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ABSTRACT: Chirality is a key factor for the safety and efficacy of many drug products. The production of single enantiomers of
drug intermediates has become increasingly important in the pharmaceutical industry. There has been an enormous potential of
microorganisms and enzymes derived from there for the transformation of synthetic chemicals with high chemo-, regio-, and
enatioselectivities. Recent development in the area of directed evolution has led screen mutants under process conditions to
increase activity and selectivity of biocatalysts, thus making the enzymatic process highly efficient and economically feasible.
In this review, chemoenzymatic processes are described for the synthesis of chiral intermediates for the development of

pharmaceuticals.
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1. INTRODUCTION

The production of single enantiomers of chiral intermediates
has become increasingly important in the development of
drugs.' Single enantiomers can be produced by either chemical
or biocatalytic synthesis. The advantages of biocatalysis over
chemical synthesis are that enzyme-catalyzed reactions are
often highly enantio- and regioselective. They can be carried
out at ambient temperature and atmospheric pressure, thus
avoiding the use of more extreme conditions, which could cause
problems with isomerization, racemization, epimerization, and
rearrangement of the compound. Microbial cells and enzymes
derived therefrom can be immobilized and reused for many
cycles. In addition, enzymes can be overexpressed to make
biocatalytic processes economically efficient, and enzymes
with modified activity can be tailor-made. Directed evolution
of biocatalysts can lead to increased enzyme activity, selecti-
vity, and stability. A number of review articles” '* have been
published on the use of enzymes in organic synthesis. This
review provides some examples and case studies on the use of
enzymes for the synthesis of single enantiomers of key inter-
mediates used in the development of pharmaceutical.

2. ENZYMATIC TRANSAMINATION: SYNTHESIS OF
CHIRAL AMINE FOR SITAGLIPTIN

Sitagliptin 1 (sold under the trade name Januvia, Figure 1) is
an oral antihyperglycemic (antidiabetic drug) of the dipeptidyl
peptidase-4 (DPP-4) inhibitor class. It was developed and is
marketed by Merck & Co. This enzyme-inhibiting drug is used
either alone or in combination with other oral antihyperglycemic
agents (such as metformin or a thiazolidinedione) for treatment
of diabetes mellitus type 2.>°~*

Pharmaceutical synthesis can benefit greatly from the selec-
tivity gains associated with enzymatic catalysis. The current
synthesis of sitagliptin®®~>* involves asymmetric hydrogenation
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of an enamine at high pressure using a rhodium-based chiral
catalyst.’” The chemistry suffers from inadequate stereoselec-
tivity and a product stream contaminated with rhodium,
necessitating additional purification steps at the expense of
yield to upgrade both enantiomeric excess (ee) and chemical
purity. By using a transaminase® >* scaffold and various
protein engineering technologies, an enzymatic process has
substantially improved the efliciency of sitagliptin manufactur-
ing. Starting from an enzyme that had the catalytic machinery to
perform the desired chemistry but lacked any activity toward
the prositagliptin ketone, a substrate walking, modeling, and
mutation approach to create a transaminase with marginal
activity for the synthesis of the chiral amine, this variant was
then further engineered via directed evolution for practical applica-
tion in a manufacturing setting. The resultant biocatalysts showed
broad applicability toward the synthesis of chiral amines
that previously were accessible only via enzymatic resolution
process.”’

Under optimal conditions,® the best variant converted
200 g/L prositagliptin ketone 2 (Figure 1) to sitagliptin 1 of
>99.95% ee by using 6 g/L enzyme in 50% DMSO with a 92%
assay yield at the end of reaction. In comparison with the
rhodium-catalyzed process, the biocatalytic process provides
sitagliptin with a 10—13% increase in overall yield, a 53%
increase in productivity (kg/L per day), a 19% reduction in
total waste, the elimination of all heavy metals, and a reduction
in total manufacturing cost. The enzymatic reaction is run in
multipurpose vessels, avoiding the need for specialized high-
pressure hydrogenation equipment.”’
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3. ENZYMATIC REDUCTIVE AMINATION: SYNTHESIS
OF CHIRAL (S)-AMINO ACID FOR SAXAGLIPTIN

Dipeptidyl peptidase 4 (DPP-4) is a ubiquitous proline-
specific serine protease responsible for the rapid inactivation of
glucagon-like peptide 1 (GLP-1) and glucose-dependent insuli-
notropic peptide. To alleviate the inactivation of GLP-1, inhibitors
of DPP-IV are being evaluated for their abilitgf to provide
improved control of blood glucose for diabetics.”® > Januvia
developed by Merck is a marketed DPP-4 inhibitor.>'

Saxagliptin 3 (Figure 2), a DPP-IV inhibitor**** developed
by Bristol-Myers Squibb, requires (S)-N-boc-3-hydroxyada-
mantylglycine 4 as a key chiral intermediate. A process for
conversion of the keto acid § to the corresponding amino acid 4
using (S)-amino acid dehydrogenases was developed. A mod-
ified form of a recombinant phenylalanine dehydrogenase
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Figure 1. Enzymatic transamination: synthesis of chiral amine for
sitagliptin.

cloned from Thermoactinomyces intermedius and expressed in
Pichia pastoris as well as in Escherichia coli was used for this
process development and scale-up. NAD" produced during the
reaction was recycled to NADH using formate dehydrogenase
cloned and overexpressed in E. coli. The modified phenylalanine
dehydrogenase contains two amino acid changes at the C-termi-
nus and a 12 amino acid extension of the C-terminus.>>**

Production of multikilogram batches was originally carried out
with extracts of P. pastoris expressing the modified phenylalanine
dehydrogenase from T. intermedius and endogenous formate
dehydrogenase. The reductive amination process was further
scaled up using a preparation of the two enzymes, formate
dehydrogenase and phenylalanine dehydrogenase, expressed in
single recombinant E. coli. The amino acid 4 was directly
protected as its boc derivative without isolation to afford the
intermediate. Yields before isolation were close to 98% with
100% ee.**** This process has now been used to prepare several
hundred kilograms of boc-protected amino acid 6 to support the
development and manufacturing of Saxagliptin.

4. ENZYMATIC DERACEMIZATION: SYNTHESIS OF
CHIRAL (S)-AMINO ACID FOR GLUCAGON-LIKE PEP-
TIDE (GLP-1)

(S)-Amino acids are useful intermediates for the synthesis of
pharmaceuticals.>* Many enzymatic approaches have been applied
for their preparation, including (S)-hydantoinases combined with
(S)-carbamoylases or HNO,* (S)—acylases,37 (S)-amidases,*®
(S)-transaminases,*”* (S)-amino acid dehydrogenases,***" and
dynamic resolution*” has been developed.

The (S)-amino-3-[3-{6-(2-methylphenyl) } pyridyl]-propionic
acid 7 (Figure 3) is a key intermediate required for synthesis
of GLP-1 mimics or GLP-1 receptor modulators. Such recep-
tor modulators are potentially useful for the treatment of type 2
diabetes treatment.*>**

(S)-Amino-3-[3-{6-(2-methylphenyl) } pyridyl]-propionic acid
was prepared by enzymatic deracemization process” in 72%
isolated yield with >99.4% ee from racemic amino acid 8 using
combination of two enzymes, (R)-amino acid oxidase from
Trigonopsis variabilis expressed in E. coli and (S)-aminotrans-
ferase from Sporosarcina ureae cloned and expressed in E. coli.

Thermoactinomyces intermedius
Phenylalanine Dehydrogenase

Modified & cloned in
HO, Escherichia coli

L
'

NH A7 X
3 NADH NAD

(0) OH
o
5 co, Ammonium
Keto Acid Formate
Pichia pastoris

Formate Dehydrogenase
cloned in Escherichia coli

HO

H,N N

(0]
3

HO Boc,O
—_—
H,N OH

HO
(0]
OH

J HN\(r)rO\'<

4
(S)-Amino Acid

Boc-Amino Acid

Antidiabetic Drug

Saxagliptin

Figure 2. Enzymatic reductive amination: synthesis of chiral (S)-amino acid for saxagliptin.
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Figure 4. Enzymatic deracemization: synthesis of (R)-amino acid for calcitonin gene-related peptide.

(S)-aspartate was used as amino donor (Figure 3). A (S)-
aminotransferase was also purified from a soil organism
identified as Burkholderia sp. and cloned and expressed in
E. coli and used in this process.*’ In the enzymatic process,
racemic amino acid was first treated with (R)-amino acid
oxidase for 4 h to convert racemic amino acid to a mixture of
(S)-amino acid and keto acid 9. Subsequently, in the same
reaction mixture, (S )-aminotransferase was charged to convert
keto acid 9 to (S)-amino acid 7 to get 85% yield at the end of
the biotransformation process. This process was scaled up to
100 L scale at a substrate input of 1.5 kg.

In an alternate process, the enzymatic dynamic resolution of
racemic amino acid 8 was also demonstrated. R-Selective oxida-
tion with Celite-immobilized (R)-amino acid oxidase from
T. variabilis expressed in E. coli in combination with chemical
imine reduction with borane-ammonia gave a 75% in process
yield and 100 ee of (S)-amino acid 7.

5. ENZYMATIC DERACEMIZATION: SYNTHESIS OF
(R)-AMINO ACID FOR CALCITONIN GENE-RELATED
PEPTIDE RECEPTORS (ANTIMIGRAINE DRUGS)

(R)-Amino acids are useful intermediates for the synthesis of
[B-lactam antibiotics and other pharmaceuticals.*~** Many enzy-
matic approaches have been applied for their preparation, in
cluding (R)-hydantoinases combined with (R)-carbamoylases
or HNO,,** (R)-acylases,® (R)-amidases,”’ and (R)-trans-
aminases,* and recently, an (R)-amino acid dehydrogenase has
been developed.>” Racemic amino acids have also been derace-
mized to give (R)-amino acids using an (S)-amino acid oxidase to
selectively deplete the (S)-amino acid combined with an excess of
reducing agent to recycle the imine product to the racemic amino
acid.>* The combination of an (R)-amino acid oxidase and an (S)-
amino acid dehydrogenase to convert a racemic amino acid to an
(S)-amino acid has been demonstrated.>*
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Figure 5. Enzymatic reductive amination: preparation of (R)-amino
acid for Inogatran.

The (R)-amino acid (R)-2-amino-3-(7-methyl-1H-indazol-5-y1)-
propanoic acid (R)-10, Figure 4) is a key intermediate needed
for synthesis of antagonists of calcitonin gene-related peptide
receptors 11.%° Such antagonists are potentially useful for the
treatment of migraine and other maladies.>*°

(R)-Amino acid 10 was prepared in 68% isolated yield with
>99% ee from racemic amino acid 12 using (S)-amino acid
oxidase from Proteus mirabilis expressed in E. coli in combination
with a commercially available (R)-transaminase using (R)-ala-
nine as amino donor.”” The R enantiomer was also prepared in
79% isolated yield with >99% ee from the corresponding keto
acid 13 using the (R)-transaminase with racemic alanine as the
amino donor. The rate and yield of this reaction could be
accelerated by addition of lactate dehydrogenase (with NAD",
formate, and formate dehydrogenase to regenerate NADH) to
remove the inhibitory pyruvate produced during the reaction. An
(R)-transaminase was identified and purified from a soil organ-
ism identified as Bacillus thuringiensis and cloned and expressed in
E. coli. The recombinant (R)-transaminase was very effective for
the preparation of 10 and gave a nearly complete conversion of
13 to 10 without the need for additional enzymes for pyruvate
removal.”’

6. ENZYMATIC REDUCTIVE AMINATION: PREPARA-
TION OF (R)-AMINO ACID FOR INOGATRAN

(R)-Amino acids are increasingly becoming important build-
ing blocks in the production of pharmaceuticals and fine chemicals
and as chiral directing auxiliaries and chiral synthons in organic
synthesis. Applications of (R)-amino acids include their use as
key components in f3-lactam antibiotics, fertility drugs, and
anticoagulants®®>’

Two important (R)-amino acids used in semisynthetic anti-
biotics, (R)-phenylglycine (ampicillin), and p-hydroxy-(R)-phe-
nylglycine (amoxicillin) are currently produced on a tons scale
per year. In addition, there are more than 20 (R)-amino acids
currently produced at pilot- or full-scale levels. In many of these
cases, the R enantiomer is not only frequently more potent than
the corresponding S enantiomer but also often more stable
in vivo against enzyme clegradation.éo’é1
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Figure 6. Enzymatic resolution by transaminase: (R)-amines synthesis
for corticotropin releasing factor receptor antagonist.

Using both rational and random mutagenesis, Vedha-Peters
et al.>* have created the broad substrate range, nicotinamide
cofactor dependent, and highly stereoselective (R)-amino acid
dehydrogenase. This new enzyme is capable of producing (R)-
amino acids via the reductive amination of the corresponding
2-keto acid with ammonia. This biocatalyst was the result of
three rounds of mutagenesis and screening performed on the
enzyme meso-diaminopimelate (R)-dehydrogenase from Cor-
ynebacterium glutamicum. The very high selectivity toward the R
enantiomer (95 to >99% ee) was shown to be preserved after
three rounds of mutagenesis and screening,>® This new enzyme
was active against a variety of amino acids and could comple-
ment and improve upon current methods for (R)-amino acid
synthesis. The synthesis of (R)-cyclohexylalanine 14 (Figure S)
was developed by reductive amination of cyclohexylpyruvate 15
to yield (R)-14 in 98% yield and >99% ee. (R)-14 is a potential
chiral intermediate for the synthesis of thrombin inhibitor
Inogatran 16.%

7. ENZYMATIC RESOLUTION BY TRANSAMINASE: (R)-
AMINE SYNTHESIS FOR CORTICOTROPIN RELEASING
FACTOR (CRF)-1 RECEPTOR ANTAGONIST

Anxiety and depression are psychiatric disorders that consti-
tute a major health concern worldwide. Although numerous
marketed treatments exit for both disorders, there continues to
be a need for agents that have increased efficacy and reduced
side-effect profiles.”>~® CRF (1) receptor antagonists have been
proposed as novel pharmacol%§ical treatments for depression,
anxiety, and stress disorders.%>

(R)-sec-Butylamine 17 and (R)-1-cyclopropylethylamine 18
(Figure 6) are key chiral intermediates for the synthesis of CRF-1
receptor antagonists, such as 19.~% Racemic amines have been
resolved bgf acylation or deacylation reactions using lipases and
proteases’””" or by using oxidases.”" Enantioselective acylation
combined with chemical racemization of amines’” and enantio-
selective oxidation combined with nonselective chemical reduc-
tion of the imine product”* have allowed deracemization reactions
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giving >50% yield of chiral amines. Omega-transaminases have
provided another approach for resolution or synthesis of chiral
amines.

We have developed an enzymatic resolution process for the
preparation of (R)-sec-butylamine and (R)-1-cyclopropylethyl-
amine.”® Screening was carried out to identify strains useful for
the preparation of (R)-1-cyclopropylethylamine and (R)-sec-
butylamine from the racemic amines with an S-specific transa-
minase. Several Bacillus megaterium strains as well as several soil
isolates were found to have the desired activity for the resolution
of the racemic amines to give the (R)-enantiomers. Using an
extract of the best strain, B. megaterium SC6394, the reaction was
shown to be a transamination requiring pyruvate as amino
acceptor and pyridoxal phosphate as a cofactor. Initial batches
of both amines were produced using whole cells of B. megaterium
SC6394. The transaminase was purified to homogeneity to
obtain N-terminal as well as internal amino acid sequences.
The sequences were used to design polymerase chain reaction
(PCR) primers to enable cloning and expression of the transa-
minase in E. coli SC16578. In contrast to using B. megaterium
process, pH control and aeration were not required for the
resolution of sec-butylamine, and an excess of pyruvate was not
consumed by the recombinant cells. The resolution of sec-
butylamine (0.68 M) using whole cells of E. coli SC16578 was
scaled up to give (R)-sec-butylamine-1/2H,SO, in 46.6% iso-
lated yield with 99.2% ee. An alternative isolation procedure was
also used to isolate (R)-sec-butylamine as the free base. Using the
same recombinant (S)-transaminase, (R)-1-cyclopropylethyl-
amine was obtained in 42% isolated yield (theoretical max.
50%) and 99% ee.”

8. ENZYMATIC HYDROLYTIC PROCESS: SYNTHESIS
OF CHIRAL INTERMEDIATE FOR PREGABALIN

(S)-(+)-3-Aminomethyl-S-methylhexanoic acid (Pregabalin)
20 (Figure 7) is a lipophilic GABA (y-aminobutyric acid)
analogue that was developed for the treatment of several central
nervous system disorders, including epilepsy, neuropathic pain,
anxiety, and social phobia.”®”” It has also been found effective for
generalized anxiety disorder and is approved for this use in the
European Union. Recent studies have shown that pregabalin is
effective at treating chronic pain in disorders such as fibromyalgia
and spinal cord injury. In June 2007, pregabalin became the first

medication approved by the U.S. Food and Drug Administration
specifically for the treatment of fibromyalgia.

During the initial process develoggment for pregabalin, several
routes were examined in detail.”** The first generation manu-
facturing process was selected on the basis of overall yield, cost,
and high process throughput and executed as a racemic synthesis,
followed by resolution with (S)-(+)-mandelic acid. Although this
route was cost-effective, there are possibilities for improvement in
two areas: the use of an early- as opposed to a late-stage resolution
and the introduction of a recycling step to avoid discarding the
undesired enantiomer. Several new routes have been under
development.”® The use of asymmetric hydrogenation as the
key step for the reduction of 3-cyano-5-methylhex-3-enoic acid”
is an elegant potential manufacturing process but is surpassed in
terms of cost effectiveness and environmental performance by the
enzymatic route.”'

A new manufacturing process for (S)-3-(aminomethyl)-5-
methylhexanoic acid (Pregabalin) was developed using Lipolase,
a commercially available lipase. rac-2-Carboxyethyl-3-cyano-5-
methylhexanoic acid ethyl ester 21 (Figure 7) can be resolved
to form 2-carboxyethyl-3-cyano-5-methylhexanoic acid 22. A
heat-promoted decarboxylation of 22 efficiently generates (S)-
3-cyano-S-methylhexanoic acid ethyl ester 23, a known precursor
of Pregabalin.*" This new route dramatically improved process
efficiency compared with the first-generation process by setting
the stereocenter early in the synthesis and enabling the facile
racemization and reuse of (R)-21. The chemoenzymatic process
also reduced organic solvent usage, resulting in a mostly aqueous
process. Compared with the first-generation manufacturing pro-
cess, the new process resulted in higher yields of pregabalin
(40—45% after one recycle of (R)-21, and substantial S-fold
reductions of waste streams.

9. ENZYMATIC ASYMMETRIC HYDROLYSIS: PREPARA-
TION OF CHIRAL INTERMEDIATE FOR NK1/NK2 DUAL
ANTAGONISTS

Tachykinins are a group of biologically active neuropeptide
hormones that are widely distributed throughout the nervous
system. They are implicated in a variety of biological processes,
such as pain transmission, inflammation, vasodilatation, and
secretion.””The effect of tachykinins is modulated via specific
G-protein coupled receptors, such as NK1 and NK2. Thus,
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nonpeptide NK-receptor antagonists are potentially useful in the
treatment of variety of chronic diseases, including asthma,
bronchospasm, arthritis, and migraine.*’

The structure—activity relationship of several nonpeptide
NK1/NK2 antagonists has led to the discovery of a new class of
oxime-based NK1/NK2 dual antagonists,s“’85 such as com-
pound 24 (Figure 8). The biological activity of 24 resides
mainly in the R,R diastereomer. An enzymatic process for
desymmetrization of the prochiral diethyl 3-[3’,4’-dichlorophe-
nyl]glutarate 25 to the corresponding (S)-monoester 26 has
been developed using lipase B from Candida antarctica with
either the free or the immobilized enzyme. At 100 g/L substrate
input, a reaction yield of 97% and an enantiomeric excess of
>99% were obtained for the desired (S)-monoester. The
process was scaled up to produce 200 kg of product in 80%
overall isolated yield.*®

DNA family shuftling was used to create a chimeric lipase B
protein with improved activity toward diethyl 3-[3',4’-dichloro-
phenyl]glutarate. Three homologous lipases from C. antarctica
ATCC 32657, Hyphozyma sp. CBS 64891, and Cryptococcus
tsukubaensis ATCC 24555 were cloned and shuffled to generate a
diverse gene library. Using a high-throughput screening assay, a
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Figure 10. Enzymatic preparation of (S)-2-ethoxy-3-(4-hydroxyphenyl)-
propanoic acid for Ragaglitazar.

chimeric lipase B protein having 20-fold higher activity toward
the substrate was identified.*” The thermostability of the lipase
was also improved by directed evolution.®®

10. ENZYMATIC DESYMMETRIZATION PROCESS:
PREPARATION OF (1S,2R)-
2-(METHOXYCARBONYL)CYCLOHEX-4-ENE-1-CAR-
BOXYLIC ACID FOR CHEMOKINE RECEPTOR
MODULATOR

The chiral monoester, (1S,2R)-2-(methoxycarbonyl)cyclohex-
4-ene-1-carboxylic acid 27 (Figure 9) is a key chiral inter-
mediate for the synthesis of a potential drug candidate for the
modulation of chemokine receptor activity.*”*® Both the
(1S,2R)-monoester 27 and its enantiomer (1R,2S)-monoester
28 can be obtained by resolution®® of the racemic acid with
cinchonidine and ephedrine. However, the maximum theore-
tical yield of the resolution process is not more than 50%. A
meso desymmetrization process has been published, affording
either the (1S,2R)-monoester 27 or its enantiomer (1R,2S)-
monoester 28 by desymmetrization of the meso-anhydride, cis-
1,2,3,6-tetrahydrophthalic anhydride, by alcoholysis catalyzed
by cinchona alkaloids. Cinchonine and quinine provided the
(1S,2R)-monoester 27, and cinchonidine and quinidine pro-
vided (1R,2S)-monoester 28. The quinine-catalyzed alcoholy-
sis of the anhydride 29 was used to prepare kilogram quantities
of the (18,2R)-monoester 27 with 90.8% ee.”’ > There are several
reports for the synthesis of the opposite enantiomer of the
monoester, (1R,2S)-2-(methoxycarbonyl) cyclohex-4-ene-1-
carboxylic acid, 28, by porcine liver enzyme-catal?fzed hydro-
lytic desymmetrization of the dimethyl ester 30.”%%°

An efficient process for the synthesis of the monoester,
(1S,2R)-2-(methoxycarbonyl)cyclohex-4-ene-1-carboxylic acid
27 by C. antarctica lipase (Novozym 435)-catalyzed desymme-
trization of the corresponding diester, dimethyl-cyclohex-4-ene-
cis-1,2-dicarboxylate 30, was developed. The process was opti-
mized and scaled-up to prepare a total of 3.15 kg of the
(1S,2R)-monoester from 3.42 kg of diester in two batches.
The yield of the two batches ranged from 98.1t0 99.8%, and the
ee of the (15,2R)-monoester was >99.9%.%°

1061 dx.doi.org/10.1021/cs200219b |ACS Catal. 2011, 1, 1056-1074



ACS Catalysis

Ampycolatopsis orientalis
SC 15847

O OHO

34
Epothilone-B

XAD-16
Sodium —> | Sorangium cellulosum
Propionate

Fermentation Process

O OHO

35
Epothilone F

Figure 11. Epothilones: microbial hydroxylation of epothiolone B to epothilone F.

11. ENZYMATIC PREPARATION OF (S)-2-ETHOXY-3-(4-
HYDROXYPHENYL)PROPANOIC ACID FOR
RAGAGLITAZAR

(S)-2-Ethoxy-3-(4-hydroxyphenyl)propanoic acid, (S)-31
(Figure 10), is a key intermediate in the synthesis of the new
antidiabetic drug Ragaglitazar 32. Compound 32 belongs to a
novel therapeutic class of compounds of dual-acting PPARO
and -y agonists aimed for treatment of type-2 diabetes.”””®
Ragaglitazar is designed to restore insulin sensitivity and to
correct the dyslipidaemic disorders in people with type-2
diabetes.””'%° The compound, in-licensed by Novo Nordisk
from Dr. Reddy’s Laboratories, is chemically and pharmaco-
logically different from presently marketed PPAR agonists
and is a member of a new class of insulin sensitizers.

The synthesis of the key intermediate, enantiomerically pure
(8)-31 was developed by a biocatalytic route. A novel large-scale
production of (S)-2-ethoxy-3-(4-hydroxyphenyl)propanoic acid
(8)-31 was developed from its racemic ethylester rac-33 by
enantioselective hydrolysis using esterase from Aspergillus oryzae.
The process was successfully run on a 44 kg pilot scale in
43—48% yields and with enantiomeric purity of 99.6%."°"

12. EPOTHILONES: MICROBIAL HYDROXYLATION OF
EPOTHIOLONE B TO EPOTHILONE F

The clinical success of paclitaxel has stimulated research into
compounds with similar modes of activity in an effort to
emulate its antineoplastic efficacy while minimizing its less
desirable aspects, which include nonwater solubility, difficult
synthesis, and emerging resistance. The epothilones are a novel
class of natural product cytotoxic compounds derived from the
fermentation of the myxobacterium Sorangium cellulosum that
are nontaxane microtubule-stabilizing compounds that trig-
ger apoptosis.'”>'*> The natural product epothilone B 34
(Figure 11) has demonstrated broad spectrum antitumor
activity in vitro and in vivo, including tumors with paclitaxel
resistance.'* The role of 34 as a potential paclitaxel successor
has initiated interest in its synthesis, resulting in several total
syntheses of 34 and various derivatives thereof.'”® The epothi-
lone analogs were synthesized in an effort to optimize the water
solubility, in vivo metabolic stability, and antitumor efficacy of
this class of antineoplasic ::1gents.1067109

A fermentation process was developed for the production of
epothilone B, and the titer of epothilone B was optimized and
increased by a continuous feed of sodium propionate during
fermentation. The inclusion of XAD-16 resin during fermenta-
tion to adsorb epothilone B and to carry out volume reduction
made the recovery of product very simple.'®* In addition, a high

level of free epothilone B that is inhibitory to the growth of the
producing culture was avoided by supplying XAD-16 resin
during the fermentation process. A microbial hydroxylation
process was developed for conversion of epothilone B 34 to
epothilone F 35 by Amycolatopsis orientalis SC 15847. A
bioconversion yield of 37—47% was obtained when the process
was scaled up to 100—250 L with an intermittent feed of
epothilone B (Patel et al., unpublished results). The reducing
power NAD(P)H required for hydroxylation was generated
internally during growth by the carbon source glucose that was
used. Recently, the epothilone B hydroxylase along with the
ferredoxin gene have been cloned and expressed in Streptomyces
rimosus from A. orientalis SC 15847 and variants thereof. This
cloned enzyme has been used in the hydroxylation of epothi-
lone B to epothilone F to obtain even higher yields (80%) of
product.''°

13. ENZYMATIC REDUCTION PROCESS FOR
SYNTHESIS OF MONTELUKAST INTERMEDIATE

With the discovery of the biological activity of the slow-
reacting substance of anaphylaxis (SRS-A) and its relation to
the leukotrienes (LTC4, LTD4, and LTE4) and asthma, the
search for leukotriene antagonists has been intensive. As part of
an ongoing program for the development of specific LTD4
antagonists for the treatment of asthma and other associated
diseases, Merck has identified montelukast 36 (Figure 12) as an
LTD4 antagonist. s

Merck has described the synthetic route for the production
of montelukast, using a stereoselective reduction of a ketone 37
to the (§)-alcohol 38 as the key step. The alcohol subsequen-
tly undergoes a Sn2 displacement with a thiol to give the
R-configured final product."''~''* The key reduction step, the
reduction of the ketone 37 to produce the chiral alcohol 38
(Figure 12), requires stoichiometric amounts of the chiral
reducing agent (—)-B-chlorodiisopino campheylborane [(—)-
DIP-chloride]. (—)-DIP-chloride is selective and avoids the
side reactions, but it is corrosive and moisture-sensitive, causing
burns if it is allowed to contact the skin. The reaction must be
carried out at —20 to —25 °C to achieve the best stereoselec-
tivity. The quench and extractive workup generate large
volumes of waste solvent due to the product’s low solubility.
For several reasons, an enzyme-catalyzed process for reduc-
tion of the ketone 37 was developed by Codexis. A ketoreduc-
tase was developed by directed evolution by high-throughput
screens using a slurry of the ketone substrate and high iso-
propanol concentration. Beneficial mutations among the
various improved mutants were recombined in each round,
and new mutations were made guided by ProSAR. The
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Figure 12. Enzymatic reduction process for synthesis of montelukast intermediate.
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productivity of the final enzyme was improved 2000-fold, and
stability was also substantially increased.

The final process was carried out as a slurry-to-slurry reaction
at 45 °C, with the sparingly soluble ketone 37 being converted
to an almost equally insoluble alcohol 38 at a concentration of
100 g/L of substrate in aqueous isopropyl alcohol and toluene.
A reaction yield of 99.3% and enantiopmeric excess of 99.9%
was obtained for alcohol 38.""*

14. ENZYMATIC PREPARATION OF 6-HYDROXYBUS-
PIRONE, ANTIANXIETY DRUG

Buspirone (Buspar, 39, Figure 13) is a drug used for treatment of
anxiety and depression that is thought to g)roduce its effects by
binding to the serotonin SHT 1A receptor."'®~"'® Mainly as a result
of hydroxylation reactions, it is extensively converted to various
metabolites, and blood concentrations return to low levels a
few hours after dosing."'® A major metabolite, 6-hydroxybuspirone

(40, Figure 13), produced by the action of liver cytochrome P450
CYP3A4, is present at much higher concentrations in human blood
than buspirone itself. This metabolite has anxiolytic effects in an
anxiety model using rat pups and binds to the human S-HT1A
receptor.'”” """ Although the metabolite has only about one-third
of the affinity for the human SHT1A receptor as buspirone, it is
present in human blood at 30—40 times higher concentration
than buspirone following a dose of buspirone and, therefore, may
be responsible for much of the effectiveness of the drug."'*'"* For
development of 6-hydroxybuspirone as a potential antianxiety
drug, preparation and testing of the two enantiomers as well as the
racemate was of interest. Both the R and S enantiomers, isolated
by chiral HPLC, were effective in tests using a rat model of
anxiety."'””"'” Whereas the R enantiomer showed somewhat tighter
binding and specificity for the SHT 1A receptor, the S enantiomer had
the advantage of being cleared more slowly from the blood.

An enantioselective microbial reduction of 6-oxobuspirone
(41, Figure 13) to either (R)- or (S)-6-hydroxybuspirone 40 was
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Figure 14. Enzymatic preparation of y-lactam 2-azabicyclo[2.2.1]hept-
S-en-3-one for Abacavir.

120,121 . .
developed. About 150 microorganisms were screened for

the enantioselective reduction of 41. The NADPH-dependent
R reductase (RHBR), which catalyzes the reduction of 6-oxobus-
pirone to (R)-6-hydroxybuspirone 40, was purified to homoge-
neity from cell extracts of Hansenula polymorpha SC 1384S.
R reductase from H. polymorpha SC 13845 was cloned and
expressed in E. coli. To regenerate the cofactor NADPH required
for reduction, glucose-6-phosphate dehydrogenase gene from
Saccharomyces cerevisiae was also cloned and expressed in E. coli."*'

The NADH-dependent S reductase (SHBR), which catalyzes
the reduction of 6-ketobuspirone 41 to (S)-6-hydroxybuspirone
40, was also purified to homogeneity from cell extracts of
Pseudomonas putida SC 16269. The S reductase from P. putida
SC 16269 was cloned and expressed in E. coli. To regenerate the
cofactor NADH required for reduction, the formate dehydrogen-
ase gene from P. pastoris was cloned and expressed in E. coli.
Recombinant E. coli strains expressing S reductase and R reduc-
tase catalyzed the reduction of 6-ketobuspirone to (S)-6-hydro-
xybuspirone and (R)-6-hydroxybuspirone, respectively, in >98%
yield and >99.9% ee.'*!

15. ENZYMATIC PREPARATION OF y-LACTAM
2-AZABICYCLO[2.2.1]HEPT-5-EN-3-ONE FOR
ABACAVIR (REVERSE TRANSCRIPTASE INHIBITOR)

Abacavir (Ziagen) 42 (Figure 14), a 2-aminopurine nucleo-
side analogue, is a selective reverse transcriptase inhibitor for the
treatment of human HIV and hepatitis B viruses.'>* The y-lactam
2-azabicyclo[2.2.1]hept-5-en-3-one 43 is a potential intermedi-
ate useful in the synthesis of Abacavir. A biocatalytic process was
developed for the resolution racemic y-lactam 44 (Figure 14) to
yield the desired 43 and amino acid 45 using the 7y-lactamase-
containing organisms Pseudomonas solonacearum NCIMB40249
and Rhodococcus NCIMB40213."2® However, because of the lack
of a commercially available lactamase, an enzymatic process
was developed for the enantioselective hydrolysis (in phosphate
buffer, pH 8.0, containing S0% tetrahydrofuran) of racemic
tert-butyl-3-oxo-2-azabicyclo-(2.2.1)hept-S-ene-2-carboxylate
(46, Figure 14). A number of commercially available enzymes
hydrolyzed the lactam bond of 46 to yield the correspond-
ing N-acyl amino acid 47, leaving unreacted the desired
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Figure 15. Enzymatic preparation of (1S,2R)-[3-chloro-2-hydroxy-
1-(phenylmethyl)propyl]carbamic acid, 1,1-dimethylethyl ester for
atazanavir.

(1R,4S5)-48. A reaction yield of 50% and an ee of 99% were
obtained when the reaction was carried out at 100 g/L
substrate input using savinase.'>*

16. ENZYMATIC PREPARATION OF CHIRAL INTER-
MEDIATES FOR ATAZANAVIR

Preparation of (15,2R)-[3-Chloro-2-hydroxy-1-(phenyl-
methyl)propyl]-carbamic Acid, 1,1-Dimethylethyl Ester.
Atazanavir (49 Figure 15) is an acyclic aza-peptidomimetic, a
potent HIV protease inhibitor'>*"'* approved by the Food and
Drug Adminstration for treatment of auto immune diseases
(AIDs). An enzymatic process was developed for the prepara-
tion of (1S,2R)-[3-chloro-2-hydroxy-1-(phenylmethyl)propyl]-
carbamic acid, 1,1-dimethylethyl ester (50, Figure 15), a key
chiral intermediate required for the total synthesis of the HIV
protease inhibitor atazanavir. The diastereoselective reduction
of (18)-[3-chloro-2-oxo-1-(phenylmethyl)propyl]carbamic acid,
1,1-dimethylethyl ester S1, was carried out using Rhodococcus,
Brevibacterium, and Hansenula strains to provide 50. Three
strains of Rhodococcus gave >90% yield with a diastereomeric
purity of >98% and an ee of 99.4%.">” An efficient single-stage
fermentation—biotransformation process was developed for
the reduction of ketone 51 with cells of Rhodococcus erythropolis
SC 13845 to yield 50 in 95% yield with a diasteromeric purity
0f 98.2% and an ee of 99.4% at a substrate input of 10 g/L. The
reduction process was further improved by generating mutants
and selection of desired mutant for conversion of 51 to
(1S,2R)-50 at a substrate input of 60 g/L. (1S2R)-50 was
converted to epoxide 52 and used in the synthesis of atazanavir.'**
Chemical reduction of chloroketone 51 using NaBH, produces the
undesired chlorohydrin diastereomer.'*’

Preparation of (S)-Tertiary Leucine. (S)-Tertiary leucine 53,
because of its bulky and hydrophobic side chain, is a key chiral
amino acid required for the synthesis of number of dru%s containing
peptides such as atazanavir 49 and boceprevir.'>>">73%13! Ataza-
navir 49 synthesis also required (S)-tertiary leucine as a key chiral
intermediate. We also have developed the enzymatic reductive
amination of ketoacid 54 to amino acid 53 (Figure 16) by
recombinant E. coli expressing leucine dehydrogenase from
Thermoactinimyces intermedius. The reaction required ammonia
and NADH as a cofactor. NAD" produced during the reaction
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was recycled back to NADH using recombinant E. coli expressing
formate dehydrogenase from P. pastoris. A reaction yield of >95%
with an ee of >99.5% was obtained for 53 at 100 g/L substrate input
(R. Hanson, S. Goldberg, R. Patel, unpublished results). Leucine
dehydrogenase from strains have also been cloned and expressed
and used in a reductive amination process.">> >

17. CHLOESTEROL-LOWERING AGENTS: ENZYMATIC
PREPARATION OF (3S,5R)-DIHYDROXY-
6-(BENZYLOXY)HEXANOIC ACID, ETHYL ESTER

(3S,5R)-Dihydroxy-6-(benzyloxy) hexanoic acid, ethyl ester
55 (Figure 17) is a key chiral intermediate for cholesterol-
lowering agents, such as 56, atorvastatin 57, and rosuvastatin,
which acts by inhibiting hydroxgrl methyl glutaryl CoA (HMG
CoA) reductase inhibitor."*>~"*° The enantioselective reduc-
tion of a diketone 3,5-dioxo-6-(benzyloxy)hexanoic acid, ethyl
ester 58 to S5 was demonstrated by cell suspensions of
Acinetobacter calcoaceticus SC 13876.">° A reaction yield of
85% and an ee of 97% were obtained. Cell extracts of
A. calcoaceticus SC 13876 in the presence of NAD", glucose,
and glucose dehydrogenase reduced 58 to the corresponding
monohydroxy compounds [3-hydroxy-S-oxo-6-(benzyloxy)-
hexanoic acid ethyl ester 59 and S-hydroxy-3-oxo-6-
(benzyloxy)hexanoic acid ethyl ester 60]. Both 59 and 60 were
further reduced to the (35,4R)-dihydroxy compound 55 in 92%

Formate Dehydrogenase
Co, cloned in rec Escherichia coli Ammonium Formate

NADH NAD*'
NH,*
0~ “CcooH S
54 Leucine Dehydrogenase HN COOH
Keto acid cloned in rec Escherichia coli (5)53

(S)-tert. Leucine

Figure 16. Enzymatic preparation of (§)-tertiary leucine for Atazanavir.

yield and 99% ee by cell extracts. (3S,5R)-55 were converted to
61, a key chiral intermediate for the synthesis of 56 and
57.351%% Three different ketoreductases were purified to
homogeneity from cell extracts of A. calcoaceticus SC 13876,
and their biochemical properties were compared. Reductase I
only catalyzes the reduction of ethyl diketoester 58 to its
monohydroxy products, whereas reductase II catalyzes the
formation of dihydroxy products from monohydroxy sub-
strates. A third reductase (III) was identified that catalyzes
the reduction of diketoester 58 to syn-(3R,SS)-dihydroxyester
55,"*% which now has been cloned and expressed in E. coli)***
and the reduction of diketoester 58 to syn-(3R,SS)-dihydroxy-
ester 5§ was demonstrated by recombinant enzyme to give
99% yield.

Enzymatic Preparation of a Chiral 2,4-Dideoxyhexose
Derivative. In an alternate process, the chiral 2,4-dideoxyhexose
derivative required for the HMG CoA reductase inhibitors has
been prepared by aldol condensation reaction using 2-deoxy-
ribose-S-phosphate aldolase (DERA). The reaction was initiated
with a stereospecific addition of acetaldehyde (62, Figure 18) toa
substituted acetaldehyde to form a 3-hydroxy-4-substituted
butyraldehyde 63, which reacts subsequently with another
acetaldehyde to form a 2,4-dideoxyhexose derivative 64. DERA
has been expressed in E. coli."**

The above process has been improved and optimized. An
increase of almost 400-fold in volumetric productivity relative to
the published enzymic reaction conditions has been achieved,
resulting in a attractive process that has been run onup toa 100 g
scale in a single batch at a rate of 30.6 g/L/h. The catalyst load has
been improved by 10-fold, as well, from 20 to 2.0 wt % DERA.
These improvements were achieved by a combination of the
discovery of a DERA with improved activity and reaction
optimization to overcome substrate inhibition. The two stereo-
genic centers are set by DERA with an ee of >99.9% and a
diastereomeric excess of 96.6%. In addition, downstream chemical
processes have been developed to convert the enzymic product
efficiently to versatile intermediates 65 applicable to the
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Figure 17. Chloesterol-lowering agents: Enzymatic preparation of (35,5R)-dihydroxy-6-(benzyloxy)hexanoic acid, ethyl ester.
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preparation of atorvastatin 57 and rosuvastatin.'*> DSM phar-
ma also operates an aldolase-catalyzed synthesis of this key
intermediate on an industrial scale.'**'**

Enzymatic Preparation of (R)-4-Cyano-3-hydroxybuty-
rate. In another alternate enzymatic process, the preparation
of ethyl (R)-4-cyano-3-hydroxybutyric acid 66 (Figure 19), a key
intermediate for the synthesis of atorvastatin, was developed."*°
In this process, first, the enzymatic synthesis of ethyl (S)-4-
chloro-3-hydroxybutyric acid derivatives 67 was carried out by
ketoreductase-catalyzed conversion of 4-chloro-3-ketobutyric
acid derivatives 68."*’ The genes encoding halohydrin dehydro-
genase from Agrobacterium tumefaciens, ketoreductase from
Candida magnoliae, glucose dehydrogenase from Bacillus subtilis,
and formate dehydrogenase from Candida boidinii were sepa-
rately cloned into E. coli BL21. Each enzyme was then produced
by fermentation, isolated, and characterized. Then ethyl (R)-4-
cyano-3-hydroxybutyrate 66 (Figure 19) was prepared from
ethyl 4-chloroacetoacetate 68 by the following procedure: Ethyl
4-chloroacetoacetate 68 was incubated at pH 7.0 with ketore-
ductase, glucose dehydrogenase, and NADP" for 40 h to produce
ethyl (S)-4-chloro-3-hydroxybutyrate 67, which was extracted
with ethyl acetate, dried, filtered, and concentrated to yield
~97% pure ester. The dried ethyl (S)-4-chloro-3-hydroxybuty-
rate 67 was dissolved in phosphate buffer and mixed with
halohydrin dehalogenase and sodium cyanide at pH 8.0. After
57 h, essentially pure ethyl (R)-4-cyano-3-hydroxybutyrate 66, an
intermediate used in HMG-CoA reductase inhibitors syntheses,
was recovered.'*’

Enzymatic Synthesis of Chiral Carboxylic Acids by Nitri-
lase. Synthesis of a broad diversity of chiral carboxylic acid by
nitrilases has been demonstrated.'**~'>* Enzymatic desymme-
trization of prochiral 3-hydroxyglutaronitrile 69 using a
nitrilase >*'*> has been demonstrated (Figure 20). Following
esterification of the resulting (R)-3-hydroxy-4-cyanobutyric
acid 70, an intermediate useful for the manufacture of the
cholesterol-lowering drug Lipitor 57 (atorvastatin calcium) was
produced. Nitrilases were identified in genomic libraries cre-
ated by extraction of DNA directly from environmental samples
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—>
S == [R\)\)J\
62 (0] H
R \)kH 63 )I\H 64

Aldolase

3 OH OH ¢
-/ x
o]

R=H, Cl, OMe, N3 l

Figure 18. Chloesterol-lowering agents: Enzymatic preparation of a
chiral 2,4-dideoxyhexose derivative.

and were expressed in E. coli. The resulting library was screened
for highly enantioselective R-specific nitrilases.'>*'>* (R)-3-
Hydroxy-4-cyanobutyric acid was produced using a 100 mM
initial nitrile concentration in 98% yield and 94.5% ee. The
enantioselectivity of this wild-type nitrilase decreased with
increasing nitrile concentration, and only 87.8% ee was
obtained at 2.25 M substrate concentration. Mutagenesis of
the nitrilase using a technique that combinatorially saturated
each amino acid in the protein to each of the other 19 amino
acids resulted in an improved variant (Alal90His) that was
expressed in E. coli. This variant nitrilase gave an enantiomeric
excess of 98.5% at 3 M substrate concentration with a volu-
metric productivity of 619 g/L/day.">®

18. SAXAGLIPTIN: ENZYMATIC AMMONOLYSIS OF
(55)-4,5-DIHYDRO-1H-PYRROLE-1,5-DICARBOXYLIC
ACID, 1-(1,1-DIMETHYLETHYL)-5-ETHYL ESTER

The synthesis of dipeptidyl peptidase-IV (DPP4) inhibitor,
saxagliptin- 3°°** required (5S)-S-aminocarbonyl-4,5-dihy-
dro-1H-pyrrole-1-carboxylicacid, 1-(1,1-dimethylethyl)-ester 71
(Figure 21). Direct chemical ammonolyses were hindered by
the requirement for aggressive reaction conditions, which resulted
in unacceptable levels of amide racemization and side-product
formation, whereas milder two-step hydrolysis—condensation
protocols using coupling agents such as 4-(4,6-dimethoxy-1,3,5-
triazin-2-yl)-4-methylmorpholinium chloride (DMT-MM), were
compromised by reduced overall yields."*® To address this issue, a
biocatalytic procedure was developed, based upon the C. antarctica
lipase B (CALB)-mediated ammonolysis of (5S)-4,5-dihydro-1H-
pyrrole-1,5-dicarboxylic acid, 1-(1,1-dimethylethyl)-S-ethyl ester
72 with ammonium carbamate to furnish 71 without racemization
and with low levels of side-product formation.'>’

Experiments utilized process stream ester feed, which con-
sisted of ~22% w/v (0.91 M) of the ester in toluene. Since the
latter precluded the use of free ammonia due to its low solubility
in toluene, solid ammonium carbamate was employed. Reactions

oH Nitrilase OH
NC \)\/ NC > NC. _~_ COH
Recombinant
69 Escherichia Coli 70
OH

Atorvastatin

Figure 20. Chloesterol-lowering agents: enzymatic synthesis of chiral
carboxylic acids by nitrilase.
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Figure 19. Chloesterol-lowering agents: Enzymatic preparation of (R)-4-cyano-3-hydroxybutyrate.
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Figure 21. Saxagliptin: enzymatic ammonolysis of (5S)-4,5-dihydro-
1H-pyrrole-1,5-dicarboxylic acid, 1-(1,1-dimethylethyl)-S-ethyl ester.

were performed using a mixture of neat process feed, ammo-
nium carbamate (71 g/L, 2 mol equiv of ammonia), and
biocatalyst (25 g/L) and shaken at 400 rpm, SO °C. Under
these conditions, CALB provided racemization-free amide with
yields of 69%, together with 21% of side-products (by HPLC).
The inclusion of various additives was investigated to solve
potential inhibitory phenomena, shifting the equilibrium to-
ward amide synthesis and reducing side-product formation.
Drying agents such as calcium chloride gave significant im-
provement (79% amide and 13% side-products).The calcium
chloride is known to complex alcohols as well as act as a
desiccant, and its presumed binding of ethanol released during
the course of amide formation may have served to mitigate any
deleterious effects of this alcohol on CALB catalysis. A dramatic
increase in amide yield to 84 and 95% was achieved by including
sodalime and ascarite, respectively, at 200 g/L in the reaction
headspace, this presumably by way of adsorption of carbon
dioxide liberated from the decomposition of ammonium car-
bamate. A further increase in yield to 98% was attained via the
combined use of 100 g/L of calcium chloride and 200 g/L of
ascarite. A prep-scale reaction with the process ester feed was
used. Ester (220 g/L) was reacted with 90 g/L (1.25 mol equiv)
of ammonium carbamate, 33 g/L (15% w/w of ester input) of
CALB, 110 g/L calcium chloride, and 216 g/L of ascarite (in the
headspace) and run at 50 °C for 3 days. Complete conversion of
ester was achieved, with the formation of 96% (182 g/L) of
amide 71 and 4% of side-products, and after workup, 98%
potency amide of >99.9% ee was isolated in 81% yield.">

19. ENZYMATIC DEAMINATION PROCESS FOR PRE-
PARATION OF EPIVIR

(2'R-cis)-2'-deoxy-3-thiacytidine (3TC, Epivir, 73; Figure 22),
has been approved by the FDA and is marketed for the therapy of
HIV (human immunodeficiency virus. Epivir is a potent and
selective inhibitor of the reverse transcriptase enzyme, which
catalyzes the conversion of the HIV RNA to a double-stranded
DNA copy. Epivir is also active against HBV (hepatitis B virus) and
is sold as Lamivudine."*® In contrast to the majority of nucleoside
analogues that display antiviral activity primarily residing in the
“natural” ss-D-isomer, the enantiomers of &+ 73 are equipotent in
vitro against HIV-1 and HIV-2, but the “unnatural” ss-L-(—)-73
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Figure 22. Enzymatic deamination process for preparation of Epivir.

isomer (Epivir, Figure 22) is substantially less cytotoxic than its
corresponding “natural” ss-D-(+)-isomer">”

One of the initial routes considered for the preparation of
isomers was the enzymic resolution using 5'-nucleotidase and
alkaline phosphatase that would allow access to both enantio-
mers of 73. The chemically synthesized monophosphate deriva-
tive (£)-74 was resolved using S'-nucleotidase from Crotalus
atrox venom, and the resulting mixture was separated by
chromatography and purified on silica gel to give (+)-73 (ee
>99%, Figure 14). Hydrolysis of the remaining monophosphate
(—)-74 with alkaline phosphatase from E. coli afforded (—)-73
(Epivir) in an optically pure form.’® To produce much larger
quantities of Epivir, a scaleable end-stage resolution, via enantio-
selective deamination of (4)-73 with cytidine deaminase,'®" was
developed to yield (—)-73 (Epivir) and (+)-75.

To use E. coli as a source of large quantities of enzyme, the
cloning and overexpression of enzyme, fermentation, and im-
mobilization of cytidine deaminase for reuse, and development of
an efficient isolation process was developed for large-scale
manufacturing of Epivir."®" About 1.15 kg of highly pure Epivir
was recovered from each 3 kg batch. The purity was better than
97% by HPLC, and the enantiomeric excess was at least 99.8%.
Using this approach, 20 kg of optically pure Epivir was isolated.
This process was used on a manufacturing scale to prepare tons
of Epivir using immobilized cytidine deaminase from the re-
combinant strain. The same batch of enzyme was used for at least
15 cycles.'V1¢?

20. CONTINUOUS ENZYMATIC PROCESS FOR THE
PREPARATION OF (R)-3-(4-FLUOROPHENYL)-2-HY-
DROXYPROPIONIC ACID FOR RHINOVIRUS PROTEASE
INHIBITOR

(R)-3-(4-fluorophenyl)-2-hydroxy propionic acid 76 (Figure 23)
is a building block for the synthesis of AG7088, a rhinovirus protease
inhibitor 77.'*'** The preparation of 76 usinég a biocatalytic reduc-
tion was performed in a membrane reactor.'® A continuous enzy-
matic process for an efficient synthesis of (R)-3-(4-fluorophenyl)-2-
hydroxypropionic acid at multikilogram scale with a high space—time
yield (560 g/L/ day) using a membrane reactor was used. The

1067 dx.doi.org/10.1021/cs200219b |ACS Catal. 2011, 1, 1056-1074



ACS Catalysis

D-Lactate

M Dehydrogenase

NADH &/NADJ'
A

4 MHCI
ONa MeOH

@/Qk

Olu
Om

formate

€O, + NH; Formate
Dehydrogenase

77
Rhinovirus Protease Inhibitor
Common Cold Treatment
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Figure 24. Enzymatic preparation of N-acetyl-D-neuraminic acid for zanamavir (Relenza).

product was generated in excellent enantiomeric excess (ee >99.9%)
and good overall yield (68—72%). Using this method, an overall
quantity of 23 kg of 76 was prepared.

The key step was an aqueous enzymatic reduction using
Dp-lactate dehydrogenase (D-LDH) and formate dehydrogenase
(FDH) (Figure 23). Mechanistically, the keto acid salt 78 is
stereoselectively reduced to the corresponding (R)-hydroxy acid
76 in the presence of D-lactate dehydrogenase by NADH. The
cofactor itself is oxidized to NAD" in the process. Subsequently, in
the presence of formate dehydrogenase, NAD" is reduced back to
NADH by ammonium formate, which was oxidized to CO, and
NHs. In this fashion, the expensive cofactor NAD™ is regenerated
by FDH, and only a catalytic amount of NAD" was required."®®

21. ENZYMATIC PREPARATION OF N-ACETYL-p-
NEURAMINIC ACID FOR ZANAMAVIR (RELENZA)

Relenza 79 (2,3-didehydro-2,4-dideoxy-4-guanidinyl-N-acet-
ylneuraminic acid, Figure 24) is a potent and selective inhibitor of
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influenza virus sialidase (neuraminidase) and has been approved
by the FDA for the treatment of type A and B influenza, the two
types most responsible for flu epidemics.'” '® N-Acetyl-p-
neuraminic acid 80 (NANA) is the key intermediate for synthesis
of Relenza.'® The chemical synthesis of NANA is lengthy,
requiring complex protection and deprotection steps. The most
promising option was the use of the NANA aldolase. The
synthesis of NANA using the aldolase either from E. coli or
Clostridium perfringens has been reported."®'”® These groups
developed batch processes for the production of NANA from
NAM 81 and pyruvate using free or immobilized NANA
aldolase. To drive the equilibrium toward NANA, the cheaper
pyruvate was generally used in large excess, making the down-
stream processing rather difficult. An elegant continuous process
for NANA synthesis was developed by introducing the NANA-2-
epimerase for epimerization of NAG 82 and integrating the
epimerization with NANA synthesis in an enzyme—membrane
reactor.'””" Subsequently, the enzyme from E. coli has been
overexpressed in an inducible system (tac-promoter) at very
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high expression levels.'”>'”> The homogenized bacterial cells
were directly used to immobilize the enzyme from crude extracts
onto Eupergit-C beads without any clarification, and the im-
mobilized enzyme was used.

In the biotransformation process, a selective precipitation of
NAG using isopropyl alcohol was developed to produce a NAM-
enriched mixture. This was used in the reaction at a very high
NAM concentration (up to 20% w/v) so that NAM itself drives
the reaction, and it was not necessary to add a large molar excess
of pyruvate. At the end of the reaction, NANA (155 g/L) was
crystallized directly from the reaction mixture by the addition of
acetic acid. In the manufacturing scale, the same batch of
enzymes was reused >2000 cycles in batch column reactors,
without any significant loss of activity, to produce multiton
quantities of NANA.'">'73

22. ENZYMATIC SYNTHESIS OF THIAZEPINE FOR ACE
AND NEP INHIBITOR

Omapatrilat 83 (Figure 25) is an antihypertensive drug that
acts by inhibiting angiotensin-converting enzyme (ACE) and
neutral endopeptidase (NEP)."”* Effective inhibitors of ACE
have been used not only in the treatment of hypertension but also
in the clinical management of congestive heart failure. NEP, like
ACE, is a zinc metalloprotease and is highly efficient in degrading
atrial natriuretic peptide (ANP), a 28-amino acid peptide se-
creted by the heart in response to atrial distension. By interaction
with its receptor, ANP promotes the generation of cGMP via
guanylate cyclase activation, thus resulting in vasodilatation,
natriuresis, diuresis, and inhibition of aldosterone. Therefore,
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simultaneous potentiation of ANP via NEP inhibition and
attenuation of angiotensin II (AIl) via ACE inhibition should
lead to complementary effects in the management of hyperten-
sion and congestive heart failure.'”

[(4S)-(4a,7a,10ab) ]-1-Octahydro-5-oxo-4-[ [ (phenylmethoxy)-
carbonyl]amino ]-7H-pyrido-[2,1-b][ 1,3]thiazepine-7-carboxylic
acid 84 is a key intermediate in the synthesis of omapatrilat 83.
An enzymatic process (Figure 25) was developed for the
oxidation of the &-amino group of (S)-lysine in the thiol 85
generated in situ from disulfide N*-[N[[(phenylmethoxy)-
carbonyl]-L-homocysteinyl]-L-lysine)-1,1-disulfide 86 to pro-
duce compound 84 using L-lysine e-aminotransferase [LAT]
from Spingomonas paucimobilis SC 16113."® This enzyme was
overexpressed in E. coli, and a biotransformation process was
developed using the recombinant enzyme. The aminotransfer-
ase reaction required Ot-ketoglutarate as the amine acceptor.
Glutamate formed during this reaction was recycled back to
o-ketoglutarate by glutamate oxidase [GOX] from Strepto-
myces noursei SC 6007.

A selective culture technique was used to isolate eight different
types of microbial cultures able to utilize N-0.-Cbz-(S)-lysine as
the sole source of nitrogen. Cell extracts prepared from cell
suspensions were evaluated for oxidation of the £-amino group of
(S)-lysine in the substrate 85 generated from compound 86 by
treatment with DTT. Product 84 formation was observed with
four cultures. One of the cultures, Z-2, was later identified as
S. paucimobilis SC 16113. Because of the low activity of LAT in
S. paucimobilis SC 16113 and to minimize 85 hydrolysis, the
enzyme was overexpressed in E. coli strain GI724(pAL781-LAT).
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Screening of microbial cultures led to the identification of
S. noursei SC 6007 as a source of extracellular GOX. S. noursei SC
6007 was grown in 380 L fermentors. GOX activity correlated
with growth of the culture in the fermentor and reached 0.75
unit/mL at harvest. Starting from the extracellular filtrate, the
GOX was purified 260-fold to homogeneity, its amino terminal
and internal peptide sequences determined, and expressed in
Streptomyces lividans.

Biotransformation of compound 85 to compound 84 was
carried out using LAT from E. coli GI1724[pal781-LAT] in the
presence of O-ketoglutarate and dithiothreitol (DTT or
tributylphosphine) and glutamate oxidase. Reaction yields of
65—67 M % were obtained. To reduce the cost of producing two
enzymes, the transamination reactions were carried out in the
absence of GOX and with higher levels of 0-ketoglutarate. The
reaction yield in the absence of GOX averaged only about 33—
35 M %; however, the reaction yield increased to 70 M % by
increasing the at-ketoglutarate to 40 mg/mL of (10x increase in
concentration) and conducting the reaction at 40 °C, equivalent
to that in the presence of GOX.'”°

23. ENZYMATIC ACYLATION REACTIONS: PREPARA-
TION OF CHIRAL INTERMEDIATE FOR RIBAVIRIN

Ribavirin 87 (Figure 26) is an antiviral agent used in combina-
tion with 0.-2/3 interferon to treat hepatitis C."””'”® Although this
therapy is effective against hepatitis C virus, it has several side
effects.'”” To improve the pharmacokinetic profile and reduce
side effects, a ribavirin prodrug was considered for development.
In a series of preclinical evaluations, the alanine ester of ribavirin
88 showed improved bioavalibility and reduced side effects. The
synthesis of 88 required the acylation of unprotected ribavirin.
The chemical acylation gave a mixture of mono-, di-, and
triacylated products. An enzymatic process was developed for
the regioselective acylation of ribavirin 87 with the oxime ester of
L-carbobenzyloxyalanine 89 to give the desired 90 using Novo-
zym 435 (C. antarctica lipase B or Chirazyme L-2). Chemical
deprotection of 90 gave 88. On a preparative scale, the coupling
of 91 with acetone oxime in the presence of di-tert-butyl

dicarbonate in THF was carried out, giving 89 in >96% yield.
At the end of the reaction, the reaction mixture was diluted 3-fold
with THEF, ribavirin was added, and the acylation was initiated by
addition of the Novozyme 435. After 24 h at 60 °C, the product
88 was isolated in 85% yield."*’

B CONCLUSIONS

The production of single enantiomers of drug intermediates is
increasingly important in the pharmaceutical and agrochemical
industry. Biocatalysis provides organic chemists an alternate
technology to prepare pharmaceutically important chiral com-
pounds. The examples presented in this review are only from a
few selected articles. Different types of biocatalytic reactions are
capable of generating a wide variety of chiral compounds useful in
the development of drugs. The use of hydrolytic enzymes, such as
lipases, esterases, proteases, dehalogenases, acylases, amidases,
nitrilases, epoxide hydrolases, and decarboxylases, for the resolu-
tion of variety of racemic compounds and in the asymmetric
synthesis of enantiomerically enriched chiral compounds have
been reported. Dehydrogenases and aminotransferases have
been successfully used along with cofactors and cofactor-regen-
erating enzymes for the synthesis of chiral alcohols, amino
alcohols, amino acids, and amines. Aldolases and decarboxylases
have been effectively used in asymmetric synthesis by aldol
condensation and acyloin condensation reactions. Monoxy-
genases have been used in enantioselective and regioselective
hydroxylation, epoxidation, sulfoxidation, and Baeyer—Villiger
reactions. Dioxygenases have been used in the chemo-enzymatic
synthesis of chiral dihydrodiols. Several approaches have been
described, such as enzymatic deracemization and dynamic re-
solution, to achieve >50% yield and high ee by combination of
chemo- or biocatalysts (or both) in sequential reactions or by a
single biocatalyst. Stereoinversion via an oxidation—reduction
sequence has also been demonstrated in the literature. In the
course of the past decade, progress in biochemistry, protein
chemistry, molecular cloning, random and site-directed muta-
genesis, directed evolution of biocatalysts under desired process
conditions, and high cell density fermentation technology has
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opened up unlimited access to a variety of enzymes and microbial
cultures as tools in organic synthesis for preparation of key
intermediates and final drug products. The future of bicatalysis
for synthesis of chiral compounds looks very promising.

Bl AUTHOR INFORMATION

Corresponding Author
*E-mail: rameshpatelphd @yahoo.com.

B REFERENCES

(1) Food & Drug Administration. FDA’s statement for the devel-
opment of new stereoisomeric drugs; Chirality 1992, 4, 338—340.

(2) Oliver, M.; Voigt, C. A.; Arnold, F. H. Enzyme engineering by
directed evolution. In Enzyme Catalysis in Organic Synthesis, 2nd ed.;
Drauz, K., Waldmann, H., Eds.; Wiley-VCH: Weinheim, 2002, Vol. 1, pp
95—138.

(3) Kazlauskas, R. J. Curr. Opin. Chem. Biol. 2005, 9 (2), 195-201.

(4) Schmidt, M.; Bauman, M.; Henke, E.; Konarzycka-Bessler, M.;
Bornscheuer, U. T. Methods Enzymol. 2004, 388, 199-207.

(5) Reetz, M. T.; Torre, C; Eipper, A.; Lohmer, R.; Hermes, M,;
Brunner, B.; Maichele, A.; Bocola, M.; Arand, M.; Cronin, A.; Genzel, Y.;
Archelas, A.; Furstoss, R. Org. Lett. 2004, 6 (2), 177-180.

(6) Rubin-Pitel, S. B.; Zhao, H. Comb. Chem. High Throughput
Screening 2006, 9, 247-257.

(7) Pollard, D. J.; Woodley, J. M. Trends Biotechnol. 2007, 25 (2),
66-73.

(8) Otey, C.R,; Bandara, G.; Lalonde, J.; Takahashi, K.; Arnold, F. H.
Biotechnol. Bioeng. 2006, 93 (3), 494-499.

(9) Huisman, G. W.; Lalonde, J. J. Enzyme Evolution for Chemical
Process Applications. In Biocatalysis in the Pharmaceutical and Biotech-
nology Industries; Patel, R. N., Ed.; CRC Press: Boca Raton, FL, 2007; pp
717—742.

(10) DiCosimo, R. Nitrilases and Nitrile Hydratases. In Biocatalysis
in the Pharmaceutical and Biotechnology Industries; Patel, R. N., Ed.; CRC
Press: Boca Raton, FL, 2007; pp1—26

(11) Patel, R. N. Curr. Org. Chem. 2006, 10 (11), 1289-1321.

(12) Simeo, Y.; Kroutil, W.; Faber, K. Biocatalytic Deracemization:
Dynamic Resolution, Stereoinversion, Enantioconvergent Processes,
and Cyclic Deracemization. In Biocatalysis in the Pharmaceutical and
Biotechnology Industries; Patel, R. N., Ed.; CRC Press: Boca Raton, FL,
2007, pp 27—S1.

(13) Simons, C.; Hanefeld, U.; Arends, I.; Maschmeyer, T.; Sheldon,
R. Top. Catal. 2006, 40 (1—4), 35-44.

(14) Turner, N. J. Curr. Opin. Chem. Biol. 2004, 8 (2), 114-119.

(15) Ishige, T.; Honda, K.; Shimizu, S. Curr. Opin. Chem. Biol. 2005,
9 (2), 174-180.

(16) Zhao, H.; Chockalingom, K.; Chen, Z. Curr. Opin. Biotechnol.
2002, 13 (2), 104-110.

(17) Schulze, B.; Wubbolts, M. Curr. Opin. Biotechnol. 1999, 10 (6),
609-611.

(18) Steinreiber, A.; Faber, K. Curr. Opin. Biotechnol. 2001, 12,
552-558.

(19) Tao, J.; Xu, J.-H. Curr. Opin. Chem. Biol. 2009, 13 (1), 43-50.

(20) Deacon, C. F.; Holst, J. J. Curr. Med. Res. Opin. 2006a,
22, 1939-1947.

(21) Kim, D, Wang, L.; Beconi, M.; Eiermann, G. J.; Fisher, M. H.;
He, H.; Hickey, G. J.; Kowalchick, J. E.; Bleating, B.; Lyons, K.; Marsilio,
F.; McCann, M. E,; Patel, R. A,; Petrov, A.; Scapin, G.; Patel, S. B.; Roy,
R. S;; Wy, J. K; Wyvratt, M. J.; Zhang, B. B.; Zhu, L.; Thornberry, N. A,;
Weber, A. E. ]. Med. Chem. 2008, 48, 141-151.

(22) Hansen, K. B,; Hsiao, Y.; Xu, F,; Rivera, N,; Clausen, A;
Kubryk, M.; Krska, S.; Rosner, T.; Simmons, B.; Balsells, J.; Ikemoto,
N.; Sun, Y.; Spindler, F.; Malan, C.; Grabowski, E. J. J.; Armstrong, J. D.
J. Am. Chem. Soc. 2009, 131, 8798-8804.

(23) Shin, J.-S.; Kim, B.-G. J. Org. Chem. 2002, 67, 2848-2853.

(24) Cho, B-K; Park, H.-Y,; Seo, J.-H.; Kim, J.; Kang, T.-].; Lee,
B.-S.; Kim, B.-G. Biotechnol. Bioeng. 2008, 99, 275-284.

(25) Hohne, M,; Kiihl, S.; Robins, K.; Bornscheuer, U. T. ChemBio-
Chem 2008, 9, 363-365.

(26) Truppo, M. D.; Rozzell, J. D.; Moore, ]. C.; Turner, N. J. Org.
Biomol. Chem. 2009, 7, 395-398.

(27) Truppo, M. D.; Turner, N. J.; Rozzell, J. D. Chem. Commun.
2009, No. 16, 2127-2129.

(28) Koszelewski, D.; Clay, D.; Rozzell, D.; Kroutil, W. Eur. J. Org.
Chem. 2009, No. 14, 2289-2292.

(29) Savile, C. K; Janey, J. M.; Mundorff, E. C.; Moore, J. C.; Tam,
S.; Jarvis, W. R;; Colbeck, J. C.; Krebber, A.; Fleitz, F. J.; Brands, J.;
Devine, P. N; Huisman, G. W.; Hughes, G. J. Science 2010, 16 (July),
305-309.

(30) Gallwitz, B. Treat. Endocrinol. 2005, 4, 361-370.

(31) Sinclair, E. M.; Drucker, D. J. Curr. Opin. Endocrinol. Diabetes
2005, 12, 146-151.

(32) Augeri, D. J,; Robl, J. A;; Betebenner, D. A.; Magnin, D. R;
Khanna, A.; Robertson, J. G.; Wang, A.; Simpkins, L. M.; Taunk, P,;
Huang, Q.; Han, S.-P.; Abboa-Offei, B.; Cap, M.; Xin, L.; Tao, L.; Tozzo,
E.; Welzel, G. E;; Egan, D. M.; Marcinkeviciene, J.; Chang, S. Y.; Biller,
S. A; Kirby, M. S.; Parker, R. A.; Hamann, L. G. J. Med. Chem. 2005,
48, 5025-5037.

(33) Vu, T. C; Brzozowski, D. B; Fox, R; Godfrey, J. D., Jr,;
Hanson, R. L.; Kolotuchin, S. V.; Mazzullo, J. A, Jr.; Patel, R. N.; Wang,
J.; Wong, K;; Yu, J.; Zhu, J.; Magnin, R. D.; Augeri, D. J.; Hamann, L. G.
PCT Int. Appl. CODEN: PIXXD2, WO 2004052850, A2 20040624,
CAN 141:54618, AN 2004:515478; 2004; pp 101.

(34) Hanson, R. L; Goldberg, S. L.; Brzozowski, D. B.; Tully, T. P.;
Cazzulino, D.; Parker, W. L,; Lyngberg, O. K; Vu, T. C,; Wong, M. K;;
Patel, R. N. Adv. Synth. Catal. 2007, 349 (8 + 9), 1369-1378.

(35) Patel, R. N. Coord. Chem. Rev. 2008, 252 (5—7), 659-701.

(36) Rusnak, M.; Mueller, M.; May, O.; Hermsen, P.-J.; Straatmann,
H. M. G. G; Skranc, W.; Boesten, W. H. J.; Heemskerk, T. PCT
Int. Appl. WO 2008067981, A2 20080612, CAN 149:52046, AN 2008:
702845; 2008 pp 18.

(37) Nakamatsu, T.; Kawasaki, H.; Watanabe, K.; Nakazawa, M.;
Izawa, K. European Patent Application EP 1624052, A1 20060208, CAN
144:190698, AN 2006:122116; 2006; pp. 23.

(38) Yeom, S.-J; Kim, H.-J.; Oh, D.-K. Enzyme Microb. Technol.
2007, 41 (6—7), 842-848.

(39) Kaulmann, U.; Smithies, K.; Smith, E. B.; Hailes, H. C.; Ward,
J. M. Enzyme Microb. Technol. 2007, 41 (S), 628-637.

(40) Thayer, A. N. Chem. Eng. News 2006, 84 (33), 29-31.

(41) Yamaguchi, S; Komeda, S. H.; Asano, H. Y. Appl. Environ.
Microbiol. 2007, 73 (16), 5370-5373.

(42) Oliver, M; Verseck, S.; Bommarius, A.; Drauz, A. K. Org. Process
Res. Dev. 2002, 6 (4), 452-457.

(43) Haque, T. S.; Ewing, W. R;; Mapelli, C; Lee, V. G; Sulsky,,
R. B,; Riexinger, D. J,; Martinez, R. L; Zhu. Y. Z. PCT Int. Appl.
W02007082264, A2 20070719, CAN 147:189414 AN 2007:789960;
2007; pp. 193.

(44) Qian, F.; Ewing, W. R.; Mapelli, C.; Riexinger, D. J.; Lee, V. G.;
Sulsky, R. B.; Zhuy, Y.; Haque, T. S.; Martinez, R. L.; Naringrekar, V.; Nj,
N.; Burton. L. S. U.S. Patent Appl. Publ. Cont.-in-part of U.S. Ser. No.
442,017 US 2007099835, Al 20070503, CAN 146:482245, AN
2007:488639; 2007; pp. 154.

(45) Patel, R.N,; Chen, Y.; Goldberg, S. L.; Hanson, R. L.; Goswami,
A.; Tully, T. P.; Parker, W. L. PCT Int. AppLWO 2007112299, A2
20071004, CAN147:425649 AN 2007:1120352; 2007, pp. 59.

(46) Yagasaki, M.; Ozaki, M. A. J. Mol. Catal. B: Enzym. 1998,
4,1-11.

(47) Taylor, P. P.; Pantaleone, D. P.; Senkpeil, R. F.; Fotheringham,
L. G. Trends Biotechnol. 1998, 16, 412-417.

(48) Drauz, K. Chimia 1997, 51, 310-315.

(49) Pietzsch, M.; Syldatk, C. In Enzyme Catalysis in Organic
Synthesis, 2nd ed.; Drauz, K., Ed.; Wiley-VCH: Weinheim, 2002, Vol.
2,pp 761-775.

1071 dx.doi.org/10.1021/cs200219b |ACS Catal. 2011, 1, 1056-1074



ACS Catalysis

(50) Moriguchi, M.; Ideta, K. Appl. Environ. Microbiol. 1988, $4
2767-2770.

(51) Komeda, H.; Asano, Y. Eur. ]. Biochem. 2000, 267, 2028-2035.

(52) Vedha-Peters, K.; Gunawardana, M.; Rozzell, J. D.; Novick, S. J.
J. Am. Chem. Soc. 2006, 128, 10923-109297.

(53) Alexandre, F.-R;; Pantaleone, D. P.; Taylor, P. P.; Fotheringham,
L. G;; Ager, D. J.; Turner, N. J. Tetrahedron Lett. 2002, 43, 707-710.

(54) Hanson, R. L.; Schwinden, M. D.; Banerjee, A.; Brzozowski,
D. B,; Chen, B.-C.; Patel, B. P.; McNamee, C. G.; Kodersha, G. A;;
Kronenthal, D. R.; Patel, R. N.; Szarka, L. J. Bioorg. Med. Chem. 1999,
7,2247-2252.

(55) Chaturvedula, P. V.; Chen, L; Civiello, R; Degnan, A. P,
Dubowchik, G. M.; Han, X,; Jiang, J. J.; Macor, J. E.; Poindexter, G. S,;
Tora, G. O.; Luo, G. U.S. Pat. Appl. Publ. U.S. 2007/0149503 Al; 2007,

(56) Chaturvedula, P. V.,; Dubowchik, G. M.; Degan, A. P.; Han, X;
Conway, D.; Cook, C.; Davis, R;; Denton, R.; Macci, N. R.; Mathias, S.;
Pin, L.; Signor, G.; Thalody, R.; Schartman, K. A,; Widmann, C.; Xu, C,;
Macor, J. E. Abstracts of Papers; 234th National Meeting of the American
Chemical Society, Boston, MA, August 19—23, 2007; American Chemical
Society: Washington, DC.

(57) Hanson, R. L,; Davis, B. L.; Goldberg, S. L.; Johnston, R. M;
Parker, W. L.; Tully, T. P.; Montana, M. A,; Patel, R. N. Org. Proc. Res.
Dev. 2008, 12 (6), 1119-1129.

(58) Merviel, P; Najas, S.; Campy, H.; Floret, S.; Brasseur, F.
Minerva Ginecolog. 2005, 57 (1), 29-43.

(59) Hauptmann, J. Eur. J. Clin. Pharmacol. 2002, 57 (11), 751-758.

(60) Straathof, A. J. J.; Panke, S.; Schmid, A. Curr. Opin. Biotechnol.
2002, 13 (6), 548-556.

(61) Bommarius, A. S.; Schwarm, M.; Drauz, K. J. Mol. Catal. B:
Enzym. 1998, S (1—4), 1-11.

(62) Gustafsson, D.; Elg, M; Lenfors, S.; Boerjesson, I; Teger-
Nilsso, A.-C. Blood Coagulation Fibrinolysis 1996, 7 (1), 69-79.

(63) Ising, M.; Zimmermann, U. S.; Kiinzel, H. E.; Uhr, M.; Foster,
A. C; Learned-Coughlin, S. M,; Holsboer, F,; Grigoriadis, D. E.
Neuropsychopharmacology 2007, 32, 1941-1949.

(64) Kehne, J.; De Lombaert, S. Curr. Drug Targets CNS Neurol.
Disord. 2002, 1 (S), 467-493.

(65) Overstreet, D. H.; Griebel, G. Eur. J. Pharmacol. 2004, 497 (1),
49-53.

(66) Tache, Y.; Martinez, V.; Wang, L.; Million, M. Br. J. Phamacol.
2004, 141 (8), 1321-1330.

(67) Lelas, S.; Wong, H.; Li, Y. W.; Heman, K. L.; Ward, K. A.; Zeller,
K. L.; Sieracki, K. K.; Polino, J. L.; Godonis, H. E.; Ren, S. X;; Yan, X. X;;
Arnerig, S. P; Robertson, D. W.; Hartig, P. R;; Grossma, S.; Trainor,
G. L; Taub, R. A;; Zaczek, R; Gilligan, P. J.; McElro, J. F. J. Pharmacol.
Exp. Ther. 2004, 309 (1), 293-302.

(68) Yu, W.-L,; Lawrence, F; Wong, H,; Lelas, S; Zhang, G
Lindner, M. D.; Wallace, T.; McElroy, J.; Lodge, N. J; Gilligan, P,;
Zaczek, R. CNS Drug Rev. 2006, 11 (1), 21-52.

(69) Gilligan, P.J.; Clarke, T.; He, L,; Lelas, S.; Li, Y.-W.; Heman, K ;
Fitzgerald, L.; Miller, K.; Zhang, G.; Marshall, A; Krause, C.; McElroy,
J. F;; Ward, K; Zeller, K;; Wong, H.; Bai, S.; Saye, J.; Grossman, S,;
Zaczek, R.; Arneric, S. P,; Hartig, P.; Robertson, D. W,; Trainor, G.
J. Med. Chem. 2009, 52 (9), 3084-3092.

(70) Gotor, V. Bioorg. Med. Chem. 1999, 7, 2189-2197.

(71) Gotor-Fernandez, V.; Gotor, V. Curr. Org. Chem. 2006, 10,
1125-1143.

(72) Carr, R.; Alexeeva, M.; Dawson, M. J.; Gotor-Fernandez, V.;
Humphrey, C. E.; Turner, N. J. ChemBioChem 2008, 6, 637-639.

(73) Hu, S,; Tat, D.; Martinez, C. A.; Yazbeck, D. R;; Tao, J. Org. Lett.
2005, 7, 4329-4331.

(74) Stirling, D. L. In Chirality in Industry; Collins, A. N., Sheldrake,
G. N,, Crosby, J., Eds.; John Wiley: Chichester, 1992; pp 209—222.

(75) Hanson, R. L; Davis, B. L.; Chen, Y.; Goldberg, S. L.; Parker,
W.L,; Tully, T. P.; Montana, M. A,; Patel, R. N. Adv. Synth. Catal. 2008,
350 (9), 1367-1375.

(76) Lauria-Horner, B. A,; Pohl, R. B. Expert Opin. Invest. Drugs,
2000, 12 (4) 663—672.

(77) Selak, L Curr. Opin. Invest. Drugs 2003, 2 (6), 828-834.

(78) Hoekstra, M. S.; Sobieray, D. M.; Schwindt, M. A.; Mulhern,
T. A,; Grote, T. M,; Huckabee, B. K.; Hendrickson, V. S.; Franklin, L. C.;
Granger, E. J.; Karrick, G. L. Org. Process Res. Dev. 1997, 1, 26-38.

(79) Burk, M.J.; de Koning, P. D.; Grote, T. M.; Hoekstra, M. S.; Hoge,
G.; Jennings, R. A; Kissel, W. S,; Le, T. V,; Lennon, L. C;; Mulhern, T. A;
Ramsden, J. A; Wade, R. A. J. Org. Chem. 2003, 68, 5731-5734.

(80) Hoge, G.; Wu, H.-P.; Kissel, W. S.; Pflum, D. A.; Greene, D. J.;
Bao, J. J. Am. Chem. Soc. 2004, 126, 5966-5967.

(81) Martinez, C. A,; Huy, S.; Dumond, Y.; Tao, J.; Kelleher, P.; Liam
Tully, L. Org. Process Res. Dev. 2008, 12 (3), 392-398.

(82) Veronesi, B.; Carter,J. D.; Devlin, R. B.; Simon, S. A.; Oortgiesen,
M. Neuropeptides (Edinburgh) 1999, 33 (6), 447-456.

(83) Yuan, L.; Burcher, E.; Nail, B. S. Pulm. Pharmacol. Ther. 1998,
11 (1), 31-39.

(84) Ting, P. C; Lee, ]. F.; Anthes, J. C.; Shih, N.-Y.; Piwinski, J. J.
Bioorg. Med. Chem. Lett. 2000, 10 (20), 2333-2335.

(85) Reichard, G. A;; Ball, Z. T.; Aslanian, R;; Anthes, J. C.; Shih,
N.-Y.; Piwinski, J. J. Bioorg. Med. Chem. Lett. 2000, 10 (20), 2329-2332.

(86) Homann, M. J; Vail, R; Morgan, B.; Sabesan, V.; Levy, C;
Dodds, D. R;; Zaks, A. Adv. Synth. Catal. 2001, 343 (6 + 7), 744-749.

(87) Suen, W.-C.; Zhang, N.; Xiao, L.; Madison, V.; Zaks, A. Protein
Eng, Des. Sel. 2004, 17 (2), 133-140.

(88) Zhang, N.; Suen, W.-C.; Windsor, W.; Xiao, L.; Madison, V.;
Zaks, A. Protein Eng. 2003, 16 (8), 599-60S.

(89) Cherney, R.J.; Carter, P.; Duncia, J. V.; Gardner, D. S.; Santella,
J. B. PCT Int. Appl. WO/2004/071460 A2, 2004.

(90) Carter, P. H.; Cherney, R.J.; Batt, D. G.; Duncia, J. V.; Gardner,
D. S; Ko, S.; Srivastava, A. S.; Yang, M. G. PCT Int. Appl. WO/2005/
021500 A1, 2008S.

(91) Chen, Y,; Tian, S.; Deng, L. J. Am. Chem. Soc. 2000, 122 (39),
9542-9543.

(92) Bolm, C,; Schiffers, I; Dinter, C. L.; Gerlach, A. J. Org. Chem.
2000, 65 (21), 6984-6991.

(93) Dai, W.-M; Yeung, K. K. Y,; Chow, C. W.; Williams, I. D.
Tetrahedron: Asymmetry 2001, 12 (11), 1603-1613.

(94) Kurihara, M.; Kamiyama, K.; Kobayashi, S.; Ohno, M. Tetra-
hedron Lett. 1985, 26 (47), 5831-5834.

(95) Kobayashi, S.; Kamiyama, K; Iimori, T.; Ohno, M. Tetrahedron
Lett. 1984, 25 (57), 2557-2560.

(96) Goswami, A.; Kissick, T. P. Org. Process Res. Dev. 2009, 13 (3),
483-488.

(97) Lohray, B. B.; Lohray, V. B.; Bajji, A. C.; Kalchar, S.; Poondra,
R. R; Padakanti, S.; Chakrabarti, R.; Vikramadithyan, R. K.; Misra, P.;
Juluri, S;; Mamidi, N. V. S. R.; Rajagopalan, R. J. Med. Chem. 2002,
44, 2675-2678.

(98) Lohray, B. B.; Lohray, V. B.; Bajji, A. C.; Kalchar, S.; Poondra,
R. R; Padakanti, S.; Chakrabarti, R.; Vikramadithyan, R. K; Misra, P.;
Juluri, S;; Mamidi, N. V. S. R;; Rajagopalan, R. J. Med. Chem. 2002,
44, 2675-2678.

(99) Sauerberg, P.; Pettersson, L; Jeppesen, L.; Bury, P. S.; Mogensen,
J. P.; Wassermann, K; Brand, C. L,; Sturis, J.; Woldike, H. F.; Fleckner, ] ;
Andersen, S.-S.; Mortensen, S. B.; Svensson, L. A,; Rasmussen, H. B.;
Lehmann, S.V,; Polivka, Z.; Sindelar, K.; Panajotova, V.; Ynddal, L.; Wulff,
E. M. J. Med. Chem. 2002, 45, 789804

(100) Wulff, E. M,; Jeppesen, L.; Bury, P. S.; Mogensen, ]J. P,
Fleckner, J.; Andersen, A. S. T.; Wassermann, K; Sauerberg, P. Diabetes
2001, SO (Suppl. 2), AS24.

(101) Deussen, H.-J.; Zundel, M.; Valdois, M.; Lehmann, S. V.; Weil,
V.; Hjort, C. M,; Ostergaard, P. R.; Marcussen, E.; Seren Ebdrup, S. Org.
Process Res. Dev. 2003, 7 (1), 82-88.

(102) Gerth, K; Pradella, S.; Perlova, O.; Beyer, S.; Muller, R.
J. Biotechnol. 2003, 106 (2—3), 233-253.

(103) Benigni, D.; Stankavage, R.; Chiang, S.-J.; Hou, H.; Eagan, B.;
Gu, D.; Hou, D; Mintzmyer, L.; Tully, T. P.; Davis, B. L.; Hargro, I;
Mascari, M.; Galvin, G.; Stei, G.; McConlogue, C. W.; Comezogluy, F. T.
PCT Int. Appl. WO 2004026254, A2 20040401, CAN 140:286248, AN
2004:270015; 2004; pp 85.

1072 dx.doi.org/10.1021/cs200219b |ACS Catal. 2011, 1, 1056-1074



ACS Catalysis

(104) Goodin, S.; Kane, M. P.; Rubin, E. H. J. Clin. Oncol. 2004, 22
(10), 2015-2025.

(10S) Nicolaou, K. C.; Roschangar, F.; Vourloumis, D. Angew.
Chem., Int. Ed. 1998, 37 (15), 2014-2045.

(106) Altmann, K.-H. Org. Biomol. Chem. 2004, 2 (15), 2137-2152.

(107) Boddy, C. N.; Hotta, K; Tse, M. L.; Watts, R. E.; Khosla, C.
J. Am. Chem. Soc. 2004, 126 (24), 7436-7437.

(108) Lin, N.; Brakora, K.; Seiden, M. Curr. Opin. Invest. Drugs
(Thomson Current Drugs) 2003, 4 (6), 746-756.

(109) Low,].A,; Wedam, S. B.; Lee, J.J.; Berman, A. W.; Brufsky, A.;
Yang, S. X,; Poruchynsky, M. S.; Steinberg, S. M.; Mannan, N.; Fojo, T';
Swain, S. M. J. Clin. Oncol. 2005, 23 (12), 2726-2734.

(110) Basch, J. D.; Chiang, S.-J.; Liu, S.-W.; Nayeem, A.; Sun, Y.-L.
PCT Int. Appl. WO 2004078978, A1 20040916, CAN 141:255532, AN
2004:756881; 2004; pp 192.

(111) King, A. O.; Corley, E. G.; Anderson, R. K; Larsen, R. D;
Verhoeven, T. R;; Reider, P. J,; Xiang, Y. B.; Belley, M.; Leblanc, Y;
Labelle, M.; Prasit, P.; Zamboni, R.J. ]. Org. Chem. 1993, §8, 3731-3735.

(112) Shinkai, I; King, A. O.; Larsen, R. D. Pure Appl. Chem. 1994,
66 (7), 1551-1556.

(113) Zhao, M,; King, A. O.; Larsen, R. D.; Verhoeven, T. R.; Reider,
P.]J. Tetrahedron Lett. 1997, 36, 2641-2644.

(114) Shafiee, A.; Motamedi, H.; King, A. Appl. Microbiol. Biotechnol.
1998, 49, 709-717.

(115) Rozzell, D; Liang, J. Speciality Chemicals Magazine 2008,
36—38.

(116) Jajoo, H.; Mayol, R.; LaBudde, J.; Blair, I. Drug Metab. Dispos.
1989, 17 (6), 634—640.

(117) Mayol, R. U.S. Ser. No. 484,161 US 6150365; 2000; to Bristol-
Myers Squibb.

(118) Yevich, J.; New, J.; Lobeck, W.; Dextraze, P.; Bernstein, E.;
Taylor, D.; Yocca, F.; Eison, M.; Temple, D., Jr. J. Med. Chem. 1992, 35
(24), 4516-4525.

(119) Yevich, J.; Mayol, R;; Li, J.; Yocca, F. US 2003022899, 2003.

(120) Patel, R;; Chu, L.; Nanduri, V.; Jianqing, L.; Kotnis, A.; Parker,
W.; Liu, M; Mueller, R. Tetrahedron: Asymmetry 200S, 16 (16),
2778-2783.

(121) Goldberg, S.; Nanduri, V.; Chu, L.; Johnston, R.; Patel, R.
Enzyme Microb. Technol. 2006, 39 (7), 1441-1450.

(122) Evans, C; Roberts, S.; Shoberu, K.; Sutherland, A. J. Chem.
Soc., Perkin Trans. 1992, 1, 589-592.

(123) Mahmoudian, M.; Lowdon, A.; Jones, M.; Dawson, M.; Wallis,
C. Tetrahedron: Asymmetry 1999, 10, 1201-1206.

(124) Mahmoudian, M. Biocatal. Biotransform. 2000, 18, 105-118.

(125) Bold, G.; Faessler, A,; Capraro, H.-G.; Cozens, R; Klimkait, T.;
Lazdins, ].; Mestan, J.; Poncioni, B.; Roesel, J.; Stover, D.; Tintelnot-Blomley,
M.; Acemoglu, F.; Beck, W.; Boss, E.; Eschbach, M.; Huerlimann, T.; Masso,
E.; Roussel, S.; Ucci-Stoll, K.; Wyss, D.; Lang, M. J. Med. Chem. 1998, 41 (8),
3387-3401.

(126) Robinson, B. S.; Riccardi, K. A.; Gong, Y. F.; Guo, Q; Stock,
D. A; Blair, W. S;; Terry, B. J.; Deminie, C. A.; Djang, F.; Colonno, R. J.;
Lin, P.-F. Antimicrob. Agents Chemother. 2000, 44 (8), 2093-2099.

(127) Patel, R. N.; Chu, L.; Mueller, R. H. Tetrahedron: Asymmetry
2003, 14 (20), 3105-3109.

(128) Bowers, N. L; Skonezny, P. M; Stein, G. L.; Franceschini, T.;
Chiang, S.-J.; Anderson, W. L.; You, L,; Xing, Z. U.S. Patent 2009/
0286303.

(129) Xu, Z.; Singh, J.; Schwinden, M. D.; Zheng, B.; Kissick, T. P.;
Patel, B.; Humora, M. J; Quiroz, F.; Dong, L.; Hsieh, D.-M.; Heikes,
J. E;; Pudipeddi, M,; Lindrud, M. D.; Srivastava; Mueller, R. H. Org.
Process Res. Dev. 2002, 6 (3), 1369-1378.

(130) Degertekin, B.; Lok, A. S. Curr. Opin. Gastroenterol. 2008, 24
(3), 306-311.

(131) Njoroge, F. G.; Chen, K. X.; Shih, N. Y.; Piwinski, J. J. Acc.
Chem. Res. 2008, 41 (1), 50-59.

(132) Bommarius, A. S.; Schwarm, M.; Strigl, K.; Kottenhahn, M.;
Huthmacher, K; Drauz, K. Tetrahedron: Asymmetry 1995, 6 (12),
7851-7858.

(133) Kragl, U,; Vasic-Racki, D.; Wandrey, C. Bioprocess Eng. 1996,
14, 291-197.

(134) Menzel, A;; Werne, H.; Altenbuchner, J.; Groeger, H. Eng. Life
Sci. 2004, 4 (6), 573-576.

(135) Patel, R. N.; Banerjee, A;; McNamee, C.; Brzozowski, D.;
Hanson, R.; Szarka, L. Enzyme Microb. Technol. 1993, 1S, 1014-738.

(136) Sit, S. Y.; Parker, R. A.; Motoc, I; Han, W.; Balasubramanian,
N,; Catt, J. D.; Brown, P. J.; Harte, W. E.; Thompson, M. D.; Wright, J. J.
J. Med. Chem. 1990, 33, 2982-2999.

(137) Marais, A. D.; Firth, J. C.; Bateman, M. E; Byrnes, P.; Martens,
C.; Mountney, J. Arterioscler. Thromb. Vasc. Biol. 1997, 17 (8), 1527-1531.

(138) Burnett, J. R. Curr. Opin. Invest. Drugs 2005, 6, 944-950.

(139) McTaggart, F.; Buckett, L; Davidson, R; Holdgate, G.;
McCormick, A.; Schneck, D.; Smith, G.; Warwick, M. Am. J. Cardiol.
2001, 87 (5A), 28B-32B.

(140) Guo, Z.; Chen, Y.; Goswami, A.; Hanson, R. L.; Patel, R. N.
Tetrahedron: Asymmetry 2006, 17 (10), 1589-1602.

(141) Goldberg, S.; Guo, Z.; Chen, S.; Goswami, A.; Patel, R. N.
Enzyme Microb. Technol. 2008, 43, 544-549.

(142) Gijsen, H. J. M;; Wong, C.-H. J. Am. Chem. Soc. 1995, 117
(29), 7585-7591.

(143) Greenberg, W. A; Varvak, A; Hanson, S. R; Wong, K;
Huang, H; Chen, P,; Burk,, M. J. Proc. Natl. Acad. Sci. US.A. 2004,
101 (16), 5788-5793.

(144) Kierkels, J.; Gerardus, T. Mink, D.; Panke, S.; Lommen,
F. A. M.; Heemskerk, D. WO 2003/006656.

(145) Kooistra, J.; Hermanus, H. H.; Zeegers, H. ]J. M.; Mink, D ;
Mulders, J. M. C. A. WO 2002/006266.

(146) Davis, S. C.; Grate, J. H,; Gray, D. R;; Gruber, M.; Huisman,
G. W,; Ma, S. K; Newman, L. M,; Sheldon, R.; Wang, L. A. PCT Int.
Appl. WO 2004015132, A2 20040219, AN 2004:143313; 2004; pp 168.

(147) Davis, S. C.; Grate, J. H;; Gray, D. R;; Gruber, M.; Huisman,
G.W,; Ma, S. K; Newman, L. M.; Sheldon, R;; Wang, L. A,, . U.S. Patent
Appl. Publication Cont. in-part of U.S. Ser. No. 639,159. US
2004214297 Al 20041028 378916, AN 2004:905518; 2004; pp 151.

(148) Kobayashi, S.; Kamiyama, K.; limori, T.; Ohno, M. Tetrahe-
dron Lett. 1984, 25 (57), 2557-2560.

(149) O'Reilly, C.; Turner, P. D. J. Appl. Microbiol. 2003,
95, 1161-1170.

(150) Martinkova, L.; Mylerova, V. Curr. Org. Chem. 2003, 7, 1279~
129S.

(151) Groger, H. Adv. Synth. Catal. 2001, 343, 547-558.

(152) Wieser, M.; Nagasawa, T. In Stereoselective Biocatalysis; Patel,
R. N, Ed.; Marcel Dekker: New York, 2000; pp 461—486.

(153) Di Cosimo, R. In Biocatalysis in the Pharmaceutical and
Biotechnology Industries; Patel, R. N., Ed.; CRC Press: Boca Raton, FL,
2007; pp 1—26.

(154) DeSantis, D.; Wong, K; Farwell, B.; Chatman, K.; Zhu, Z;
Tomlinson, G.; Huang, H.; Tan, X,; Bibbs, L.; Chen, P.; Kretz, K.; Burk,
M. J. J. Am. Chem. Soc. 2003, 125 (38), 11476-11477.

(155) DeSantis, G.; Zhu, Z.; Greenberg, W. A.; Wong, K.; Chaplin,
J; Hanson, S. R.; Farwell, B.; Nicholson, L. W.; Rand, C. L.; Weiner,
D. P,; Robertson, D. E.; Burk, M. J. J. Am. Chem. Soc. 2002, 124 (31),
9024-9025.

(156) Kunishima, M.; Kawachi, C.; Hioki, K; Terao, S.; Tani, S.
Tetrahedron 2001, 57 (8), 1551-1557.

(157) Gill, L; Patel, R. N. Bioorg. Med. Chem. Lett. 2006, 16 (3),
705-709.

(158) Fauci, A. S.; Masur, H.; Gelmann, E. P.; Markham, P. D.;
Hahn, B. H; Lane, H. C. Ann. Intern. Med. 1985, 102 (6), 800-813.

(159) Coates, J. A.; Cammack, N.; Jenkinson, H. J.; Mutton, I. M,;
Pearson, B. A.; Storer, R.; Cameron, J. M,; Penn, C. R. Antimicrob. Agents
Chemother. 1992, 36, 202-205.

(160) Storer, R;; Clemens, I. R.; Lamont, B.; Noble, S. A.; Williamson,
C.; Belleau, B. Nucleosides Nucleotides 1993, 12, 225-236.

(161) Mahmoudian, M.; Baines, B. S.; Drake, C. S.; Hale, R. S.;
Jones, P.; Piercey, ]J. E.; Montgomery, D. S.; Purvis, . J.; Storer, R.
Enzyme Microb. Technol. 1993, 15, 749-755.

1073 dx.doi.org/10.1021/cs200219b |ACS Catal. 2011, 1, 1056-1074



ACS Catalysis

(162) Mahmoudian, M.; Dawson, M. J. In Biotechnology of Anti-
biotics, 2nd ed.; Strohl, W. R., Ed.; Marcel Dekker Inc.: New York, 1997,
p 753.

(163) Zalman, L. S.; Brothers, M. A,; Dragovich, P. S;; Zhou, R;
Prins, T. J.; Worland, S. T.; Patick, A. K. Antimicrob. Agents Chemother.
2000, 44, 1236-1241.

(164) Dragovich, P. S; Prins, T. J; Zhou, R; Webber, S. E;
Marakovits, J. T.; Fuhrman, S. A.; Patick, A. K; Matthews, D. A.; Lee,
C. A; Ford, C. E; Burke, B. J; Rejto, P. A;; Hendrickson, T. F,;
Tuntland, T.; Brown, E. L.; Meador, J. W., II[; Ferre, R. A,; Harr, J. E. V.;
Kosa, M. B.; Worland, S. T. J. Med. Chem. 1999, 42, 1213-1224.

(165) Tao, J.; McGee, K. Org. Process Res. Dev. 2002, 6, 520-524.

(166) von Itzstein, M.; Wu, W. Y.; Kok, G. B.; Pegg, M. S.; Dyason,
J. C; Jin, B.; Phan, T. V,; Smythe, M. I; White, H. F. Nature 1993, 363
(6428), 418-423.

(167) De Ninno, M. P. Synthesis 1991, 8, 583-593.

(168) Mahmoudian, M. In Biocatalysis in the Pharmaceutical and
Biotechnology Industries; Patel, R. N., Ed.; CRC Press: FL, 2007, p 53.

(169) Auge, C.; David, S.; Gautheron, C. Tetrahedron Lett. 1984, 25
(25), 4663-4664.

(170) Kim, M. J.; Hennen, W. J.; Sweers, H. M.; Wong, C.-H. J. Am.
Chem. Soc. 1988, 110, 6481-6488

(171) Kragl, U,; Gygax, D.; Ghisalba, O.; Wandrey, C. Angew. Chem.,
Int. Ed. Engl. 1991, 30, 827-829.

(172) Dawson, M. H.; Noble, D.; Mahmoudian, M. PCT WO
9429476, 1994.

(173) Mahmoudian, M.; Noble, D.; Drake, C. S.; Middleton, R. F,;
Montgomery, D. S; Piercey, J. E.; Ramlakhan, D.; Todd, M.; Dawson,
M. J. Enzyme Microb. Technol. 1997, 20, 393.

(174) Robl, J. A; Sun, C.; Stevenson, J.; Ryono, D. E.; Simpkins,
L. M,; Cimarusti, M. A. P,; Dejneka, T.; Slusarchyk, W. A,; Chao, S,;
Stratton, L.; Misra, R. N.; Bednarz, M. S.; Asaad, M. M.; Cheung, H. S.;
Aboa-Offei, B. E.; Smith, P. L.; Mathers, P. D.; Fox, M.; Schaeffer, T. R.;
Seymour, A. A; Trippodo, N. C. J. Med. Chem. 1997, 40, 1570-1577.

(175) Seymour, A. A.; Swerdel, J. E.; Abboa-Offei, B. E. J. Cardiovasc.
Pharmacol. 1991, 17, 456-4685.

(176) Patel, R.N.; Banerjee, A.; Nanduri, V.; Goldberg, S.; Johnston,
R; Hanson, R;; McNamee, C.; Brzozowski, D.; Tully, T,; Ko, R;
LaPorte, T.; Cazzulino, D.; Swaminathan, S.; Parker, L.; Venit, J. Enzyme
Microb. Technol. 2000, 27, 376-389.

(177) Pianko, S.; McHutchison, J. G. J. Gastroenterol. Hepatol. 2000,
15 (6), 581-586.

(178) Ferenci, P.; Brunner, H.; Nachbaur, K; Datz, C.; Gschwantler,
M.; Hofer, H.; Stauber, R.; Hackl, F.; Jessner, W.; Rosenbeiger, M.;
Petra, M.-S.; Hegenbarth, K.; Gangl, A.; Vogel, W. Hepatology 2001, 34
(5), 1006-1011.

(179) Bonkovsky, H. L.; Stefancyk, D.; McNeal, K; Banner, B. F.;
Liu, Q; Zucker, G. M,; Israel, J.; Stagias, J.; Colker, J. Dig. Dis. Sci. 2001,
46 (10), 2051-2059.

(180) Tamarez, M,; Morgan, B.; Wong, G. S. K; Tong, W.; Bennett,
F.; Love, R;; McCormick, J. L.; Zaks, A. Org. Process Res. Dev. 2003, 7 (6),
951-953.

1074

dx.doi.org/10.1021/cs200219b |ACS Catal. 2011, 1, 1056-1074



