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In nature, enzymes conventionally operate under aqueous conditions. Because of this, aqueous buffers

are often the choice for reaction media when enzymes are applied in chemical synthesis. However, to

meet the demands of an industrial application, due to the poor water solubility of many industrially rele-

vant compounds, an aqueous reaction system will often not be able to provide sufficient substrate load-

ings. A switch to a non-aqueous solvent system can provide a solution, which is already common for

lipases, but more challenging for biocatalysts from other enzyme classes. The choices in solvent types

and systems, however, can be overwhelming. Furthermore, some engineering of the protein structure of

biocatalyst formulation is required. In this review, a guide for those working with biocatalysts, who look

for a way to increase their reaction productivity, is presented. Examples reported clearly show that bulk

water is not necessarily required for biocatalytic reactions and that clever solvent systems design can

support increased product concentrations thereby decreasing waste formation. Additionally, under these

conditions, enzymes can also be combined in cascades with other, water-sensitive, chemical catalysts.

Finally, we show that the application of non-aqueous solvents in biocatalysis can actually lead to more

sustainable processes. At the hand of flowcharts, following simple questions, one can quickly find what

solvent systems are viable.

1 Introduction

Biocatalysis has emerged as a powerful strategy to efficiently
perform synthetic reactions under mild conditions, also at
industrial scales.1–3 In a nutshell, biocatalysis exploits nature’s
ability to perform chemical reactions with extraordinary
selectivity and rates at ambient temperatures and pressures.
While first examples of biocatalysis relied on natural reactions
in buffered aqueous solutions, over the years the ability to
shape these proteins for reactions of (industrial) interest has
emerged.4–8 To cope with tight industrial economics, reactions
need to afford high space–time yields, high catalytic turnover
numbers and high product concentrations.9,10

In nature, (cytosolic) enzymes are evolved to function opti-
mally in aqueous environments, and aqueous buffers have
been thus traditionally the first choice of reaction medium
when characterizing a biocatalytic reaction.11 Similarly, a sig-
nificant proportion of the natural substrates for enzymes, the
cell metabolites, have been biochemically decorated to become
highly water soluble. However, at industrial scale – where
enzymes catalyze reactions with non-natural substrates –, the
use of water may be a hurdle. Many compounds of industrial
interest typically exert low water solubility, which restricts
product concentrations and productivity of the enzymatic
process when conducted in aqueous media. Furthermore,
when chemo-enzymatic cascades are considered, the non-enzy-
matic catalysts typically require non-aqueous conditions,
which makes it challenging to find a system suitable for both,
biocatalysts and chemocatalysts.12

To counter these challenges, the application of enzymes in
non-aqueous reaction systems is considered. Within the
different enzyme classes, several hydrolases like lipases have
been naturally evolved to function in hydrophobic environ-
ments and are conventionally applied under these
conditions,13–15 with first examples stemming from the
thirties.16,17 Especially in the eighties and nineties, pioneering
work by Zaks and Klibanov showed these enzyme’s remarkable

†Electronic supplementary information (ESI) available. See DOI: 10.1039/
d1gc00561h
‡These authors contributed equally.

aInstitute of Bio- and Geosciences (IBG-1): Biotechnology, Forschungszentrum Jülich

GmbH, 52425 Jülich, Germany. E-mail: do.rother@fz-juelich.de
bAachen Biology and Biotechnology, RWTH Aachen University, 52056 Aachen,

Germany
cEnzymaster Deutschland GmbH, Neusser Str. 39, 40219 Düsseldorf, Germany
dSustainable Momentum, SL. Av. Ansite 3, 4-6. 35011 Las Palmas de Gran Canaria,

Canary Is., Spain

This journal is © The Royal Society of Chemistry 2021 Green Chem., 2021, 23, 3191–3206 | 3191

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 2

6 
m

ar
ca

 2
02

1.
 D

ow
nl

oa
de

d 
on

 1
1.

08
.2

02
4 

14
:0

6:
02

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n-

N
on

C
om

m
er

ci
al

 3
.0

 U
np

or
te

d 
L

ic
en

ce
.

View Article Online
View Journal  | View Issue

www.rsc.li/greenchem
http://orcid.org/0000-0002-5656-3537
http://orcid.org/0000-0002-2339-4431
http://crossmark.crossref.org/dialog/?doi=10.1039/d1gc00561h&domain=pdf&date_stamp=2021-05-06
http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d1gc00561h
https://pubs.rsc.org/en/journals/journal/GC
https://pubs.rsc.org/en/journals/journal/GC?issueid=GC023009


stability in non-aqueous solvents and other extreme
conditions.18,19 The application of enzymes from other classes
in non-aqueous reaction systems, however, has proven to be
less straightforward. When it is observed that already a few
volume percentages of organic solvent can be enough to inacti-
vate a biocatalyst, researchers may become reluctant to take
their biocatalysts outside their familiar aqueous environment.
Furthermore, the great variety in solvents systems (e.g. cosol-
vent, biphasic, neat, etc.) (Table 1), and solvent types (e.g.
organic, neoteric, etc.), can make the palette of options over-
whelming at first sight. Ultimately, from a green chemistry per-
spective, the use of non-aqueous solvents often bears the
stigma of making the whole process less sustainable. This may
be true in some cases, but, especially when more sustainable
solvents are considered, the application of these solvents
might even make the whole process more environmentally
benign.

In this manuscript, we show how biocatalysts from all
classes, not only lipases, can be used in alternative solvent
systems, albeit extra investments in protein or formulation
engineering might be required. As a matter of fact, it might
be a necessary step to make an industrial application
viable. Furthermore, we want to show how the use of
alternative solvents in biocatalytic reactions will in many
cases actually increase the sustainability of a biocatalytic

reaction. When a whole process is assessed in a holistic
manner, it can be noted that even syntheses with excellent
conversions and selectivity in aqueous media can lose their
efficiency – and their inherent sustainability –, if the
product cannot be isolated in an economic way. Especially
when the use of large amounts of water for synthetic pro-
cedures is considered, which implies the formation of
wastewater, which needs to be treated accordingly to claim
the sustainability of a given synthesis.20 Also, the operation
of biocatalytic reactions under non-aqueous conditions
opens up the possibility of performing cascades with other,
non-biological catalysts which might be sensitive to water,
without the need for intermediate purification steps.12,21

Finally, due to current research on “green solvents” and the
increasing availability in solvents which have a lower
impact on the environment, more sustainable non-aqueous
processes can be developed.

This paper explores the different options that synthetic che-
mists have for using enzymes, related to reaction media.
Special emphasis is given on the application of biocatalytic
reaction for the production of relevant products and optimiz-
ation thereof. Based on the discussion, practical guidelines to
choose a proper reaction medium are provided in the form of
a flow chart to determine what systems have a high likelihood
to work best. Furthermore, we will address the options one has
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Table 1 Nomenclature of the principles described in this work

Solvent system Describes the reaction medium; which solvents are used, in which ratios and how many phases are present
Cosolvent Compound added to a reaction medium to improve reaction performance. Cosolvents are added up to saturation, so no

second phase is formed
Dual function
solvent

A cosolvent which also has a second function as a reactant. For instance to act as a regeneration reagent for cofactors

Biphasic solvent
system

Solvent system that consists of an aqueous phase and a second, generally liquid, immiscible phase

Aqueous-neat Biphasic system where the second phase is pure substrate. The substrate can be in any physical state
MARS Acronym of micro aqueous reaction system. Monophasic non-aqueous solvent system. Some (non-bulk) water may be

present to optimize enzyme activity, but only up to saturation
Neat conditions Solvent system where the pure substrate also acts as a solvent. In other words, no other solvents to dilute the substrate

are added. Some water (up to saturation) may be added to optimize enzyme activity
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in more sustainable solvents. Albeit some wet-lab work will
surely still be needed to validate the proposed options, the
presented guidelines are expected to reduce the
experimental work needed to set-up and optimize biocatalytic
reactions.

Throughout the review, examples are given in green boxes,
where research groups continuously improved a biocatalytic
process by using unconventional solvent systems. The aim of
the optimization processes were to increase product concen-
tration and, in some cases, catalyst or product stabilization.
Both factors aim towards a more sustainable process, since
higher product concentrations and a prolonged lifetime of the
catalyst results in reduced waste formation and will thus
decrease the environmental burden.

2 Solvent systems for biocatalysis:
from purely aqueous to neat media

Depending on the solvent and water content, different solvent
systems are formed. Herein, the three main solvent systems –

monophasic aqueous, biphasic, and monophasic organic – are
briefly discussed (Fig. 1) (Table 2). More information can be
found in several reviews22–24 and the extensive information
given in the ESI†.

2.1. Aqueous monophasic systems

Buffered solutions, with or without additives, are the most
straightforward approach, and thus commonly used when a
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Fig. 1 Scheme of different solvent systems sorted by relative water content.
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novel enzyme reaction is characterized. The lack of a second
phase keeps complexity low and enables smooth application to
continuous systems. However, environmental factors should
be taken into consideration when using water as main and
benign solvent, since the wastewater treatment and a cumber-
some DSP may become major factors.

Application of enzymes in purely aqueous solutions is
viable if reagents are soluble enough to reach on-spec indus-
trial conditions. Relevant examples for enzymes in monopha-
sic aqueous systems are the cases of most ions and sugars, or
for some extremely high-valuable products for which no high
product concentrations are required. If the substrate can be
fed, the need for additives can also be overcome, provided that
product accumulation does not hamper the reaction perform-
ance. For instance, (i) if the biocatalyst is not inhibited or de-
activated by the product, (ii) if the thermodynamic driving
forces are sufficient, or (iii) if the product can be easily
removed in situ, e.g. via further conversion, precipitation,25,26

evaporation, extraction etc.27 As a downside of this approach,
the use of large volumes of water requires economic and
environmental downstream processing alternatives, as well as
an adequate wastewater treatment unit.28

Most industrially relevant reagents, however, are poorly
soluble in aqueous media. Here, hydrophilic water-miscible
compounds can increase their solubility (cosolvents). Amongst
others, these additives can be organic solvents, ionic liquids,
deep eutectic solvents or surfactants.29 In cases where certain
cosubstrates are required, for instance for the regeneration of
cofactors in oxidoreductase-catalyzed reaction, the cosubstrate
can also act as dual-function solvent which will also prove ben-
eficial in pushing the thermodynamic equilibrium.30–34 As no
second phase is formed, mass transfer limitations or protein
deactivation at interphase surfaces are normally avoided (see
ESI, chapter 4†). Furthermore, biocatalyst properties like stabi-

lity, activity and even chemo-/stereoselectivity or substrate
specificity can all be surprisingly altered with the introduction
of these additives.35 It can therefore be beneficial to test them
even in absence of any solubility issues.

Synthesis of lactones by a redox-neutral converging
cascade of CHMO and ADH
This work, by the group of Kara, combined a reductive
reaction on cyclohexanone by a Baeyer Villiger monooxy-
genase (BVMO), here the cyclohexanone monooxygenase
(CHMO) with two oxidative reactions on a diol by the
alcohol dehydrogenase from Thermoanaerobacter ethano-
licus (TeSADH) in a redox-neutral process forming a
lactone product. BVMO are known to be inhibited by
high concentrations of organic compounds.36 In an
initial study, where both enzymes were applied in an
aqueous system as (partly purified) cell free extracts, up
to 20 mM of the lactone was obtained.34 As the reaction
was hampered by product instability (both via hydrolysis
and polymerization) and reaction selectivity was an issue
(cyclohexanone reduction by the ADH) a biphasic system
was applied. Out of the solvents tested, the hydrophobic
dodecane showed the best enzyme stability and was
therefore chosen over solvents like 2-Me-THF and
toluene. Though product concentrations went up to
53 mM, the required increase in protein concentration
resulted in similar turnover numbers for the biocata-
lysts.34 In a similar study,37 the two enzymes (though
other variants) were fused and used in a MARS system in
lyophilized cells. The fusion aimed to shorten the
required “cofactor travel distance”. The apolar MTBE
and cyclopentyl methyl ether (CPME) gave the best
results,38 though only 8 mM of product was obtained in
this initial study.

2.2. Biphasic (solvent) systems

Here, we mainly regard two-liquid phase systems, though, in
the case of aqueous-neat systems the second phase can also
have a different aggregation state (see also Fig. 4 and chapter
1.2.2 in the ESI†). In biphasic solvent systems, a water-immis-
cible phase is added to the aqueous media. In some cases, if
the reaction allows it (see ESI, chapter 1†), this can be purely
the reactant itself, resulting in a so-called aqueous-neat
system.39 However, if the biocatalyst performance is impaired

Dörte Rother

Dörte Rother is head of the
group ‘biocatalysis’ at the IBG-1:
Biotechnology,
Forschungszentrum Jülich GmbH
and full professor for ‘synthetic
enzyme cascades’ at RWTH
Aachen University. She received
the DECHEMA-Prize 2018 and
the Biotrans Junior Award 2019
for her research activities in
multi-step biocatalysis and sus-
tainable process development. In
her group bio(techno)logists, che-
mists and engineers work on

solutions to intensify biocatalytic processes and integrate down-
stream processing into enzyme cascades. They see the use of
unconventional media as one very potent tool to increase econ-
omic and ecologic efficiency of one-step and multi-step enzymatic
syntheses.

Tutorial Review Green Chemistry

3194 | Green Chem., 2021, 23, 3191–3206 This journal is © The Royal Society of Chemistry 2021

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 2

6 
m

ar
ca

 2
02

1.
 D

ow
nl

oa
de

d 
on

 1
1.

08
.2

02
4 

14
:0

6:
02

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n-

N
on

C
om

m
er

ci
al

 3
.0

 U
np

or
te

d 
L

ic
en

ce
.

View Article Online

http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d1gc00561h


in such systems – e.g. due to the high soluble substrate fraction
in the aqueous phase – the substrate needs to be diluted in a
second, water-immiscible phase. The biocatalyst generally
resides in the aqueous reaction phase, while the second layer
acts as a reservoir for the substrates and products. Assuming
that the product is mainly in the non-aqueous phase, DSP is in
most cases straightforward. In the case of aqueous-neat reac-
tions, different systems are formed depending on the physical
state of the substrate – gaseous, liquid, or solid – with each
system bearing its own advantages and challenges. Overall
biphasic systems combine high activity of the catalyst from
aqueous systems with good solubility of apolar substrates and
convenient DSP from organic systems. General information on
biphasic systems and challenges concerning the interphase,
cross-solubility and mass-transfer limitations are factors dis-
cussed in the ESI† and in the following reviews.22,40

2.3. Monophasic non-aqueous systems (micro-aqueous
reaction system (MARS))

The solvent system with the lowest water content presented
here is the so-called micro-aqueous reaction system (MARS).
Here, the non-aqueous solvent is the main solvent in the
system in which the substrate is dissolved. The application of
MARS typically requires the use of hydrophobic organic sol-
vents, which at first sight seem to compromise the sustainabil-
ity of the approach. However, MARS typically leads to less
solvent waste formation, because of high substrate loadings,
and a more straightforward DSP (less work up and possibly
less wastewater). Additionally, if the solvent can be recycled
even lower waste formation occurs. Thus, when considering
the overall process, the application of MARS can actually lead
to ecologically and economically more favourable processes. In

some cases, even increased enzyme stability or changes in
(enantio-)selectivity are observed.15,41

Only low amounts of (non-bulk) water, up to saturation
levels, are added to retain enzyme activity, which results in a
system with a single liquid phase. The amount of water (water
activity) to gain optimal activity ultimately depends on the
enzyme, the formulation of the catalyst, and the solvent
characteristics. Lipases, for example, generally need far less
water than oxidoreductases.42 This water can provide a
hydration shell around the biocatalyst to ensure activity.43

When oxidoreductases are used in pure organic solvents, clas-
sical cofactor recycling systems with a second enzyme for the
regeneration of the cofactor do not work anymore. Since
apolar cofactors such as NAD(P)(H) cannot be transferred
between two enzymes, they have to be regenerated using the
same enzyme. Alternatively, the problem can be addressed by
an appropriate formulation, for example, by producing and
using the target enzyme and the cofactor-regenerating enzyme
in the same (lyophilized) cell. In both cases, mostly sacrificial
cosubstrates such as isopropanol or smart cosubstrates can be
used.44 Since (lyophilized) whole cells are often used for MARS
applications, the required expensive cofactors are already avail-
able. The approach of MARS greatly increases the possible sub-
strate concentrations of apolar compounds and, in absence of
an interphase, avoids mass issues with cross-solubility, trans-
fer limitations and enzyme inactivation at interphases.
Furthermore, the prevention of emulsion formation simplifies
DSP.45 Finally, MARS are useful when water is unwanted in
the reaction. For instance, in cases where the reaction
compounds can be hydrolysed or reaction equilibria
shifted,46,47 or in cascade reactions with water-sensitive chemi-
cal catalysts.12

Table 2 Overview of the different solvent systems with their perks and challenges. MARS: micro aqueous reaction system; Neat: pure substrate
system; DSP: downstream processing

Subsystem Substrate Advantages Challenges

Aqueous system Polar • Straightforward application • Restricted to polar reagents or low substrate concentrations
of apolar substrates• No interphase

• Most enzymes retain stability
Cosolvent (Semi)

apolar
• Straightforward in application • Unpredictable effects on enzyme activity, selectivity and

stability
• No interphase • Possible DSP challenges
• Increased substrate solubility

Two (liquid) phase
system

Apolar • High substrate loading • Interphase challenges
• Some control over concentrations in
aqueous phase

• Enzyme instability possible

• Straightforward DSP • Distribution issues
Aqueous-neat Apolar • High substrate loading • Enzyme instability

• Possible advantages for DSP • Interphase issues
• No second solvent • Little control over substrate concentration in the aqueous

phase
MARS Apolar • High substrate loading • Enzyme instability

• No interphase • Restriction in enzyme formulation
• Possible advantages for DSP

Neat substrate
system

Liquid • Highest substrate concentration
possible

• Restrictions in use cases

• No interphase • Full conversion is challenging
• No solvent • No control over substrate concentration
• Straightforward DSP • Enzyme instability

Green Chemistry Tutorial Review

This journal is © The Royal Society of Chemistry 2021 Green Chem., 2021, 23, 3191–3206 | 3195

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 2

6 
m

ar
ca

 2
02

1.
 D

ow
nl

oa
de

d 
on

 1
1.

08
.2

02
4 

14
:0

6:
02

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n-

N
on

C
om

m
er

ci
al

 3
.0

 U
np

or
te

d 
L

ic
en

ce
.

View Article Online

http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d1gc00561h


Concluding, while MARS are commonly applied in hydro-
lase catalyzed reaction, recent examples also show possibilities
to use other enzyme classes in this system. The overall environ-
mental impact of MARS will be dependent on the solvent
choice, but due to increased compound concentrations and
simplified DSP, promising environmental-values can be
reached.30,48–51 Its uses are still limited by the stability of the
enzyme under these harsh conditions, though this can be
improved by the engineering the biocatalyst structure and/or
the formulation (see section 4).

Synthesis of aliphatic nitriles by aldoxime dehydratase
The enzyme aldoxime dehydratase from Bacillus sp.
OxB-1 (OxdB) converts aliphatic aldoximes into nitriles,
which in turn are useful as solvents or intermediates in
the production of surfactants or pharmaceuticals.52 In a
work by the groups of Asano and Gröger, reactions of the
solid substrate to a liquid product, both poorly soluble
in water, have been scaled up to molar concentrations.
Initially, for the production of dinitriles by whole cells,
DMSO was added as a cosolvent to improve solubility,
but without apparent effect.53 Nevertheless, full conver-
sion of 50 g L−1 substrate was achieved in an aqueous
slurry reaction. The product formed a second liquid layer
in the reaction. When the same reaction was performed
on an aliphatic aldoxime, stepwise addition of n-octana-
loxime resulted in full conversion of impressive 1.4 kg of
substrate per litre of the aqueous medium.54 10%
ethanol was used as colsolvent. Finally, this reaction was
envisioned to take place in non-aqueous conditions.55

However, when whole cells or lyophilized cells were
added directly to the organic medium, quick catalyst de-
activation was observed. A bi-phasic system gave poor
results, too. Only after entrapping the cells in a water-
containing gel, full conversion of 500 mM n-octanalox-
ime in cyclohexanone was observed. With the immobi-
lized cells as stationary phase, the reaction could be
applied in a flow system.55

2.4. Neat substrate system

The ultimate variant of MARS is the neat substrate system.
Here, no solvent is present at all, but the biocatalyst is dis-
persed in the substrate itself with, optionally, some dissolved
water for activity. Neat substrate systems contain the maximal

amount of substrate, and thus theoretically the highest
product concentrations can be achieved, which can lead to
impressive productivities56 However, so far, except for lipase
catalyzed reactions, only few examples of enzymatic neat sub-
strate systems have been published. This could be explained
with some probability that the biocatalyst will show a decrease
in stability, activity and selectivity under these conditions. In
two recent examples, peroxygenases were applied in neat con-
ditions, with the enzyme immobilized either on carriers or in
alginate beads.57,58 A variant of this approach is when the com-
bination of two substrates create deep eutectic systems, as
Pätzold and co-workers have shown for the esterification of
menthol with lauric acid with a conversion of up to 95%.59

Finally, in an industrial example by Enzymaster, an engineered
transaminase60 in whole cells was able to catalyze the for-
mation of (R)-phenyl ethylamine from a solution of pure aceto-
phenone and isopropylamine.62 As elaborated in the case
study below, the biocatalyst lost most of its activity when
applied in a biphasic aqueous-solvent system, but showed
good conversion in a neat substrate system with only small
amounts of water (2% of an aqueous solution of PLP and wet
cells). Though this is an outstanding example on how a solvent
system can influence a biocatalytic reaction system, more
research is required to determine for what other biocatalytic
reactions this trend holds true. In either case, this example
shows that, when a significant loss in biocatalyst activity is
observed when shifting from an aqueous to a biphasic system,
one should not be discouraged. In a further shift to a non-
aqueous system, the biocatalyst could show good activity again
(Fig. 2).62

Fig. 2 Graphical representation of the activity of the transaminase on
acetophenone and isopropylamine in different solvent systems from the
example by Enzymaster. While the biocatalyst showed good activity in
an aqueous buffer with cosolvent, only low conversions were observed
when the pure substrate was added as a second phase. When the bioca-
talysts was introduced in a neat system however, an enhanced activity
was determined again.
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Industrial example of the non-linear behaviour of a
transaminase when increasing substrate loading
Chiral amines are important compounds and widely
used in chemical industries. To obtain these products in
high chiral purity, cumbersome resolution or recrystalli-
zation steps are required, which generates a large
amount of waste, resulting in high cost and environ-
mental impact.63 For these reasons, Enzymaster engin-
eered a transaminase (TA) for the preparation of (R)-
phenyl ethylamine from acetophenone and isopropyl-
amine on an industrial scale. In an aqueous system, with
10% methanol as cosolvent, this catalyst was able to
convert 80% of a 50 g L−1 solution of acetophenone with
an enantiomeric excess of over 99% in 24 h.60 To
increase the productivity of this reaction, an biphasic
solvent system was suggested, using whole cells contain-
ing the engineered TA. However, in a reaction solution
containing 400 g L−1 of acetophenone as a second
phase, only 5% of the substrate was converted within
24 h, resulting in a product concentration of roughly
20 g L−1.61 Despite this decrease in product concen-
tration, the reaction was taken one step further and the
biocatalyst was applied in a neat solvent system (with 2%
aqueous solution from PLP and wet cells) in collabor-
ation with the Rother group. Surprisingly, the biocatalyst
showed a significantly improved performance, reaching
a product concentration of almost 100 g L−1 in 24 h. To
further improve the system, a continuous reactor setup
was designed where the biocatalyst and remaining aceto-
phenone could be separated from the product and
reused. This not only decreased the costs and waste pro-
duction of the process, but also made it possible to
achieve very high product concentrations of up to 168 g
L−1 of (R)-phenyl ethylamine per day.62

3 Decision flow chart: what solvent
system is suitable for my reaction?

As described in the previous section, biocatalysis offers a
broad range of options to perform organic synthesis, not only
restricted to the classic aqueous media. To aid the decision
process on what solvent system would be best for a certain
reaction, a flow chart to consult has been built in this section
(Fig. 3). The flow chart mainly takes into account the reaction
engineering process, and puts forth the most promising
approach depending on the substrate, the enzyme stability,
and the DSP strategy.

In the flow chart, questions in blue boxes are those who
can, in most cases, be answered by consulting literature.
Questions in orange boxes might require some experimental
work. Specifications of the questions are noted in Roman
numerals and can be found below the figure. Furthermore, the
aspect of using a two-liquid phase system for in situ product
removal has been left out of this scheme, as this might disre-
gard other product removal strategies like evaporation, crystal-
lization or cascade reactions. Finally, if the outcome shows
that the application of a biphasic system might be most ben-
eficial, one can refer to Fig. 4 for more specifications on the
best solvent system.

4 Biocatalyst stability improvement

One of the main reasons why the addition of alternative sol-
vents is considered unconventional in biocatalysis, is due to
the belief that proteins are unstable in environments other
than aqueous solutions. Though this is often true for many
native free enzymes, there are ways to improve the resilience of
the biocatalyst: alter the protein structure by protein engineer-
ing or the changing the catalyst formulation. Using these tech-
niques, research groups applied enzymes from various
different classes, not only in aqueous monophasic but also in
biphasic or non-aqueous monophasic media (Table S1†).

Proteins can be modified to become more resilient towards
different kinds of stress introduced in industrial processes,
like increased temperatures, sheer stress, and solvents.63

These resistances often go hand in hand, a more thermostable
protein often also shows a higher solvent tolerance. Several
example to increase this resistance have been reported. The
Janssen group used computational framework method
“FRESCO” to increase the melting temperature of a dehalogen-
ase, thereby also increasing its stability against commonly used
cosolvents.64 The Damborsky group focused on modifying the
access tunnel within the enzymés active site to increase its stabi-
lity.65 The Gröger group developed a high throughput method to
quickly assess protein stability in (co)solvents via determining
melting temperatures in crude extracts.66 One can also use a
semi-rational approach, as done with a largely evolved transamin-
ase in the industrial production of sitagliptin.67 Aside from
protein engineering, focus on the modification of the protein
surface can also improve enzyme stability. Instead of improving
an established enzyme, another approach is to search for more
solvent tolerant enzymes performing similar reactions. As a
matter of fact, it is advised to incorporate solvent stability in the
screening of novel enzymes (e.g. through metagenomic assess-
ment), as powerful synergies can be generated.

Changing the enzyme formulation is another powerful tool
to influence biocatalyst activity, stability and re-usability. Here
we differentiate between the following formulations: free
enzymes as cell free extract, purified free enzymes, immobi-
lized enzymes, whole cells in solution containing the biocata-
lyst and immobilized whole cells containing the biocatalyst
(Fig. 5). Whether a certain formulation is beneficial for the
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reaction process depends on the type of enzyme, the target
reaction and the solvent system, including all reaction com-
pounds and conditions. Furthermore, the costs and effort
required for the different formulations vary widely.9 A “best”
formulation is therefore hard to point out. Not surprisingly, all
combinations of enzyme formulation and solvent systems can
be found in literature (Table S1†). The only restriction appears
to be the combination of free enzymes in pure organic sol-
vents. Outside the class of hydrolases, examples are scarce.30

As most enzymes have hydrophilic surfaces, they rarely retain
their structure, let alone activity, in non-aqueous solution.71,72

If so, immobilization of the biocatalyst by encapsulation/
entrapment, or their application in whole cells could retain
the desired stability and activity. Nevertheless, we would like to
encourage the reader to at least try to apply lyophilized free
enzymes in a non-aqueous reaction solution. Though a posi-
tive outcome is not guaranteed, investments in such a “quick
and easy” experiment are minimal, while a positive outcome
would lead to a system which is significantly more convenient
in application.

Finally, an emerging trend in whole cell biocatalysis is to
use viable, solvent-tolerant bacteria like certain Pseudomonas
strains, and apply them in fermentations with exceedingly high
(aromatic) substrate or solvent conditions.73–76 This becomes par-
ticularly interesting when Pseudomonas is used as a host for the
production of aromatic compounds from second-generation

lignocellulosic raw materials or for the upcycling of aromatic
monomers from plastic waste streams (Table 3).77

5 Solvent choices for non-
conventional media

After a decision has been made on what solvent system would
be optimal for a specific enzymatic conversion, the solvent
itself has to be picked. At the moment, organic solvents are
the most conventional to be added to, or to replace aqueous
reaction media, though an increase in use of ionic liquids (IL)
and especially deep eutectic solvents (DES) is also observed.
Furthermore, supercritical fluid (SCF) form a niche solvent
system seen in some applications (Table 4).

As organic solvents are most conventional, these will be the
focus in this part. An overview of the uses of the other solvents
can be found in the ESI† (chapter 3) and in reviews on ILs,92–95

DESs96–98 and SCFs.99–101

The question “what solvent is best?” has no singular
answer, as many application parameters will influence this
decision. Amongst others, the solvent choice will influence:

• Enzyme stability, activity and selectivity;
• Reagent solubility and, in case of multiple phases, parti-

tioning of reagents;
• Downstream processing;

Decreasing cost and environmental impact using MARS
1-Phenylpropane-1,2-diol (PPD) is an optically active vicinal diol, which can serve as an interesting building block for asym-
metric syntheses. In work by the group of Liese, all four stereoisomers of this product were obtained in a cascade of a lyase
and an alcohol dehydrogenase.68 These reactions were performed in an aqueous media with substrate concentrations up
to 26 mM. When the process was transferred to a micro-aqueous reaction system by the Rother group, with methyl-tert-
butyl-ether as the main organic solvent, substrate concentrations up to 440 mM became possible, exceeding the solubility
limit in water by ten-fold.49,69 Here, a benzaldehyde lyase by Pseudomonas fluorescens (PfBAL) and the alcohol dehydrogen-
ase by Ralstonia sp. (RADH) were used. The costs of the system were further reduced by the application of lyophilized
whole cells, which decreased catalyst expenses by approximately 90% (ref. 9) while the expensive cofactors ThDP and
NADH were supplied with the cells. Overall, the cascade in MARS produced more than 1600 fold the product in compari-
son to the aqueous system.49 Later, Oeggl et al. used the same enzymes with similar substrates (4-methoxy-benzaldehyde
and acetaldehyde) to yield 4-methoxyphenyl-1,2-propandiol.48 The cascade was further optimized using 1,4-butandiol as a
smart cosubstrate70 or 4-methoxybenzyl alcohol to achieve a self-sufficient cascade with an integrated hydrogen-borrowing
system. This eliminated the use of large amounts of isopropanol as a cosubstrate, which, in combination with the “green
solvent” CPME, deemed the cascade much more environmentally friendly.48
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• Impact on safety and environment;
• Solvent price and availability.
The overall question will be divided in two parts: “What sol-

vents are most beneficial for the performance of the reaction?”
and “What solvents are most sustainable?”.

5.1. What solvent aspects are most beneficial for the
performance of the reaction?

From a reaction standpoint, the interaction of the solvent with
the biocatalyst is important. Enzyme stability, activity and selecti-
vity can all shift drastically when in contact with polar solvents.35

Also, in case of biphasic solvent systems, the solvent properties
determine the partition of the reaction compounds over the two
phases and thus the concentration of the reaction components
in the aqueous phase. Finally, the solvent’s stability and inertness
is paramount for the reaction. What type of solvent to choose for
a certain reaction also depends on its role in the system, be it as
cosolvent, pure solvent or second solvent. An elaboration on what
consideration to make can be found in the ESI† (chapter 3).

From a holistic point of view, not only the production of
a target compound should be optimal, but also its isolation
afterwards should be kept in mind. Therefore, factors that
influence DSP should be considered as well. A remarkable
example is DMSO, a cosolvent often used in academic litera-
ture due to its frequently reported beneficial effect on
reagent solubility and enzyme properties. The extraction of
DMSO from a reaction mixture, however, is cumbersome.
This can be considered to be beneficial in respect to retriev-
ing the product.102 However, it also decreases the extraction
efficiency of other compounds in the aqueous phase,103,104

and a more tedious wastewater treatment is required.105

Finally, the compound can also be hard to separate from
the product. Even though DMSO is used in a number of
pharmaceutical products,106 it does not have a GRAS (gener-
ally recognized as safe) status by the FDA107 and thus
cannot be used in food products. When evaluating the hol-
istic impact of a reaction, these factors should also be
accounted for.

Fig. 3 Decision flow chart on which solvent system is suitable for a biocatalytic reaction. I: Some compounds, like lactones and esters, can hydro-
lyse in presence of water and require to be synthesized under non-aqueous conditions. II: This depends on what product concentrations are
required to make the system economically viable and whether a fed-batch approach is a suitable reaction mode. III: This requires the substrate to be
a liquid under reaction conditions with an appropriate viscosity. IV: In other words, will the addition of the required amount of cosolvents enable
sufficient solubility of the substrate, while not hampering the enzyme performance and/or downstream processing significantly? As the amount and
choice in cosolvent can significantly influence enzyme behaviour, it is advised to test different conditions in solvent type and concentration. V: Most
free enzymes require to be solved in water to remain sufficiently active. If this is not the case, excluding water as the solvent might improve the
system in respect to productivity and convenience in DSP. If the enzyme in question is not stable or active in an alternative solvent, a change in for-
mulation can still enable the application of non-aqueous solvent systems. VI: Here, one should take into account the influences of the substrate on
the biocatalyst, the reaction and DSP. For the biocatalyst, neat conditions can hamper the reaction if the compounds can act as strong inhibitors, or
if the integrity of the protein or the whole cell catalyst is deteriorated. For the reaction, as for any other system, the actual (in this case high) concen-
tration of compounds should not induce any side reactions. Finally, from a DSP point of view, the reaction components should conveniently be
separable at the end of the reaction. This, as under neat conditions, the substrate concentration cannot be conveniently adjusted by substrate
loading. In the likely case that full conversion is not reached, one ends up with a mixture of substrates and products.
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Retain enantioselectivity in the synthesis of
cyanohydrins
Hydroxynitrile lyases (HNL) catalyze the stereoselective
C–C bond formation between nucleophilic cyanide and
carbonyl compounds, which can form the basis in the
synthesis of several fine and bulk chemicals. One of the
challenges of this reaction is the competing base-cata-
lyzed chemical reaction, resulting in a racemic
product.47,108 To retain high enantiomeric excess, this

reaction needs to be repressed. Furthermore, the reac-
tants of interest are often hydrophobic and are able to
inhibit the enzyme. The reaction can be performed in an
aqueous buffer, but repressing the background reaction
and retaining enzyme stability requires careful balancing
of the pH of the buffer.109 Ethanol could be added as a
cosolvent, which had beneficial effects on both substrate
solubility as reaction equilibrium, however also
decreased enzyme stability.110 Application of a biphasic
solvent system was beneficial,111,112 as it would limit the
concentrations in the aqueous phase, further minimiz-
ing the background reaction and limit enzyme inhi-
bition. Also an aqueous-neat reaction setup was tested,
though the enzyme was found to quickly deactivate
under these conditions.110 The best results were
obtained in buffer saturated organic solvents, as, here,
the chemical background reaction is bypassed. As the
catalyst formulation, the enzyme is most conventionally
immobilized on carriers.113 In a recent example, the
HNL from Manihot esculenta (MeHNL) was immobilized
on siliceous monolithic microreactor in a continuous
setup. With buffer saturated MTBE as solvent, impressive
space–time yields up to 1229 g L−1 h−1 were obtained.114

5.2. What solvents appear best for the environment?

Though organic solvents are generally classified as non-sus-
tainable, there is a large variation in environmental impact
between different solvents.115,116 If a “green solvent” can sig-
nificantly reduce the total reaction volume required,
implementation of these solvents can result in more environ-
mentally friendly systems in comparison to systems that apply
in aqueous media. A “green solvent” has a life cycle with a low
environmental impact. This entails the following:

• It can be produced in an environmentally benign
manner, ideally from renewable resources.

• It should easily be reused or recycled.
• It must have a minimal impact on the environment when

released.
Solvent parameters beneficial for DSP can contradict those

that benefit the environment. A volatile solvent, for instance, is
conveniently distilled off during DSP, but can be hazardous for
the environment and workers alike.117 Similarly, the appli-
cation of apolar solvents can be beneficial for the biocatalytic
process, but these same solvents are often considered proble-
matic from an environmental point of view.118 For DSP, para-
meters as solvent viscosity, volatility, stability and azeotrope

Fig. 4 Decision flow chart on which biphasic solvent system is suitable
for a biocatalytic reaction. VII: This can happen if the substrate or
product concentrations will accumulate in the aqueous phase to a point
they will act as an inhibitor or will negatively influence the protein struc-
ture. If this is the case, a second phase is required to act as reservoir for
the compounds and to decrease aqueous concentrations of the com-
pounds. VIII: Also in the case of aqueous-neat reaction conditions, some
cosolvents can be added to increase the substrate concentration in the
aqueous phase, if beneficial for the reaction. IX: If the required biocata-
lytic rates are significantly higher than the mass transfer rates, the reac-
tion is not working optimally and effort should be put in increasing
these transfer rates. A convenient way to test if transfer rates are limiting,
is to increase the biocatalyst concentration and check if the reaction
rate is increasing accordingly.

Fig. 5 Possible enzyme formulations and how they can be prepared
from cultivated cells. Whole cells can be used directly as the catalyst, or
be lyophilized or immobilized. Otherwise, cells can be disrupted to
obtain cell free extract, which can be purified or (directly) immobilized.
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formation should be regarded. From a health and safety stand-
point, properties on volatility, stability, flash point, explosive-
ness, toxicity and likelihood to form organic peroxides are
important.

The properties of most conventional solvents are reported
in several reviews,22,115 amongst others by pharmaceutical
companies.119–121 A convenient overview of these surveys is
found in the work by Prat et al.122 Another report worthwhile
to consult is the one by the consortium of CHEM21,118 which
gives an overview on commonly used solvents and scores them
with respect to safety, health and environment and classifies

them as “recommended”, “problematic” or “hazardous”.
Convenient online tools to estimate the ecological effect of an
organic solvent are the “Persistence, Bioaccumulation, and
Toxicity Profiler”123 and the “Estimation Program Interface
Suite”.124 Other factors for the life cycle assessment would be
optimal but are up to now not always available.

The environmental impact of a solvent, in addition to its
hazardousness to the environment, is greatly influenced by
how easy the product can be obtained and the solvent can be
recovered and reused.125 Water, for example, is generally con-
sidered one of the more “green” and abundant solvents.

Table 4 The discussed solvents, relative use cases in biocatalysis as reported in literature, general characteristics and common examples. Color
codes: Brown: plenty of use cases reported in literature (>50). Orange: some use cases in reported in literature (5 to 50). Light orange: little to no use
cases reported in literature (<5). Co: cosolvent. Bi: biphasic solvent systems. MARS: micro aqueous reaction systems. DMSO: dimethyl sulfoxide.
CPME: cyclopentane methyl ether. MBTE: methyl-tert-butyl ether. [BMim]: 1-Butyl-3-methylimidazolium. [Bpy]: N-butylpyridinium. ChCl: choline
chloride. [EACl]: ethyl ammonium chloride

Table 3 Enzyme formulations, their advantages, challenges, and some examples in different solvent systems. GMO: genetically modified organism.
More information, examples and literature is shown in the ESI†

Enzyme formulation Advantages Challenges

Selected examples in
the different reaction
systems

Crude cell extract • High activity • Likely unstable in organic solvents Cosolvent67

• Relatively easy and cheap to produce • Hard to retain in continuous systems Biphasic80

• Cofactors potentially already present
in extract

• Hard to recycle for reuse
• Possible interfering native background
reactions

Soluble purified
enzyme

• No native background reactions • Laborious and expensive to produce Cosolvent67

• High activity • Likely unstable in organic solvents Biphasic33,81

• No GMO license needed • Hard to recycle for reuse MARS30

• Hard to separate from reaction mixture Neat58

Immobilized enzyme • No native background reactions • Laborious and expensive to produce Cosolvent82

• No GMO licence needed • Additional material needed Biphasic83

• Easy to retain and reuse • Not always biodegradable MARS33,83,84

• Possible enhanced stability in
organic solvents

• Unpredictable effect on enzyme activity
and stability possible

Neat56,57,83

Whole cells • Easy and cheap to produce • Possible interfering native background reactions Cosolvent85,86

• Possible enhanced stability in
organic solvents

• Viable cells can be susceptible to reaction
components

Biphasic55,87

• Easy to separate from reaction mix • Often GMO licence needed MARS48,88

Neat45

Immobilized
whole cells

• Relatively cheap to produce • Possible interfering native background
reactions

Biphasic89

• Potentially stable in organic media • Viable cells can be susceptible to reaction
components

MARS55,90,91

• Easy to retain in continuous systems • Possibly laborious to produce Neat76

• Easy to separate from reaction mixture • Often GMO licence needed
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However, the process of product extraction might require large
volumes of extraction material. Furthermore, an aqueous
solvent cannot simply be released into the environment after-
wards, as it will be contaminated. Thorough wastewater treat-
ment is often required, which can be energy and material
demanding.28,126 This is further amplified by the larger
volumes of water needed to solve a similar amount of com-
pound in cases of poor solubility. Conclusively, although water
is indeed not toxic, when looking at a process from cradle to
grave, it might not always be the most optimal choice in terms
of sustainability.

Most organic solvents are still derived from petroleum-
based sources, though increased effort is put in synthesizing
these chemicals from biobased resources.127 Short-chain,
mostly apolar solvents may be obtained via fermentation.
These solvents may be further converted into longer, more
hydrophobic, solvents. This might require dehydration and/or
C–C formation steps, which may rely on noble metal catalysts
or elevated temperatures and increase the burden on the
environment. Other e.g. biocatalytical methods to create these

compounds are currently under investigation. Some hydro-
phobic solvents can be obtained from dehydration of sugars128

or citrus waste.129,130 Despite the growing amount of more sus-
tainable options, all combinations with proton donating or
accepting abilities and polarity are not yet available.131

Especially if high log P solvents are required, one, for now,
might need to resort to less “green” options. In the search of
alterative solvents with similar properties, one can make use of
solvent maps, like those designed by Murray et al.132 In the
table below, a list of solvents is shown that should be con-
sidered as more benign choices (Table 5).

We encourage any group working on biocatalyst appli-
cations to always keep an eye on emerging biobased solvents
and adapt them in the screening process for applicable sol-
vents. If a biocatalytic process is developed in academia utiliz-
ing a more sustainable solvent, the incentive for industry to
also use this solvent might be increased. Part of the responsi-
bility therefore also lies at the early researchers. Finally, from
an industrial point of view, the cost and availability of a
solvent are vital, as are the regulations around individual sol-

Table 5 Examples of alternative solvents for biocatalysis which can be bio-derived. The safety rank of the solvent is as noted in the CHEM 21
report118 or, if not listed in the report, by a review of the Woodley group22

Solvent log P Safety rank Starting material and process

Cyrene133 −1.52 Not classified Pyrolysis and hydrolysis of cellulose
Ethanol127 −0.18 Recomm. Fermentation on sugars
2-Me-THF105,134 1.1 Problematic Based on the hydrogenation and dehydration of sugars
CPME135 1.6 Problematic Dehydration of pentoses, via cyclopentanol
1-Octanola 127 3.5 Recomm. Various aldol condensation, hydrogenation and dehydration steps on sugars based intermediates
p-Cymene130 4.1 Problematic Extraction from citrus waste. Subsequent isomerization and dehydrogenation
Limonene130 4.4 Problematic Extraction from citrus waste

a 1-Octanol is used here as an example of a long chain, apolar solvent which could be synthesized from biorenewables, but at the expense of rela-
tively long synthesis routes. More examples are found in the following review:127

Reducing the waste formation in a neat substrate system
The research groups of Liese and Gröger developed a chemo-enzymatic cascade for the production of the pharmaceutical
building block (S)-3-(benzylamino)-butanoate, consisting of a chemical aza-Michael addition with a subsequent enzymatic
resolution using a Candida antarctica lipase B (CaLB). Both, the chemical and enzymatic step were performed under neat
conditions.136 Later, to decrease environmental impact, the isolation of the intermediates was simplified and chromato-
graphic workup was avoided, which decreased the Environmental factor (E-factor) from 359 to 41.137 In order to further
optimise the process, reaction kinetics were simulated138 to design an optimal scale-up with an improved reaction rate and
increased stability of the catalyst. This resulted in a combination of a plug-flow reactor in which the aza-Michael addition
takes place with a subsequent packed bed reactor, were the immobilized CaLB performs the enzymatic resolution via
aminolysis. This continuous flow system with neat substrate conditions could run for up to four days without productivity
loss and final impressive space–time-yields of 128 g L−1 h−1.139
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vents. For these reasons, industries may prefer to work with
more established solvents. If the scientific community could
introduce these less established solvents in synthetic reac-
tions, it would provide additional motivation to use them on
an industrial scale as well.

6 Final remarks and outlook

Enzyme reactions should not, by definition, be purely aqueous
reactions. This statement goes beyond just lipase catalyzed
reactions. In fact, a change in solvent system is in many cases
a necessity to reach the productivities required for a process to
be viable for industrial application and to close the gap
between academia and industry. This especially holds true
when not only the transformation, but also the sustainability
of the overall process, including product separation, is taken
into account. The utilization and recycling of “green” solvents
based on renewable resources further decreases the environ-
mental impact of biocatalytic syntheses.

Changing the solvent system, however, will influence nearly
every parameter of the reaction: from compound solubility,
stability and partitioning to enzyme activity, stability and
selectivity. For now, what solvent and solvent system are best
for a target reaction is hard to predict beforehand. Extra wet
lab work will thus in most cases be required. New modelling
and simulation tools currently under development may also
facilitate solvent selection in the near future.140

Also non-scientific aspects come into play. When the reac-
tion target is a high-value compound, increased product con-
centrations and decreased catalyst costs may have a relative
small impact on the economic viability of a reaction.9 A
general relevant question, regardless of what the flowchart will
suggest, is therefore: “Even though a switch to this system
might improve my reaction, will the extra effort be worth it?”
Nevertheless, this review shows that there is more than water
for enzyme applications and when applied in a suitable way, it
bears a huge potential.

We therefore encourage those working in the field of bioca-
talysis to take a leap of faith and to introduce the work with
solvents in their lab routine. Especially a switch from free
enzymes to immobilized biocatalysts or lyophilized whole cells
will likely show benefits. Furthermore, solvent resistance
should be included in the enzyme screening, (rational) protein
engineering, optimization and selection work, to reduce the
effort required to enable application of biocatalysts under
these conditions. We see that especially high throughput
screening can play a pivotal role here. Also, even when a loss
in biocatalyst activity is observed upon addition of a cosolvent
or a second phase, it could still be worthwhile to test the appli-
cation in a non-aqueous solvent system, as the biocatalyst
might regain some if its activity under these conditions
(Fig. 2).60

Though the main focus of this review was on enzyme appli-
cations, we also believe that a combination with chemical cata-
lysts will become highly relevant for multi-step syntheses.12

First examples have already been published in which enzy-
matic and/or chemical synthesis steps are combined with
whole living microorganisms.12,141 It is very likely and desir-
able that the number of examples will increase. This bears
some significant potential, as these microbial cell factories
can, for example, supply educts from renewable raw materials
and become particularly interesting when green and/or CO2-
neutral processes are considered. Especially nowadays, with
the application of solvent-resistant microorganisms. Though
examples are still scarce, it is clear, that the combination of
catalysts across disciplinary boundaries in a suitable environ-
ment will be an effective instrument for environmentally
friendly and economically feasible processes.
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