassettes using regulatory elements from fungal secondary
metabolite pathways (Table 2) [49,51,52]. In such cases, the strain carries the heterologous gene under
the control of an inducible promoter and it is engineered to overexpress the gene that encodes the
transcription factor, which activates the specific promoter, thus achieving high expression levels.

Apart from the endogenous promoters discussed above, non-endogenous, or synthetic, tunable
promoter systems have also been developed for Aspergillus species [47,55–57]. One of them, the Tet
On/Off system, was adapted from the mechanism regulating the tetracycline resistance operon in E. coli.
It is also based on a dual player system, where the production strain is co-transformed with a plasmid
carrying the heterologous gene regulated by the activity of a tetracycline-responsive promoter and a
plasmid encoding a tetracycline transactivator (tTA). In the absence of the tetracycline or its derivative,
doxycycline (DOX), the tTA binds to the promoter, inducing heterologous gene expression. However,
where DOX is added, tTA disassociates from the binding sites and expression shuts down [56].
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3.1.2. Gene Copy Number and Integration Site

In general, it has been suggested that integration of multiple gene copies can result in increased
protein production levels. This has been observed frequently in Aspergillus systems expressing native
proteins, such as glucoamylase or amylase (Table 3) [58–60]. In fact, A. niger strains containing multiple
glaA copies (20 and 80) were able to secrete five to eight times more glucoamylase [59]. Similarly,
introducing additional copies of heterologous genes also leads to higher amounts of protein produced
(Table 3) [47,61]. However, this is not always the case. While studying the effect of copy number on
heterologous expression in A. nidulans, Lubertozzi and Keasling (2006) observed that β-galactosidase
activity of the transformants did not consistently correlate with the lacZ dosage. They suggested that
this could be due to a gene silencing mechanism, previously observed in filamentous fungi, or due
to pleiotropic effects of random integration [62]. In addition, Verdoes et al. (1995) suggests that the
reasons for this limitation in protein production by strains harboring multiple copies is both the site of
integration and the availability of trans-regulatory factors involved in transcription [63].

Table 3. Approaches for improving recombinant protein production through integration of multiple
gene copies.

Process Modification Performance Improvement Factor Reference

Copy number
Integration of up to 200

additional copies of the glaA in
A. niger

355 mg/L of glucoamylase
compared to parental strain

(50 mg/L)
7.1 [58]

Integration of 80 additional
copies of the glaA in A. niger

1268 mU of glucoamylase/mL
culture filtrate compared to

280 mU/mL in the parental strain
4.5 [59]

Integration of multiple copies
of cassettes with thaumatin

gene in A. awamori (two types
of cassettes, 1 with PB2 and 1

with PgdhA)

8 copies: 10 ± 0.4 mg/L thaumatin -

[46]
11 copies: 14 ± 1.1 mg/L thaumatin 1.4

14 copies: 11 ± 0.8 mg/L thaumatin 1.1

10 copies: 14 ± 1.3 mg/L thaumatin 1.4

Insertion of multiple copies of
the cassette pERE-URA-RS +

lacZ in A. nidulans

1 copy of pERE-URA-RS + lacZ:
9500 U of β-galactosidase/mg

of protein 5.4 [47]

Multiple copies of pERE-URA-RS +
lacZ: 51,000U of β-galactosidase/mg

of protein [1 nM inducer (DES)]

Integration of an additional
copy of the glaA- RFP (2 in

total) in A. nidulans

A 70% increase in maximum
fluorescence level (quantification

data not available)
1.7 [61]

The genomic site, where the expression cassette is integrated during transformation, is indeed
an important factor that influences transcription of the heterologous gene and consequently protein
production [62,63]. In order to tackle unpredicted limitations related to random insertion, site-specific
integration systems are usually applied [32,64]. Moreover, identification of genomic loci with
high transcriptional activity, followed by targeted integration of expression cassettes in the specific
sites, provides an additional approach for boosting transgene expression and recombinant protein
synthesis [65]. A promising integration site for expression and characterization of heterologous genes
was identified in the genome of A. nidulans. Insertion of heterologous genes in the specific locus
(Integration Site 1-IS1) did not interfere with the fitness of the strain, while it allowed for high and
stable expression levels in a tissue-independent manner [66].

3.2. Translational Regulation

Codon Usage and mRNA Stability

Most of the amino acids found in nature are encoded by more than one codon (synonymous codons).
The preference for one codon over another, known as codon usage, varies among organisms and can
be a limitation when heterologous genes are expressed in a host with different codon usage compared
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to the codon usage of the organism from which the genes has been isolated [67]. Codon optimization
is commonly used in such cases, where rare codons found in heterologous genes are replaced by
synonymous codons that encode the same amino acid but are more frequently used in the expression
host. Codon optimization has been proposed as a successful practice for improving mRNA stability
and translational efficiency, leading to higher levels of heterologous protein production [68,69].

Several studies in recombinant protein production in Aspergillus species have reported that codon
optimized genes are expressed more efficiently, resulting in improved heterologous protein yields
(Table 4) [69–72]. For example, A. oryzae strains carrying a codon optimized der f7, a gene that encodes
Dermatophagoides farina mite allergen 7, showed increased gene expression levels and it produced
almost three to five more protein than the strains with the non-optimized gene [70]. Tanaka et al. (2012)
showed later that the increase in transcriptional and translational efficiency was clearly assigned to
improved mRNA stability due to codon optimization of der f7 [73].

Table 4. Approaches for improving recombinant protein production through codon optimization of
the expressed sequences.

Process Modification Performance Improvement Factor Reference

Codon usage

A Cyamopsis tetragonoloba
α-galactosidase gene
optimized based on

Saccharomyces cerevisiae
codon usage and expressed

in A. awamori

Synthetic gene: 0.4 mg/L
α-galactosidase
Wild type gene:

Undetectable levels

- [72]

A Solanum tuberosum
α-glucan phosphorylase
synthetic gene optimized

based on A. niger-preferred
codon usage for production

in A. niger

Synthetic gene:
39.6–94.6 mg/L α-glucan

phosphorylase
Wild type gene: <0.1 mg/L

- [71]

A codon optimized
Dermatophagoides farina der f7

gene based on A. oryzae
codon usage and expressed

in A. oryzae

Non-fused: undetectable
level to a detectable level
Fused to GlaA: 3 to 5 fold

increase
(Signal intensity

quantification of the bands
from the SDS-PAGE)

3–5 [70]

However, the codon usage of the native gene “donor” hosts is not trivial. It has been shown that
codon usage influences local rates of translation elongation (preferred codons speed up elongation
and rare codons slow it down), assisting in proper co-translational protein folding. This means that
codon optimization of a genetic sequence that results in increased translation velocity, can also disrupt
protein folding, secretion and activity [74].

In general, post-transcriptional events, such as mRNA processing (addition of the 3′polyA-tail
or the 5′cap) and base modifications, the presence of rare codons or destabilizing sequences can
have an impact on the length and stability of mRNA, thus limiting efficient translation and protein
synthesis [75]. Limitations related to mRNA stability can also be addressed by using gene fusions,
which contain heterologous proteins fused to a well-secreted carrier protein [75], a strategy that will be
discussed later in the review.

3.3. Glycosylation

Glycosylation is a post-translational modification of eukaryotic proteins, during which glycans
are added on specific amino acid residues. Two main types of glycosylation have been described:
the O-linked glycosylation, where glycans are added on the side-chain hydroxyl groups of serine or
threonine residues [76], and the N-linked glycosylation, which takes place on the side-chain amino
groups of asparagine residues (at a N-X-S/T motif, where X is any amino acid except proline) [77].
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Glycosylation is crucial for glycoproteins, as it influences their stability, activity, but also their
passage through the secretory pathway [78,79] (see also below Section 3.4.1. The fungal Secretory
Pathway—Glycosylation).

Filamentous fungi, and thus aspergilli, have the ability to perform post-translational modifications,
including glycosylation, making them appropriate hosts for production of eukaryotic proteins. However,
when it comes to production of mammalian proteins, fungal glycosylation is a bottleneck [78].
Filamentous fungi typically produce N-glycans that differ in composition and structure from mammalian
ones. This can create problems during heterologous production of mammalian proteins in fungal
expression systems, such as incorrect folding and subsequent elimination of the aberrant proteins by
the cell quality control mechanisms. Moreover, addition of unusual fungal glycan structures on the
heterologous protein may affect its stability and activity, or in the case of therapeutic proteins, increase
their immunogenicity [80].

During N-linked glycosylation, the glycan (Glc3Man9GlcNAc2), consisting of three glucose
(Glc3), nine mannose (Man9), and two N-acetylglucosamine (GlcNAc2) residues, is transferred to
the conserved consensus sequence Asn-X-Ser/Thr. Shortly after, the removal of three Glc and one
Man sugar results in the Man8GlcNAc2 glucan, a process conserved among all eukaryotes. However,
further modifications on Man8GlcNAc2 differ between mammalian and fungal cells. Filamentous
fungi and yeasts usually produce small, high-mannose N-glycans, while the mammalian glycans are
more complex, containing N-acetylglucosamine, galactose, fucose, and sialic acid.

Several attempts have been made to engineer the glycosylation pathway in aspergilli towards the
synthesis of complex mammalian-like glycans [81–84]. Kainz et al. (2008) focused on two crucial steps
in the pathway for obtaining glycoproteins of mammalian type: First, the trimming of terminal mannose
residues from Man8GlcNAc2 to Man5GlcNAc2 structures, a process catalyzed by a mannosidase,
and second, the subsequent transfer of N-acetylglucosamine to yield GlcNAcMan5GlcNAc2,
catalyzed by a glycosyltransferase. Insertion of genes encoding the α-1,2-mannosidase and
β-1,2-N-acetylglucosaminyltransferase I in A. niger and A. nidulans resulted in the synthesis of
glycans with the desirable structure described before. In addition, deleting a gene (algC) involved
in the early steps of fungal glycosylation, further contributed to the synthesis of glycan structures
resembling those of humanized glycoproteins [81].

3.4. Secretion

Another advantage of using Aspergillus species as protein production systems is their natural
capacity to secrete high amounts of protein in the extracellular environment. Nevertheless, heterologous
proteins often lack specific features of the native secreted proteins, leading to low secretion efficiency
and low yields. Therefore, several studies have looked into unraveling the secretion processes in
filamentous fungi [85,86]. In fact, multiple bottlenecks of the fungal secretory pathway have been
identified and key factors of secretion have been engineered, improving production of heterologous
proteins. Alternatively, fusion of these proteins to native, secreted proteins (carrier proteins) has also
been able to enhance secretion, bypassing the complexity of engineering steps of fungal secretion [42].

3.4.1. The fungal Secretory Pathway

Proteins moving through the fungal secretory pathway are subjected to several quality control
tests until they are finally secreted. Attempts to engineer fungal secretion have been made in all the
possible rate-limiting steps, starting from the processing that occurs in the endoplasmic reticulum (ER),
to protein transport and degradation pathways (Figure 1).
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Figure 1. Protein synthesis and secretion in a fungal (e.g., A. niger) cell are schematically described.
The figure also presents key steps that can be bottlenecks in the production of recombinant proteins in
filamentous fungi. At transcription level, high expression of the gene of interest can be achieved by
using strong promoters, integrating multiple gene copies and choosing integration sites that positively
influences recombinant gene expression. Translation can also be a limiting step in recombinant protein
production and can be improved by increasing mRNA stability and adjusting codon usage of the
heterologous coding sequence to the fungal host. Following translation, proteins guided by the signal
recognition particle (SRP) enter the ER lumen, where they receive post-translation modifications. At this
stage, accumulation of unfolded proteins due to high gene expression can lead to ER-stress. Activation
of several ER-resident chaperones and foldases (see text for details) can assist with proper folding of
most proteins, relieving the overloaded ER. Proteins that fail to be properly folded are guided to the
cytoplasm where they are degraded through the ERAD (ER-associated protein degradation) pathway
by the proteasome. Proper folding, and consequently efficient secretion, is also dependent on the
glycosylation process in the ER. Properly folded and glycosylated proteins destined to be secreted are
packed into Coat Protein complex II (COPII) vesicles and transported to the Golgi complex, where
further glycosylation takes place. Through a vesicle-mediated process, proteins finally reach the
cell surface, where they are released into the periplasmic region. Additional protein translocation
pathways, such as retrograde trafficking and vacuole degradation, can indirectly affect protein secretion
efficiency. In retrograde trafficking, ER-resident proteins that have escaped or misfolded Golgi-resident
proteins are transported from the Golgi back to the ER packed in COPI vesicles. Finally, misfolded and
dysfunctional proteins that fail to pass the quality control of the secretory pathway can be transported
to the vacuole by Vacuolar protein sorting (Vps) receptors and are degraded (autophagy-related
degradation).

• ER-stress and protein folding

Secretion starts with the protein being transported to the ER, where post-translational modifications,
like glycosylation, disulfide bond formation, and folding, take place. Accumulation of misfolded
or unfolded proteins in the ER can activate stress response pathways in the cell, including the
unfolded-protein response (UPR) and the ER-associated degradation (ERAD) pathway (Figure 1).
Activation of the UPR usually increases expression of genes related to post-translation protein
processing (e.g., lectins, chaperones, foldases, and protein disulfide isomerases), resulting in proper
protein folding, and eventually alleviates ER-stress [87].

ER-overload is often observed in heterologous expression systems, where high transcriptional
activity leads to buildup of incompletely folded proteins. As a result, efficient protein secretion is
hindered, resulting in low production yields of heterologous proteins. In such cases, engineering
the UPR is considered to be a promising practice to improve efficiency of heterologous expression
systems [85]. Induction of the UPR by overexpressing the gene encoding the UPR transcription
factor HacA in A. awamori increased production yields of the Trametes versicolor laccase by sevenfold
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and these of bovine preprochymosin by almost threefold [88]. In addition, constitutive expression
of hacA resulted in 1.5 times higher production levels of neoculin, a plant nonglycemic sweetener,
in A. oryzae cultures [40]. Many genetic engineering projects have also targeted single UPR components
(e.g., ER-resident chaperones and foldases) for enhancing protein secretion in several Aspergillus species
(Table 5) [88–93]. For example, overexpression of the gene encoding the lectin-like chaperone calnexin
resulted in 60–73 mg/L of the Phanerochaete chrysosporium manganese peroxidase in A. niger mutants,
while the parental strain production reached only 14 mg/L [92]. However, a positive correlation
between chaperone overexpression and protein secretion appears to depend specifically on the protein
to be produced. For example, increased production of the chaperone protein BipA negatively affected
production of the P. chrysosporium manganese peroxidase in A. niger [92], but improved production
titers of the plant sweet protein thaumatin in A. awamori [93].

Table 5. Approaches for improving recombinant protein production through engineering
unfolded-protein response (UPR) response.

Process Modification Performance Improvement Factor Reference

ER-stress and
protein folding

Overexpression of
prpA (multicopy

integrated vector)
in A. niger

var. awamori

The level of chymosin
by the control

transformants was
similar to the

transformants with
overexpression of

the prpA

- [90]

Deletion of prpA in
A. niger

var. awamori

The production level of
bovine prochymosin

was lower than
expected for randomly
isolated transformants
(3/19 transformants)

- [90]

Overexpression of
cypB in A. niger

Twofold increase in
glucoamylase

production
2 [89]

Insertion of
multiple copies of
pdiA in A. awamori

19 mg/L thaumatin
compared to 5 mg/L in

the parental strain
3.8

[91]Optimal bioreactor
conditions: 150 mg/L
thaumatin compared

to 40 mg/L in the
parental strain

3.8

Overexpression of
clxA in A.niger

60–73 mg/L
P. chrysosporium

manganese peroxidase
compared to 14 mg/L
in the parental strain

4–5 [92]

Overexpression of
bipA in A.niger

P. chrysosporium
manganese peroxidase

was severely
reduced-almost

undetectable levels

- [92]
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Table 5. Cont.

Process Modification Performance Improvement Factor Reference

Overexpression of
hacA in A. niger

var. awamori

13–34 mg/L chymosin
compared to 12.5 mg/L

in parental strain
1.3–2.8

[88]3.9–8.5 nkat/mL laccase
compared to

0.9 nkat/mL in
parental strain

3–7.6

Overexpression of
bipA in A. awamori

20 mg/L thaumatin
compared to 9 mg/L in

the parental strain
2–2.5 [93]

Constitutive
expression of the

active form of hacA
cDNA in A. oryzae

2 mg/L neoculin
compared to 1.5 mg/L
in the control strain

1.5 [40]

• Glycosylation

As mentioned before, glycosylation affects protein activity and stability and in many cases it
also influences protein folding and secretion efficiency [78,79]. N-glycosylation has been linked to
an ER-quality control system of glycoprotein folding in filamentous fungi [94,95]. In fact, inhibiting
the specific process in A. nidulans appeared to hinder secretion of α-galactosidase, resulting in the
accumulation of the under-glycosylated protein to the cell wall [96]. Engineering N-glycosylation
has been applied as a strategy to increase levels of heterologous protein secretion (Table 6) [97–99].
For example, improving a poorly used N-glycosylation site or adding a new one in a chymosin gene
almost doubled the levels of secreted protein in A. niger strains [98].

Table 6. Approaches for improving recombinant protein production through engineering glycosylation.

Process Modification Performance Improvement Factor Reference

Glycosylation

Overexpression of
S. cerevisiae DPM1 in

A. nidulans strains
impaired in DPMS activity

No significant increase in
protein secretion observed

Production of invertase and
glucoamylase was higher but
the proteins were trapped in

the periplasmic space

28 [97]

Bovine prochymosin
synthetic gene with a

single mutation
(S335T)—This mutation
resulted in a potentially

better N-glycosylation site
(NHT) in A. niger

207 IMCU/mL (0.9 g/L)
chymosin compared to

90 IMCU/mL in the parental
strain

90% of the chymosin
molecules were glycosylated

compared to 10% in the
parental strain

3 [98]

Bovine prochymosin
synthetic gene with a

N–S–T glycosylation site
(TDNST) in the short

peptide linker in A. niger

141 International Milk Clotting
Unit/mL (0.6 g/L) chymosin

compared to 90 IMCU/mL in
the parental strain

Same glycosylation pattern

1.5 [98]

Deletion of mnn9, mnn10,
ochA in A. niger

Δmnn9: 14.6% increase in
Tramete laccase production 1.1

[99]
Δmnn10: 12.7% increase 1.1

ΔochA: 7.2% increase 1.1

Δmnn9/ochA: 16.8% increase 1.2
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Strangely enough, it appears that glycosylation is not always essential for the secretion of proteins.
For example, secretion of α-amylase was not affected at all when the antibiotic tunicamycin was
used to block N-glycosylation in A. oryzae cultures [79]. In another attempt, overexpressing the
yeast DPM1 gene, a key gene of O-glycosylation, improved the generation of native proteins in
O-glycosylation-deficient A. nidulans strains, but the proteins produced were mostly localized in the
periplasmic space [97]. In addition, deleting algC, a gene involved in early steps of N-glycosylation,
resulted in an increase of the overall protein secretion in A. niger strains [100]. It is apparent that the
role of glycosylation in protein production is not yet clearly understood and requires more research in
order to be employed for improving heterologous protein production.

• Protein translocation

Following glycosylation and quality control in the ER, secreted proteins are packed in ER-derived
vesicles (COPII-coated vesicles) and are transported to the Golgi apparatus. Proteins are further
glycosylated there and are then guided to the plasma membrane in Golgi-derived vesicles. Additionally,
other types of vesicles starting from Golgi carry ER-residents back to the ER or recycle important
Golgi-enzymes and trafficking components (COPI-coated vesicles) [101] (Figure 1).

Regulating expression of key factors involved in vesicle trafficking (e.g., cargo receptors recruiting
proteins into the vesicles) has been applied lately in order to assist protein transport through the
secretory pathway and has improved production yields in aspergilli (Table 7) [61,102–104]. Indicatively,
overproduction of the Rab GTPase RabD, a protein involved in cargo transport from the Golgi apparatus
to the plasma membrane, increased the secretion yields of a fluorescent reporter protein (mRFP) in
A. nidulans cultures by approximately 25% [61]. Similarly, deleting genes encoding the receptors
AoVip36 and AoEmp47, which retain proteins in the ER, almost doubled the level of chymosin secreted
in A. oryzae strains [104].

Table 7. Projects for improving recombinant protein production through engineering protein trafficking.

Process Modification Performance Improvement Factor Reference

Protein
translocation

Deletion of Aovip36 in
A. oryzae

50 mg/L chymosin compared to
27 mg/L in the parental strain 1.9

[104]

300% EGFP in culture
supernatant compared to 100%

in the parental strain
The α-amylase activity (native

protein) was reduced by
approximately 30% compared

with the activity in the
control strain

3

Deletion of AoEmp47 in
A. oryzae

50 mg/L chymosin compared to
27 mg/L in the parental strain 1.9

[104]
210% EGFP in culture

supernatant compared to 100%
in the parental strain

No difference in the α-amylase
activity (native protein)

2.1

Overexpression of rabD
in A. nidulans

25% increase in mRFP secretion
in submerged cultivations in

shake flasks
1.3

[61]
40% increase in RFP secretion in

2l bioreactor 1.4
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Table 7. Cont.

Process Modification Performance Improvement Factor Reference

Deletion of racA in
A. niger

Native GlaA secreted into the
culture medium is four times
more compared to its parental

strain, when ensuring
continuous high-level

expression of glaA.
Quantification was done by dot
blot analysis using a monoclonal

antibody (Arbitrary units)

4 [102]

Overexpression of arfA
in A. niger

Quantitative abundance of
GlaA-dtomato reporter protein
was 397.4 absolute fluorescence

compared to 298.7 in
control strain

1.3 [103]

• Protein degradation pathways—ERAD and Vacuole

Misfolded proteins that fail to be refolded properly through the UPR enter the ERAD pathway
(Figure 1). They are transported from the ER to the cytoplasm, where they are ubiquitinated and
degraded by the proteasome [105]. Disrupting key genes of the ERAD has been applied in order to study
intracellular degradation of heterologous proteins and improve production yields in Aspergillus species
(Table 8) [99,106,107]. Inactivation of doaA, which encodes a factor required for ubiquitin-mediated
proteolysis, combined with induction of UPR-related genes (sttC) contributed to improved heterologous
protein expression in A. niger [106].

Table 8. Approaches for improving recombinant protein production through engineering protein
degradation pathways.

Process Modification Performance Improvement Factor Reference

Protein
degradation

pathways—ERAD
and Vacuole

Deletion of derA and
derB in A. niger

ΔderA: 80% decrease in Tramete
laccase production 0.2

[99]

- ΔderB: 15.7% increase in
Tramete laccase 1.15

Deletion of doaA and
overexpression of sttC

in A. niger

Higher GUS activity compared
to parental strain

(no quantitative data available)
- [106]

Disruption of Aovps10
in A. oryzae

83.1 and 70.3 mg/L chymosin
compared to 28.7 mg/L in

parental strain
3–2.5

[108]
22.6 and 24.6 mg/L human

lysozyme compared to
11.1 mg/L in parental strain

2–2.2

Deletion of ERAD key
genes (derA, doaA,

hrdC, mifA and mnsA)
in A. niger

ΔderA and ΔhrdC: 2-fold
increase compared to parental

strain (single-copy)
2

[107]

ΔderA: 6-fold increase
compared to parental strain

(multi-copy)
Relative amount of intracellular
GlaGus (β-glucuronidase levels)
fusion protein detected in total
protein extracts of strains with
impaired ERAD and respective

parental strain

6
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Table 8. Cont.

Process Modification Performance Improvement Factor Reference

Disruption of genes
involved in autophagy

in A. oryzae

ΔAoatg1: 60 mg/L chymosin 2.3

[109]

ΔAoatg13: 37 mg/L chymosin 1.4

ΔAoatg4: 80 mg/L chymosin 3.1

ΔAoatg8: 66 mg/L chymosin 2.5

ΔAoatg15: 24 mg/L chymosin 1

Control: 26 mg/L chymosin -

During the last steps of secretion additional protein quality control mechanisms can target aberrant
proteins to degradation. During autophagy proteins are guided through vesicle trafficking to vacuoles,
where they get degraded (Figure 1). Disruption of the autophagic process has been proposed as a way
to enhance production of recombinant heterologous proteins (Table 8) [108,109]. For example, deleting
the vacuolar protein sorting receptor gene AoVPS in A. oryzae resulted in increased extracellular
production levels of chymosin and human lysozyme in A. oryzae by 3- and 2-fold, respectively [108].

Collectively, these studies suggest that the fungal secretory pathway offers multiple engineering
targets and opens up a new perspective on developing hypersecreting Aspergillus strains for
industrial applications.

3.4.2. Carrier Proteins

A commonly applied approach for successful secretion of foreign proteins in Aspergillus cultures is
the use of native, well-secreted carrier proteins. Fusion of a carrier protein to heterologously produced
proteins appears to improve mRNA stability [75] and facilitate proper folding and translocation through
the fungal secretory pathway [110]. Multiple proteins of industrial and pharmaceutical relevance have
been produced and efficiently secreted following this strategy. Chymosin, a protease used as a milk
clotting agent in cheese manufacturing, was one of the first examples of a heterologous protein to
be produced in Aspergillus cultures using the natively secreted glucoamylase A (GlaA) as a carrier
protein [111,112] or just the GlaA signal peptide [113]. Since then, the advantages of using entire
or parts of carrier proteins were exploited further for the production of human interleukin-6 [114],
antibodies [115,116], and other commercially relevant proteins [40,117] in several Aspergillus species
improving production yields (Table 9).

As GlaA is the most abundant and highly secreted enzyme in most Aspergillus species, it is a
popular carrier choice for heterologous protein production [113,114,116,117]. However, other naturally
secreted proteins, or their signal peptides, have also been used successfully for this purpose, e.g.,
the A. oryzae α-amylase [40,118,119] and signal peptides of an A. niger endoxylanase [120] (Table 9).

Table 9. Approaches for improving recombinant protein production through the use of carrier proteins.

Process Modification Performance Improvement Factor Reference

Carriers
Prochymosin sequence

fused to A. niger GlaA signal
peptide in A. nidulans

146 μg/g dry weight
chymosin compared to

93 μg/g dry weight in the
control strain

1.56 [113]

Prochymosin sequence fused
to codons for the GlaA signal
peptide, propeptide, and 11

amino acids of mature
glucoamylase in A. nidulans

119 μg/g dry weight
chymosin compared to 93
μg/g dry weight in the

control strain

1.27 [113]
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Table 9. Cont.

Process Modification Performance Improvement Factor Reference

Prochymosin sequence fused
to GlaA signal peptide and
propeptide in A. nidulans

23 μg/g dry weight
compared to 93 μg/g dry

weight in the control strain
0.24 [113]

Prochymosin sequence
fused after the last codon of

A. awamori GlaA in
A. awamori

140 μg/mL secreted
chymosin compared to 8
μg/mL in the control strain

(prochymosin + GlaA
signal peptide)

17.5 [111,112]

hlL6 fused to 1-514 nt of
A. niger GlaA in A. niger

15 mg/L hIL6 compared to
less than 1 μg/L in the

control strain (hlL6 fused to
the GlaA signal peptide)

>15 [114]

E. coli uidA
(13-glucuronidase) and the T.
lanuginosa lipase fused to A.

niger var. awamori
endoxylanase II
secretion signals

798 Arbitrary units of
glucuronidase activity/mg of
total protein (the control did

not carry uidA)

- [120]

47.5 Arbitrary units of lipase
activity compared to 47

Arbitrary units when the
native lipase signal is used

1

ScFv-LYS encoding
fragments fused to A. niger
propeptide + GlaA (514nt)

90 mg/L ScFv-LYS compared
to 2–22 mg/L in the control
strains (18 aa GlaA signal

sequence + ScFv-LYS)

4–45 [115]

Human antibodies (κ- and
γ-chain of IgG1) fused to

GlaA in A. niger

0.9 g/L of trastuzumab IgG1
and 0.2 g/L of Hu1D10 - [116]

Neoculin gene fused to
α-amylase in A. oryzae 1.3 mg/L of NCL - [40]

Bovine chymosin gene fused
to α-amylase in A. oryzae

42 mg/L chymosin compared
to 20 mg/L in strains with

non-fused gene
2.1 [119]

Hemicellulose degrading
enzymes sequences fused to
GlaA secretion peptide in A.

nidulans strains

50–100 mg/L xylanase B,
xylanase C, xylosidase D,

arabinofuranosidase B,
ferulic acid esterase

and arabinase

- [117]

Regardless of the carrier protein or the signal peptide used, the heterologous protein needs
to be detached from the protein fusion after secretion in order to gain full activity. An alternative
practice to downstream in vitro treatment with proteases is to incorporate a protease cleavage site
(e.g., Lys-Arg) between the native and the foreign protein, which can be proteolytically cleaved by fungal
endoproteases (e.g., KEXB endoprotease in A. niger) during secretion [114,121,122]. Optimization of the
sequence upstream the KEXB cleavage site appeared to increase Trastuzumab light chain production
in A. niger [122].

3.5. Proteases

Proteolytic degradation by extracellular fungal proteases is one of the main reasons why secreted
yields of heterologous proteins fail to reach the gram-per-liter production level of native proteins
in Aspergillus species. Several bioprocessing strategies, such as maintaining high pH during
fermentation [123] or low temperatures during downstream processing, separating the product
from the protease-containing medium and using protease inhibitors, are often used to decrease protein
degradation. However, proteolysis still occurs, making production of foreign proteins inefficient [124].

An alternative and more efficient approach is the use of protease-deficient strains [124].
Conventional mutagenesis and genetic engineering were applied to several Aspergillus species
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in order to disrupt genes that encode extracellular proteases, e.g., aspergillopepsin A (pepA) [125,126]
or protease regulatory genes [126,127] (Table 10). The specific mutants exhibit reduced extracellular
proteolytic activity and often appear to be more efficient producers of heterologous proteins than the
wild types [124]. Deletion of pepA in A. awamori resulted in an aspergillopepsin A-deficient mutant, with
decreased proteolytic activity [125] and able to produce higher levels of bovine chymosin (~430 mg/L),
when compared to the control strain (A. awamori strain GC12-ΔargB3, ΔpyrG5: ~180 mg/L) [128]. A. niger
mutants lacking the transcription factor PrtT, which regulates expression of both aspergillopepsin A
and B genes (pepA and pepB) [129], showed only 1–2% of the parental strain extracellular protease
activity [126] and were used to produce highly stable heterologous cutinase with 1.7-fold increased
activity [127].

Table 10. Approaches for improving recombinant protein production through disruption of
protease genes.

Process Modification Performance Improvement Factor Reference

Proteases Deletion of pepA in
A. awamori strains

Decreased extracellular proteolytic activity
compared to the wild type (immunoassay using
antibodies specific for PepA, but absolute values

for PepA concentration were not determined)

- [125]

Deletion of pepA in
A. awamori

430 mg/L of chymosin compared to 180 mg/L in the
parental strain 2.4 [128]

Deletion of pepA in
A. niger (AB1.18)

15–20% proteolytic activity compared to the parent
strain AB4.1 - [126]

Mutation on prtT (UV
irradiation) in A. niger

(AB1.13)

1–2% proteolytic activity compared to the parent
strain AB4.1 - [126]

Deletion of prtR, pepA,
cpI, tppA in A. oryzae

ΔprtR/pepA/cpI: 24.23 mg/L of Acremonium
cellulolyticus cellobiohydrolase 1.2

[133]
ΔprtR/pepA/tppA: 21.30 mg/L 1.1

ΔprtR/cpI/tppA: 22.08 mg/L 1.1

ΔprtR/pepA/cpI/tppA: 19.93 mg/L compared to
19.54 mg/L in the control strains 1.02

Deletion of alp and Npl
in A. oryzae

1041 U/g of Candida antarctica lipase B compared to
575 U/g in the parental strains 1.8 [132]

Deletion of various
proteases in A. niger

Δdpp4: 6% increase in Tramete laccase 1.1

[99]

Δdpp5: 15.4% increase 1.2

ΔpepB: 8.6% increase 1.1

ΔpepD: 4.8% increase 1.0

ΔpepF: 5.3% increase 1.1

ΔpepAa: 0.5% increase 1.1

ΔpepAb: 13.4% increase 1.1

ΔpepAd: 2.7% increase 1.0

Δdpp4/dpp5: 26.6% increase 1.3

Disruption of tppA and
pepE in A. oryzae strains

25.4 mg/L of human lysozyme compared to
15 mg/L in the parental strains 1.7 [118]

Disruption of tppA,
pepE, nptB, dppIV and

dppV in A. oryzae

84.4 mg/L of chymosin compared to the 63.1 mg/L
in the double protease gene disruptant

(ΔtppA/pepE)
1.3 [130]

Disruption of tppA,
pepE, nptB, dppIV, and

dppV, alpA, pepA,
AopepAa, AopepAd and

cpI in A. oryzae

109.4 mg/L of chymosin and 35.8 mg/L of human
lysozyme compared to the quintuple protease gene

disruptant (ΔtppA/pepE/nptB/dppIV/dppV;
84.4 mg/L and 26.5 mg/L, respectively)

1.3 and 1.35 [131]
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Table 10. Cont.

Process Modification Performance Improvement Factor Reference

Deletion of prtT in
A. niger

36.3–36.7 U/mL of mL G. cingulate cutinase
compared to 21.2–20.4 U/mL in the parental strain 1.7

[127]
Stability: Cutinase activity retained at 80% over the
entire 14-day incubation period, while the parental
lost more than 50% of their initial activities after six
days of incubation and retained negligible activity

after 14 days

-

Deletion of dppV and
pepA in A. nidulans

P. sanguineus laccase activity 0.5 U/mL compared to
0.04 U/mL in the control strain 12.5 [51]

Deletion of mnn9 and
pepA in A. nidulans

P. sanguineus laccase activity 0.3 U/mL compared to
0.04 U/mL in the control strain 7.5 [51]

Research on Aspergillus protease repertoire and development of molecular tools for multiple
gene targeting allowed the disruption of multiple protease-related genes in a single production host,
a successful tactic to further decrease proteolytic degradation and therefore improve protein production
titers (Table 10) [51,118,130,131]. Disruption of two protease genes in A. oryzae (tppA and pepE) resulted
in production of 25.4 mg/L of human lysozyme (HLY), which represents a 63% increase in production
yields compared to the control strain [118]. Subsequently, A. oryzae quintuple and decuple protease
gene disruptants produced even higher HLY amounts (26.5 mg/L and 35.8 mg/L, respectively) [130,131].
Although multiple protease-related gene disruptions appear to be a time-consuming and tedious
procedure [127], it is a strategy commonly used for the optimization of heterologous protein production
in several Aspergillus systems of industrial interest [99,132,133].

3.6. Altering Fungal Morphology Using Genetic Engineering

Protein secretion in filamentous fungi has been shown to happen mostly at the tip of growing
hypha, thus hyperbranched phenotypes are more desirable when developing a protein production
platform. Additionally, combining a hyperbranched phenotype with shortened mycelia may result in
reduced culture viscosity, which is beneficial for high density submerged fermentation [134,135].

Multiple studies have focused on the effect of morphology on protein production in aspergilli.
Genetic engineering attempts [102,103] (Table 11) or variation of fermentation parameters (see also
Section 4.2.: Fungal morphology and bioprocessing) have been employed to obtain hyperbranching
strains that can secrete large amounts of proteins. In A. niger deleting the gene that encodes
the Rho-GTPase RacA, which mediates actin polymerization and depolymerisation at the hyphal
apex, generated a strain producing 20% more hyphal tips. Under continuous high-level expression,
this hyperbranching strain produced four times more glucoamylase compared to its parental strain [102].

Table 11. Approaches for improving recombinant protein production through engineering genes
involved in fungal morphology.

Process Modification Performance Improvement Factor Reference

Fungal
morphology

Deletion of racA in
A. niger

GlaA secreted into the culture
medium is four times more

compared to its parental strain,
when ensuring continuous

high-level expression of glaA.
Quantification was done by dot

blot analysis using a monoclonal
antibody (Arbitrary units)

4 [102]

Overexpression of
arfA in A. niger

Quantitative abundance of
GlaA-dtomato reporter protein
was 397.4 absolute fluorescence

compared to 298.7 in control strain

1.3 [103]

142



Catalysts 2020, 10, 1064

4. Fermentation Conditions for Improved Heterologous Production in Aspergillus

Development of most heterologous expression platforms begins with strain improvement, which
hopefully results in obtaining strains able to produce large quantities of a specific protein. Once strain
improvement is complete, the fermentation process for production of the desirable protein in large-scale
has to be established [7,136]. Designing and setting up fungal fermentations is a complex process
that has to be repeated every time a newly engineered strain is used or a new protein is to be
produced. This process requires several optimization steps, starting from finding the optimal growth
medium and fermentation parameters (temperature, pH, and oxygenation) to choosing the appropriate
type of fermentation and the fungal morphology that favors high production yields of the specific
protein [137–139].

4.1. Fermentation Conditions

Multiple strategies have been applied to optimize fermentation conditions for improving
recombinant protein production in Aspergillus cultures (Table 12). Several studies have focused on
the effect of growth medium and culture conditions on protein production [140–145]. MacKenzie et al.
(1994) studied the effect that temperature and growth medium have on the production of hen eggwhite
lysozyme (HEWL) in A. niger cultures. When a standard expression medium (1% w/v soluble starch
and 50 mM sodium phosphate buffer) was used, 20–25 ◦C was the optimal temperature range to
obtain lysozyme in previously observed levels (8–10 mg/L). In addition, as the HEWL gene was under
the control of the glaA promoter, production of lysozyme was highly induced when soluble starch
was used as carbon source. Using a richer medium with soy milk led to even higher yields of up to
30–60 mg/L lysozyme, but interestingly growth temperature was adjusted to 37 ◦C to achieve these
levels [141]. In another attempt, the impact of the nitrogen source was evaluated [143]. Swift et al.
(2000) showed that glucoamylase production was increased by 115% with the addition of casamino
acids, yeast extract, peptone, and gelatin in cultures of a recombinant A. niger strain, compared to
non-supplemented cultures [143].

Table 12. Approaches for improving recombinant protein production through bioprocessing modifications.

Process Modification Performance Improvement Factor Reference

Fermentation
conditions

Effect of growth medium and
temperature on hen egg white lysozyme

(HEWL) production in A. niger

20–25 ◦C 8–10 mg/L HEWL
while 30–37 ◦C

3–5 mg/L HEWL
Temperature: 2–2.6

[141]

soluble starch:
8.0 mg/L HEWL Carbon source: 1.7–2

maltose: 4.5 mg/L HEWL -

glucose: 4.0 mg/L HEWL -

xylose: 0.2 mg/L HEWL -

soy milk medium:
30–60 mg/L HEWL Rich medium: 3.8–7.5

Effect of organic nitrogen sources on
recombinant glucoamylase production in

A. niger

Unsupplemented: 44 mg
glucoamylase/g biomass -

[143]

L-alanine: 32 mg
glucoamylase/g biomass 0.7

L-methionine: 26 mg
glucoamylase/g 0.6

casamino acids, yeast extract,
peptone, and gelatin:

100 mg glucoamylase/g
2.2

Effect of agitation intensity on
recombinant amyloglucosidase (AMG)

production in A. oryzae

Titer at the end of the
batch phase

525 rpm: 110 U/L AMG
-

[146]

675 rpm: 230 U/L AMG 1.6

825 rpm: 370 U/L AMG 3.3
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Table 12. Cont.

Process Modification Performance Improvement Factor Reference

Effects of bioprocess
parameters—agitation intensity, initial

glucose concentration, initial yeast extract
concentration, and dissolved oxygen

tension (DO)—on heterologous protein
production in A. oryzae

Highest GFP yields were
achieved under these
conditions: agitation

400 rpm, glucose 25 g/L,
yeast extract 0 g/dm3, DO

15%

- [142]

Effect of agitation intensity on
recombinant glucose oxidase production

in A. niger

200 rpm: 300 μkat/L of
glucose oxidase -

[144]
500 rpm: 800 μkat/L of

glucose oxidase 2.6

800 rpm: 600 μkat/L of
glucose oxidase 1.3

Effect of temperature on Pleurotus eryngii
versatile peroxidase production in

A. nidulans and A. niger

-A. nidulans
31 ◦C: 24 U/L

peroxidase activity
-

[145]

28 ◦C: 80 U/L
peroxidase activity 3.3

19 ◦C: 466 U/L
peroxidase activity 19.4

-A. niger
28 ◦C: 107 U/L

peroxidase activity
-

19 ◦C: 412 U/L
peroxidase activity 3.8

Fungal
morphology

Effect of raising the viscosity of the
medium by addition of

polyvinylpyrrolidone-PVP (transition
from aggregated mycelia (pellets) to
dispersed mycelia) on hen egg white

lysozyme (HEWL) in A. niger

Medium with no PVP:
110 mg/L fresh and 8 mg/g

dry weight of HEWL
1.7 [147]

Medium with PVP: 190 mg/L
fresh and 14 mg/g dry

weight of HEWL

Effect of addition of microparticles
(linked to the formation of freely

dispersed mycelium) on titers of native
glucoamylase (GlaA) and recombinant

fructofuranosidase (FF) produced in
A. niger

No microparticles: 17 U/mL
GlaA and 42 U/mL FF

3.5 GlaA
2–3.8 FF

[148]
Talc microparticles: 61 U/mL

GlaA and 92 U/mL FF
FF production can reach up

to 160 U/mL (10 g/L talc
microparticles of size 6 mm)

Effect of addition of titanate
microparticles (TiSiO4, 8 mm) on titers of

native glucoamylase (GlaA) and
recombinant fructofuranosidase (FF)

produced in A. niger

No microparticles: 19 U/mL
GlaA and 40 U/mL FF

9.5 GlaA
3.7 FF

[149]Microparticles: 190 U/mL
glucoamylase and 150 U/mL

fructofuranosidase

Effect of growth type on hen egg white
lysozyme (HEWL) production and

protease activity in A. niger

Free suspension:
5.8 mg/g HEWL

95.3 U/g Protease activity
1.5

[140]

Mycelial pellets:
5.0 mg/g HEWL

58.6 U/g Protease activity
1.2

Celite-560-immobilized
cultures:

4.1 mg/g HEWL
56.3 U/g Protease activity

-

Additional bioprocess parameters such as agitation intensity, initial nutrient concentration and
dissolved oxygen levels were also studied with regard to heterologous protein production in different
Aspergillus fermentation types [142,146].

4.2. Altering Fungal Morphology Using Bioprocessing

Filamentous fungi that grow in submerged cultures, including aspergilli, exhibit variable
morphologies, which can affect the overall performance of the microorganism during fermentation.
The commonly observed filamentous growth results in undesirable viscous cultures, which require
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high consumption of energy for agitation and usually complicate downstream processing. On the
contrary, a pelleted morphology (growth in pellets) decreases viscosity of the culture, improves mixing,
and facilitates downstream processing. However, when large pellets are formed in the culture, diffusion
of oxygen and nutrients to the inner pellet core is hindered, resulting in reduced productivity [135].

Many studies have attempted to correlate high protein production yields to a specific type of
fungal morphology. For A. niger, dispersed mycelial suspensions led to higher protein yields over the
pelleted form [140] (Table 12). In fact, microparticles are often added into Aspergillus cultures in order
to prevent formation of large pellets and to favor formation of disperse mycelium, and consequently
recombinant protein production [144,147–149]. However, Gyamerah et al. (2002) showed that the free
suspension culture presented a higher protease activity, compared to the cultures with immobilized
fungal biomass (mycelial pellet or by entrapment in Celite beads), and this could be an additional
limitation for recombinant protein production [140].

5. Conclusions and Future Perspectives

Filamentous fungi hold unlimited potential for industrial applications, from the development
of meat-like products and biomaterials, to bioremediation and biofuel production. One of their best
qualities, largely exploited by the industry, is their innate capacity for the secretion of enzymes,
which facilitate downstream processing and product recovery. Moreover, their ability to produce
complex proteins with post-translational modifications and the fact that they can be cultivated on
inexpensive media makes them a promising alternative for production of eukaryotic proteins. Despite
their undeniable potential though, filamentous fungi have not yet been exploited to the fullest in the
industrial production of recombinant proteins.

Advances in the molecular toolkit available for genetic manipulation of several Aspergillus
species opened up the path for developing them into production systems for recombinant proteins.
Nevertheless, due to a number of factors described in the review, aspergilli have not yet met the
expected production levels. Many studies that focused on engineering different steps of protein
synthesis and secretion, or generating protease-deficient strains, have resulted in a significant increase
of protein yields. Additionally, optimization of the fungal fermentation process has further improved
protein production. However, there are aspects of the fungal physiology that limit protein production
and remain unclear. Continuous data input from “omics” studies sheds light on the complex fungal
mechanisms related to protein quality control and secretion stress, as well as their impact on protein
productivity. The knowledge generated from these studies combined with advances in the field of
synthetic biology will soon place Aspergillus, and possibly other filamentous fungi, in the race for
the most efficient recombinant protein production system. Its potential as a large-scale production
platform not only for recombinant proteins, but also for organic acids, bioactive compounds, enzymes,
and peptides, as well as new perspectives related to the use of Aspergillus in waste treatment and
bioremediation processes, prove that this fungus can provide sustainable solutions for multiple and
diverse markets and industries.

Author Contributions: Conceptualization, F.N. and R.F.; writing—original draft preparation, F.N. and R.F.;
writing—review—editing, F.N., U.H.M.; C.S. and R.F. supervision, C.S. and R.F.; project administration, C.S.;
funding acquisition, C.S. and R.F. All authors have read and agreed to the published version of the manuscript.

Funding: FN’s post-doctorate is supported through the project “PEPTIPORTE-Peptide production and robust
export” funded by Région Hauts-de-France and Bpifrance (FRRI Hauts-de-France), grant number DOS0080512.
Publication fee was partly funded by the Université de Picardie Jules Verne.

Conflicts of Interest: The authors declare no conflict of interest. The funders had no role in the design of the
study; in the collection, analyses, or interpretation of data; in the writing of the manuscript; or in the decision to
publish the results.

145



Catalysts 2020, 10, 1064

References

1. Puetz, J.; Wurm, F.M. Recombinant proteins for industrial versus pharmaceutical purposes: A review of
process and pricing. Processes 2019, 7, 476. [CrossRef]

2. Choi, J.-M.; Han, S.-S.; Kim, H.-S. Industrial applications of enzyme biocatalysis: Current status and future
aspects. Biotechnol. Adv. 2015, 33, 1443–1454. [CrossRef] [PubMed]

3. Baeshen, N.A.; Baeshen, M.N.; Sheikh, A.; Bora, R.S.; Ahmed, M.M.M.; Ramadan, H.A.I.; Saini, K.S.;
Redwan, E.M. Cell factories for insulin production. Microb. Cell Fact. 2014, 13, 141. [CrossRef]

4. Khan, S.; Ullah, M.W.; Siddique, R.; Nabi, G.; Manan, S.; Yousaf, M.; Hou, H. Role of recombinant DNA
technology to improve life. Int. J. Genomics 2016, 2016, 1–14. [CrossRef] [PubMed]

5. Walsh, G. Biopharmaceutical benchmarks 2018. Nat. Biotechnol. 2018, 36, 1136–1145. [CrossRef] [PubMed]
6. Ferreira, R.d.G.; Azzoni, A.R.; Freitas, S. Techno-economic analysis of the industrial production of a low-cost

enzyme using E. coli: The case of recombinant β-glucosidase. Biotechnol. Biofuels 2018, 11, 81. [CrossRef]
7. Nevalainen, H.; Peterson, R. Making recombinant proteins in filamentous fungi—Are we expecting too

much? Front. Microbiol. 2014, 5, 1–10. [CrossRef]
8. Demain, A.L.; Vaishnav, P. Production of recombinant proteins by microbes and higher organisms.

Biotechnol. Adv. 2009, 27, 297–306. [CrossRef]
9. Baghban, R.; Farajnia, S.; Rajabibazl, M.; Ghasemi, Y.; Mafi, A.; Hoseinpoor, R.; Rahbarnia, L.; Aria, M. Yeast

expression systems: Overview and recent advances. Mol. Biotechnol. 2019, 61, 365–384. [CrossRef]
10. Xie, Y.; Han, X.; Miao, Y. An effective recombinant protein expression and purification system in Saccharomyces

cerevisiae. Curr. Protoc. Mol. Biol. 2018, 123, e62. [CrossRef]
11. Meyer, V.; Basenko, E.Y.; Benz, J.P.; Braus, G.H.; Caddick, M.X.; Csukai, M.; de Vries, R.P.; Endy, D.;

Frisvad, J.C.; Gunde-Cimerman, N.; et al. Growing a circular economy with fungal biotechnology: A white
paper. Fungal Biol. Biotechnol. 2020, 7, 5. [CrossRef] [PubMed]

12. Havlik, D.; Brandt, U.; Bohle, K.; Fleißner, A. Establishment of Neurospora crassa as a host for heterologous
protein production using a human antibody fragment as a model product. Microb. Cell Fact. 2017, 16, 128.
[CrossRef] [PubMed]

13. Landowski, C.P.; Mustalahti, E.; Wahl, R.; Croute, L.; Sivasiddarthan, D.; Westerholm-Parvinen, A.; Sommer, B.;
Ostermeier, C.; Helk, B.; Saarinen, J.; et al. Enabling low cost biopharmaceuticals: High level interferon
alpha-2b production in Trichoderma reesei. Microb. Cell Fact. 2016, 15, 104. [CrossRef]

14. Magaña-Ortíz, D.; Fernández, F.; Loske, A.M.; Gómez-Lim, M.A. Extracellular expression in Aspergillus niger
of an antibody fused to Leishmania sp. antigens. Curr. Microbiol. 2018, 75, 40–48. [CrossRef]

15. Arnau, J.; Yaver, D.; Hjort, C.M. Strategies and challenges for the development of industrial enzymes
using fungal cell factories. In Grand Challenges in Fungal Biotechnology; Springer: Cham, Switzerland, 2020;
pp. 179–210, ISBN 9783030295417.

16. Sun, X.; Su, X. Harnessing the knowledge of protein secretion for enhanced protein production in filamentous
fungi. World J. Microbiol. Biotechnol. 2019, 35, 54. [CrossRef] [PubMed]

17. Meyer, V. Genetic engineering of filamentous fungi—Progress, obstacles and future trends. Biotechnol. Adv.
2008, 26, 177–185. [CrossRef] [PubMed]

18. Gupta, S.K.; Shukla, P. Advanced technologies for improved expression of recombinant proteins in bacteria:
Perspectives and applications. Crit. Rev. Biotechnol. 2016, 36, 1089–1098. [CrossRef]

19. Baeshen, M.N.; Al-Hejin, A.M.; Bora, R.S.; Ahmed, M.M.M.; Ramadan, H.A.I.; Saini, K.S.; Baeshen, N.A.;
Redwan, E.M. Production of biopharmaceuticals in E. coli: Current scenario and future perspectives.
J. Microbiol. Biotechnol. 2015, 25, 953–962. [CrossRef]

20. Contreras-Gómez, A.; Sánchez-Mirón, A.; García-Camacho, F.; Molina-Grima, E.; Chisti, Y. Protein production
using the baculovirus-insect cell expression system. Biotechnol. Prog. 2014, 30, 1–18. [CrossRef]

21. Hunter, M.; Yuan, P.; Vavilala, D.; Fox, M. Optimization of protein expression in mammalian cells. Curr. Protoc.
Protein Sci. 2019, 95, e77. [CrossRef]

22. Houdebine, L.-M. Production of pharmaceutical proteins by transgenic animals. Comp. Immunol. Microbiol.
Infect. Dis. 2009, 32, 107–121. [CrossRef]

23. Łojewska, E.; Kowalczyk, T.; Olejniczak, S.; Sakowicz, T. Extraction and purification methods in downstream
processing of plant-based recombinant proteins. Protein Expr. Purif. 2016, 120, 110–117. [CrossRef] [PubMed]

146



Catalysts 2020, 10, 1064

24. Yao, J.; Weng, Y.; Dickey, A.; Wang, K. Plants as factories for human pharmaceuticals: Applications and
challenges. Int. J. Mol. Sci. 2015, 16, 28549–28565. [CrossRef]

25. Currie, J.N. The citric acid fermentation of Aspergillus niger. J. Biol. Chem. 1917, 31, 15–37.
26. Cairns, T.C.; Nai, C.; Meyer, V. How a fungus shapes biotechnology: 100 years of Aspergillus niger research.

Fungal Biol. Biotechnol. 2018, 5, 13. [CrossRef]
27. Dai, Z.; Zhou, H.; Zhang, S.; Gu, H.; Yang, Q.; Zhang, W.; Dong, W.; Ma, J.; Fang, Y.; Jiang, M.; et al.

Current advance in biological production of malic acid using wild type and metabolic engineered strains.
Bioresour. Technol. 2018, 258, 345–353. [CrossRef] [PubMed]

28. Barrios-González, J.; Miranda, R.U. Biotechnological production and applications of statins. Appl. Microbiol.
Biotechnol. 2010, 85, 869–883. [CrossRef]

29. Meyer, V.; Andersen, M.R.; Brakhage, A.A.; Braus, G.H.; Caddick, M.X.; Cairns, T.C.; de Vries, R.P.;
Haarmann, T.; Hansen, K.; Hertz-Fowler, C.; et al. Current challenges of research on filamentous fungi in
relation to human welfare and a sustainable bio-economy: A white paper. Fungal Biol. Biotechnol. 2016, 3, 6.
[CrossRef] [PubMed]

30. Martins-Santana, L.; Nora, L.C.; Sanches-Medeiros, A.; Lovate, G.L.; Cassiano, M.H.A.; Silva-Rocha, R.
Systems and synthetic biology approaches to engineer fungi for fine chemical production. Front. Bioeng.
Biotechnol. 2018, 6, 117. [CrossRef]

31. Meyer, V.; Wu, B.; Ram, A.F.J. Aspergillus as a multi-purpose cell factory: Current status and perspectives.
Biotechnol. Lett. 2011, 33, 469–476. [CrossRef]

32. Leynaud-Kieffer, L.M.C.; Curran, S.C.; Kim, I.; Magnuson, J.K.; Gladden, J.M.; Baker, S.E.; Simmons, B.A.
A new approach to Cas9-based genome editing in Aspergillus niger that is precise, efficient and selectable.
PLoS ONE 2019, 14, e0210243. [CrossRef] [PubMed]

33. Sarkari, P.; Marx, H.; Blumhoff, M.L.; Mattanovich, D.; Sauer, M.; Steiger, M.G. An efficient tool for metabolic
pathway construction and gene integration for Aspergillus niger. Bioresour. Technol. 2017, 245, 1327–1333.
[CrossRef] [PubMed]

34. Cairns, T.C.; Feurstein, C.; Zheng, X.; Zhang, L.H.; Zheng, P.; Sun, J.; Meyer, V. Functional exploration of
co-expression networks identifies a nexus for modulating protein and citric acid titres in Aspergillus niger
submerged culture. Fungal Biol. Biotechnol. 2019, 6, 18. [CrossRef]

35. Nødvig, C.S.; Nielsen, J.B.; Kogle, M.E.; Mortensen, U.H. A CRISPR-Cas9 system for genetic engineering of
filamentous fungi. PLoS ONE 2015, 10, e0133085. [CrossRef] [PubMed]

36. Katayama, T.; Tanaka, Y.; Okabe, T.; Nakamura, H.; Fujii, W.; Kitamoto, K.; Maruyama, J.I. Development of a
genome editing technique using the CRISPR/Cas9 system in the industrial filamentous fungus Aspergillus
oryzae. Biotechnol. Lett. 2016, 38, 637–642. [CrossRef] [PubMed]

37. Fuller, K.K.; Chen, S.; Loros, J.J.; Dunlap, J.C. Development of the CRISPR/Cas9 system for targeted gene
disruption in Aspergillus fumigatus. Eukaryot. Cell 2015, 14, 1073–1080. [CrossRef] [PubMed]

38. Dunn-Coleman, N.S.; Bloebaum, P.; Berka, R.M.; Bodie, E.; Robinson, N.; Armstrong, G.; Ward, M.; Przetak, M.;
Carter, G.L.; LaCost, R.; et al. Commercial levels of chymosin production by Aspergillus. Bio/Technology 1991,
9, 976–981. [CrossRef]

39. Ward, P.P.; Lo, J.-Y.; Duke, M.; May, G.S.; Headon, D.R.; Conneely, O.M. Production of biologically active
recombinant human lactoferrin in Aspergillus Oryzae. Nat. Biotechnol. 1992, 10, 784–789. [CrossRef] [PubMed]

40. Nakajima, K.I.; Asakura, T.; Maruyama, J.I.; Morita, Y.; Oike, H.; Shimizu-Ibuka, A.; Misaka, T.; Sorimachi, H.;
Arai, S.; Kitamoto, K.; et al. Extracellular production of neoculin, a sweet-tasting heterodimeric protein with
taste-modifying activity, by Aspergillus oryzae. Appl. Environ. Microbiol. 2006, 72, 3716–3723. [CrossRef]
[PubMed]

41. Van Den Hondel, C.A.M.J.J.; Punt, P.J.; Van Gorcom, R.F.M. Heterologous Gene Expression in Filamentous Fungi;
Academic Press, Inc.: Cambridge, MA, USA, 1991.

42. Fleißner, A.; Dersch, P. Expression and export: Recombinant protein production systems for Aspergillus.
Appl. Microbiol. Biotechnol. 2010, 87, 1255–1270. [CrossRef] [PubMed]

43. Rendsvig, J.K.H.; Workman, C.T.; Hoof, J.B. Bidirectional histone-gene promoters in Aspergillus:
Characterization and application for multi-gene expression. Fungal Biol. Biotechnol. 2019, 6, 24. [CrossRef]
[PubMed]

44. Qiu, R.; Zhu, X.; Liu, L.; Tang, G. Detection of a protein, AngCP, which binds specifically to the three upstream
regions of glaA gene in A. niger T21. Sci. China Ser. C 2002, 45, 527. [CrossRef] [PubMed]

147



Catalysts 2020, 10, 1064

45. Liu, L.; Liu, J.; Qiu, R.X.; Zhu, X.G.; Dong, Z.Y.; Tang, G.M. Improving heterologous gene expression in
Aspergillus niger by introducing multiple copies of protein-binding sequence containing CCAAT to the
promoter. Lett. Appl. Microbiol. 2003, 36, 358–361. [CrossRef]

46. Moralejo, F.-J.; Cardoza, R.-E.; Gutierrez, S.; Martin, J.F. Thaumatin production in Aspergillus awamori by use
of expression cassettes with strong fungal promoters and high gene dosage. Appl. Environ. Microbiol. 1999,
65, 1168–1174. [CrossRef]

47. Pachlinger, R.; Mitterbauer, R.; Adam, G.; Strauss, J. Metabolically independent and accurately adjustable
Aspergillus sp. expression system. Appl. Environ. Microbiol. 2005, 71, 672–678. [CrossRef] [PubMed]

48. Bando, H.; Hisada, H.; Ishida, H.; Hata, Y.; Katakura, Y.; Kondo, A. Isolation of a novel promoter for efficient
protein expression by Aspergillus oryzae in solid-state culture. Appl. Microbiol. Biotechnol. 2011, 92, 561–569.
[CrossRef] [PubMed]

49. Gressler, M.; Hortschansky, P.; Geib, E.; Brock, M. A new high-performance heterologous fungal expression
system based on regulatory elements from the Aspergillus terreus terrein gene cluster. Front. Microbiol. 2015,
6. [CrossRef]

50. Jun, W.; Yuk, S.L. Polynucleotide Fragment, Expression Vector Comprising Same, Aspergillus niger Genetic
Engineering Strain and Application of Aspergillus niger Genetic Engineering. CN Patent No. CN107304431A,
31 October 2017.

51. Li, W.; Yu, J.; Li, Z.; Yin, W.B. Rational design for fungal laccase production in the model host Aspergillus
nidulans. Sci. China Life Sci. 2019, 62, 84–94. [CrossRef]

52. Yin, W.; Li, W.; Ma, Z. Construction and Application of Heterologous Expression System of Aspergillus
nidulans. CN Patent No. CN108795970A, 13 November 2018.

53. Li, M.; Lu, F.; Chen, Y. Fungus Promoter and Application Thereof 2019. CN Patent No. CN110331144A,
15 October 2019.

54. Gladden, J.M.; Campen, S.A.; Zhang, J.; Magnuson, J.K.; Baker, S.E.; Simmons, B.A. Promoter Useful for
High Expression of a Heterologous Gene of Interest in Aspergillus niger. U.S. Patent No. US20,190,169,584A1,
6 June 2019.

55. Meyer, V.; Wanka, F.; van Gent, J.; Arentshorst, M.; van den Hondel, C.A.M.J.J.; Ram, A.F.J. Fungal
gene expression on demand: An inducible, tunable, and metabolism-independent expression system for
Aspergillus niger. Appl. Environ. Microbiol. 2011, 77, 2975–2983. [CrossRef]

56. Vogt, K.; Bhabhra, R.; Rhodes, J.C.; Askew, D.S. Doxycycline-regulated gene expression in the opportunistic
fungal pathogen Aspergillus fumigatus. BMC Microbiol. 2005, 5, 1–11. [CrossRef] [PubMed]

57. Rantasalo, A.; Landowski, C.P.; Kuivanen, J.; Korppoo, A.; Reuter, L.; Koivistoinen, O.; Valkonen, M.;
Penttilä, M.; Jäntti, J.; Mojzita, D. A universal gene expression system for fungi. Nucleic Acids Res. 2018, 46,
e111. [CrossRef] [PubMed]

58. Verdoes, J.C.; Punt, P.J.; Schrickx, J.M.; van Verseveld, H.W.; Stouthamer, A.H.; van den Hondel, C.A.M.J.J.
Glucoamylase overexpression in Aspergillus niger: Molecular genetic analysis of strains containing multiple
copies of the glaA gene. Transgenic Res. 1993, 2, 84–92. [CrossRef] [PubMed]

59. Wallis, G.L.F.; Swift, R.J.; Hemming, F.W.; Trinci, A.P.J.; Peberdy, J.F. Glucoamylase overexpression and
secretion in Aspergillus niger: Analysis of glycosylation. Biochim. Biophys. Acta 1999, 1472, 576–586. [CrossRef]

60. Tada, S.; Iimura, Y.; Gomi, K.; Takahashi, K.; Hara, S.; Yoshizawa, K. Cloning and nucleotide sequence of the
genomic taka-amylase a gene of Aspergillus oryzae. Agric. Biol. Chem. 1989, 53, 593–599. [CrossRef]

61. Schalén, M.; Anyaogu, D.C.; Hoof, J.B.; Workman, M. Effect of secretory pathway gene overexpression
on secretion of a fluorescent reporter protein in Aspergillus nidulans. Fungal Biol. Biotechnol. 2016, 3, 1–14.
[CrossRef]

62. Lubertozzi, D.; Keasling, J.D. Marker and promoter effects on heterologous expression in Aspergillus nidulans.
Appl. Microbiol. Biotechnol. 2006, 72, 1014–1023. [CrossRef]

63. Verdoes, J.C.; Punt, P.J.; van den Hondel, C.A.M.J.J. Molecular genetic strain improvement for the
overproduction of fungal proteins by filamentous fungi. Appl. Microbiol. Biotechnol. 1995, 43, 195–205.
[CrossRef]

64. Gouka, R.J.; Hessing, J.G.M.; Stam, H.; Musters, W.; van den Hondel, C.A.M.J.J. A novel strategy for
the isolation of defined pyrG mutants and the development of a site-specific integration system for
Aspergillus awamori. Curr. Genet. 1995, 27, 536–540. [CrossRef]

148



Catalysts 2020, 10, 1064

65. Qin, L.; Jiang, X.; Dong, Z.; Huang, J.; Chen, X. Identification of two integration sites in favor of transgene
expression in Trichoderma reesei. Biotechnol. Biofuels 2018, 11, 142. [CrossRef]

66. Hansen, B.G.; Salomonsen, B.; Nielsen, M.T.; Nielsen, J.B.; Hansen, N.B.; Nielsen, K.F.; Regueira, T.B.;
Nielsen, J.; Patil, K.R.; Mortensen, U.H. Versatile enzyme expression and characterization system for
Aspergillus nidulans, with the Penicillium brevicompactum polyketide synthase gene from the mycophenolic
acid gene cluster as a test case. Appl. Environ. Microbiol. 2011, 77, 3044–3051. [CrossRef]

67. Mauro, V.P. Codon optimization in the production of recombinant biotherapeutics: Potential risks and
considerations. BioDrugs 2018, 32, 69–81. [CrossRef] [PubMed]

68. Gustafsson, C.; Minshull, J.; Govindarajan, S.; Ness, J.; Villalobos, A.; Welch, M. Engineering genes for
predictable protein expression. Protein Expr. Purif. 2012, 83, 37–46. [CrossRef] [PubMed]

69. Tanaka, M.; Tokuoka, M.; Gomi, K. Effects of codon optimization on the mRNA levels of heterologous genes
in filamentous fungi. Appl. Microbiol. Biotechnol. 2014, 98, 3859–3867. [CrossRef] [PubMed]

70. Tokuoka, M.; Tanaka, M.; Ono, K.; Takagi, S.; Shintani, T.; Gomi, K. Codon optimization increases steady-state
mRNA levels in Aspergillus oryzae heterologous gene expression. Appl. Environ. Microbiol. 2008, 74, 6538–6546.
[CrossRef]

71. Koda, A.; Bogaki, T.; Minetoki, T.; Hirotsune, M. High expression of a synthetic gene encoding potato
α-glucan phosphorylase in Aspergillus niger. J. Biosci. Bioeng. 2005, 100, 531–537. [CrossRef]

72. Gouka, R.J.; Punt, P.J.; Hessing, J.G.M.; Van Den Hondel, C.A.M.J.J. Analysis of heterologous protein
production in defined recombinant Aspergillus awamori strains. Appl. Environ. Microbiol. 1996, 62, 1951–1957.
[CrossRef]

73. Tanaka, M.; Tokuoka, M.; Shintani, T.; Gomi, K. Transcripts of a heterologous gene encoding mite allergen
Der f 7 are stabilized by codon optimization in Aspergillus oryzae. Appl. Microbiol. Biotechnol. 2012, 96,
1275–1282. [CrossRef]

74. Yu, C.-H.; Dang, Y.; Zhou, Z.; Wu, C.; Zhao, F.; Sachs, M.S.; Liu, Y. Codon usage influences the local rate of
translation elongation to regulate co-translational protein folding. Mol. Cell 2015, 59, 744–754. [CrossRef]

75. Gouka, R.J.; Punt, P.J.; Van Den Hondel, C.A.M.J.J. Glucoamylase gene fusions alleviate limitations for
protein production in Aspergillus awamori at the transcriptional and (post)translational levels. Appl. Environ.
Microbiol. 1997, 63, 488–497. [CrossRef]

76. Carraway, K.L.; Hull, S.R. O-glycosylation pathway for mucin-type glycoproteins. BioEssays 1989, 10, 117–121.
[CrossRef]

77. Bause, E. Structural requirements of N-glycosylation of proteins. Studies with proline peptides as
conformational probes. Biochem. J. 1983, 209, 331–336. [CrossRef] [PubMed]

78. Deshpande, N.; Wilkins, M.R.; Packer, N.; Nevalainen, H. Protein glycosylation pathways in filamentous
fungi. Glycobiology 2008, 18, 626–637. [CrossRef] [PubMed]

79. Eriksen, S.H.; Jensen, B.; Olsen, J. Effect of N-linked glycosylation on secretion, activity, and stability of
α-amylase from Aspergillus oryzae. Curr. Microbiol. 1998, 37, 117–122. [CrossRef] [PubMed]

80. Maras, M.; van Die, I.; Contreras, R.; van den Hondel, C.A. Filamentous fungi as production organisms for
glycoproteins of bio-medical interest. Glycoconj. J. 1999, 16, 99–107. [CrossRef] [PubMed]

81. Kainz, E.; Gallmetzer, A.; Hatzl, C.; Nett, J.H.; Li, H.; Schinko, T.; Pachlinger, R.; Berger, H.;
Reyes-Dominguez, Y.; Bernreiter, A.; et al. N-Glycan modification in Aspergillus species. Appl. Environ.
Microbiol. 2008, 74, 1076–1086. [CrossRef]

82. Kasajima, Y.; Yamaguchi, M.; Hirai, N.; Ohmachi, T.; Yoshida, T. In vivo expression of
UDP-N-acetylglucosamine: Alpha-3-D-mannoside beta-1,2-N-acetylglucosaminyltransferase I (GnT-1)
in Aspergillus oryzae and effects on the sugar chain of alpha-amylase. Biosci. Biotechnol. Biochem. 2006, 70,
2662–2668. [CrossRef]

83. Ichishima, E.; Taya, N.; Ikeguchi, M.; Chiba, Y.; Nakamura, M.; Kawabata, C.; Inoue, T.; Takahashi, K.;
Minetoki, T.; Ozeki, K.; et al. Molecular and enzymic properties of recombinant 1, 2-alpha-mannosidase
from Aspergillus saitoi overexpressed in Aspergillus oryzae cells. Biochem. J. 1999, 339, 589–597. [CrossRef]

84. Kalsner, I.; Hintz, W.; Reid, L.S.; Schachter, H. Insertion into Aspergillus nidulans of functional UDP-GlcNAc:
Alpha 3-D- mannoside beta-1,2-N-acetylglucosaminyl-transferase I, the enzyme catalysing the first committed
step from oligomannose to hybrid and complex N-glycans. Glycoconj. J. 1995, 12, 360–370. [CrossRef]

149



Catalysts 2020, 10, 1064

85. Guillemette, T.; van Peij, N.N.M.E.; Goosen, T.; Lanthaler, K.; Robson, G.D.; van den Hondel, C.A.M.J.J.;
Stam, H.; Archer, D.B. Genomic analysis of the secretion stress response in the enzyme-producing cell factory
Aspergillus niger. BMC Genom. 2007, 8, 158. [CrossRef]

86. Kwon, M.J.; Jørgensen, T.R.; Nitsche, B.M.; Arentshorst, M.; Park, J.; Ram, A.F.; Meyer, V. The transcriptomic
fingerprint of glucoamylase over-expression in Aspergillus niger. BMC Genom. 2012, 13, 701. [CrossRef]

87. Geysens, S.; Whyteside, G.; Archer, D.B. Genomics of protein folding in the endoplasmic reticulum, secretion
stress and glycosylation in the aspergilli. Fungal Genet. Biol. 2009, 46, S121–S140. [CrossRef]

88. Valkonen, M.; Ward, M.; Wang, H.; Penttilä, M.; Saloheimo, M. Improvement of foreign-protein production
in Aspergillus niger var. awamori by constitutive induction of the unfolded-protein response. Appl. Environ.
Microbiol. 2003, 69, 6979–6986. [CrossRef] [PubMed]

89. Derkx, P.M.F.; Madrid, S.M. Peptidyl prolyl cis-trans isomerases 2000. World Patent WO0018934, 6 April
2000.

90. Wang, H.; Ward, M. Molecular characterization of a PDI-related gene prpA in Aspergillus niger var. awamori.
Curr. Genet. 2000, 37, 57–64. [CrossRef]

91. Moralejo, F.; Watson, A.; Jeenes, D.; Archer, D.; Martín, J. A defined level of protein disulfide isomerase
expression is required for optimal secretion of thaumatin by Aspergillus awamori. Mol. Genet. Genom. 2001,
266, 246–253. [CrossRef] [PubMed]

92. Conesa, A.; Jeenes, D.; Archer, D.B.; van den Hondel, C.A.; Punt, P.J. Calnexin overexpression increases
manganese peroxidase production in Aspergillus niger. Appl. Environ. Microbiol. 2002, 68, 846–851. [CrossRef]
[PubMed]

93. Lombraña, M.; Moralejo, F.J.; Pinto, R.; Martín, J.F. Modulation of Aspergillus awamori thaumatin secretion by
modification of bipA gene expression. Appl. Environ. Microbiol. 2004, 70, 5145–5152. [CrossRef]

94. Banerjee, S.; Vishwanath, P.; Cui, J.; Kelleher, D.J.; Gilmore, R.; Robbins, P.W.; Samuelson, J. The evolution of
N-glycan-dependent endoplasmic reticulum quality control factors for glycoprotein folding and degradation.
Proc. Natl. Acad. Sci. USA 2007, 104, 11676–11681. [CrossRef]

95. Zhang, L.; Feng, D.; Fang, W.; Ouyang, H.; Luo, Y.; Du, T.; Jin, C. Comparative proteomic analysis of
an Aspergillus fumigatus mutant deficient in glucosidase I (AfCwh41). Microbiology 2009, 155, 2157–2167.
[CrossRef]

96. Ríos, S.; Fernández-Monistrol, I.; Laborda, F. Effect of tunicamycin on α-galactosidase secretion by Aspergillus
nidulans and the importance of N-glycosylation. FEMS Microbiol. Lett. 1994, 120, 169–175. [CrossRef]

97. Perlińska-lenart, U.; Kurzątkowski, W.; Janas, P.; Palamarczyk, G.; Kruszewska, J.S. Protein production and
secretion in an Aspergillus nidulans mutant impaired in glycosylation. Acta Biochim. Pol. 2005, 52, 195–205.
[CrossRef]

98. Van den Brink, H.J.M.; Petersen, S.G.; Rahbek-Nielsen, H.; Hellmuth, K.; Harboe, M. Increased production of
chymosin by glycosylation. J. Biotechnol. 2006, 125, 304–310. [CrossRef] [PubMed]

99. Wang, H. Gene Inactivated Mutants with Altered Protein Production. World Patent No. WO2006110677,
19 October 2006.

100. Dai, Z.; Aryal, U.K.; Shukla, A.; Qian, W.J.; Smith, R.D.; Magnuson, J.K.; Adney, W.S.; Beckham, G.T.;
Brunecky, R.; Himmel, M.E.; et al. Impact of alg3 gene deletion on growth, development, pigment production,
protein secretion, and functions of recombinant Trichoderma reesei cellobiohydrolases in Aspergillus niger.
Fungal Genet. Biol. 2013, 61, 120–132. [CrossRef] [PubMed]

101. Pantazopoulou, A. The Golgi apparatus: Insights from filamentous fungi. Mycologia 2016, 108, 603–622.
[CrossRef] [PubMed]

102. Fiedler, M.R.M.; Barthel, L.; Kubisch, C.; Nai, C.; Meyer, V. Construction of an improved Aspergillus niger
platform for enhanced glucoamylase secretion. Microb. Cell Fact. 2018, 17, 1–12. [CrossRef]

103. Fiedler, M.R.M.; Cairns, T.C.; Koch, O.; Kubisch, C.; Meyer, V. Conditional expression of the small GTPase
ArfA impacts secretion, morphology, growth, and actin ring position in Aspergillus niger. Front. Microbiol.
2018, 9, 1–17. [CrossRef]

104. Hoang, H.-D.; Maruyama, J.; Kitamoto, K. Modulating endoplasmic reticulum-golgi cargo receptors for
improving secretion of carrier-fused heterologous proteins in the filamentous fungus Aspergillus oryzae.
Appl. Environ. Microbiol. 2015, 81, 533–543. [CrossRef]

105. Bonifacino, J.S.; Weissman, A.M. Ubiquitin and the control of protein fate in the secretory and endocytic
pathways. Annu. Rev. Cell Dev. Biol. 1998, 14, 19–57. [CrossRef]

150



Catalysts 2020, 10, 1064

106. Jacobs, D.I.; Olsthoorn, M.M.A.; Maillet, I.; Akeroyd, M.; Breestraat, S.; Donkers, S.; van der Hoeven, R.A.M.;
van den Hondel, C.A.M.J.J.; Kooistra, R.; Lapointe, T. Effective lead selection for improved protein production
in Aspergillus niger based on integrated genomics. Fungal Genet. Biol. 2009, 46, S141–S152. [CrossRef]

107. Carvalho, N.D.S.P.; Arentshorst, M.; Kooistra, R.; Stam, H.; Sagt, C.M.; Van Den Hondel, C.A.M.J.J.; Ram, A.F.J.
Effects of a defective ERAD pathway on growth and heterologous protein production in Aspergillus niger.
Appl. Microbiol. Biotechnol. 2011, 89, 357–373. [CrossRef]

108. Yoon, J.; Aishan, T.; Maruyama, J.; Kitamoto, K. Enhanced production and secretion of heterologous proteins
by the filamentous fungus Aspergillus oryzae via disruption of vacuolar protein sorting receptor gene Aovps10.
Appl. Environ. Microbiol. 2010, 76, 5718–5727. [CrossRef]

109. Yoon, J.; Kikuma, T.; Maruyama, J.; Kitamoto, K. Enhanced production of bovine chymosin by autophagy
deficiency in the filamentous fungus Aspergillus oryzae. PLoS ONE 2013, 8, e62512. [CrossRef] [PubMed]

110. Zhang, N.; An, Z. Heterologous protein expression in yeasts and filamentous fungi. In Manual of Industrial
Microbiology and Biotechnology; Baltz, R.H., Demain, A.L., Davies, J.E., Bull, A.T., Junker, B., Katz, L., Lynd, L.R.,
Masurekar, P., Reeves, C.D., Zhao, H., Eds.; American Society of Microbiology Press: Washington, DC, USA,
2010; pp. 145–156, ISBN 9781555815127.

111. Lawlis, V.B. DNA Sequences, Vectors, and Fusion Polypeptides to Increase Secretion of Desired Polypeptides
from Filamentous Fungi. World Patent No. WO9015860, 27 December 1990.

112. Ward, M.; Wilson, L.J.; Kodama, K.H.; Rey, M.W.; Berka, R.M. Improved production of chymosin in Aspergillus
by expression as a glucoamylase-chymosin fusion. Nat. Biotechnol. 1990, 8, 435–440. [CrossRef] [PubMed]

113. Cullen, D.; Gray, G.L.; Wilson, L.J.; Hayenga, K.J.; Lamsa, M.H.; Rey, M.W.; Norton, S.; Berka, R.M. Controlled
expression and secretion of bovine chymosin in Aspergillus nidulans. Nat. Biotechnol. 1987, 5, 369–376.
[CrossRef]

114. Broekhuijsen, M.P.; Mattern, I.E.; Contreras, R.; Kinghorn, J.R.; van den Hondel, C.A.M.J.J. Secretion of
heterologous proteins by Aspergillus niger: Production of active human interleukin-6 in a protease-deficient
mutant by KEX2-like processing of a glucoamylase-hIL6 fusion protein. J. Biotechnol. 1993, 31, 135–145.
[CrossRef]

115. Frenken, L.G.J.; Van Gorcom, R.F.M.; Hessing, J.G.M.; Van Den Hondel, C.A.; Musters, W.; Verbakel, J.M.A.;
Verrips, C.T. Process for Producing Fusion Proteins Comprising Scfv Fragments by a Transformed Mould.
World Patent No. WO9429457, 22 December 1994.

116. Ward, M.; Lin, C.; Victoria, D.C.; Fox, B.P.; Fox, J.A.; Wong, D.L.; Meerman, H.J.; Pucci, J.P.; Fong, R.B.;
Heng, M.H.; et al. Characterization of humanized antibodies secreted by Aspergillus niger. Appl. Environ.
Microbiol. 2004, 70, 2567–2576. [CrossRef]

117. Segato, F.; Damásio, A.R.L.; Gonçalves, T.A.; de Lucas, R.C.; Squina, F.M.; Decker, S.R.; Prade, R.A. High-yield
secretion of multiple client proteins in Aspergillus. Enzyme Microb. Technol. 2012, 51, 100–106. [CrossRef]
[PubMed]

118. Jin, F.J.; Watanabe, T.; Juvvadi, P.R.; Maruyama, J.; Arioka, M.; Kitamoto, K. Double disruption of the
proteinase genes, tppA and pepE, increases the production level of human lysozyme by Aspergillus oryzae.
Appl. Microbiol. Biotechnol. 2007, 76, 1059–1068. [CrossRef]

119. Ohno, A.; Maruyama, J.; Nemoto, T.; Arioka, M.; Kitamoto, K. A carrier fusion significantly induces unfolded
protein response in heterologous protein production by Aspergillus oryzae. Appl. Microbiol. Biotechnol. 2011,
92, 1197–1206. [CrossRef]

120. Gouka, R.J.; Van Den Hondel, C.A.; Musters, W.; Stam, H.; Verbakel, J.M.A. Process for Producing/Secreting a
Protein by a Transformed Mould Using Expression/Secretion Regulating Regions Derived from an Aspergillus
Endoxylanase II Gene. World Patent No. WO9312237, 24 June 1993.

121. Jalving, R.; Van De Vondervoort, P.J.I.; Visser, J.; Schaap, P.J. Characterization of the Kexin-Like Maturase of
Aspergillus niger. Appl. Environ. Microbiol. 2000, 66, 363–368. [CrossRef]

122. Wang, H.; Ward, M. Kex2 Cleavage Regions of Recombinant Fusion Proteins. U.S. Patent No. US8,936,917B2,
20 January 2015.

123. O’Donnell, D.; Wang, L.; Xu, J.; Ridgway, D.; Gu, T.; Moo-Young, M. Enhanced heterologous protein
production in Aspergillus niger through pH control of extracellular protease activity. Biochem. Eng. J. 2001, 8,
187–193. [CrossRef]

151



Catalysts 2020, 10, 1064

124. Van Den Hombergh, J.P.T.W.; Van De Vondervoort, P.J.I.; Fraissinet-Tachet, L.; Visser, J. Aspergillus as a
host for heterologous protein production: The problem of proteases. Trends Biotechnol. 1997, 15, 256–263.
[CrossRef]

125. Berka, R.M.; Ward, M.; Wilson, L.J.; Hayenga, K.J.; Kodama, K.H.; Carlomagne, L.P.; Thompson, S.A.
Molecular cloning and deletion of the gene encoding aspergillopepsin A from Aspergillus awamori. Gene 1990,
86, 153–162. [CrossRef]

126. Mattern, I.E.; van Noort, J.M.; van den Berg, P.; Archer, D.B.; Roberts, I.N.; van den Hondep, C.A. Isolation
and characterization of mutants of Aspergillus niger deficient in extracellular proteases. Mol. Gen. Genet.
1992, 332–336. [CrossRef]

127. Kamaruddin, N.; Storms, R.; Mahadi, N.M.; Illias, R.M.; Bakar, F.D.A.; Murad, A.M.A. Reduction of
extracellular proteases increased activity and stability of heterologous protein in Aspergillus niger. Arab. J.
Sci. Eng. 2018, 43, 3327–3338. [CrossRef]

128. Berka, R.M.; Hayenga, K.; Lawlis, V.B.; Ward, M. Aspartic Proteinase Deficient Filamentous Fungi.
World Patent No. WO199000192, 11 January 1990.

129. Punt, P.J.; Schuren, F.H.J.; Lehmbeck, J.; Christensen, T.; Hjort, C.; van den Hondel, C.A.M.J.J. Characterization
of the Aspergillus niger prtT, a unique regulator of extracellular protease encoding genes. Fungal Genet. Biol.
2008, 45, 1591–1599. [CrossRef]

130. Yoon, J.; Kimura, S.; Maruyama, J.; Kitamoto, K. Construction of quintuple protease gene disruptant for
heterologous protein production in Aspergillus oryzae. Appl. Microbiol. Biotechnol. 2009, 82, 691–701.
[CrossRef]

131. Yoon, J.; Maruyama, J.; Kitamoto, K. Disruption of ten protease genes in the filamentous fungus Aspergillus
oryzae highly improves production of heterologous proteins. Appl. Microbiol. Biotechnol. 2011, 89, 747–759.
[CrossRef] [PubMed]

132. Lehmbeck, J. Novel Host Cells and Methods of Producing Proteins. World Patent No. WO9812300,
26 March 1998.

133. Shinkawa, S.; Mitsuzawa, S.; Tanaka, M.; Imai, T. Aspergillus Mutant Strain and Transformant Thereof.
U.S. Patent No. US9,567,563, 11 August 2016.

134. Taheri-Talesh, N.; Horio, T.; Araujo-Bazán, L.; Dou, X.; Espeso, E.A.; Peñalva, M.A.; Osmani, S.A.; Oakley, B.R.
The tip growth apparatus of Aspergillus nidulans. Mol. Biol. Cell 2008, 19, 1439–1449. [CrossRef]

135. Grimm, L.H.; Kelly, S.; Krull, R.; Hempel, D.C. Morphology and productivity of filamentous fungi.
Appl. Microbiol. Biotechnol. 2005, 69, 375–384. [CrossRef]

136. Sisniega, H.; Río, J.-L.; Amaya, M.-J.; Faus, I. Strategies for large-scale production of recombinant proteins in
filamentous fungi. In Microbial Processes and Products; Humana Press: Totowa, NJ, USA, 2005; Volume 18,
pp. 225–237.

137. El-Enshasy, H.A. Filamentous fungal cultures—Process characteristics, products, and applications. In
Bioprocessing for Value-Added Products from Renewable Resources; Elsevier: Amsterdam, The Netherlands, 2007;
pp. 225–261.

138. Workman, M.; Andersen, M.R.; Thykaer, J. Integrated approaches for assessment of cellular performance in
industrially relevant filamentous fungi. Ind. Biotechnol. 2013, 9, 337–344. [CrossRef]

139. Wang, L.; Ridgway, D.; Gu, T.; Moo-Young, M. Bioprocessing strategies to improve heterologous protein
production in filamentous fungal fermentations. Biotechnol. Adv. 2005, 23, 115–129. [CrossRef] [PubMed]

140. Gyamerah, M.; Merichetti, G.; Adedayo, O.; Scharer, J.; Moo-Young, M. Bioprocessing strategies for
improving hen egg-white lysozyme (HEWL) production by recombinant Aspergillus niger HEWL WT-13-16.
Appl. Microbiol. Biotechnol. 2002, 60, 403–407. [CrossRef] [PubMed]

141. MacKenzie, D.A.; Gendron, L.C.G.; Jeenes, D.J.; Archer, D.B. Physiological optimization of secreted protein
production by Aspergillus niger. Enzyme Microb. Technol. 1994, 16, 276–280. [CrossRef]

142. Wang, L.; Ridgway, D.; Gu, T.; Moo-Young, M. Effects of process parameters on heterologous protein
production in Aspergillus niger fermentation. J. Chem. Technol. Biotechnol. 2003, 78, 1259–1266. [CrossRef]

143. Swift, R.J.; Karandikar, A.; Griffen, A.M.; Punt, P.J.; van den Hondel, C.A.M.J.J.; Robson, G.D.; Trinci, A.P.J.;
Wiebe, M.G. The Effect of organic nitrogen sources on recombinant glucoamylase production by
Aspergillus niger in chemostat culture. Fungal Genet. Biol. 2000, 31, 125–133. [CrossRef]

152



Catalysts 2020, 10, 1064

144. El-Enshasy, H.; Kleine, J.; Rinas, U. Agitation effects on morphology and protein productive fractions of
filamentous and pelleted growth forms of recombinant Aspergillus niger. Process Biochem. 2006, 41, 2103–2112.
[CrossRef]

145. Eibes, G.M.; Lú-Chau, T.A.; Ruiz-Dueñas, F.J.; Feijoo, G.; Martínez, M.J.; Martínez, A.T.; Lema, J.M. Effect of
culture temperature on the heterologous expression of Pleurotus eryngii versatile peroxidase in Aspergillus
hosts. Bioprocess Biosyst. Eng. 2009, 32, 129–134. [CrossRef]

146. Amanullah, A.; Christensen, L.H.; Hansen, K.; Nienow, A.W.; Thomas, C.R. Dependence of morphology on
agitation intensity in fed-batch cultures of Aspergillus oryzae and its implications for recombinant protein
production. Biotechnol. Bioeng. 2002, 77, 815–826. [CrossRef]

147. Archer, D.B.; MacKenzie, D.A.; Ridout, M.J. Heterologous protein secretion by Aspergillus niger growing
in submerged culture as dispersed or aggregated mycelia. Appl. Microbiol. Biotechnol. 1995, 44, 157–160.
[CrossRef]

148. Driouch, H.; Sommer, B.; Wittmann, C. Morphology engineering of Aspergillus niger for improved enzyme
production. Biotechnol. Bioeng. 2010, 105, 1058–1068. [CrossRef]

149. Driouch, H.; Hänsch, R.; Wucherpfennig, T.; Krull, R.; Wittmann, C. Improved enzyme production
by bio-pellets of Aspergillus niger: Targeted morphology engineering using titanate microparticles.
Biotechnol. Bioeng. 2012, 109, 462–471. [CrossRef] [PubMed]

© 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

153





catalysts

Erratum

Erratum: Ntana, F., et al. Aspergillus: A Powerful
Protein Production Platform. Catalysts 2020, 10, 1064

Fani Ntana 1, Uffe Hasbro Mortensen 2, Catherine Sarazin 1,* and Rainer Figge 1

1 Unité de Génie Enzymatique et Cellulaire, UMR 7025 CNRS/UPJV/UTC, Université de Picardie Jules Verne,
80039 Amiens, France; fani.ntana@u-picardie.fr (F.N.); rainer.figge@u-picardie.fr (R.F.)

2 Department of Biotechnology and Biomedicine, Technical University of Denmark, Søltofts Plads,
Building 223, 2800 Kongens Lyngby, Denmark; um@bio.dtu.dk

* Correspondence: catherine.sarazin@u-picardie.fr; Tel.: +33-3-22-82-75-95

Received: 24 November 2020; Accepted: 25 November 2020; Published: 30 November 2020

The author wishes to make the following erratum to this paper [1]: Update due to some reporting
errors in Tables 2, 8, 10 and 12.

Due to typographical errors concerning reference [47] and [51,52], replace:

Table 2. Approaches for improving recombinant protein production through promoter engineering.

Process Modification Performance
Improvement

Factor
Reference

Promoters Use of several promoters
(P) in A. awamori

PB2 from Acremonium chrysogenum: 0.25–2 mg/L thaumatin

-
[46]

PpcbC from Penicillium chrysogenum: 0.25–2 mg/L thaumatin

PgdhA from A. awamori: 1–9 mg/L thaumatin

PgpdA from A. nidulans: 0.75–11 mg/L thaumatin

Insertion of multiple
copies of an activator

protein-binding site from
the cis-regulatory region

of A. niger glaA to the
new promoter in A. niger

396.0 ± 51.5 mg/L of Vitreoscilla hemoglobin compared to
19.7 ± 4.8 mg/L from the strain with 1 copy 20 [45]

Use of hybrid promoters
(combination of a human
hERa-activated promoter

(pERE), S. cerevisiae
URA3 promoter and

A. nidulans nirA
promoter) in A. nidulans

pERE-URA-nirA + lacZ: 25 U of β-galactosidase activity/mg
of protein -

[47]
pERE-URA-RS (random stuffer-link) + lacZ: 100 U of

β-galactosidase activity/mg of protein 4

pERE-RS-nirA + lacZ: 1400 U of β-galactosidase activity/mg
of protein

[1 pM inducer (DES)]
56

Use of a hemolysin-like
protein promoter (Phyl)

for heterologous
production in A. oryzae

Reporter gene: Endoglucanase Cel B
Pamy: 24.1 ± 5.5 U/mL, Phyl: 57.9 ± 17.4 U/mL 2.4

[48]Reporter gene: Trichoderma endoglucanase I
Pamy: 7.7 ± 3.9 U/mL, Phyl: 27.8 ± 1.3 U/mL 3.6

Reporter gene: Trichoderma endoglucanase III
Pamy:4.0 ± 0.6 U/mL, hyl:31.7 ± 3.3 U/mL 7.9

Regulatory elements
(TerR and PterA) from
A. terreus terrain gene
cluster for E. coli lacZ
expression in A. niger

Promoter activity ~5000 mU/mg when TerR under PgpdA
(No activity when TerR under the native promoter) -

[49]Promoter activity ~10,000 mU/mg (when TerR under PgpdA
in 2 copies) 2

Promoter activity ~15,000 mU/mg (when TerR under
PamyB) 3

Catalysts 2020, 10, 1400; doi:10.3390/catal10121400 www.mdpi.com/journal/catalysts155
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Table 2. Cont.

Process Modification Performance
Improvement

Factor
Reference

A. niger
α-glucosyltransferase
produced under the

A. niger pyruvate kinase
promoter

2000 U/mL total activity of α-glucosyltransferase compared
to 600 U/mL in the wild type 3.3 [50]

Overexpression of the
transcription factor

RsmA, while the aflR
promoter was inserted in

front of the pslcc in
A. nidulans

60,000 U/mL of Pycnoporus sanguineus laccase compared to
4000 U/mL in the control strain 15 [51,52]

A novel promoter from
Talaromyces emersonii

(Pglucan1200) for
expressing glaA in

A. niger

6000 U/mL of GlaA, enzyme activity increased by about 25%
compared to 5000 U/mL in the strain with the PglaA 1.2 [53]

The
constitutive
promoter of

ecm33
(Pecm33)

from A. niger
in A. niger

Maltose: Pecm33 activity induced by 1.7 compared to PglaA activity
that induced by 2.7

- [54]Glucose: Pecm33 activity induced by 1.1 compared to PglaA activity
that induced by 1.8

Xylose:
Pecm33 activity induced by 2 compared to PglaA activity

that induced by 1.3
Increased Pecm33 activity at 37 ◦C

with

Table 2. Approaches for improving recombinant protein production through promoter engineering.

Process Modification Performance
Improvement

Factor
Reference

Promoters Use of several promoters
(P) in A. awamori

PB2 from Acremonium chrysogenum: 0.25–2 mg/L thaumatin

-
[46]

PpcbC from Penicillium chrysogenum: 0.25–2 mg/L thaumatin

PgdhA from A. awamori: 1–9 mg/L thaumatin

PgpdA from A. nidulans: 0.75–11 mg/L thaumatin

Insertion of multiple
copies of an activator

protein-binding site from
the cis-regulatory region

of A. niger glaA to the
new promoter in A. niger

396.0 ± 51.5 mg/L of Vitreoscilla hemoglobin compared to
19.7 ± 4.8 mg/L from the strain with 1 copy 20 [45]

Use of hybrid promoters
(combination of a human
hERa-activated promoter

(pERE), S. cerevisiae
URA3 promoter and

A. nidulans nirA
promoter) in A. nidulans

pERE-RS-nirA+ lacZ: 25 U of β-galactosidase activity/mg of
protein -

[47]
pERE-URA-nirA+ lacZ: 100 U of β-galactosidase activity/mg

of protein 4

pERE-URA-RS + lacZ: 1400 U of β-galactosidase activity/mg
of protein

[1 pM inducer (DES)]
56

Use of a hemolysin-like
protein promoter (Phyl)

for heterologous
production in A. oryzae

Reporter gene: Endoglucanase Cel B
Pamy: 24.1 ± 5.5 U/mL, Phyl: 57.9 ± 17.4 U/mL 2.4

[48]
Reporter gene: Trichoderma endoglucanase I
Pamy: 7.7 ± 3.9 U/mL, Phyl: 27.8 ± 1.3 U/mL 3.6

Reporter gene: Trichoderma endoglucanase III
Pamy:4.0 ± 0.6 U/mL, hyl:31.7 ± 3.3 U/mL 7.9

Regulatory elements
(TerR and PterA) from
A. terreus terrain gene
cluster for E. coli lacZ
expression in A. niger

Promoter activity ~5000 mU/mg when TerR under PgpdA
(No activity when TerR under the native promoter) -

[49]
Promoter activity ~10,000 mU/mg (when TerR under PgpdA

in 2 copies) 2

Promoter activity ~15,000 mU/mg (when TerR under
PamyB) 3
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Table 2. Cont.

Process Modification Performance
Improvement

Factor
Reference

A. niger
α-glucosyltransferase
produced under the

A. niger pyruvate
kinase promoter

2000 U/mL total activity of α-glucosyltransferase compared
to 600 U/mL in the wild type 3.3 [50]

Overexpression of the
transcription factor

RsmA, while the aflR
promoter was inserted in

front of the pslcc in
A. nidulans

0.06 U/mL of Pycnoporus sanguineus laccase compared to
0.004 U/mL in the control strain 15 [51,52]

A novel promoter from
Talaromyces emersonii

(Pglucan1200) for
expressing glaA in

A. niger

6000 U/mL of GlaA compared to 5000 U/mL in the strain
with the PglaA 1.2 [53]

The
constitutive
promoter of

ecm33
(Pecm33)

from A. niger
in A. niger

Maltose: Pecm33 activity induced by 1.7 compared to PglaA activity
that induced by 2.7

- [54]Glucose: Pecm33 activity induced by 1.1 compared to PglaA activity
that induced by 1.8

Xylose:
Pecm33 activity induced by 2 compared to PglaA activity

that induced by 1.3
Increased Pecm33 activity at 37 ◦C

Due to a typographical error concerning reference [109], replace:

Table 8. Approaches for improving recombinant protein production through engineering protein
degradation pathways.

Process Modification Performance
Improvement

Factor
Reference

Protein degradation
pathways— ERAD

and Vacuole

Deletion of derA
and derB in A. niger

ΔderA: 80% decrease in Tramete laccase
production 0.2 [99]

- ΔderB: 15.7% increase in Tramete laccase 1.15

Deletion of doaA
and overexpression
of sttC in A. niger

Higher GUS activity compared to
parental strain (no quantitative

data available)
- [106]

Disruption of
Aovps10 in A. oryzae

83.1 and 70.3 mg/L chymosin compared
to 28.7 mg/L in parental strain 3–2.5

[108]22.6 and 24.6 mg/L human lysozyme
compared to 11.1 mg/L in parental strain 2–2.2

Deletion of ERAD
key genes (derA,
doaA, hrdC, mifA

and mnsA) in
A. niger

ΔderA and ΔhrdC: 2-fold increase
compared to parental strain (single-copy) 2

[107]

ΔderA: 6-fold increase compared to
parental strain (multi-copy)

Relative amount of intracellular GlaGus
(β-glucuronidase levels) fusion protein

detected in total protein extracts of strains
with impaired ERAD and respective

parental strain

6
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Table 8. Cont.

Process Modification Performance
Improvement

Factor
Reference

Disruption of
genes involved in

autophagy in
A. oryzae

ΔAoatg1: 60 mg/L chymosin 2.3

[109]

ΔAoatg13: 37 mg/L chymosin 1.4

ΔAoatg4: 80 mg/L chymosin 3.1

ΔAoatg8: 66 mg/L chymosin 2.5

ΔAoatg15: Not detectable -

Control: 26 mg/L chymosin -

with

Table 8. Approaches for improving recombinant protein production through engineering protein
degradation pathways.

Process Modification Performance
Improvement

Factor
Reference

Protein degradation
pathways—ERAD

and Vacuole

Deletion of derA
and derB in A. niger

ΔderA: 80% decrease in Tramete laccase
production 0.2 [99]

- ΔderB: 15.7% increase in Tramete laccase 1.15

Deletion of doaA
and overexpression
of sttC in A. niger

Higher GUS activity compared to
parental strain (no quantitative data

available)
- [106]

Disruption of
Aovps10 in A. oryzae

83.1 and 70.3 mg/L chymosin compared
to 28.7 mg/L in parental strain 3–2.5

[108]22.6 and 24.6 mg/L human lysozyme
compared to 11.1 mg/L in parental strain 2–2.2

Deletion of ERAD
key genes (derA,
doaA, hrdC, mifA

and mnsA) in
A. niger

ΔderA and ΔhrdC: 2-fold increase
compared to parental strain (single-copy) 2

[107]

ΔderA: 6-fold increase compared to
parental strain (multi-copy)

Relative amount of intracellular GlaGus
(β-glucuronidase levels) fusion protein

detected in total protein extracts of strains
with impaired ERAD and respective

parental strain

6

Disruption of
genes involved in

autophagy in
A. oryzae

ΔAoatg1: 60 mg/L chymosin 2.3

[109]

ΔAoatg13: 37 mg/L chymosin 1.4

ΔAoatg4: 80 mg/L chymosin 3.1

ΔAoatg8: 66 mg/L chymosin 2.5

ΔAoatg15: 24 mg/L chymosin 1

Control: 26 mg/L chymosin -

Due to typographical errors concerning reference [126] and [51], replace:
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Table 10. Approaches for improving recombinant protein production through disruption of protease genes.

Process Modification Performance
Improvement

Factor
Reference

Proteases Deletion of pepA in
A. awamori strains

Decreased extracellular proteolytic activity
compared to the wild type (immunoassay using

antibodies specific for PepA, but absolute values for
PepA concentration were not determined)

- [125]

Deletion of pepA in
A. awamori

430 mg/L of chymosin compared to 180 mg/L in the
parental strain 2.4 [128]

Deletion of pepA in
A. niger (AB1.1)

15–20% proteolytic activity compared to the parent
strain AB4.1 - [126]

Mutation on prtT (UV
irradiation) in A. niger

(AB1.13)

1–2% proteolytic activity compared to the parent
strain AB4.1 - [126]

Deletion of prtR, pepA,
cpI, tppA in A. oryzae

ΔprtR/pepA/cpI: 24.23 mg/L of Acremonium
cellulolyticus cellobiohydrolase 1.2

[133]
ΔprtR/pepA/tppA: 21.30 mg/L 1.1

ΔprtR/cpI/tppA: 22.08 mg/L 1.1

ΔprtR/pepA/cpI/tppA: 19.93 mg/L compared to
19.54 mg/L in the control strains 1.02

Deletion of alp and Npl
in A. oryzae

1041 U/g of Candida antarctica lipase B compared to
575 U/g in the parental strains 1.8 [132]

Deletion of various
proteases in A. niger

Δdpp4: 6% increase in Tramete laccase 1.1

[99]

Δdpp5: 15.4% increase 1.2

ΔpepB: 8.6% increase 1.1

ΔpepD: 4.8% increase 1.0

ΔpepF: 5.3% increase 1.1

ΔpepAa: 0.5% increase 1.1

ΔpepAb: 13.4% increase 1.1

ΔpepAd: 2.7% increase 1.0

Δdpp4/dpp5: 26.6% increase 1.3

Disruption of tppA and
pepE in A. oryzae strains

25.4 mg/L of human lysozyme compared to 15 mg/L
in the parental strains 1.7 [118]

Disruption of tppA,
pepE, nptB, dppIV and

dppV in A. oryzae

84.4 mg/L of chymosin compared to the 63.1 mg/L in
the double protease gene disruptant (ΔtppA/pepE) 1.3 [130]

Disruption of tppA,
pepE, nptB, dppIV, and

dppV, alpA, pepA,
AopepAa, AopepAd and

cpI in A. oryzae

109.4 mg/L of chymosin and 35.8 mg/L of human
lysozyme compared to the quintuple protease gene

disruptant (ΔtppA/pepE/nptB/dppIV/dppV;
84.4 mg/L and 26.5 mg/L, respectively)

1.3 and 1.35 [131]

Deletion of prtT in
A. niger

36.3–36.7 U/mL of mL G. cingulate cutinase compared
to 21.2–20.4 U/mL in the parental strain 1.7

[127]
Stability: Cutinase activity retained at 80% over the
entire 14-day incubation period, while the parental
lost more than 50% of their initial activities after six
days of incubation and retained negligible activity

after 14 days

-

Deletion of dppV and
pepA in A. nidulans

P. sanguineus laccase activity 500,000 U/mL compared
to 40,000 U/mL in the control strain 12.5 [51]

Deletion of mnn9 and
pepA in A. nidulans

P. sanguineus laccase activity 300,000 U/mL compared
to 40,000 U/mL in the control strain 7.5 [51]

with
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Table 10. Approaches for improving recombinant protein production through disruption of protease genes.

Process Modification Performance
Improvement

Factor
Reference

Proteases Deletion of pepA in
A. awamori strains

Decreased extracellular proteolytic activity
compared to the wild type (immunoassay using

antibodies specific for PepA, but absolute values for
PepA concentration were not determined)

- [125]

Deletion of pepA in
A. awamori

430 mg/L of chymosin compared to 180 mg/L in the
parental strain 2.4 [128]

Deletion of pepA in
A. niger (AB1.18)

15–20% proteolytic activity compared to the parent
strain AB4.1 - [126]

Mutation on prtT (UV
irradiation) in A. niger

(AB1.13)

1–2% proteolytic activity compared to the parent
strain AB4.1 - [126]

Deletion of prtR, pepA,
cpI, tppA in A. oryzae

ΔprtR/pepA/cpI: 24.23 mg/L of Acremonium
cellulolyticus cellobiohydrolase 1.2

[133]
ΔprtR/pepA/tppA: 21.30 mg/L 1.1

ΔprtR/cpI/tppA: 22.08 mg/L 1.1

ΔprtR/pepA/cpI/tppA: 19.93 mg/L compared to
19.54 mg/L in the control strains 1.02

Deletion of alp and Npl
in A. oryzae

1041 U/g of Candida antarctica lipase B compared to
575 U/g in the parental strains 1.8 [132]

Deletion of various
proteases in A. niger

Δdpp4: 6% increase in Tramete laccase 1.1

[99]

Δdpp5: 15.4% increase 1.2

ΔpepB: 8.6% increase 1.1

ΔpepD: 4.8% increase 1.0

ΔpepF: 5.3% increase 1.1

ΔpepAa: 0.5% increase 1.1

ΔpepAb: 13.4% increase 1.1

ΔpepAd: 2.7% increase 1.0

Δdpp4/dpp5: 26.6% increase 1.3

Disruption of tppA and
pepE in A. oryzae strains

25.4 mg/L of human lysozyme compared to 15 mg/L
in the parental strains 1.7 [118]

Disruption of tppA,
pepE, nptB, dppIV and

dppV in A. oryzae

84.4 mg/L of chymosin compared to the 63.1 mg/L in
the double protease gene disruptant (ΔtppA/pepE) 1.3 [130]

Disruption of tppA,
pepE, nptB, dppIV, and

dppV, alpA, pepA,
AopepAa, AopepAd and

cpI in A. oryzae

109.4 mg/L of chymosin and 35.8 mg/L of human
lysozyme compared to the quintuple protease gene

disruptant (ΔtppA/pepE/nptB/dppIV/dppV;
84.4 mg/L and 26.5 mg/L, respectively)

1.3 and 1.35 [131]

Deletion of prtT in
A. niger

36.3–36.7 U/mL of mL G. cingulate cutinase compared
to 21.2–20.4 U/mL in the parental strain 1.7

[127]
Stability: Cutinase activity retained at 80% over the
entire 14-day incubation period, while the parental
lost more than 50% of their initial activities after six
days of incubation and retained negligible activity

after 14 days

-

Deletion of dppV and
pepA in A. nidulans

P. sanguineus laccase activity 0.5 U/mL compared to
0.04 U/mL in the control strain 12.5 [51]

Deletion of mnn9 and
pepA in A. nidulans

P. sanguineus laccase activity 0.3 U/mL compared to
0.04 U/mL in the control strain 7.5 [51]

Due to a typographical error concerning reference [144], replace:
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Table 12. Approaches for improving recombinant protein production through bioprocessing modifications.

Process Modification Performance
Improvement

Factor
Reference

Fermentation
conditions

Effect of growth medium and
temperature on hen egg white lysozyme

(HEWL) production in A. niger

20–25 ◦C 8–10 mg/L
HEWL while 30–37 ◦C

3–5 mg/L HEWL

Temperature:
2–2.6

[141]

soluble starch: 8.0 mg/L
HEWL

Carbon source:
1.7–2

maltose: 4.5 mg/L HEWL -

glucose: 4.0 mg/L HEWL -

xylose:0.2 mg/L HEWL -

soy milk medium:
30–60 mg/L HEWL

Rich medium:
3.8–7.5

Effect of organic nitrogen sources on
recombinant glucoamylase production in

A. niger

Unsupplemented: 44 mg
glucoamylase/g biomass -

[143]

L-alanine: 32 mg
glucoamylase/g biomass 0.7

L-methionine: 26 mg
glucoamylase/g 0.6

casamino acids, yeast
extract, peptone, and

gelatin: 100 mg
glucoamylase/g

2.2

Effect of agitation intensity on
recombinant amyloglucosidase (AMG)

production in A. oryzae

Titer at the end of the
batch phase

525 rpm: 110 U/L AMG
-

[146]
675 rpm: 230 U/L AMG 1.6

825 rpm: 370 U/L AMG 3.3

Effects of bioprocess
parameters—agitation intensity, initial

glucose concentration, initial yeast extract
concentration, and dissolved oxygen

tension (DO)—on heterologous protein
production in A. oryzae

Highest GFP yields were
achieved under these

conditions: agitation 400
rpm, glucose 25 g/L, yeast
extract 0 g/dm3, DO 15%

- [142]

Effect of agitation intensity on
recombinant glucose oxidase production

in A. niger

200 rpm: 300 mkat/L of
glucose oxidase -

[144]
500 rpm: 800 mkat/L of

glucose oxidase 2.6

800 rpm: 600 mkat/L of
glucose oxidase 1.3

Effect of temperature on Pleurotus eryngii
versatile peroxidase production in

A. nidulans and A. niger

-A. nidulans
31 ◦C: 24 U/L peroxidase

activity
-

[145]

28 ◦C: 80 U/L peroxidase
activity 3.3

19 ◦C: 466 U/L peroxidase
activity 19.4

-A. niger
28 ◦C: 107 U/L peroxidase

activity
-

19 ◦C: 412 U/L peroxidase
activity 3.8

Fungal
morphology

Effect of raising the viscosity of the
medium by addition of

polyvinylpyrrolidone-PVP (transition
from aggregated mycelia (pellets) to
dispersed mycelia) on hen egg white

lysozyme (HEWL) in A. niger

Medium with no PVP:
110 mg/L fresh and 8 mg/g

dry weight of HEWL
1.7 [147]

Medium with PVP:
190 mg/L fresh and

14 mg/g dry weight of
HEWL
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Table 12. Cont.

Process Modification Performance
Improvement

Factor
Reference

Effect of addition of microparticles
(linked to the formation of freely

dispersed mycelium) on titers of native
glucoamylase (GlaA) and recombinant

fructofuranosidase (FF) produced in
A. niger

No microparticles:
17 U/mL GlaA and

42 U/mL FF

3.5 GlaA
2–3.8 FF

[148]
Talc microparticles:
61 U/mL GlaA and

92 U/mL FF
FF production can reach

up to 160 U/mL (10 g/L talc
microparticles of size

6 mm)

Effect of addition of titanate
microparticles (TiSiO4, 8 mm) on titers of

native glucoamylase (GlaA) and
recombinant fructofuranosidase (FF)

produced in A. niger

No microparticles:
19 U/mL GlaA and

40 U/mL FF
9.5 GlaA

3.7 FF
[149]Microparticles: 190 U/mL

glucoamylase and
150 U/mL

fructofuranosidase

Effect of growth type on hen egg white
lysozyme (HEWL) production and

protease activity in A. niger

Free suspension:
5.8 mg/g HEWL

95.3 U/g Protease activity
1.5

[140]
Mycelial pellets:
5.0 mg/g HEWL

58.6 U/g Protease activity
1.2

Celite-560-immobilized
cultures:

4.1 mg/g HEWL
56.3 U/g Protease activity

-

with
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Effect of growth medium and
temperature on hen egg white lysozyme

(HEWL) production in A. niger

20–25 ◦C 8–10 mg/L
HEWL while 30–37 ◦C

3–5 mg/L HEWL

Temperature:
2–2.6

[141]

soluble starch: 8.0 mg/L
HEWL

Carbon source:
1.7–2

maltose: 4.5 mg/L HEWL -

glucose: 4.0 mg/L HEWL -

xylose:0.2 mg/L HEWL -

soy milk medium:
30–60 mg/L HEWL

Rich medium:
3.8–7.5

Effect of organic nitrogen sources on
recombinant glucoamylase production in

A. niger

Unsupplemented: 44 mg
glucoamylase/g biomass -

[143]

L-alanine: 32 mg
glucoamylase/g biomass 0.7

L-methionine: 26 mg
glucoamylase/g 0.6

casamino acids, yeast
extract, peptone, and

gelatin: 100 mg
glucoamylase/g

2.2
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Table 12. Cont.

Process Modification Performance
Improvement

Factor
Reference

Effect of agitation intensity on
recombinant amyloglucosidase (AMG)

production in A. oryzae

Titer at the end of the
batch phase

525 rpm: 110 U/L AMG
-

[146]
675 rpm: 230 U/L AMG 1.6

825 rpm: 370 U/L AMG 3.3

Effects of bioprocess
parameters—agitation intensity, initial

glucose concentration, initial yeast extract
concentration, and dissolved oxygen

tension (DO)—on heterologous protein
production in A. oryzae

Highest GFP yields were
achieved under these

conditions: agitation 400
rpm, glucose 25 g/L, yeast
extract 0 g/dm3, DO 15%

- [142]

Effect of agitation intensity on
recombinant glucose oxidase production

in A. niger

200 rpm: 300 μkat/L of
glucose oxidase -

[144]500 rpm: 800 μkat/L of
glucose oxidase 2.6

800 rpm: 600 μkat/L of
glucose oxidase 1.3

Effect of temperature on Pleurotus eryngii
versatile peroxidase production in

A. nidulans and A. niger

-A. nidulans
31 ◦C: 24 U/L

peroxidase activity
-

[145]

28 ◦C: 80 U/L
peroxidase activity 3.3

19 ◦C: 466 U/L
peroxidase activity 19.4

-A. niger
28 ◦C: 107 U/L

peroxidase activity
-

19 ◦C: 412 U/L
peroxidase activity 3.8

Fungal
morphology

Effect of raising the viscosity of the
medium by addition of

polyvinylpyrrolidone-PVP (transition
from aggregated mycelia (pellets) to
dispersed mycelia) on hen egg white

lysozyme (HEWL) in A. niger

Medium with no PVP:
110 mg/L fresh and 8 mg/g

dry weight of HEWL
1.7 [147]

Medium with PVP:
190 mg/L fresh and

14 mg/g dry weight of
HEWL

Effect of addition of microparticles
(linked to the formation of freely

dispersed mycelium) on titers of native
glucoamylase (GlaA) and recombinant

fructofuranosidase (FF) produced in
A. niger

No microparticles:
17 U/mL GlaA and

42 U/mL FF

3.5 GlaA
2–3.8 FF

[148]
Talc microparticles:
61 U/mL GlaA and

92 U/mL FF
FF production can reach

up to 160 U/mL (10 g/L talc
microparticles of size

6 mm)

Effect of addition of titanate
microparticles (TiSiO4, 8 mm) on titers of

native glucoamylase (GlaA) and
recombinant fructofuranosidase (FF)

produced in A. niger

No microparticles:
19 U/mL GlaA and

40 U/mL FF
9.5 GlaA

3.7 FF
[149]Microparticles: 190 U/mL

glucoamylase and
150 U/mL

fructofuranosidase

Effect of growth type on hen egg white
lysozyme (HEWL) production and

protease activity in A. niger

Free suspension:
5.8 mg/g HEWL

95.3 U/g Protease activity
1.5

[140]
Mycelial pellets:
5.0 mg/g HEWL

58.6 U/g Protease activity
1.2

Celite-560-immobilized
cultures:

4.1 mg/g HEWL
56.3 U/g Protease activity

-
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This update does not change any of the scientific results of the paper. The authors would like to
apologize for any inconvenience caused to the readers by these changes. The manuscript will be updated
and the original will remain online on the article webpage: https://www.mdpi.com/2073-4344/10/9/1064.
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