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Abstract: Enzyme catalyzed synthesis of renewable polyamides was investigated using Candida
antarctica lipase B. A fatty acid-derived AB-type functional monomer, having one amine and one
methyl ester functionality, was homopolymerized at 80 and 140 ◦C. Additionally, the organobase
1,5,7-triazabicyclo[4.4.0]dec-5-ene (TBD) was used as a catalyst. The results from the two catalysts were
comparable. However, the amount of lipase added was 1.2 × 103 times lower, showing that the lipase
was a more efficient catalyst for this system as compared to TBD. Moreover, the AB-type monomer
was copolymerized with 1,12-diaminododecane to synthesize oligoamides of two different lengths.
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1. Introduction

In modern chemistry, implementing sustainability is an important task. At the heart of the
principles of green chemistry, both catalysis and the use of renewable resources can be found [1,2].
Enzymatic polymerization has been shown to be a potential alternative to traditional chemical
polymerization, e.g., lipases are commonly employed for polycondensations, see recent reviews [3–6].
The first lipase-catalyzed polycondensations were reported in the early 1980s [7,8] and lipases have
since then been established as important synthesis tools for polymeric materials. Amongst the benefits
of enzymatic polymerization are: mild reaction conditions, few by-products, and high catalytic activity.
Although lipases can catalyze the formation of amide bonds, and polyamides are an important group of
polymers, most work reported on lipase-catalyzed polymerization has been on polyester synthesis [6].
There are few reports in the literature on the use of enzymatic routes for the synthesis of bio-based
polyamides [9–14]. One reason for the lack of reports on the lipase-catalyzed polyamide synthesis
might be that polyamides solidify before they can reach high molecular weights because of hydrogen
bonding effects. Polyamides have high melting temperatures (Tm) (130–200 ◦C), which is true even for
oligoamides. To circumvent the issue of high Tm, previous enzyme catalyzed polyamide synthesis has
typically been performed in two or three steps, increasing temperature and decreasing pressure with
time to obtain homogeneous reaction mixtures, thus obtaining high molecular weights [9].

An interesting synthetic approach for the preparation of renewable monomers for polyamides via
radical thiol–ene coupling of cysteamine to unsaturated fatty acid esters was presented by Türünç
et al. [15]. The resulting AB-type, long and branched, monomers were homopolymerized using the
base triazabicyclodecene (TBD) as a catalyst. TBD is a strong guanidine base that has previously been
used to catalyze a variety of transformations including transesterification reactions [16] and polyamide
synthesis [15,17]. The resulting polyamide products were still viscous at room temperature. Thus, we
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hypothesized that it should be possible to utilize lipase catalysis, without the oligomers solidifying.
Among the lipases used in enzymatic polymerization, Novozym 435 (immobilized Candida antarctica
lipase B (CalB)) is most widely used [18].

In this paper, we build on the original work by Türünç et al. [15] and compare the catalyst TBD
with the lipase CalB, for the synthesis of renewable polyamides. The comparison of the catalysts was
made for the homopolymerization of the renewable AB-type monomer at temperatures from 80 to
140 ◦C (Scheme 1). The mole% of CalB used was 1.2 × 103 times less compared to TBD, however
the obtained conversions were equivalent. Additionally, the lipase was used to synthesize amine
end-capped oligoamides (Scheme 2).

Polymers 2019, 11, x FOR PEER REVIEW 2 of 9 

 

[16] and polyamide synthesis [15,17]. The resulting polyamide products were still viscous at room 45 
temperature. Thus, we hypothesized that it should be possible to utilize lipase catalysis, without the 46 
oligomers solidifying. Among the lipases used in enzymatic polymerization, Novozym 435 47 
(immobilized Candida antarctica lipase B (CalB)) is most widely used [18]. 48 

In this paper, we build on the original work by Türünç et al. [15] and compare the catalyst TBD 49 
with the lipase CalB, for the synthesis of renewable polyamides. The comparison of the catalysts was 50 
made for the homopolymerization of the renewable AB-type monomer at temperatures from 80 to 51 
140 °C (Scheme 1). The mole% of CalB used was 1.2 × 103 times less compared to TBD, however the 52 
obtained conversions were equivalent. Additionally, the lipase was used to synthesize amine 53 
end-capped oligoamides (Scheme 2).  54 

2. Results 55 

Cysteamine (cys) was coupled to methyl oleate (MO) via thiol–ene addition to form the 56 
renewable AB-type methyl ester amine monomer (MO-cys). The method was first described by 57 
Türünç et al. [15] and the synthesis described herein was performed with some modifications, as 58 
shown in Scheme 1. The thiol–ene reaction is neither regioselective nor enantioselective and thus the 59 
addition of the cysteamine occurs both at the 9 and 10 position of the methyl oleate, yielding four 60 
isomers. The results from the synthesis of MO-cys agree with previous reports on thiol-ene coupling 61 
of 1,2-disubstituted alkene monomers [19,20]. 62 

 63 

Scheme 1. Reaction scheme for synthesis of MO-cys by thiol-ene addition of cysteamine to methyl 64 
oleate and homopolymerization of MO-cys using CalB or TBD. 65 

The homopolymerization of MO-cys was catalyzed by the enzyme Candida antarctica lipase B 66 
(CalB) and the organobase TBD in bulk at two different temperatures 80 or 140 °C (Scheme 1). The 67 
CalB-catalyzed homopolymerization of MO-cys at 140 °C was followed by 1H-NMR. The spectra at 68 
the start and after 3.5 h are shown in Figure 1. The formation of the polyamides was evidenced by 69 
1H-NMR analysis showing a shift of the peak corresponding to the protons at the β-positions of the 70 
thioether at 2.9 ppm to 3.4 ppm when the amide was formed (15). Furthermore, the peak at 3.7 ppm, 71 
corresponding to the methyl ester of MO-cys decreased. The protons corresponding to the α-carbon 72 
of the carbonyl of MO-cys shifted from 2.3 ppm to 2.2 ppm. Table 1 (Entry 1–4) summarizes the 73 
results from the homopolymerizations of MO-cys catalyzed by CalB and TBD. 74 

Scheme 1. Reaction scheme for synthesis of MO-cys by thiol-ene addition of cysteamine to methyl
oleate and homopolymerization of MO-cys using CalB or TBD.

Polymers 2019, 11, x FOR PEER REVIEW 6 of 9 

 

High conversions were reached for all reactions (Table 1), and the SEC analysis showed 155 
that high molecular weights were obtained. The main fractions in the SEC chromatograms for 156 
both catalysts showed Mn values around 7 × 103 Da for reactions catalyzed at 80 °C and 18 × 103 157 
Da for the reactions catalyzed at 140 °C (supporting information Table S1). 158 

All synthesized polymers were highly viscous at room temperature and no thermal 159 
transitions were observed by differential scanning calorimetry (DSC) analyses after cooling to 160 
−50 °C. The results are comparable with what was previously reported by Türünç et al. [15]. The 161 
melting point is largely affected by the density of amide groups [26] and thus these results were 162 
expected.  163 

MO-cys was copolymerized with 1,12-diaminododecane with the aim of synthesizing 164 
oligoamides with the degree of polymerization (DP) 2 or 4 at 80 °C (Scheme 2). The syntheses of 165 
both oligoamides were completed within 4 h (see results for Entry 5 and 6 in Table 1).  166 

 167 

Scheme 2. Reaction scheme of copolymerization of MO-cys and 1,12-diaminododecane catalyzed by 168 
CalB, where n = 2 or 4. 169 

In Figure 5, the 1H-NMR analysis of the CaB catalyzed synthesis of the DP 2 oligoamide is 170 
shown. Full conversion of the methyl ester into oligoamide was achieved (peak c shifted to c’) and 171 
both amines participated as acyl acceptors in the amide formation (peaks d and b shifted to d’ and 172 
b’). The synthesis of the oligoamide with DP 4 showed that 1,12-diaminododecane was the preferred 173 
acyl acceptor for CalB and consequently 70% of the amine end groups came from MO-cys.  174 

 175 

Figure 5. 1H-NMR spectra (enlargements of the whole area), from 4.0–0.5 ppm of CalB catalyzed 176 
copolymerization of MO-cys and 1,12-diaminododecane at 80 °C. Samples were withdrawn after 4 h 177 
and diluted in CDCl3. Conversion was calculated from the formation of peak b’ and d’ using r as a 178 
reference. Signals highlighted in grey have been assigned to atoms present from the start (a, b, c and 179 
r) and signals highlighted in green have been assigned to atoms in the polymer (b’, c´ and r). 180 

 181 

Scheme 2. Reaction scheme of copolymerization of MO-cys and 1,12-diaminododecane catalyzed by
CalB, where n = 2 or 4.

2. Results

Cysteamine (cys) was coupled to methyl oleate (MO) via thiol–ene addition to form the renewable
AB-type methyl ester amine monomer (MO-cys). The method was first described by Türünç et al. [15]
and the synthesis described herein was performed with some modifications, as shown in Scheme 1. The
thiol–ene reaction is neither regioselective nor enantioselective and thus the addition of the cysteamine
occurs both at the 9 and 10 position of the methyl oleate, yielding four isomers. The results from the
synthesis of MO-cys agree with previous reports on thiol-ene coupling of 1,2-disubstituted alkene
monomers [19,20].

The homopolymerization of MO-cys was catalyzed by the enzyme Candida antarctica lipase B
(CalB) and the organobase TBD in bulk at two different temperatures 80 or 140 ◦C (Scheme 1). The
CalB-catalyzed homopolymerization of MO-cys at 140 ◦C was followed by 1H-NMR. The spectra at
the start and after 3.5 h are shown in Figure 1. The formation of the polyamides was evidenced by
1H-NMR analysis showing a shift of the peak corresponding to the protons at the β-positions of the
thioether at 2.9 ppm to 3.4 ppm when the amide was formed (15). Furthermore, the peak at 3.7 ppm,
corresponding to the methyl ester of MO-cys decreased. The protons corresponding to the α-carbon of
the carbonyl of MO-cys shifted from 2.3 ppm to 2.2 ppm. Table 1 (Entry 1–4) summarizes the results
from the homopolymerizations of MO-cys catalyzed by CalB and TBD.
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Figure 1. 1H-NMR spectra of CalB-catalyzed homopolymerization of MO-cys at 140 ◦C, from 4.0–0.5
ppm (enlargements of the whole area). The bottom spectrum shows the start before the addition of
CalB and the top spectrum was acquired after 3.5 h. Conversion was calculated from the formation of
peak b’ using r as a reference. Signals highlighted in grey have been assigned to atoms present from the
start (a, b, c and r) and signals highlighted in green have been assigned to atoms in the polymer (b’, c´
and r).

Table 1. Polycondensation of MO-cys: homopolymerization or copolymerization with
1,12-diaminododecane (DA).

Entry Catalyst mol%
Catalyst a

Ratio
MO-cys:DA Temp (◦C) Time (h) Conversion b

(%) DP b

1 CalB 0.004 1:0 80 20 >85 >6
2 CalB 0.004 1:0 140 20 >95 >20
3 TBD 5 1:0 80 20 >85 >6
4 TBD 5 1:0 140 20 >95 >20
5 CalB 0.004 2:1 80 4 >98 2
6 CalB 0.004 4:1 80 4 >98 4
7 - c - 1:0 80 20 20 -
8 - c - 1:0 140 20 30 -

a Assuming 3.3 wt% active lipase immobilized on carriers [21].b Determined by 1H-NMR. c Control reactions
without catalyst.

As can be seen in Table 1, the homopolymerizations of MO-cys were performed for 20 h. However,
after 5 h the reaction mixtures became so viscous that the magnetic stirring stopped. Consequently, the
reactions showed little change in conversion after 5 h. Figure 2 shows the conversion to amide over the
first 5 h of reactions catalyzed by CalB at 80 and 140 ◦C, and TBD at 140 ◦C. TBD was used as a catalyst
at 80 ◦C, but only endpoint samples were withdrawn (results shown in Table 1).
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At 140 ◦C, almost 90% conversion of MO-cys was observed after 30 minutes when CalB or TBD
were used as catalysts (Figure 2). When the reaction was performed without catalyst, 30% conversion
of the methyl ester was observed (Table 1). The methyl ester was converted to amide, evidenced by
1H-NMR analysis (formation of the signal assigned to the hydrogen atoms on the amide α-carbon).
However, the reaction mixture turned black and additional side-reactions associated with the thioether
were observed.

At 80 ◦C, 70% conversion was reached within the first hour, as can be seen in Figure 2. After 20
h, around 85% conversion was reached. This can be related to the reaction without catalyst at 80 ◦C,
which showed 20% conversion of the methyl ester attributed to amide formation after 20 h (Table 1).
At 80 ◦C, no side-reactions were observed. The reason for the background amide formation without
catalyst can be attributed to the amine. Although, methyl esters are not generally reactive towards
amines, the two can react to form amides under conditions such as high temperatures [22].

It should be noted that a reaction temperature of 140 ◦C is considered a high temperature for
utilizing CalB as a catalyst. Although, without CalB losing its activity completely during the reaction,
temperatures of up to 150 ◦C have been reported to work well [9]. Nevertheless, the possibilities of
reusing CalB after reactions run at such high temperatures are minimal [23,24]. Analysis by 1H-NMR
and size-exclusion chromatography (SEC) (Supporting info Table S1) showed similar results for CalB
and TBD at both temperatures.

CalB has limited space in the binding site pocket, giving rise to its selectivity [25]. By using the
branched AB-type monomer as a substrate, the binding pocket of CalB becomes crowded. To evaluate
the strained situation in the binding pocket, the homopolymerization of two MO-cys monomers was
modelled by building the second tetrahedral intermediate, where one MO-cys makes a nucleophilic
attack on the acyl-enzyme (CalB bound to one MO-cys). The simulations were performed in Yet
Another Scientific Artificial Reality Application (YASARA) and gave a model for the binding position
of the two MO-cys molecules in CalB. Snapshots of the modelling can be seen in Figures 3 and 4.



Polymers 2019, 11, 1730 5 of 9
Polymers 2019, 11, x FOR PEER REVIEW 5 of 9 

 

 122 

Figure 3. Close up of the surface around the active site of Candida antarctica lipase B. The white oval 123 
in the left frame marks the narrow binding pocket. In the frame to the right, two MO-cys molecules 124 
were modelled as a tetrahedral intermediate, into the active site. The orange MO-cys represents the 125 
acyl donor and the blue MO-cys the acyl acceptor. Figure made in Yet Another Scientific Artificial 126 
Reality Application (YASARA) based on PDB ID: 1LBT [25]. 127 

In Figure 3a close up of the surface of the binding pocket is circled to the left and the 128 
homocondensation of two MO-cys monomers is shown to the right. The acyl donor MO-cys is 129 
shown in orange and the acyl acceptor is shown in blue. The model shows that the two MO-cys 130 
monomers are positioned without any steric clashes. Furthermore, during the molecular dynamics 131 
(MD) simulations, the important hydrogen bonds in the tetrahedral intermediate necessary for the 132 
catalytic activity of CalB were kept intact (Figure 4).  133 

 134 

Figure 4. Close up of the active site (a) and schematic representations (b), where the orange MO-cys 135 
represents the acyl donor, the blue MO-cys represents the acyl acceptor, the important amino acids 136 
are shown in grey, and R1 and R2 denote the rest of the MO-cys. Figure made in YASARA and 137 
modelled based on PDB ID: 1LBT. Note: one hydrogen bond per hydrogen atom is assigned at most 138 
in YASARA, thus the black arrow points to the missing hydrogen bond between Ser105 and His224. 139 

The close up and schematic representation shown in Figure 4 display the important 140 
hydrogen bonds in the tetrahedral intermediate. As can be seen in the schematic representation 141 
and highlighted by the black arrow in Figure 4b, His224 forms hydrogen bonds with both the 142 
catalytic Ser105 and the acyl acceptor (blue). In the snapshot from the modelling shown in Figure 143 
4a, one hydrogen bond is missing. This is due to the fact that only one hydrogen bond per 144 
hydrogen atom can be assigned in YASARA. The distance between the O in Ser105 and the H in 145 
His224 is 2.2 Å , i.e., within hydrogen bonding distance. 146 

As can be seen in Table 1, the mole% of lipase was 1.2 × 103 times less than for TBD. Lipase 147 
was added in 10 wt%, but typically contains a few wt% active lipases [21]. The high lipase 148 
activity can be attributed to the precise arrangements of functional groups constituting the 149 
amino acids, which enables the enzymes to bind to and position the reactant molecules so the 150 
transition-state is stabilized efficiently (see Figure 4) [25]. In contrast, the model for the 151 
organocatalyst provides less H-bonds in the stabilization of the transition state [16]. Thus, the 152 
possibility of lowering the activation energy is greater for the enzyme compared to the simple 153 
organocatalyst. 154 

Figure 3. Close up of the surface around the active site of Candida antarctica lipase B. The white oval in
the left frame marks the narrow binding pocket. In the frame to the right, two MO-cys molecules were
modelled as a tetrahedral intermediate, into the active site. The orange MO-cys represents the acyl
donor and the blue MO-cys the acyl acceptor. Figure made in Yet Another Scientific Artificial Reality
Application (YASARA) based on PDB ID: 1LBT [25].
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Figure 4. Close up of the active site (a) and schematic representations (b), where the orange MO-cys
represents the acyl donor, the blue MO-cys represents the acyl acceptor, the important amino acids are
shown in grey, and R1 and R2 denote the rest of the MO-cys. Figure made in YASARA and modelled
based on PDB ID: 1LBT. Note: one hydrogen bond per hydrogen atom is assigned at most in YASARA,
thus the black arrow points to the missing hydrogen bond between Ser105 and His224.

In Figure 3a close up of the surface of the binding pocket is circled to the left and the
homocondensation of two MO-cys monomers is shown to the right. The acyl donor MO-cys is
shown in orange and the acyl acceptor is shown in blue. The model shows that the two MO-cys
monomers are positioned without any steric clashes. Furthermore, during the molecular dynamics
(MD) simulations, the important hydrogen bonds in the tetrahedral intermediate necessary for the
catalytic activity of CalB were kept intact (Figure 4).

The close up and schematic representation shown in Figure 4 display the important hydrogen
bonds in the tetrahedral intermediate. As can be seen in the schematic representation and highlighted
by the black arrow in Figure 4b, His224 forms hydrogen bonds with both the catalytic Ser105 and the
acyl acceptor (blue). In the snapshot from the modelling shown in Figure 4a, one hydrogen bond is
missing. This is due to the fact that only one hydrogen bond per hydrogen atom can be assigned in
YASARA. The distance between the O in Ser105 and the H in His224 is 2.2 Å, i.e., within hydrogen
bonding distance.

As can be seen in Table 1, the mole% of lipase was 1.2 × 103 times less than for TBD. Lipase was
added in 10 wt%, but typically contains a few wt% active lipases [21]. The high lipase activity can
be attributed to the precise arrangements of functional groups constituting the amino acids, which
enables the enzymes to bind to and position the reactant molecules so the transition-state is stabilized
efficiently (see Figure 4) [25]. In contrast, the model for the organocatalyst provides less H-bonds in
the stabilization of the transition state [16]. Thus, the possibility of lowering the activation energy is
greater for the enzyme compared to the simple organocatalyst.
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High conversions were reached for all reactions (Table 1), and the SEC analysis showed that high
molecular weights were obtained. The main fractions in the SEC chromatograms for both catalysts
showed Mn values around 7 × 103 Da for reactions catalyzed at 80 ◦C and 18 × 103 Da for the reactions
catalyzed at 140 ◦C (supporting information Table S1).

All synthesized polymers were highly viscous at room temperature and no thermal transitions
were observed by differential scanning calorimetry (DSC) analyses after cooling to −50 ◦C. The results
are comparable with what was previously reported by Türünç et al. [15]. The melting point is largely
affected by the density of amide groups [26] and thus these results were expected.

MO-cys was copolymerized with 1,12-diaminododecane with the aim of synthesizing oligoamides
with the degree of polymerization (DP) 2 or 4 at 80 ◦C (Scheme 2). The syntheses of both oligoamides
were completed within 4 h (see results for Entry 5 and 6 in Table 1).

In Figure 5, the 1H-NMR analysis of the CaB catalyzed synthesis of the DP 2 oligoamide is shown.
Full conversion of the methyl ester into oligoamide was achieved (peak c shifted to c’) and both amines
participated as acyl acceptors in the amide formation (peaks d and b shifted to d’ and b’). The synthesis
of the oligoamide with DP 4 showed that 1,12-diaminododecane was the preferred acyl acceptor for
CalB and consequently 70% of the amine end groups came from MO-cys.
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Figure 5. 1H-NMR spectra (enlargements of the whole area), from 4.0–0.5 ppm of CalB catalyzed
copolymerization of MO-cys and 1,12-diaminododecane at 80 ◦C. Samples were withdrawn after 4 h
and diluted in CDCl3. Conversion was calculated from the formation of peak b’ and d’ using r as a
reference. Signals highlighted in grey have been assigned to atoms present from the start (a, b, c and r)
and signals highlighted in green have been assigned to atoms in the polymer (b’, c´ and r).

3. Materials and Methods

Complete experimental description can be found in the supporting information.

3.1. Monomer Synthesis: Thiol-ene Addition of Cysteamine to Methyl Oleate

The procedure was adapted from original work published by Türünç et al. [15] and the synthesis
described herein was performed with some modifications. Methyl oleate, cysteamine hydrochloride
and 2,2-dimethoxy-2-phenylacetophenone (DMPA), in a molar ratio of 4:1:0.1, were weighed into a
glass container and ethanol was added. The sample was irradiated with an intensity of approximately
25 mW cm–2 for 4 h at room temperature (22 ◦C). The reaction mixture was neutralized with a saturated
Na2CO3 aqueous solution and extracted with diethyl ether twice. The reaction mixture was purified
over silica gel, 10 g silica/1 gram sample. A mixture of hexane-ethyl acetate, in a 1:1 ratio, was used. To
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collect the final product, a mixture of methanol-ethyl acetate, in a 1:10 ratio was used. The collected
product (MO-cys) was dried under vacuum and stored in the freezer to avoid dimerization.

3.2. General Procedure for Polymerizations

All polymerization reactions were carried out in 5 mL round bottom flasks with continuous
magnetic stirring and under vacuum (70 mbar) to drive the reaction to product formation by evaporation
of formed methanol. The reactions were monitored by 1H-NMR.

Copolymerization: The monomer synthesized by radical thiol-ene addition, MO-cys, was
copolymerized with 1,12-diaminododecane at 80 ◦C, using CalB as a biocatalyst, in a molar ratio of
MO-cys: 1,12-diaminododecane (4:1) for DP4 and (2:1) for DP2. The reaction was run in bulk and
started by addition of 10 wt% of CalB.

Homopolymerization: Reactions were run in bulk at 80 ◦C and 140 ◦C. MO-cys (200 mg) was
added using either CalB (10 wt%) or TBD (0.05 equivalents to the monomer) as catalysts.

Conversion and degree of polymerization (DP) were determined by 1H-NMR. Conversion was
calculated from the formation of peak b’ (homopolymerization) or peak b’ and d’ (copolymerization)
with peak r as reference. The degree of polymerization (DP) was calculated from peak b
(homopolymerization) or peak b and d (copolymerization) in relation to peak r.

4. Conclusions

Immobilized Candida antarctica lipase B (CalB) could be used as an efficient catalyst to produce
renewable polyamides of high molecular weights and amine end-capped oligoamides. The experimental
work demonstrated that CalB works efficiently although modelling showed a sterically strained
situation. When aiming for polymers with higher molecular weights, the temperature should be raised,
or solvent should be introduced in order to overcome viscosity limitations. An additional synthesis
advantage of using immobilized CalB as a heterogeneous catalyst is that this catalyst can easily be
removed from the final product mixture while the TBD catalyst is left in the product. At 80 ◦C CalB
catalyzed the synthesis of oligoamides within 3.5 h in solvent-free reaction conditions. The oligoamides
can be further used as one of the building blocks in the synthesis of block copolymers.

Supplementary Materials: The following are available online at http://www.mdpi.com/2073-4360/11/11/1730/s1,
Complete experimental description, Figure S1. 1H-NMR of cysteamine coupled to methyl oleate, after purification.
Figures S2–S6 and Table S1 THF GPC results.

Author Contributions: Conceptualization, P.H.-F. and M.M.; modelling, P.H.-F. and M.F.; experimental, M.F.;
Thiol-ene coupling of cysteamine hydrochloride to methyl oleate, M.C. and M.F.; formal analysis, M.F.;
writing—original draft preparation, M.F.; writing—review and editing, M.M., M.C. and M.J.; supervision
and project administration, P.H.-F., M.J. and M.M.

Funding: This research was funded by the European Union’s Seventh Framework Program FP7 under grant
agreement N◦ 266025 (BIONEXGEN) and FORMAS grant N◦ 211-2013-70.

Acknowledgments: Professor emeritus Karl Hult is acknowledged for his valuable comments and discussions.

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Anastas, P.T.; Kirchhoff, M.M.; Williamson, T.C. Catalysis as a foundational pillar of green chemistry. Appl.
Catal. A-Gen. 2001, 221, 3–13. [CrossRef]

2. Llevot, A.; Meier, M.A. Renewability–a principle of utmost importance! Green Chemistry. 2016, 18, 4800–4803.
[CrossRef]

3. Yang, Y.; Zhang, J.; Wu, D.; Xing, Z.; Zhou, Y.; Shi, W.; Li, Q. Chemoenzymatic synthesis of polymeric
materials using lipases as catalysts: A review. Biotechnol. Adv. 2014, 32, 642–651. [CrossRef] [PubMed]

4. Douka, A.; Vouyiouka, S.; Papaspyridi, L.M.; Papaspyrides, C.D. A review on enzymatic polymerization to
produce polycondensation polymers: The case of aliphatic polyesters, polyamides and polyesteramides.
Prog. Polym. Sci. 2018, 79, 1–25. [CrossRef]

http://www.mdpi.com/2073-4360/11/11/1730/s1
http://dx.doi.org/10.1016/S0926-860X(01)00793-1
http://dx.doi.org/10.1039/C6GC90087A
http://dx.doi.org/10.1016/j.biotechadv.2014.04.011
http://www.ncbi.nlm.nih.gov/pubmed/24768887
http://dx.doi.org/10.1016/j.progpolymsci.2017.10.001


Polymers 2019, 11, 1730 8 of 9

5. Shoda, S.I.; Uyama, H.; Kadokawa, J.I.; Kimura, S.; Kobayashi, S. Enzymes as green catalysts for precision
macromolecular synthesis. Chem. Rev. 2016, 116, 2307–2413. [CrossRef]

6. Jiang, Y.; Loos, K. Enzymatic synthesis of biobased polyesters and polyamides. Polymers 2016, 8, 243.
[CrossRef]

7. Ajima, A.; Yoshimoto, T.; Takahashi, K.; Tamaura, Y.; Saito, Y.; Inada, Y. Polymerization of 10-hydroxydecanoic
acid in benzene with polyethylene glycol-modified lipase. Biotechnol. Lett. 1985, 7, 3–6. [CrossRef]

8. Okumura, S.; Iwai, M.; Tominaga, Y. Synthesis of ester oligomer by Aspergillus niger lipase. Agric. Biol Chem.
1984, 48, 2805–2808. [CrossRef]

9. Ragupathy, L.; Ziener, U.; Dyllick-Brenzinger, R.; von Vacano, B.; Landfester, K. Enzyme-catalyzed
polymerizations at higher temperatures: Synthetic methods to produce polyamides and new poly
(amide-co-ester)s. J. Mol. Catal. B-Enzym. 2012, 76, 94–105. [CrossRef]

10. Stavila, E.; Arsyi, R.; Petrovic, D.; Loos, K. Fusarium solani pisi cutinase-catalyzed synthesis of polyamides.
Eur. Polym. J. 2013, 49, 34–42. [CrossRef]

11. Jiang, Y.; Maniar, D.; Woortman, A.J.; Loos, K. Enzymatic synthesis of 2, 5-furandicarboxylic acid-based
semi-aromatic polyamides: Enzymatic polymerization kinetics, effect of diamine chain length and thermal
properties. RSC Adv. 2016, 6, 41–53. [CrossRef]

12. Jiang, Y.; Maniar, D.; Woortman, A.J.; Alberda van Ekenstein, G.O.; Loos, K. Enzymatic polymerization
of furan-2, 5-dicarboxylic acid-based furanic-aliphatic polyamides as sustainable alternatives to
polyphthalamides. Biomacromolecules. 2015, 16, 74–85. [CrossRef] [PubMed]

13. Zhang, Y.; Xia, B.; Li, Y.; Wang, Y.; Lin, X.; Wu, Q. Solvent-free lipase-catalyzed synthesis: Unique properties of
enantiopure D-and L-polyaspartates and their complexation. Biomacromolecules. 2015, 17, 62–70. [CrossRef]
[PubMed]

14. Totsingan, F.; Centore, R.; Gross, R.A. CAL-B catalyzed regioselective bulk polymerization of l-aspartic acid
diethyl ester to α-linked polypeptides. Chem. Commun. 2017, 53, 4030–4033. [CrossRef] [PubMed]

15. Türünç, O.; Firdaus, M.; Klein, G.; Meier, M.A. Fatty acid derived renewable polyamides via thiol–ene
additions. Green Chem. 2012, 14, 2577–2583. [CrossRef]

16. Pratt, R.C.; Lohmeijer, B.G.; Long, D.A.; Waymouth, R.M.; Hedrick, J.L. Triazabicyclodecene: A simple
bifunctional organocatalyst for acyl transfer and ring-opening polymerization of cyclic esters. J. Am. Chem.
Soc. 2006, 128, 4556–4557. [CrossRef] [PubMed]

17. Hua, G.; Odelius, K. Exploiting Ring-Opening Aminolysis–Condensation as a Polymerization Pathway to
Structurally Diverse Biobased Polyamides. Biomacromolecules. 2018, 19, 1573–1581. [CrossRef]

18. Ortiz, C.; Ferreira, M.L.; Barbosa, O.; dos Santos, J.C.; Rodrigues, R.C.; Berenguer-Murcia, Á.;
Fernandez-Lafuente, R. Novozym 435: The “perfect” lipase immobilized biocatalyst? Catal. Sci. Technol.
2019, 9, 2380–2420. [CrossRef]

19. Claudino, M.; Johansson, M.; Jonsson, M. Thiol–ene coupling of 1, 2-disubstituted alkene monomers: The
kinetic effect of cis/trans-isomer structures. Eur. Polym. J. 2010, 46, 2321–2332. [CrossRef]

20. Claudino, M.; van der Meulen, I.; Trey, S.; Jonsson, M.; Heise, A.; Johansson, M. Photoinduced thiol–ene
crosslinking of globalide/ε-caprolactone copolymers: Curing performance and resulting thermoset properties.
J. Polym. Sci. Pol. Chem. 2012, 50, 16–24. [CrossRef]

21. Hedfors, C.; Hult, K.; Martinelle, M. Lipase chemoselectivity towards alcohol and thiol acyl acceptors in a
transacylation reaction. J. Mol. Catal. B-Enzym. 2010, 66, 120–123. [CrossRef]

22. Montalbetti, C.A.; Falque, V. Amide bond formation and peptide coupling. Tetrahedron. 2005, 61, 10827–10852.
[CrossRef]

23. Mulalee, S.; Srisuwan, P.; Phisalaphong, M. Influences of operating conditions on biocatalytic activity and
reusability of Novozym 435 for esterification of free fatty acids with short-chain alcohols: A case study of
palm fatty acid distillate. Chin. J. Chem. Eng. 2015, 23, 1851–1856. [CrossRef]

24. Åkerman, C.O.; Hagström, A.E.; Mollaahmad, M.A.; Karlsson, S.; Hatti-Kaul, R. Biolubricant synthesis using
immobilised lipase: Process optimisation of trimethylolpropane oleate production. Process. Biochem. 2011,
46, 2225–2231. [CrossRef]

http://dx.doi.org/10.1021/acs.chemrev.5b00472
http://dx.doi.org/10.3390/polym8070243
http://dx.doi.org/10.1007/BF01030275
http://dx.doi.org/10.1271/bbb1961.48.2805
http://dx.doi.org/10.1016/j.molcatb.2011.11.019
http://dx.doi.org/10.1016/j.eurpolymj.2012.12.010
http://dx.doi.org/10.1039/C6RA14585J
http://dx.doi.org/10.1021/acs.biomac.5b01172
http://www.ncbi.nlm.nih.gov/pubmed/26418272
http://dx.doi.org/10.1021/acs.biomac.5b01457
http://www.ncbi.nlm.nih.gov/pubmed/26691288
http://dx.doi.org/10.1039/C7CC01300K
http://www.ncbi.nlm.nih.gov/pubmed/28345083
http://dx.doi.org/10.1039/c2gc35982k
http://dx.doi.org/10.1021/ja060662+
http://www.ncbi.nlm.nih.gov/pubmed/16594676
http://dx.doi.org/10.1021/acs.biomac.8b00322
http://dx.doi.org/10.1039/C9CY00415G
http://dx.doi.org/10.1016/j.eurpolymj.2010.10.001
http://dx.doi.org/10.1002/pola.24940
http://dx.doi.org/10.1016/j.molcatb.2010.04.005
http://dx.doi.org/10.1016/j.tet.2005.08.031
http://dx.doi.org/10.1016/j.cjche.2015.08.016
http://dx.doi.org/10.1016/j.procbio.2011.08.006


Polymers 2019, 11, 1730 9 of 9

25. Uppenberg, J.; Oehrner, N.; Norin, M.; Hult, K.; Kleywegt, G.J.; Patkar, S.; Jones, T.A. Crystallographic
and molecular-modeling studies of lipase B from Candida antarctica reveal a stereospecificity pocket for
secondary alcohols. Biochemistry. 1995, 34, 16838–16851. [CrossRef]

26. Winnacker, M.; Rieger, B. Biobased polyamides: Recent advances in basic and applied research. Macromol.
Rapid Comm. 2016, 37, 1391–1413. [CrossRef]

© 2019 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/).

http://dx.doi.org/10.1021/bi00051a035
http://dx.doi.org/10.1002/marc.201600181
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	Materials and Methods 
	Monomer Synthesis: Thiol-ene Addition of Cysteamine to Methyl Oleate 
	General Procedure for Polymerizations 

	Conclusions 
	References

