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Abstract: Cyanoacetamides are vital synthons in synthetic organic chemistry. However, methods
to enantiopure cyanoacetamides have not yet been well explored. In this work, the preparation of
cyanoacetamide synthons RS-(1a–4a) or methoxyacetamides RS-(1b–4b) in enantiopure/enriched
form was investigated. Compounds S-1, S-2, R-1b, R-1a, and R-2b were prepared in enantiopure form
(ee > 99%) while compounds S-4, R-2a, and R-4a were achieved in ee 9%, 80%, and 76%, respectively.
Many baselines enantioselective HPLC separations of amines 1–4, their cyanoacetamides (1a–4a),
and methoxyacetamides (1b–4b) were achieved by utilizing diverse mobile-phase compositions and
two cellulose-based CSPs (ODH® and LUX-3® columns). Such enantioselective HPLC separations
were used to monitor the lipase-catalyzed kinetic resolution of amines RS-(1–4).

Keywords: cyanoacetamide; chiral amines; enantioselective chromatography; lipase; kinetic resolution

1. Introduction

Chiral aromatic amines and their amides are found in around 40% of all active pharma-
ceutical ingredients [1,2] and are represented in many biologically important compounds,
such as the natural products dysidenin, the antidiabetic repaglinide, the antidementia
rivastigmine, the calcimimetic cinacalcet, and other drugs, as per Figure 1 [3]. Moreover,
1-arylpropan-2-amines symbolize a key pharmacophore in drugs used in the treatment of
sleep disorders, depression, obesity, central and peripheral stimulant activity via affecting
both serotonin (5-HT) receptor and monoamine oxidase (MAO) enzyme [4,5]. Of note, the
biological activity of β-adrenergic receptor and histamine H3-receptor agonists that are
derivatized from chiral aromatic amines are strongly related to the stereo-configuration of
these chiral amines [6,7].

Based on their biological and synthetic impact, many asymmetric strategies have been
adopted for the preparation of chiral amines in the enantiopure form [2,8]. Among such
traditional methods are the crystallization of diastereoisomeric salt, enantioselective reduc-
tion of imines or enamines [9], C-H insertion hydro-functionalization of alkene [3,10,11],
and nucleophilic addition [2,8,12]. Despite the wide applicability of chemical catalysis
in asymmetric synthesis, biocatalysis has been introduced as a superior alternative to
chemical catalysis and found plentiful applications in numerous fields particularly to make
chiral building blocks for the pharmaceutical industry [13,14]. Of these building blocks,
chiral amines were displayed as one of the most prominent examples where a plethora of
biocatalysts have been implemented [1,15–17].

Cyanoacetamide is a key moiety in synthetic chemistry and it has a wide range of
application prospects [18–22]. It represents a crucial intermediate of fine chemical industry
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such as medicine, agrochemicals, and dyes [21,23]. It is beneficial for the production
of esters, amides, acids, and nitriles and is used as an intermediate for the synthesis
of 3-cyanopiperidin-2,6-diones [24], substituted tetrahydroquinolines [25] 2-amino-4,6-
dimethoxypyrimidine an intermediate for sulfonylurea herbicides, and the insecticide
flufenitrile [26].
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Figure 1. Biologically important compounds containing chiral aromatic amines.

As a polyfunctional synthon with both electrophilic (C-3, C-1) and nucleophilic
(N, C-2) reactive sites (Figure 2) [21], cyanoacetamides have been customized to prepare
diverse heterocyclic moieties [21,22,27,28] with different ring sizes (Figure 2), such as
azirine [29], pyrrole [30], thiophene [31,32], pyrazole [33], isothiazole [34], imidazole [35],
thiazole [36], thiadiazole [37], pyridine [38], pyridinone [39], pyrane [40], pyridazine [41],
pyrimidine [28], thiazine [42], and triazine [36].
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In the present work, the lipase-catalyzed resolution of four chiral amines (1–4) was
explored as a tool toward both kinetic resolution of amines (1–4) and bio-catalyzed asym-
metric synthesis of their key synthons (cyanoacetamide (1a–4a) and methoxyacetamide
(1b–4b). Finally, the enantioselective chromatographic separations of amines 1–4 and their
cyanoacetamide (1a–4a) and methoxyacetamide (1b–4b) derivatives were investigated.

2. Results and Discussion
2.1. Enantioselective Chromatographic Separation

High-performance liquid chromatography (HPLC) equipped with chiral stationary
phases (CSPs) is a well-established technique for chiral analysis [43,44]. It has replaced
the old-fashion optical rotation method that does not allow for the tracing of distomer in
eutomer [45]. The applicability of chiral liquid chromatography has been boosted following
advances in chiral stationary phases [46]. Thus, straightforward enantioseparation using
CSPs has been demonstrated as a ubiquitous approach for enantiomeric resolution.

Indeed, enantiomers’ separation is very crucial for many quantitative and qualita-
tive applications, such as quality control of chiral drugs; estimation of chiral drugs in
biological samples; and following up pharmacological and toxicological studies, calculat-
ing enantiomeric excess in the asymmetric synthesis of chiral drugs and monitoring of
diverse enantioselective reactions [47,48]. Hence, enantioseparation is targeting reliable
and reproducible adequate baseline resolution of both enantiomers in a timely fashion with
minimum cost.

In the present work, enantioselective HPLC equipped with polysaccharide CSP
(namely LUX cellulose-3® and CHIRALCEL-ODH® Figure 3) was seized for the enantiosep-
aration of chiral amines (1–4), their cyanoacetamides (1a–4a), and methoxyacetamides
(1b–4b). Baseline enantioseparations of both reaction starts (amines 1–4) and reaction
products (cyanoacetamides (1a–4a) or methoxyacetamides (1b–4b) are a prerequisite for all
asymmetric reactions that catalyzed by either chemo or biocatalysts. These enantiosepa-
rations will be used to calculate the enantiomeric excess (ee) of the reaction components
and monitor the reactions to precisely determine when to stop the reaction to get the best
enantiomeric purity.
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Figure 3. Chemical structures of LUX 3® and CHIRALCEL-ODH® CSPs.

Both LUX cellulose-3® and CHIRALCEL-ODH® are cellulose-based coated columns
with tris(4-methylbenzoate) and tris(3,5-dimethylphenylcarbamate) as chiral selector, re-
spectively (Figure 3). Both columns showed efficient separations under normal phase
elution mode. Investigations had started using normal hexane, which was later replaced
with cyclohexane for environmental factors [49]. The carbamate-based ODH column
demonstrated superior efficiency toward the resolution of amines (1–4), while the ester-
based Lux-3 column showed better selectivity for amides (1a–4a and 1b–4b; Table 1 and
Supplementary Materials Table S1, entries 13 and 14). Of note, diethylamine (DEA) as
a basic additive was very impactful on the separation of both amines and amides. In
absence of DEA, amines 1–4 were retained on the stationary phase and no peaks for the
enantiomers were noticed even after 60 min run. This confirms the reports on basic additive
role not only on enantioselective separation but also on elution [50,51].
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Table 1. Chromatographic separation data for amines 1–4, and amides 1a–4a and 1b–4b.

Entry Cpd Column Mobile Phase Total Run
Time (Min)

Mobile Phase
Composition

Flow Rate
mL/min Resolution(Rs)

1

1

OD-H n-hex/MtBE/i-PrOH/DEA 14 95/5/0.5/0.1 1.5 3.19
2 OD-H n-hex/MtBE/i-PrOH/DEA 22 95/5/0.5/0.1 1.0 3.63
3 OD-H c-hex/MtBE/i-PrOH/DEA 10 93/5/2/0.1 1.0 0.95
4 OD-H c-hex/MtBE/i-PrOH/DEA 13 94/5/1/0.1 1.0 1.18
5 OD-H c-hex/i-PrOH/DEA 12 98/2/0.1 1.0 1.25
6 OD-H c-hex/i-PrOH/DEA 9 95/5/0.1 1.0 1.11

7
2

OD-H n-hex/MtBE/i-PrOH/DEA 12 95/5/0.5/0.1 1.5 1.21
8 OD-H c-hex/MtBE/i-PrOH/DEA 10 93/5/2/0.1 1.0 0.84
9 OD-H c-hex/MtBE/i-PrOH/DEA 12 94/5/1/0.1 1.0 1.0

10 3 / / / / / /

11

4

OD-H n-hex/MtBE/i-PrOH/DEA 12 95/5/0.5/0.1 1.5 11.14
12 OD-H n-hex/EtOH/DEA 6 95/5/0.1 1.5 7.23
13 Lux-3 c-hex/EtOH/DEA 5 9/1/0.1 1.0 0.66
14 OD-H c-hex/EtOH/DEA 6 9/1/0.1 1.0 2.4
15 OD-H n-hex/EtOH/DEA 8 9/1/0.1 1.0 4.6
16 OD-H c-hex/MtBE/i-PrOH/DEA 10 94/5/1/0.1 1.0 11.6
17 OD-H c-hex/MtBE/i-PrOH/DEA 9 93/5/2/0.1 1.0 5.9
18 OD-H c-hex/i-PrOH/DEA 10 98/2/0.1 1.0 9.14
19 OD-H c-hex/i-PrOH/DEA 8 95/5/0.1 1.0 4.28

20 1a Lux 3 n-hex/EtOH/DEA 12 9/1/0.2 2.0 2.08

21 2a Lux 3 n-hex/EtOH/DEA 12 9/1/0.2 2.0 3.03

22 3a Lux 3 n-hex/EtOH/DEA 30 9/1/0.2 2.0 1.58

23 4a OD-H n-hex/EtOH/DEA 13 95/5/0.1 1.5 1.59

24 1b Lux 3 c-hex/EtOH/DEA 12 95/5/0.1 1.0 1.04

25 2b Lux 3 c-hex/EtOH/DEA 13 95/5/0.1 1.0 1.78

26 3b OD-H n-hex/EtOH/DEA 16 95/5/0.2 1.5 1.2

27
4b

Lux 3 c-hex/EtOH/DEA 16 95/5/0.1 1.5 16
28 Lux 3 n-hex/EtOH/DEA 8 9/1/0.2 2.0 2.13

Abbreviations: c-hex (Cyclohexane)/n-hex (normal hexane)/MtBE (methyl tertiary butyl ether)/i-PrOH (isopropanol)/DEA (diethyl
amine)/EtOH (ethanol).

Replacement of n-hexane with c-hexane afforded shorter runs, which is very beneficial
for large sample numbers and prompt reaction monitoring; however, it reflected as lower
resolutions (Table 1 and Supplementary Materials Table S1, entries 1–6, 14 and 15). Such
an impact on the resolution was compensated via altering the alcohol modifier ratio and
type. Subsequently, when the ethanol ratio lowered from 10% to 5% the resolution has
increased from 4.6 to 7.23 (entries 12 and 15). In addition, decreasing the isopropanol
ratio from 2% to 1% doubled the resolution (entries 16 and 17). On the other hand,
replacing ethanol with isopropanol and/or MtBE boosted the resolution tremendously
(entries 11–19). Notably, MtBE revealed a remarkable impact on the resolution of amines,
especially when used with n-hexane on ODH column counting it is incompatible with
Lux-3 column. Despite trying a plethora of mobile phases (Table 1 and Supplementary
Materials Table S1), amine 3 was inseparable whereas, amides (1a–4a and 1b–4b) were
separable only when ethanol was used as the modifier. Of note, enantioselective separation
of cyanoacetamides (1a–4a) was achievable only when n-hexane was used as a mobile
phase component while methoxyacetamides (1b–4b) were mainly resolved with c-hexane.

The superiority of carbamate column ODH in the resolution of amines but not amides
and vice versa for Lux-3 is of interest in understanding the underlying mechanisms of
chiral separation. This could be retrieved to steric factor that the amides (either cyano-
or methoxy-acetamides) are bulkier than the amines and so the chiral selector of ODH
(m-dimethylphenyl) is bulkier than that of Lux-3 (4-methylphenyl) Figure 3. In addition,
the electronic difference between the ester group of Lux-3 and the carbamate group of ODH
is expected to be impactful on resolution considering the resolution of enantiomers is based
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on the interaction with the chiral selectors. Carbamate with dipolar nature can function as
both H-bond donor and acceptor, while the ester group is acting as an H-acceptor only [52].

2.2. Lipase-Catalyzed Kinetic Resolution

Biocatalysis has long been documented as a revolutionary technology in contempo-
rary synthetic chemistry [53]. This fact has been supported by the recent advances in
both enzyme engineering technologies that allow for the modification of the catalyst and
global enzyme market which is anticipated to upsurge from $7 billion to $10 billion [54].
Biocatalysts offer outstanding activity and exceptional stereo-, regio-, and chemoselec-
tivity [14]. Many biocatalysts have been reported to catalyzed stereoselective reactions,
such as laccases [55,56], transaminases [56], and amidases [57]. Among these biocatalysts,
lipase emerges as one of the most prevailing, with no cofactor needed, working in both
aqueous and organic media, as well as catalyze hydrolysis, esterification, and amidation
reactions [47,48,58,59].

In this work, a set of four lipases (namely Cal-A, Cal-B, Candida rugose lipase, porcine
pancreatic lipase) were screened for lipase-catalyzed amidation of amines 1–4 in MtBE
as a solvent and using ethyl 2-cyanoacetate or ethyl 2-methoxyacetate as acyl donor.
Cal-B was the sole active enzyme concerning both activity and selectivity. S-1 and S-2
were obtained via both lipase-catalyzed methoxyacetamide and cyanoacetamide, but the
methoxyacetamide reaction was complete and afforded maximum yield (50% for kinetic
resolution reactions) for both products (S-amines S-1 and S-2 and R-methoxyacetamide
R-1b and R-2b) with a maximum enantiomeric excess (ee > 99%, Table 2) for S-1, S-2, R-1b,
and R-2b. Moreover, S-1 and S-2 were achievable via lipase-catalyzed cyanoacetamidation
reaction but with lower yield and ee, since reactions were quenched early by filtering the
enzyme (Table 2). The early stopping of lipase-catalyzed cyanoacetamidation reaction
was due to the lower selectivity of the enzyme toward cyanoacetamide R-1a and R-2a
and the second enantiomer S-1a and S-2a start to be traced by HPLC besides the faster-
reacting enantiomers R-1a and R-2a, which will result in very low enantiopurity. Thus,
in these cases, the reaction should be ended early at the point when the fast-reacting
enantiomer (in our case R-1a and R-2a) is as enantiopure as possible. The excellent baseline
HPLC separations (Table 1 and Supplementary Materials Table S1) of amines 1–4 and
amides 1a–4a and 1b–4b (Figure 4) maintained such precise and accurate following up and
supported an evidence-based-reaction ending decision.

Table 2. Data for lipase-catalyzed amidation reactions.

Compound Yield (ee) * Reaction

S-1 49% >99% methoxyacetamide
S-2 49% >99% methoxyacetamide
3 / / /

S-4 83% 9% cyanoacetamide
R-1a 10% >99% cyanoacetamide
R-2a 25% 80% cyanoacetamide

3a / / /
R-4a 16% 76% cyanoacetamide
R-1b 49% >99% methoxyacetamide
R-2b 49% >99% methoxyacetamide

3b / / /
4b / / /

* Enantiomeric excess.

Amine S-4 was also attainable but in low enantiopurity (ee 9%) via lipase-catalyzed
cyanoacetamidation, while R-4a was accomplished in enantioenriched form with a good
enantiomeric excess (ee 76%). For amine 3, despite the fact that the enantiomers of amides
3a and 3b were separated, the absence of baseline separation of the amine 3 prohibited
following up the lipase-catalyzed reactions, since both the reaction start and product must
be baseline separated.
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Figure 4. Schematic representation depicting the investigated amines 1–4 and the bio-catalyzed
asymmetric synthesis of cyanoacetamide (1a–4a) and methoxyacetamide (1b–4b).

The enantiomeric excess of all compounds (Table 2) was calculated based on the enantiose-
lective baseline separations using HPLC (Table 1; Supplementary Materials Tables S1 and S2;
Figure 5; and Supplementary Materials Figures S1 and S2). The reaction progress of lipase-
catalyzed methoxyamidation of amines 1 and 2 is represented in Figure 5, where chromatograms
A1 and B1 showed a reaction status at zero time, where both enantiomers of amines are repre-
sented equally. After 17 h, chromatograms A2 and B2 showed the R-amines are decreasing with
S-amines still unreacted yet due to the R-stereoselectively of the CAL-B enzyme [17,60,61]. Chro-
matograms A3 and B3 are showing that the R-enantiomers are completely disappeared, and the
reactions were stopped at this time to get S-amines S-1 and S-2 and R-methoxyacetamides R-1b
and R-2b in enantiopure form (ee > 99%). The absolute configurations were estimated based
on that Cal-B enzyme is reported to act R-stereoselectively the case that reported for further
enzymes too, such as laccases, transaminases, and amidases [17,57,60–63].
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Figure 5. HPLC chromatograms of reaction progress of Cal-B enantioselective methoxyacetamidation
of amines 1 and 2.
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3. Materials and Methods
3.1. General

All solvents used were analytical or Chromatographic grade and were purchased from
Sigma-Aldrich (Steinheim, Germany). Immobilized Candida antarctica lipase B (Novozym
435, activity 10,000 PLU/g, lot no. LC 200205) was from Novozymes (Bagsværd, Denmark).
Lipase A from Candida antarctica immobilized on Immobead 150 (activity 500 U/g, lot no.
1388471), Candida rugose lipase, and porcine pancreatic lipase were bought from Sigma
(Netherlands). Ethyl 2-methoxyacetyate, ethylcyanacetates, and all other chemicals and
solvents were purchased from Sigma-Aldrich. NMR spectra were carried out on a Bruker
400 MHz Spectrophotometer, using TMS as an internal standard. Chemical-shift values
are recorded in ppm δ scale. An AIKA KS 4000 shaker incubator was used for the enzyme
reactions. Enantiomeric ratios, E, were calculated based on ping-pong bi-bi kinetics, using
the computer program E & K Calculator (2.1b0 PCC) [64], based on the calculations of Chen
and Rakes [65,66].

3.2. Chromatographic System

HPLC Agilent 1100 system (Agilent, Santa Clara, CA, USA) with a quaternary pump
and a variable wavelength UV detector and equipped with Chiracel OD-H® (CHIRAL
TECHNOLOGIES EUROPE S.A.S, CEDEX, France) or Lux-3 cellulose columns (Phe-
nomenex, CA, USA) i.d. 4.6 mm, 25 cm, and 5 µm. Moreover, c-hex (Cyclohexane)/n-hex
(normal hexane)/MtBE (methyl tertiary butyl ether)/i-PrOH (isopropanol)/DEA (diethyl
amine)/EtOH (ethanol) (Steinheim, Germany) were used as eluents; mobile phase compo-
sitions, flow rates, runs time, and resolutions are summarized in Table 1. The temperature
of analysis was room temperature, and the wavelength at which the detection was made
is 254 nm.

3.3. Synthesis of Racemic 1a/b–4a/b

Racemic amides 1a/b–4a/b were prepared from the corresponding amines 1–4 (Figure 4)
following the reported procedures [67]. Thus, ethyl 2-cyanoacetate or ethyl 2-methoxyacetate
(0.001 mol) was added to a solution of 1–4 (0.001 mol) in toluene (2 mL) and stirred at room
temperature for 72 h. The solvent was removed under reduced pressure. The product was
washed with cooled diethyl ether (2–3 mL).

3.3.1. 2-Cyano-N-(1-(3-fluorophenyl)ethyl)acetamide (1a)

Yield (117 mg, 50%), 1H NMR (400 MHz, CDCl3) δ 7.51–7.17 (m, 2H), 7.17–6.82 (m,
3H), 4.98 (s, 1H), 3.37 (s, 2H), 1.44 (s, 3H).

3.3.2. 2-Cyano-N-(1-(3,5-difluorophenyl)ethyl)acetamide (2a)

Yield (113 mg, 45%),1H NMR (400 MHz, CDCl3) δ 6.89–6.82 (m, 2H), 6.74 (d, J = 8.8, 2.2 Hz,
1H), 6.59 (d, J = 5.9 Hz, 1H), 5.06 (p, J = 7.1 Hz, 1H), 3.42 (s, 2H), 1.53 (d, J = 10.9 Hz, 3H).

3.3.3. 2-Cyano-N-(1-(pyridin-3-yl)propan-2-yl)acetamide (3a)

Yield (100 mg, 38%),1H NMR (400 MHz, CDCl3) δ 8.39 (dd, J = 4.8, 1.6 Hz, 1H), 8.34
(d, J = 1.9 Hz, 1H), 7.55 (d, J = 7.8 Hz, 1H), 7.42 (s, 1H), 7.24 (dd, J = 7.8, 4.9 Hz, 1H), 4.21
(dt, J = 13.6, 6.8 Hz, 1H), 3.34 (s, 2H), 2.85–2.69 (m, 2H), 1.17 (d, J = 6.7 Hz, 3H).

3.3.4. 2-Cyano-N-(2,2-dimethyl-1-phenylpropyl)acetamide (4a)

Yield (127 mg, 55%),1H NMR (400 MHz, CDCl3) δ 7.33–7.23 (m, 3H), 7.21 (d, J = 1.6 Hz,
2H), 7.19 (s, 1H), 3.48 (s, 2H), 3.37 (d, J = 7.8 Hz, 2H), 0.91 (d, J = 8.1 Hz, 6H).

3.3.5. N-(1-(3-Fluorophenyl)ethyl)-2-methoxyacetamide (1b)

Yield (95 mg, 40%),1H NMR (400 MHz, CDCl3) δ 7.25–6.75 (m, 5H), 5.22–5.02 (m, 1H),
3.95–3.78 (s, 2H), 3.37 (s, 3H), 1.46 (d, J = 6.8 Hz, 3H).
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3.3.6. N-(1-(3,5-Difluorophenyl)ethyl)-2-methoxyacetamide (2b)

Yield (90 mg, 35%),1H NMR (400 MHz, CDCl3) δ 6.80 (m, 3H), 6.65 (m, 1H), 5.09 (m,
1H), 3.98 (s, 2H), 3.40 (d, J = 4.5 Hz, 3H), 1.45 (d, J = 7.0 Hz, 3H).

3.4. General Procedure for Lipase-Catalyzed Amidation

Racemic amines (7.2× 10−5 mol) ((RS)-1,-2,-3,-4) (10 mg, 11.3 mg, 11.5 mg, 10 mg) was
dissolved in MtBE (2 mL) in a 5 mL glass vial followed by addition of acyl donor (8.0 µL,
7.2 × 10−5 mol, 1 eq.) and Lipase (20 mg, Cal-A, Cal-B, Candida rugose lipase, porcine
pancreatic lipase). The mixture was heated to 40 ◦C, stirred at 300 rpm. A sample of 50 µL
was collected, diluted with ethanol to 300 µL, and then 20 µL was injected on the HPLC
system equipped with the appropriate chiral column, as per Table 1.

4. Conclusions

Lipase-catalyzed cyanoamidation and methoxyamidation of amines RS-(1–4) aiming
at the preparation of enantiopure amines 1–4 and cyanoacetamides 1a–4a were performed.
The asymmetric reactions were monitored by chiral HPLC that were developed using
cellulose-based CSPs (ODH and LUX-3). Enantioselective separations were utilized to
estimate the enantiomeric purity of afforded compounds in terms of enantiomeric excess.
Compounds S-1, S-2, R-1b, R-1a, and R-2b were prepared in enantiopure form (ee > 99%),
while compounds S-4, R-2a, and R-4a were achieved in ee 9%, 80%, and 76% respectively.
The developed baseline chiral HPLC analyses are reliable and reproducible and of interest
to follow up pharmacological and toxicological studies, calculate enantiomeric excess in
asymmetric synthesis, and monitor diverse enantioselective reactions.

Supplementary Materials: The following are available online at https://www.mdpi.com/article/10
.3390/separations8100165/s1. Table S1: HPLC chromatograms of baseline separations of amines 1–4,
amides 1a–4a and 1b–4b as per condition in Table 1. Table S2: Chromatograms of lipase-catalyzed
reactions used to calculate enantiomeric excess. Figure S1: HPLC chromatograms showing baseline
separation of racemic amine RS-1 (C), methoxyacetamide RS-1b (A), the enantiopure S-1 (D), and
R-1b (B) afforded from the kinetic resolution by lipase ensuring enantiomeric purity. Figure S2: HPLC
chromatograms showing baseline separation of racemic amine RS-2 (B), methoxyacetamide RS-2b
(A), the enantiopure S-2 (D), and R-2b (B) afforded from the kinetic resolution by lipase ensuring
enantiomeric purity. Figure S3: 1H-NMR of compound 1a. Figure S4: 1H-NMR of compound 2a.
Figure S5: 1H-NMR of compound 3a. Figure S6: 1H-NMR of compound 4a. Figure S7: 1H-NMR of
compound 1b. Figure S8: 1H-NMR of compound 2b.
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