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Description

[0001] The present invention is directed to a 2-deoxyribose-5-phosphate aldolase (DERA) chemoenzymatic process
for making chiral compounds.
[0002] The use of DERA (deoxyribose aldolase) family of aldolases in chemoenzymatic processes has been described.
See US Pat. No. 5,795,749, WO 03/006656, WO 2004/027075, WO 2005/012246; Gijsen, H. J. M., et al. JACS, 1994,116,
8422-8423; Gijsen, H. J. M., et al., JACS, 1995, 117, 7585-7591; Greenberg, W. A., et al., PNAS, 2004, 101, 5788-5793,
US Pat No. 6,964,863 and Biotechonol J, 101, pgs 537-548 (2006). However, some of the processes provided poor
overall yield as well as a mixture of products. In addition, the processes were limited to specific substrates. Accordingly,
there exists a need in the art for a chemoenzymatic process that is effective and efficient for alternative substrates.
International patent publication WO - 2006/134482 describes a process comprising the step of reacting an aldehyde
with an aminoaldehyde substrate, an N-protected aminoaldehyde substrate or a pyrrole aldehyde substrate under al-
dolase-catalysed aldol condensation conditions to form the corresponding lactol. The use of several DERA aldolases is
described and the use of benzyloxycarbonyl, butoxycarbonyl, 9-fluorenylmethoxycarbonyl, benzyl and dibenzyl N-pro-
tecting groups is recommended.

SUMMARY OF THE INVENTION

[0003] The present invention relates to a process comprising the step of reacting acetaldehyde with an N-protected
aminoaldehyde substrate selected from the group consisting of 3-phthalimidopropionaldehyde and 3-succinimido-pro-
pionaldehyde under aldolase-catalyzed aldol condensation conditions to form the corresponding lactol.
[0004] The present invention also relates to a process wherein said aldolase is a 2-deoxyribose-5-phosphate aldolase
(DERA) aldolase.
[0005] The present invention also relates to a process wherein said aldolase is DERA 04 comprising a nucleotide
sequence of SEQ ID NO: 2 or an amino acid sequence of SEQ ID NO: 17;
DERA 06 comprising a nucleotide sequence of SEQ ID NO: 3 or an amino acid sequence of SEQ ID NO: 18;
DERA 101 comprising a nucleotide sequence of SEQ ID NO: 8 or an amino acid sequence of SEQ ID NO: 23;
DERA 102 comprising a nucleotide sequence of SEQ ID NO: 9 or an amino acid sequence of SEQ ID NO: 24;
DERA 103 comprising a nucleotide sequence of SEQ ID NO: 10 or an amino acid sequence of SEQ ID NO: 25;
DERA 104 comprising a nucleotide sequence of SEQ ID NO: 11 or an amino acid sequence of SEQ ID NO: 26;
DERA 105 comprising a nucleotide sequence of SEQ ID NO: 12 or an amino acid sequence of SEQ ID NO: 27;
DERA 106 comprising a nucleotide sequence of SEQ ID NO: 13 or an amino acid sequence of SEQ ID NO: 28;
DERA 107 comprising a nucleotide sequence of SEQ ID NO: 14 or an amino acid sequence of SEQ ID NO: 29;
DERA 108 comprising a nucleotide sequence of SEQ ID NO: 15 or an amino acid sequence of SEQ ID NO: 30;
or an aldolase having an amino acid sequence identity of at least about 20% thereof.
[0006] More specifically, the present invention also relates to a process wherein said aldolase is DERA 04 comprising
a nucleotide sequence of SEQ ID NO: 2 or an amino acid sequence of SEQ ID NO: 17; DERA 06 comprising a nucleotide
sequence of SEQ ID NO: 3 or an amino acid sequence of SEQ ID NO: 18 or DERA 102 comprising a nucleotide sequence
of SEQ ID NO: 9 or an amino acid sequence of SEQ ID NO: 24.
[0007] More specifically, the present invention also relates to a process wherein said aldolase is DERA 04 comprising
a nucleotide sequence of SEQ ID NO: 2 or an amino acid sequence of SEQ ID NO: 17.
[0008] More specifically, the present invention also relates to a process wherein said aldolase is DERA 102 comprising
a nucleotide sequence of SEQ ID NO: 9 or an amino acid sequence of SEQ ID NO: 24.
[0009] The present invention also relates to a process wherein said N-protected aminoaldehyde substrate is 3-phthalim-
idopropionaldehyde.
[0010] The present invention also relates to a process wherein said N-protected aminoaldehyde substrate is 3-suc-
cinimido-propionaldehyde.
[0011] The present invention relates to a process comprising the step of:

(a) reacting an aldehyde with an N-protected aminoaldehyde substrate selected from the group consisting of 3-
phthalimidopropionaldehyde and, 3-succinimido-propionaldehyde under aldolase-catalyzed aldol condensation con-
ditions to form the corresponding lactol;
(b) oxidizing the lactol so formed to yield the corresponding lactone;
(c) reacting the lactone so formed with isopropyl alcohol and acetone under acidic catalysis to yield the corresponding
isopropyl acetonide ester;
(d) treating the isopropyl acetonide ester so formed with a base to yield the corresponding amino acetonide isopropyl
ester.
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[0012] The present invention relates to a process comprising the step of:

(a) reacting an aldehyde with an N-protected aminoaldehyde substrate selected from the group consisting of 3-
phthalimidopropionaidehyde and 3-succinimido-propionaldehyde under aldolase-catalyzed aldol condensation con-
ditions to form the corresponding lactol;
(b) oxidizing the lactol so formed to yield the corresponding lactone;
(c) reacting the lactone so formed with cyclopentanone to yield the corresponding cyclopentylidene phthalimido
isopropyl ester; and
(d) treating the cyclopentylidene phthalimido isopropyl ester so formed with base to yield the corresponding amino
cyclopentylidene isopropyl ester.

[0013] The present invention relates to a process comprising the steps of:

(a) reacting an aldehyde with an N-protected aminoaldehyde substrate selected from the group consisting of 3-
phthalimidopropionaldehyde and 3-succinimido-propionaldehyde under aldolase-catalyzed aldol condensation con-
ditions to form the corresponding lactol;
(b) dehydrogenating the lactol so formed under catalytic dehydrogenation conditions to yield the corresponding
heptanoic acid;
(c) treating said 3,5-dihydroxyheptanoic acid so formed with dicyclohexylamine to form the corresponding salt;
(d) reacting the salt so formed with triisopropyl orthoformate and acetone under acidic catalysis to yield the corre-
sponding isopropyl acetonide ester; and
(e) treating the isopropyl acetonide ester so formed with base to yield the corresponding amino dicyclohexylamine
isopropyl ester.

[0014] The present invention relates to a process comprising the steps of:

(a) reacting an aldehyde with an N-protected aminoaldehyde substrate selected from the group consisting of 3-
phthalimidopropionaldehyde and 3-succinimido-propionaldehyde under aldolase-catalyzed aldol condensation con-
ditions to form the corresponding lactol;
(b) oxidizing the lactol so formed to yield the corresponding 3,5-dihydroxyheptanoic acid;
(c) treating said 3,5-dihydroxyheptanoic acid with dicyclohexylamine to form the corresponding salt; and
(d) reacting the salt so formed with triisopropyl orthoformate to yield the corresponding isopropyl acetonide ester; and
(e) treating the isopropyl acetonide ester so formed with base to yield the corresponding amino acetonide isopropyl
ester.

[0015] The present invention also relates to a process wherein said aldolase is DERA 102.

BRIEF DESCRIPTION OF THE DRAWINGS

[0016]

Figure 1 is an experimental powder X-ray diffraction pattern for 4-fluoro-alpha-[2-methyl-1-oxopropyl]-gamma-oxo-
N, beta-diphenylbenzenebutanamide. The scale of the abscissa is degrees two-theta. The ordinate is the intensity
of the counts.
Figure 2 is the differential scanning calorimetry (DSC) thermogram for 4-fluoro-alpha-[2-methyl-1-oxopropyl]-gam-
ma-oxo-N, beta-diphenylbenzenebutanamide.
Figure 3 is the infrared (FTIR) spectrum for 4-fluoro-alpha-[2-methyl-1-oxopropyl]-gamma-oxo-N, beta-diphenylben-
zenebutanamide.
Figure 4 is the Raman spectrum for 4-fluoro-alpha-[2-methyl-1-oxopropyl]-gamma-oxo-N, beta-diphenylbenzeneb-
utanamide.
Figure 5 is an experimental powder X-ray diffraction pattern for (2R-trans)-5-(4-fluorophenyl)-2-(1-methylethyl)-N,4-
diphenyl-1-[2-(tetrahydro-4-hydroxy-6-oxo-2H-pyran-2-yl)ethyl]-1H-pyrrole-3-carboxamide. The scale of the abscis-
sa is degrees two-theta. The ordinate is the intensity of the counts.
Figure 6 is the differential scanning calorimetry (DSC) thermogram for (2R-trans)-5-(4-fluorophenyl)-2-(1-methyle-
thyl)-N,4-diphenyl-1-[2-(tetrahydro-4-hydroxy-6-oxo-2H-pyran-2-yl)ethyl]-1H-pyrrole-3-carboxamide.
Figure 7 is the infrared (FTIR) spectrum for (2R-trans)-5-(4-fluorophenyl)-2-(1-methylethyl)-N,4-diphenyl-1-[2-(tet-
rahydro-4-hydroxy-6-oxo-2H-pyran-2-yl)ethyl]-1H-pyrrole-3-carboxamide.
Figure 8 is the Raman spectrum for (2R-trans)-5-(4-fluorophenyl)-2-(1-methylethyl)-N,4-diphenyl-1-[2-(tetrahydro-
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4-hydroxy-6-oxo-2H-pyran-2-yl)ethyl]-1H-pyrrole-3-carboxamide.

DETAILED DESCRIPTION OF THE INVENTION

DEFINITIONS

[0017] Unless indicated otherwise, the following terms are defined as follows:
[0018] The article "a" or "an" as used herein refers to both the singular and plural form of the object to which it refers.
[0019] The term "aldolase-catalyzed aldol condensation conditions" as used herein refers to any aldol condensation
conditions known in the art that can be catalyzed by an aldolase, as described herein.
[0020] A substrate for use in the present invention is

[0021] In the invention, the aminoaldehyde substrate is 3-phthalimidopropionaldehyde, or, 3-succinimido-propional-
dehyde
[0022] An aldolase for use in the present invention may be any enzyme that has aldolase activity towards an aminoal-
dehyde substrate, as described herein. In one embodiment of the invention, the aldolase is a 2-deoxyribose-5-phosphate
aldolase (DERA). Examples of a suitable DERA aldolase include, but are not limited to:

DERA 03 (E. coli) (commercially available from Sigma Aldrich, St. Louis, MO);

DERA 04 (William A. Greenberg, et al., PNAS, (2004), Vol. 101., No. 16, pp. 5788-5793 or a modified version thereof);

DERA 06 (GenBank Accession NP_294929 or a modified version thereof);

DERA 08 (GenBank Accession NP_465519 or a modified version thereof);

DERA 11 (GenBank Accession NP_439273);

DERA 12 (GenBank Accession NP_229359);

DERA 15 (Haruhiko Sakuraba, et al., Journal of Biological Chemistry (2003), Vol. 278, No. 12, pp 10799-10806);

DERA 101 (GenBank Accession NP_906068.1 or a modified version thereof);

DERA 102 (GenBank Accession NP_813976.1 or a modified version thereof);

DERA 103 (GenBank Accession NP_01130044.1 or a modified version thereof);

DERA 104 (GenBank Accession YP_924715.1 at a modified version thereof);

DERA 105 (GenBank Accession YP_148352.1 or a modified version thereof);

DERA 106 (GenBank Accession NP_471437.1 or a modified version thereof);

DERA 107 (GenBank Accession NP_242218.1 or a modified version thereof); and

DERA 108 (GenBank Accession ZP_0875069.1 or a modified version thereof).

[0023] In one embodiment of the invention, the aldolase is an aldolase having an amino add sequence identity of at
least 70% thereof, to a DERA aldolase described herein. In one embodiment of the invention, the DERA aldolase is
DERA 04, DERA 08 or DERA 102. In one embodiment of the invention, the DERA aldolase is DERA 102.
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[0024] According to the invention, DERA 03, DERA 04, DERA 06, DERA 08, DERA 11, DERA 12, DERA 15, DERA
101, DERA 102, DERA 103, DERA 104, DERA 105, DERA 106, DERA 107 and DERA 108 are identified by their
nucleotide sequences and amino acid sequences set forth in Examples 1-30.
[0025] More specifically, DERA 03 is an aldolase having a nucleotide sequence of SEQ ID NO: 1 and an amino acid
sequence of SEQ ID NO: 16.
[0026] DERA 04 is an aldolase having a nucleotide sequence of SEQ ID NO: 2 and an amino acid sequence of SEQ
ID NO: 17.
[0027] DERA 06 is an aldolase having a nucleotide sequence of SEQ ID NO: 3 and an amino acid sequence of SEQ
ID NO: 18.
[0028] DERA 08 is an aldolase having a nucleotide sequence of SEQ ID NO: 4 and an amino acid sequence of SEQ
ID NO: 19.
[0029] DERA 11 is an aldolase having a nucleotide sequence of SEQ ID NO: 5 and an amino acid sequence of SEQ
ID NO: 20.
[0030] DERA 12 is an aldolase having a nucleotide sequence of SEQ ID NO: 6 and an amino add sequence of SEQ
ID NO: 21.
[0031] DERA 15 is an aldolase having a Nucleotide sequence of SEQ ID NO: 7 and an amino add sequence of SEQ
ID NO: 22.
[0032] DERA 101 is an aldolase having a nucleotide sequence of SEQ ID NO: 8 and an amino acid sequence of SEQ
ID NO: 23.
[0033] DERA 102 is an aldolase having a nucleotide sequence of SEQ ID NO: 9 and an amino acid sequence of SEQ
ID NO: 24.
[0034] DERA 103 is an aldolase having a nucleotide sequence of SEQ ID NO: 10 and an amino acid sequence of
SEQ ID NO: 25.
[0035] DERA 104 is an aldolase having a nudeotide sequence of SEQ ID NO: 11 and an amino add sequence of SEQ
ID NO: 26.
[0036] DERA 105 is an aldolase having a nucleotide sequence of SEQ ID NO: 12 and an amino acid sequence of
SEQ ID NO: 27.
[0037] DERA 106 is an aldolase having a nucleotide sequence of SEQ ID NO: 13 and an amino acid sequence of
SEQ ID NO: 28.
[0038] DERA 107 is an aldolase having a nucleotide sequence of SEQ ID NO: 14 and an amino acid sequence of
SEQ ID NO: 29.
[0039] DERA 108 is an aldolase having a nucleotide sequence of SEQ ID NO: 15 and an amino acid sequence of
SEQ ID NO: 30.
[0040] The DERA aldolases described herein can be prepared by any means known in the art, including but not limited
to standard protocols for protein expression in recombinant E. coli (Sambrook and Russell, Molecular Cloning: A Lab-
oratory Manual, 3rd Ed., Cold Spring Harbor, NY 2001). As would be understood by one of skill in the art, modified
versions of known DERA aldolases may be necessary or may result depending on cloning conditions and are encom-
passed by the present invention.
[0041] The following Schemes illustrate the present invention.

Preparation A

[0042]

[0043] In Preparation A, 3-phthalimidopropionaldehyde is prepared by reacting phthalimide with acrolein in the pres-
ence of benzyltrimethyl ammonium hydroxide (Triton-B). The reaction is stirred at a temperature between about 53 °C
to about 67.5 °C, preferably about 60 °C, for a time period between about 30 minutes to about 3 hours, preferably about
90 minutes.

Preparation B

[0044]
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[0045] In Preparation B. N-formyl-3-aminopropionaldehyde is prepared by reacting ethyl formate with 1-amino-3,3-
dimethoxypropane and treating the amide so formed with acid.

Preparation C

[0046]

[0047] In Preparation C, N-Boc-3-aminopropionaldehyde is prepared by reacting 1-amino-3,3-dimethoxypropane with
BOC anhydride and treating the amide so formed with acid.

Preparation D

[0048]

[0049] In Preparation D, N-di-Boc-3-aminopropionaldehyde is prepared by reacting 1-amino-3,3-dimethoxypropane
with BOC anhydrdride in the presence of 4-di(methylamino)pyridine and treating the amide so formed with acid.

Preparation E

3-succinimidopropionaldehyde

[0050] Acrolein is added to a solution of succinimide in the presence of catalytic sodium ethoxide and a polar protic
solvent, such as ethanol. The reaction mixture is stirred at a temperature between about 10 °C to about 40 °C, preferably
about 20-30 °C, for a time period between about 20 hours to about 60 hours, preferably about 48 hours.
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[0051] Scheme 1 describes in general a process encompassed by the present invention. As set forth in Scheme 1, a
DERA aldolase catalyzes two sequential aldol condensation reactions between 3-phthalimidopropionaldehyde and 2
mol of acetaldehyde in the presence of other suitable solvents such as methyl tert-butyl ether (MTBE) and water to yield
the protected desired amino-lactol (A). Suitable DERA aldolases include, but are not limited to, DERA 04, DERA 06,
DERA 101, DERA 102, DERA 104, DERA 105, DERA 106, DERA107 and DERA 108, preferably DERA 04 and DERA
102. The acetaldehyde is added to the mixture of 3-phthalimidopropionaldehyde and DERA aldolase over a time period
between about 7 hours to about 12 hours, preferably about 10 hours. The mixture so formed is further stirred at a
temperature between about 15 °C to about 30 °C, preferably about 22 °C, for a time period between about 20 hours to
about 60 hours, preferably about 48 hours.
[0052] The amino-lactol (A) can undergo catalytic (e.g. platinum on carbon or palladiumon carbon) dehydrogenation
to form carboxylic acid (C), which can then undergo lactonization to form (B).
[0053] Any catalytic dehydrogenation means known in the art to convert (A) to (C) are encompassed by the present
invention. Examples of suitable catalysts include, but are not limited to, Pt/C, Pd/C, Pt/Bi/C, Pd/Bi/C and any other
dehydrogenation catalysts. In one embodiment of the invention, the catalytic dehydrogenation is performed at about pH
7 to about pH 10 using air or oxygen as terminal oxidant.
[0054] Any lactonization means known in the art to convert carboxylic acid (C) to lactone (B) are encompassed by the
present invention including, but not limited to, the use of acid catalysts such as, but not limited to, hydrochloric acid,
sulfuric acid, methanesulfonic acid (MSA), p-toluenesulfonic acid (TSA) and any other lactonization acids known in the
art. More specifically, the 7-(1,3-Dioxo-1,3-dihydro-isoindo-2-yl)-3,5-dihydroxy-heptanoic acid (C) is converted to the
corresponding 2-[2-(4-Hydroxy-6-oxo-tetrahydro-pyran-2-yl]-isoindole-1,3-dione (B) by treating (C) with anhydrous hy-
drochloric acid in the presence of ethyl acetate. The reaction is stirred at room temperature for a time period between
about 1 hour to about 4 hours, preferably about 2-3 hours.
[0055] Alternatively, oxidation of the lactol (A) to lactone (B) or carboxylic acid (C) can be performed by use of any
oxidation means known in the art that will achieve the desired transformation. More specifically, 2-[2-(4,6-dihydroxy-
tetrahydro-pyran-2-yl]-isoindole-1,3-dione (A) is converted to the corresponding 2-[2-(4-hydroxy-6-oxo-tetrahydro-pyran-
2-yl]-isoindole-1,3-dione (B) by oxidizing (A) in the presence of an oxidizing agent, such as sodium chlorite. The reaction
is stirred at a temperature between about 10 °C to about 30 °C, preferably about 23 °C, for a time period between about
2 hours to about 6 hours, preferably about 4 hours. The 2-[2-(4,6-dihydroxy-tetrahydro-pyran-2-yl]-isoindole-1,3-dione
(A) can also be converted to the corresponding 7-(1,3-dioxo-1,3-dihydro-isoindo-2-yl)-3,5-dihydroxy-heptanoic acid (C)
by oxidizing (A) in the presence of an oxidizing agent, such as sodium chlorite, a phosphate buffer, a polar aprotic
solvent, such as dimethyl sulfoxide, and an alcohol, such as isopropanol. The reaction is maintained at room temperature
and a pH between about 5 to about 6 for a time period between about 2 hours to about 6 hours, preferably about 4 hours.
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[0056] The 7-(1,3-dioxo-1,3-dihydro-isoindo-2-yl)-3,5-dihydroxy-heptanoic acid (C) is converted to the corresponding
dicyclohexyl amine (DCA) salt (D) by treating (C) with dicyclohexyl amine in the presence of ethyl acetate. The DCA
salt (D) is then converted to the phthalimido acetonide isopropyl ester (E) by reacting (D) with DCM, triisopropyl ortho-
formate in the presence of acetone and methanesulfonic acid.
[0057] The phthalimido acetonide isopropyl ester (E) may also be prepared by reacting 2-[2-(4-hydroxy-6-oxo-tetrahy-
dro-pyran-2-yl]-isoindole-1,3-dione (B) with isopropyl alcohol in the presence of acetone and methanesulfonic acid
(MSA). The reaction mixture is stirred at room temperature at a pH between about 1 to about 2, preferably about 1.5,
for a time period between about 20 hours to about 28 hours, preferably about 24 hours.
[0058] The phthalimido acetonide isopropyl ester (E) is deprotected to give the corresponding amino acetonide iso-
propyl ester (F) by treating (E) with a base, such as primary amine, i.e. an alkylamine, diamine such as ethylene diamine
or an hydroxylamine, in the presence of a polar protic solvent, such as methanol. The reaction mixture is stirred at room
temperature for a time period between about 30 minutes to about 4 hours, preferably about 2 hours.
[0059] The amino acetonide isopropyl ester (F) can be further reacted with 4-fluoro-alpha-[2-methyl-1-oxopropyl]-gam-
ma-oxo-N, beta-diphenylbenzenebutanamide of formula II

to give the corresponding pyrrole ring containing acetonide isopropyl ester of formula III below

[0060] According to the invention, as would be understood by one of skill in the art, the stereoselectivity of the enzymatic
step can be confirmed via chemical preparation of racemic standards and the development of the related chiral chro-
matographic methods.
[0061] The PXRD pattern for 4-fluoro-alpha-[2-methyl-1-oxopropyl]-gamma-oxo-N, beta-diphenylbenzenebutanamide
is shown in Fig. 1.
[0062] The main peaks (greater than 13% relative intensity) are given in Table 1. 4-fluoro-alpha-[2-methyl-1-oxopro-
pyl]-gamma-oxo-N, beta-diphenylbenzenebutanamide displays characteristic diffraction peaks at 9.0, 12.7, 20.2, 22.6
and 25.2 degrees two theta 6 0.1 degree. The DSC thermogram is shown in Fig. 2. 4-fluoro-alpha-[2-methyl-1-oxopro-
pyl]-gamma-oxo-N, beta-diphenylbenzenebutanamide shows a sharp endothermic peak at 213°C 6 2°C. The FT-IR
spectrum is illustrated in Fig. 3. The FT-IR peak table is given in Table 2. 4-fluoro-alpha-[2-methyl-1-oxopropyl]-gamma-
oxo-N, beta-diphenylbenzenebutanamide displays characteristic peaks at 696, 1492, 1327, 843, 1151 cm-1 (in this
order). The FT-Raman spectrum is illustrated in Fig. 4. The FT-Raman peak table is given in Table 3. 4-fluoro-alpha-[2-
methyl-1-oxopropyl]-gamma-oxo-N, beta-diphenylbenzenebutanamide displays characteristic peaks at 1004, 115, 87,
877, 1601 cm-1.

Table 1: Main PXRD Peaks for 4-fluoro-alpha-[2-methyl-1-oxopropyl]-gamma-oxo-N, beta-
diphenylbenzenebutanamide

Angle 2-Theta (°) Relative Intensity (%) Angle 2-Theta (°) Relative Intensity (%)

7.6 22.8 25.2 54.3
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(continued)

Angle 2-Theta (°) Relative Intensity (%) Angle 2-Theta (°) Relative Intensity (%)

9.0 84.3 25.5 49.2

11.8 18.4 26.0 23.0
12.7 93.8 26.9 30.6
14.7 12.8 27.1 51.8
16.4 18.5 27.6 13.4
18.0 41.1 28.4 20.2
18.8 100.0 28.5 21.4

18.9 78.0 28.7 21.1
19.6 19.0 28.9 20.0
20.2 86.4 29.4 13.3
20.5 46.6 32.7 17.4
20.7 31.1 33.4 27.7
21.1 25.0 36.4 13.6

22.6 55.9 37.3 13.5
22.9 14.2 37.8 13.9
23.2 14.0 38.6 20.3
23.5 17.0 39.4 13.6
24.0 18.0 39.8 13.9

24.7 17.5

Table 2: FT-IR Peaks for 4-fluoro-alpha-[2-methyl-1-oxopropyl]-gamma-oxo-N, beta-diphenylbenzenebutanamide

Experimental error is 6 2 cm-1 (w: weak, m: medium, s: strong)

Wavenumber (cm-1)

3290w* 1506w 1151m 683w

3083w 1492m 1099w

3025w 1466w 1037w

2969w 1448m 1012w

2927w 1407w 992m

2871w 1381m 875w

1720m 1327m 843m

1683m 1279m 809w

1649s 1227m 754s

1594m 1207m 736w

1546m 1174w 696s

Table 3: FT-Raman Peaks for 4-fluoro-alpha-[2-methyl-1-oxopropyl]-gamma-oxo-N, beta-
diphenylbenzenebutanamide

Experimental error is 6 2 cm-1. (w: weak, m: medium, s: strong, vs: very strong)

Wavenumber (cm-1)

3301w* 1449w 877w

3084s 1352w 843w

3069s 1330w 813w
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[0063] The PXRD pattern for (2R-trans)-5-(4-fluorophenyl)-2-(1-methylethyl)-N,4-diphenyl-1-[2-(tetrahydro-4-hy-
droxy-6-oxo-2H-pyran-2-yl)ethyl)-1H-pyrrole-3-carboxamide is shown in Fig. 5. The main peaks (greater than 12% rel-
ative intensity) are given in Table 4. (2R-trans)-5-(4-fluorophenyl)-2-(1-methylethyl)-N,4-diphenyl-1-[2-(tetrahydro-4-hy-
droxy-6-oxo-2H-pyran-2-yl)ethyl]-1H-pyrrole-3-carboxamide displays characteristic diffraction peaks at 6.3, 12.7, 16.8,
21.1 and 25.5 degrees two theta 6 0.1 degree. The DSC thermogram is shown in Fig. 6. (2R-trans)-5-(4-fluorophenyl)-
2-(1-methylethyl)-N,4-diphenyl-1-[2-(tetrahydro-4-hydroxy-6-oxo-2H-pyran-2-yl)ethyl]-1H-pyrrole-3-carboxamide
shows a sharp endothermic peak at 166°C 6 2°C. The FT-IR spectrum is illustrated in Fig. 7. The FT-IR peak table is
given in Table 5. (2R-trans)-5-(4-fluorophenyl)-2-(1-methylethyl)-N,4-diphenyl-1-[2-(tetrahydro-4-hydroxy-6-oxo-2H-
pyran-2-yl)ethyl]-1H-pyrrole-3-carboxamide displays characteristic peaks at 851, 1220, 1047, 757, 1153 cm-1 (in this
order). The FT-Raman spectrum is illustrated in Fig. 8. The FT-Raman peak table is given in Table 6 (2R-trans)-5-(4-
fluorophenyl)-2-(1-methylethyl)-N,4-diphenyl-1-[2-(tetrahydro-4-hydroxy-6-oxo-2H-pyran-2-yl)ethyl]-1H-pyrrole-3-car-
boxamide displays characteristic peaks at 1531, 997, 114, 99, 1605 cm-1.

(continued)

Experimental error is 6 2 cm-1. (w: weak, m: medium, s: strong, vs: very strong)

Wavenumber (cm-1)

3060m 1310w 633w

3042w 1281w 619w

2975w 1245w 307w

2938w 1229w 290w

2918w 1210w 234w

2871w 1176m 186w

1722w 1159w 158m

1684s 1154w 115vs

1652w 1033w 87vs

1601s 1004s 70vs

1546w 911w

Table 4: Main PXRD Peaks for (2R-trans)-5-(4-fluorophenyl)-2-(1-methylethyl)-N,4-diphenyl-1-[2-(tetrahydro-4-
hydroxy-6-oxo-2H-pyran-2-yl)ethyl]-1H-pyrrole-3-carboxamide

Angle 2-Theta (°) Relative Intensity (%) Angle 2-Theta (°) Relative Intensity (%)

6.3 66.9 25.0 17.8

8.8 13.7 25.5 41.3
10.4 18.7 26.7 29.7
11.1 14.1 26.9 28.4
12.3 21.4 27.2 19.3
12.7 35.5 27.8 33.9
16.8 82.0 28.4 12.5

17.7 84.3 29.5 22.7
17.9 47.4 31.4 12.2
18.3 21.3 31.9 17.9
18.9 100.0 32.5 14.3
19.1 76.5 32.8 15.1
20.0 35.2 33.5 14.2

20.1 56.7 34.7 15.8
20.3 19.8 36.3 18.1
20.7 47.6 36.6 13.2
20.8 61.6 37.5 14.1
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(continued)

Angle 2-Theta (°) Relative Intensity (%) Angle 2-Theta (°) Relative Intensity (%)

21.1 48.0 38.3 15.6

22.8 27.7 39.5 13.2
24.3 21.0

Table 5: FT-IR Peaks for (2R-trans)-5-(4-fluorophenyl)-2-(1-methylethyl)-N,4-diphenyl-1-[2-(tetrahydro-4-hydroxy-6-
oxo-2H-pyran-2-yl)ethyl]-1H-pyrrole-3-carboxamide Experimental error is 6 2 cm-1. (w:weak, m: medium, s: strong)

Wavenumber (cm-1)

3431w* 1497w 1161w 851s

2961w 1485m 1153m 804m

2937w 1433s 1097w 795w

2927w 1387m 1083m 775w

1699s 1349w 1069m 757s

1662s 1312m 1047m 736m

1591m 1269w 996w 710s

1559w 1235m 988w 691s

1524m 1220s 885w 664m

1509s 1172m 869w

Table 6: FT-Raman Peaks for (2R-trans)-5-(4-fluorophenyl)-2-(1-methylethyl)-N,4-diphenyl-1-[2-(tetrahydro-4-
hydroxy-6-oxo-2H-pyran-2-yl)ethyl]-1H-pyrrole-3-carboxamide Experimental error is 6 2 cm-1. (w: weak, m: medium, 

s: strong, vs: very strong)

Wavenumber (cm-1)

3433w* 1531s 997m 411w

3064m 1514m 902w 391w

3049m 1482m 861w 371w

2984w 1414m 836w 231 w

2963w 1401w 824w 198w

2940w 1368w 805w 172w

2929w 1315w 731w 157m

2908w 1301w 701w 114vs

1701w 1239m 638w 99vs

1664s 1178w 618w 67vs

1605s 1155w 524w 61vs

1559w 1036w 504w
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[0064] As set forth in Scheme 2, the cyclopentylidene phthalimido isopropyl ester (G) may be prepared by reacting
2-[2-(4-hydroxy-6-oxo-tetrahydro-pyran-2-yl]-isoindole-1,3-dione (B) with cyclopentanone and isopropyl alcohol in the
presence of magnesium sulfate and methanesulfonic acid (MSA). The reaction mixture is stirred at room temperature
at a pH between about 1 to about 2, preferably about 1.5, for a time period between about 20 hours to about 28 hours,
preferably about 24 hours.
[0065] The cyclopentylidene phthalimido isopropyl ester (G) is deprotected to give the corresponding amino cy-
clopentylidene isopropyl ester (H) by treating (G) with a base, such as primary amine, i.e. an alkylamine, diamine such
as ethylene diamine or an hydroxyamine, in the presence of a polar protic solvent, such as methanol. The reaction
mixture is stirred at room temperature for a time period between about 30 minutes to about 4 hours, preferably about 2
hours.
[0066] The amino cyclopentylidene isopropyl ester (H) so formed can be further reacted with 4-fluoro-alpha-[2-methyl-
1-oxopropyl]-gamma-oxo-N, beta-diphenylbenzenebutanamide of formula II

to give the corresponding pyrrole ring containing cyclopentylidene isopropyl ester of formula IV below
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[0067] Scheme 3 describes in general a process encompassed by the present invention. As set forth in Scheme 3, a
DERA aldolase catalyzes two sequential aldol condensation reactions between 3-succinimido-propionaldehyde, and 2
most of acetaldehyde in the presence of a suitable co-solvent such as methyl tert-butyl ether (MTBE) and water to yield
the protected desired amino-lactol (I). Suitable DERA aldolases include, but are not limited to, DERA 04, DERA 06,
DERA 101, DERA 102, DERA 104, DERA 105, DERA 106, DERA107 and DERA 108, preferably DERA 04 and DERA
102. The acetaldehyde is added to a mixture of the N-protected aminoaldehyde and DERA aldolase over a time period
between about 7 hours to about 12 hours, preferably about 10 hours. The mixture so formed is further stirred at a
temperature between about 15 °C to about 30 °C, preferably about 22 °C, for a time period between about 20 hours to
about 60 hours, preferably about 48 hours.
[0068] The amino-lactol (I) can undergo catalytic (e.g. Pt/C, Pd/C) dehydrogenation to form carboxylic acid (K), which
can then undergo lactonization to form (J).
[0069] Any catalytic dehydrogenation means known in the art to convert (I) to (K) are encompassed by the present
invention. Examples of suitable catalysts include, but are not limited to, Pt/C, Pd/C, Pt/Bi/C, Pd/Bi/C and any other
dehydrogenation catalysts. In one embodiment of the invention, the catalytic dehydrogenation is performed at about pH
7 to about pH 10 using air or oxygen as terminal oxidant.
[0070] Any lactonization means known in the art to convert carboxylic acid (K) to lactone (J) are encompassed by the
present invention including, but not limited to, the use of acid catalysts such as, but not limited to, hydrochloric acid,
sulfuric acid, methanesulfonic acid (MSA), p-toluenesulfonic acid (TSA) and any other lactonization acids known in the art.
[0071] Alternatively, oxidation of the lactol (I) to lactone (J) or carboxylic acid (K) can be performed by use of any
oxidation means known in the art that will achieve the desired transformation.
[0072] The following non-limiting examples illustrate the invention.

Example 1

2-[2-(4,8-Dihydroxy-tetrahtydro-pyran-2-yl]-isoindole-1,3-dione

[0073]
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[0074] To a suspension of 3-phthalimido-propionaldehyde (10.0 grams, 49.2 mmol) in 20 mL of tert-butyl methyl. ether
(MT8E) was added a solution of DERA 04 lysate (52.0 mL, 10,400 units, prepared from 13.0 grams of wet cells of DERA
04 in phosphate buffer, pH 7.0, 0.01M) and phosphate buffer (102 mL, pH 7.0, 0.01 M) with vigorous stirring at 22°C.
Acetaldehyde (4.8 grams, 108.2 mmol, Aldrich) dissolved in water (10 mL) was continuously added into the reaction
mixture by a programmed pump for 10 hours. The pH of the reaction mixture was kept 7.0 by titration with 1.0 N sodium
hydroxide. The reaction mixture was further stirred at 22°C for 10 hours and the conversion was monitored by high
pressure liquid chromatography (HPLC). After 20 hours, about 95% of the starting material was consumed and 50-55%
of the desired lactol was produced based on high pressure liquid chromatography analysis, and the resulting reaction
mixture was used directly in the subsequent oxidation step. LC-ESIMS of lactol: m/z [M+H]+ 292.3.

Example 2

2-[2-(4-Hydroxy-6-oxo-tetrahydro-pyran-2-y]-Isoindole-1,3-dione

[0075]

[0076] To a suspension of crude lactol (200 mL; prepared according to Example 1) was added dimethyl sulfoxide (10
mL) with stirring. Then a solution of sodium chlorite (1.5 eq., 8.3 grams, Aldrich) in water (18 mL) was added dropwise
over 30 minutes. The temperature was controlled in the range of 20-25°C. The pH of the reaction mixture should be
kept above 4.0. After 4 hours, acetone (200 mL) was added. The reaction mixture was stirred at 0-5°C for 1 hour and
then filtered through a celite pad (10 grams) in a buchel funnel. The filtered cake was washed with acetone (50 mL
twice). The combined acetone filtrate was concentrated to remove acetone and tert-butyl methyl ether (MTBE) under
vacuum. The remaining aqueous solution was adjusted to pH of approximately 4.0 and extracted with ethyl acetate (100
mL three times). The combined ethyl acetate solution was dried over magnesium sulfate and concentrated to about 100
mL in vacuum, which was treated with dry hydrochloric acid (0.6 mL, 4M in dioxane) in presence of magnesium sulfate
(2 grams) and stired at room temperature for 4 hours. Then the reaction mixture was washed with saturated sodium
bicarbonate/brine and dried over sodium sulfate. The solution of ethyl acetate was concentrated to 50 mL to which was
then added 50 mL of heptane. The formed solid was filtered and washed with heptane (20 mL), and dried in oven to
afford lactone as a white solid (40%-45% for three steps, 95% chemical purity, ee >99%, de >86%). LC-ESIMS [M+Na]+

m/z 312.0. 1H NMR (CDCl3, 400 MHz): δ 7.82 (m, 2H), 7.68 (m, 2H), 4.78 (m, 1H), 4.41 (m, 1H), 3.84 (m, 2H), 2.65 (m,
2H), 1.94-2.14 (m, 3H), 1.81 (m, 1H). 13C NMR (CDCl3, 100 MHz) δ 170.15, 168.61 (2), 134.32 (2), 132.20 (2), 123.58
(2), 73.82 (2), 62.85, 38.63, 35.70, 34.47, 34.40.

Example 3

2-[2-(4,6-Dihydroxy-tetrahydro-pyran-2-yl]-isoindole-1,3-dione

[0077]
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[0078] To a suspension of E. coli cells containing DERA 102 (4 grams wet cells suspended in 190 mL of phosphate
buffer, pH 7.0, 0.01 M) was added a mixture of 3-phthalimido-propionaldehyde (2.0 grams, 9.8 mmol) and acetaldehyde
(0.96 grams, 21.8 mmol, Aldrich) in dimethyl sulfoxide (15 mL) by a programmed pump over 10 hours. The reaction
mixture was further stirred at 22°C for 14 hours. The progress of the reaction was monitored by high pressure liquid
chromatography (HPLC). After 24 hours, the reaction mixture was extracted with ethyl acetate (100 mL twice). After the
separation of two layers by centrifugation, the organic layer was dried and evaporated to give the crude lactol (1.6 grams,
45-50%) as a solid, which was directly submitted to next oxidation step. LC-ESIMS of lactol: m/z [M+H]+ 292.3.

Example 4

7-(1,3-Dioxo-1,3-dihydro-isoindo-2-yl)-3,5-dihydroxy-heptanoic acid

[0079]

[0080] To a mixture of crude lactol (1.6 grams; prepared according to Example 3) in isopropanol (4.8 mL) and dimethyl
sulfoxide (1.0 mL) and 26 mL of phosphate buffer (pH 6.0, 0.01 M) was added a solution of sodium chlorite (0.9 grams,
Aldrich) in water (2 mL) at room temperature. The pH of the reaction mixture was kept between 5.0 and 6.0. After 4
hours, the reaction mixture was neutralized to pH 7.0 with1 N sodium hydroxide and extracted with ethyl acetate (30
mL). After removal of the organic layer, the aqueous layer was acidified to pH 4.0 with 1 N hydrochloric acid and extracted
with ethyl acetate (30 mL three times). The combined organic layer containing crude acid was treated with dicyclohex-
ylamine (1.5 mL) to afford the corresponding dicyclohexylamine salt (1.5 grams, approximately 90% purity) at cold
temperature (5-10°C). LC-ESIMS m/z [M+Na]+ 330.0. 1H NMR (CDCl3, 400 MHz): δ 7.59 (m, 4H), 3.88 (m, 1H), 3.58
(m, 1H), 3.56 (m, 2H), 3.03 (m, 2H), 2.07-2.19 (m, 2H), 1.40-1.82 (m, 14H), 0.80-1.20 (m, 10H). 13C NMR (CDCl3, 100
MHz) δ 180.22, 170.82, 134.65 (2), 131.52 (2), 123.32 (2), 67.36, 67.31, 53.23 (2), 44.87, 43.14, 34.82, 34.57, 29.14
(4), 24.64 (2), 24.04 (4).

Example 5

2-[2-(4-Hydroxy-6-oxo-tetrahydro-pyran-2-yl]-isoondole-1.3-dione

[0081]

[0082] The crude acid (1.0 grams, prepared according to Example 4) in ethyl acetate (20 mL) was treated with anhydrous
hydrocholic acid in dioxane (4 M, 50 mL) and the reaction mixture was stirred at room temperature for 2-3 hours. The
reaction mixture was washed with water (pH 7.0, 50 mL twice). The organic layer was dried over Na2SO4 and evaporated
to give the desired lactone as a white solid (0.94 grams, approximately 94% chemical purity, >99% ee, >93% de).

Example 6

Phthalimido acetonide isopropyl ester

[0083]
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[0084] Phthalimido lactone (5.0 grams, 17.3 mmol) was suspended in toluene (100 mL). IPA (6.6 mL, 86.0 mmol, 5
eq.), acetone (6.3 mL, 86.0 mmol, 5 eq.), magnesium sulfate (5.0 grams) and methanesulfonic acid (0.4 mL, 6.0 mmol,
0.35 eq.) were added. pH = 1.5 (required < 2). The mixture was stirred at room temperature for 24 hours. The reaction
was quenched with triethylamine (0.9 mL, 6.5 mmol) and the mixture was filtered through a grade 4 sinter funnel, washing
with toluene (20 mL). The filtrate was washed with sat. aq. NaHCO3 (20 mL), dried over magnesium sulfate, filtered and
concentrated in vacuo to give a colourless oil, 6.88 grams, 100%.

Example 7

Amino acetonide isopropyl ester

[0085]

[0086] Phthalimido acetonide isopropyl ester (6.55 g, 16.8 mmol) was dissolved in methanol (65 mL, 10 volumes).
Ethylene diamine (10.1 grams. 168 mmol, 10 eq.) was added dropwise and the solution was stirred at room temperature.
[0087] HPLC analysis after 1 hour indicated no starting material. After 2 hours the reaction mixture was concentrated
in vacuo on a rotavap. The residue was partitioned between toluene (65 mL, 10 volumes) and water (65 mL, 10 volumes)
- agitated for 15 minutes then allowed to stand for 15 minutes. The cloudy aqueous phase was re-extracted with toluene
(65 mL) - agitated for 15 minutes then allowed to stand for 15 minutes. The combined toluene extracts were washed
with water (65 mL) - agitated for 15 minutes then allowed to stand for 15 minutes. The toluene extracts were concentrated
in vacuo to give an oil product, 2.85 grams, 65.0% yield.

Example 8

Pyrrolyl acetonide isopropyl ester (AIE)

[0088]

[0089] 4-fluoro-alpha-[2-methyl-1 -oxopropyl]-gamma-oxo-N, beta-diphenylbenzenebutanamide (4.64 grams, 11.1
mmol, 1.03 eq.) was weighed into a one-neck 50 mL rbf. Amino acetonide isopropyl ester (2.80 grams, 10.8 mmol) in
tert-butyl methyl ether (MTBE; 11 mL) was added followed by a tetrahydrofuran flush (4.2 mL). Triethylamine (1.09
grams, 10.8 mmol, 1 eq.) was added and the slurry was heated to 50°C. Pivalic acid (1.10 grams, 10.8 mmol, 1 eq.)
was added and the mixture was heated at reflux (67-68°C) for 88 hours. On cooling, the volatiles were removed in vacuo
and the residue was taken up in isopropyl alcohol (IPA; 17.5 mL) and heated to 80 °C. Further IPA (10 mL) was required
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to give a clear solution. The solution was allowed to cool to room temperature - no crystallisation occurred. The solution
was seeded with authentic product and crystallisation occurred. The slurry was cooled to 0°C and held for 30 minutes.
The product was collected on a grade 2 sinter funnel and washed with isopropyl alcohol (i.e, IPA; 3 times with 10 mL).
The product was dried in a vacuum oven at 40-50°C for 18 hours to give a pale yellow solid (4.15 grams, 60.0 % yield).

Example 9

Cyclopentylidene -Phthalimido-isopropyl ester

[0090]

[0091] Phthalimido lactone (5.0 grams, 17.3 mmol) was suspended in toluene (50 mL). IPA (6.6 mL, 86.0 mmol, 5
eq.), cyclopentanone (3.0 grams, 34.8 mmol, 2 eq.), magnesium sulfate (5.0 grams) and methanesulfonic acid (0.4 mL,
6.0 mmol, 0.35 eq.) were added. pH of 1.5 (less than pH of 2 required). The mixture was stirred at room temperature
for 24 hours. The reaction was quenched with triethylamine (0.9 mL, 6.5 mmol) and the mixture was filtered through a
grade 4 sinter funnel, washing with toluene (20 mL). The filtrate was washed with sat. aq. NaHCO3 (20 mL), dried over
magnesium sulfate, filtered and concentrated in vacuo to give a colourless oil, 7.18 grams, 100%.

Example 10

Amino cyclopentylidene isopropyl ester

[0092]

[0093] Cyclopentylidene phthalimido isopropyl ester (10.0 grams, 24.1 mmol) was dissolved in methanol (50 mL, 5
volumes). Ethylene diamine (2.9 grams, 48.2 mmol, 2 eq.) was added dropwise and the solution was stirred at room
temperature.
[0094] High pressure liquid chromatography (HPLC) analysis after 1 hour indicated no starting material. After 2 hours
the reaction mixture was concentrated in vacuo on a rotavap. The residue was partitioned between toluene (100 mL,
10 volumes) and water (100 mL, 10 volumes) - agitated for 15 minutes then allowed to stand for 15 minutes. The cloudy
aqueous phase was re-extracted with toluene (65 mL) - agitated for 15 minutes then allowed to stand for 15 minutes.
The combined toluene extracts were washed with water (65 mL) - agitated for 15 minutes then allowed to stand for 15
minutes. The toluene extracts were concentrated in vacuo to give the product as an oil, 6.45 grams, 94.0% yield. It is
important to ensure absence of ethylenediamine from the crude product as it leads to the formation of an impurity
(bispyrrole) in the subsequent Paal-Knorr reaction.

Example 11

Pyrrolyl cyclopentylidene isopropyl ester (CIE)

[0095]



EP 2 185 713 B1

19

5

10

15

20

25

30

35

40

45

50

55

[0096] 4-fluoro-alpha-12-methyl-1 -oxopropyl]-gamma-oxo-N, beta-diphenylbenzenebutanamide (4.64 grams, 11.1
mmol, 1.03 eq.) was weighed into a one-neck 50 mL rbf. Amino cyclopentylidene isopropyl ester (3.08 grams, 10.8
mmol) in MTBE (11 mL) was added followed by a tetrahydrofuran flush (4.2 mL). Triethylamine (1.09 grams, 10.8 mmol,
1 eq.) was added and the slurry was heated to 50°C. Pivalic acid (1.10 grams, 10.8 mmol, 1 eq.) was added and the
mixture was heated at reflux (67-68°C) for 88 hours. On cooling, the volatiles were removed in vacuo and the residue
was taken up in isopropyl alcohol (17.5 mL) and heated to 80 °C. Further isopropyl alcohol (10 mL) was required to give
a clear solution. The solution was seeded with authentic product and crystallisation occurred. The slurry was cooled to
0°C and held for 30 minutes. The product was collected on a grade 2 sinter funnel and washed with isopropyl alcohol
(3 times 10 mL). The product was dried in a vacuum oven at 40-50°C for 18 hours to give a pale yellow solid (4.31 grams,
60.0 % yield). Purity by high pressure liquid chromatography was greater than 99% pure.

Example 12

4-fluoro-alpha-12-methyl-1-oxopropyl]-gamma-oxo-N, beta-diphenylbenzene butanamide

[0097] A reaction vessel is inerted using at least 4 cycles of vacuum, releasing the vacuum each time with nitrogen.
250 liters of tetrahydrofuran is charged to the reaction vessel via spray nozzles. Spray ball nozzles ensure that all areas
of the reaction vessel are penetrated in particular the top inner surface of the vessel and the agitator device also present
inside the reaction vessel. The tetrahydofuran washings are drained off and collected for waste recycling.
[0098] When the reaction vessel is dry 480kgs 2-benzylidine isobutyrylacetamide (BIBEA), 60kgs ethyl hydroxyethyl-
methyl thiazolium bromide (MTB or ethyl hydroyethyl MTB), 200 liters, 216kgs of 4-fluorobenzaldehyde and 120kgs of
triethylamine are charged to the reaction vessel and heated with agitation to between 60 and 70 °C. The reaction mixture
is aged for 16 to 24 hours maintaining the temperature at 65 +/- 5 °C. The contents re then cooled to 60 +/- 5 °C for 54
to 66 minutes. 600 liters of isopropanol is charged to the reaction mixture and the mixture is heated to about 100 °C to
achieve a solution.
[0099] 600 liters of deionised water is charged to the reaction vessel over 30 minutes while maintaining the temperature
at 60 +/- 5 °C. The batch is aged for 54 to 66 minutes and the contents cooled to between 25 +/- 5 °C over a 2 to 4 hour
period at a rate of 15/20°C per hour. The batch is aged at this temperature for at least 1 hour and the contents cooled
further to 0 +/- 5 °C and aged for at least 1 hour.
[0100] The batch is isolated on a filter and washed with isopropanol. The product is dried under vacuum at 50 +/- 5
°C to a water content of less than 0.5%. The contents are then cool to approximately less than 30 °C before discharging.

Example 13

PXRD of 4-fluoro-alpha-[2-methyl-1-oxopropyl]-gamma-oxo-N, beta-diphenylbenzene butanamide

[0101] The powder X-ray diffraction pattern was determined using a Bruker-AXS Ltd. D4 powder X-ray diffractometer
fitted with an automatic sample changer, a theta-theta goniometer, automatic beam divergence slit, and a PSD Vantec-
1 detector. The sample was prepared for analysis by mounting on a low background silicon wafer specimen mount. The
specimen was rotated whilst being irradiated with copper K-alpha1 X-rays (wavelength = 1.5406 Angstroms) with the X-
ray tube operated at 40kV/30mA. The analyses were performed with the goniometer running in continuous mode set
for a 0.2 second count per 0.018° step over a two theta range of 2° to 55°. Peaks were selected using Bruker-AXS Ltd.
Evaluation software with a threshold of 1 and a peak width of 0.3° 2-theta. The data were collected at 21°C.
[0102] As will be appreciated by the skilled person, the relative intensities of the various peaks within Table 1 given
below may vary due to a number of factors such as for example orientation effects of crystals in the X-ray beam or the
purity of the material being analysed or the degree of crystallinity of the sample. The peak positions may also shift for
variations in sample height but the peak positions will remain substantially as defined in given Table.
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Example 14

DSC of 4-fluoro-alpha-[2-methyl-1-oxopropyl]-gamma-oxo-N, beta-diphenylbenzene butanamide

[0103] 3.117mg of 4-fluoro-alpha-[2-methyl-1-oxopropyl]-gamma-oxo-N, beta-diphenylbenzene butanamide was
heated from 10 to 250°C at 20°C per minute using a Perkin Elmer Diamond DSC with autosampler and a 4 hole side
wall vented aluminium pan and lid with nitrogen flow gas.

Example 15

FT-IR of 4-fluoro-alpha-[2-methyl-1-oxopropyl]-gamma-oxo-N, beta-diphenylbenzene butanamide

[0104] The IR spectrum was acquired using a ThermoNicolet Nexus FTIR spectrometer equipped with a ’DurasampllR’
single reflection ATR accessory (diamond surface on zinc selenide substrate) and d-TGS KBr detector. The spectrum
was collected at 2cm-1 resolution and a co-addition of 256 scans. Happ-Genzel apodization was used. Because the FT-
IR spectrum was recorded using single reflection ATR, no sample preparation was required. Using ATR FT-IR will cause
the relative intensities of infrared bands to differ from those seen in a transmission FT-IR spectrum using KBr disc or
nujol mull sample preparations. Due to the nature of ATR FT-IR, the bands at lower wavenumber are more intense than
those at higher wavenumber. Experimental error, unless otherwise noted, was 6 2 cm-1. Peaks were picked using
ThermoNicolet Omnic 6.0a software. Intensity assignments are relative to the major band in the spectrum, so are not
based on absolute values measured from the baseline.

Example 16

FT-Raman IR of 4-fluoro-alpha-[2-methyl-1-oxopropyl]-gamma-oxo-N, beta-diphenylbenzene butanamide

[0105] The Raman spectrum was collected using a Bruker Vertex70 with Ramll module FT-Raman spectrometer
equipped with a 1064nm NdYAG laser and LN-Germanium detector. All spectra were recorded using 2cm-1 resolution
and Blackman-Harris 4-term apodization. The spectrum was collected using laser power of 300mW and 4096 co-added
scans. The sample was placed in a glass vial and exposed to the laser radiation. The data is presented as intensity as
a function of Raman shift (cm-1) and is corrected for instrument response and frequency dependent scattering using a
white light spectrum from a reference lamp. The Bruker Raman Correct function was used to do the correction. (Bruker
software - OPUS 6.0). Experimental error, unless otherwise noted, was 6 2 cm-1. Peaks were picked using ThermoNicolet
Omnic 6.0a software. Intensity assignments are relative to the major band in the spectrum, so are not based on absolute
values measured from the baseline.

Example 17

(2R-trans)-5-(4-fluorophenit-2-(1-methylethyl)-N,4-diphenyl-1-[2-(tetrahydro-4-hydroxy-6-oxo-2H-pyran-2-vhethyl]-1H-
pyrrole-3-carboxamide

[0106] 50 grams tert-butyl isopropylidene (TBIN), prepared as described in Tetrahedron Letters, 2279 (1992), 13.25
grams wet sponge nickel catalyst, 28% ammonia solution (137.5 ml) and 375 ml isopropyl alcohol (IPA) are added to a
pressure vessel. The mixture is reduced with 50 psi of hydrogen, then filtered and concentrated in vacuo. The resulting
oil is dissolved in 250 ml warm toluene, water washed and again concentrated in vacuo to give an amino ester. The
amino ester, 85 grams 4-fluoro-alpha-[2-methyl-1-oxopropyl]-gamma-oxo-N, beta-diphenylbenzene butanamide (US
Pat. No. 5.155,251 and Bauman K.L., Butler D.E., Deering C.F. et al Tetrahedron Letters 1992;33:2283-2284 both
references incorporated by reference in their entirety), 12.5 grams pivalic acid, 137.5 ml tetrahydrofuran and 137.5 ml
hexanes are charged to an argon inerted pressure vessel which is sealed and heated to 75°C for 96 hours. After cooling,
the solution is diluted with 400 ml methyl tert-butyl ether (MTBE) and washed firstly with dilute aqueous sodium hydroxide
followed by dilute aqueous hydrochloric acid. The mixture is then concentrated in vacuo to give an acetonide ester.
[0107] The acetonide ester is dissolved in 275 ml warm methanol and aqueous hydrochloric acid (5 grams of 37%
hydrochloric acid in 75 ml of water) is added. The mixture is stirred at 30 °C to produce a diol ester. 100 ml methyl tert-
butyl ether and aqueous sodium hydroxide (150 ml of water and 25 grams of 50% aqueous sodium hydroxide) are then
added and the mixture stirred at 30°C to produce the sodium salt. 600 ml water is added and the mixture washed twice
with 437.5 ml methyl tert-butyl ether.
[0108] In this case, the mixture is distilled under atmospheric pressure to a batch temperature of 99°C. Distillation is
continued until the methanol content of the mixture is reduced to 0.4 w/v. The batch is stirred at 75-85% for 18 hours,
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then cooled, acidified and extracted into 875 ml toluene. The mixture is heated at reflux for 4 hours and water is removed
azeotropically. After cooling, the mixture is filtered, washed with toluene and dried directly. The titled compound is isolated
as a white solid (Yield: 37.9 grams).

Example 18

PXRD of (2R-trans)-5-(4-fluorophenyl)-2-(1-methylethyl)-N,4-diphenyl-1-[2-(tetrahydro-4-hydroxy-6-oxo-2H-pyran-2-
yl)ethyl]-1H-pyrrole-3-carboxamide

[0109] The powder X-ray diffraction pattern was determined using a Bruker-AXS Ltd. D4 powder X-ray diffractometer
fitted with an automatic sample changer, a theta-theta goniometer, automatic beam divergence slit, and a PSD Vantec-
1 detector. The sample was prepared for analysis by mounting on a low background silicon wafer specimen mount. The
specimen was rotated whilst being irradiated with copper K-alpha1 X-rays (wavelength = 1.5406 Angstroms) with the X-
ray tube operated at 40kV/30mA. The analyses were performed with the goniometer running in continuous mode set
for a 0.2 second count per 0.018° step over a two theta range of 2° to 55°. Peaks were selected using Bruker-AXS Ltd.
Evaluation software with a threshold of 1 and a peak width of 0.3° 2-theta. The data were collected at 21°C.
[0110] As will be appreciated by the skilled person, the relative intensities of the various peaks within Table 1 given
below may vary due to a number of factors such as for example orientation effects of crystals in the X-ray beam or the
purity of the material being analysed or the degree of crystallinity of the sample. The peak positions may also shift for
variations in sample height but the peak positions will remain substantially as defined in given Table.
[0111] Such further PXRD patterns generated by use of alternative wavelengths are considered to be alternative
representations of the PXRD patterns of the crystalline materials of the present invention and as such are within the
scope of the present invention.

Example 19

DSC of (2R-trans)-5-(4-fluorophenyl)-2-(1-methylethyl)-N,4-diphenyl-1-[2-(tetrahydro-4-hydroxy-6-oxo-2H-pyran-2-
yl)ethyl]-1H-pyrrole-3-carboxamide

[0112] 2.893mg of the sample was heated from 10 to 300°C at 20°C per minute using a Perkin Elmer Diamond
Differential Scanning Calorimetry (DSC) with autosampler and a 4 hole side wall vented aluminium pan and lid with
nitrogen flow gas.

Example 20

FT-IR of (2R-trans)-5-(4-fluorophenyl)-2-(1-methylethyl)-N,4-diphenyl-1-[2-(tetrahydro-4-hydroxy-6-oxo-2H-pyran-2-
yl)ethyl]-1H-pyrrole-3-carboxamide

[0113] The IR spectrum was acquired using a ThermoNicolet Nexus FTIR spectrometer equipped with a ’DurasampllR’
single reflection ATR accessory (diamond surface on zinc selenide substrate) and d-TGS KBr detector. The spectrum
was collected at 2cm-1 resolution and a co-addition of 256 scans. Happ-Genzel apodization was used. Because the FT-
IR spectrum was recorded using single reflection ATR, no sample preparation was required. Using ATR FT-IR will cause
the relative intensities of infrared bands to differ from those seen in a transmission FT-IR spectrum using KBr disc or
nujol mull sample preparations. Due to the nature of ATR FT-IR, the bands at lower wavenumber are more intense than
those at higher wavenumber. Experimental error, unless otherwise noted, was 6 2 cm-1. Peaks were picked using
ThermoNicolet Omnic 6.0a software. Intensity assignments are relative to the major band in the spectrum, so are not
based on absolute values measured from the baseline.

Example 21

FT-Raman of (2R-trans)-5-(4-fluorophenyl)-2-(1-methylethyl)-N.4-diohenyl-1-[2-(tetrahydro-4-hydroxy-6-oxo-2H-pyran-
2-yl)ethyl]-1H-pyrrole-3-carboxamide

[0114] The Raman spectrum was collected using a Bruker Vertex70 with Ramll module FT-Raman spectrometer
equipped with a 1064nm NdYAG laser and LN-Germanium detector.
[0115] The spectrum was recorded using 2cm-1 resolution and Blackman-Harris 4-term apodization. The spectrum
was collected using laser power of 300mW and 4096 co-added scans. The sample was placed in a glass vial and
exposed to the laser radiation. The data is presented as intensity as a function of Raman shift and is corrected for
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instrument response and frequency dependent scattering using a white light spectrum from a reference lamp. The Bruker
Raman Correct function was used to do the correction. (Bruker software - OPUS 6.0). Experimental error, unless otherwise
noted, was 6 2 cm-1. Peaks were picked using ThermoNicolet Omnic 6.0a software. Intensity assignments are relative
to the major band in the spectrum, so are not based on absolute values measured from the baseline.

Example 22

Phthalimide acetal

[0116]

[0117] Slurry 50.0 gm of Potassium Phthalimide (1 eq.) in 400 mis (8 vol.) of N,N dimethyformamide at room temper-
ature, a slurry. 3-Bromopropionaldehyde dimethyl acetal 54.4 grams (1.1 eq.) was added dropwise at room temperature,
a slurry. The reaction was held for approximately 15 hours and called complete. 2-Methyltetrahydrofuran 250 mls, and
water 250 mls, were added and stirred, allowed to settle and separated. The aqueous layer was rewashed twice with
100 mls 2-MTHF, the organic layers combined and washed with 70% saturated brine to remove water. The organic layer
was then dried over sodium sulfate, distilled at atmospheric pressure to a slurry. The white slurry granulated at reduced
temp 0-5 °C for 1 hr., filtered on a paper covered Buckner funnel and washed with 2-MTHF. The white solids were vac
oven dried at less than 40 °C. resulting in a yield of 46.6% of the titled product.

Example 23

3-phthalimido-propionaldehyde

[0118]

[0119] 15.0 grams of Phthalimide Acetal (1 eq.) were added to 700 mls (approximately 47 vol.) glacial acetic acid and
70 mls (approximately 5 vol.) water. This reaction was held for 48 hours at room temperature up to 30 °C, and called
complete. Saturated sodium bicarbonate was added to a pH of 7, and extracted with 500 mls 2-MTHF, reextracted with
500 mls 2-MTHF. The organic layer was then dried over sodium sulfate, vacuum distilled to a slurry. The white slurry
granulated at reduced temperature 0-5 °C for 1 hour, filtered on a paper covered Buckner funnel and washed with 2-
MTHF. The white solids were vac oven dried at room temperature, resulting in a yield of 47% of the titled product.

Example 24

[0120] SEQ ID NO: 1 - Nucleotide sequence of DERA03
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Example 25

[0121] SEQ ID NO: 2 - Nucleotide Sequence of DERA04

Example 26

[0122] SEQ ID NO: 3 - Nucleotide Sequence of DERA06

Example 27

[0123] SEQ ID NO: 4 - Nucleotide Sequence of DERA08
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Example 28

[0124] SEQ ID NO: 5 - Nucleotide Sequence of DERA11

Example 29

[0125] SEQ ID NO: 6 - Nucleotide Sequence of DERA12

Example 30

[0126] SEQ ID NO: 7 - Nucleotide Sequence of DERA15
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Example 31

[0127] SEQ ID NO: 8 - Nucleotide Sequence of DERA 101

Example 32

[0128] SEQ ID NO: 9 - Nucleotide Sequence of DERA 102

Example 33

[0129] SEQ ID NO: 10 - Nucleotide Sequence of DERA 103
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Example 34

[0130] SEQ ID NO: 11 - Nucleotide Sequence of DERA 104

Example 35

[0131] SEQ ID NO: 12 - Nucleotide Sequence of DERA 105
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Example 36

[0132] SEQ ID NO: 13 - Nucleotide Sequence of DERA 106

Example 37

[0133] SEQ ID NO: 14 - Nucleotide Sequence of DERA 107

Example 38

[0134] SEQ ID NO: 15 - Nucleotide Sequence of DERA 108
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Example 39

[0135] SEQ ID NO: 16 - Amino Acid Sequence of DERA03

Example 40

[0136] SEQ ID NO: 17 - Amino Acid Sequence of DERA04

Example 41

[0137] SEQ ID NO: 18 - Amino Acid Sequence of DERA06

Example 42

[0138] SEQ ID NO: 19 - Amino Acid Sequence of DERA08

Example 43

[0139] SEQ ID NO: 20 - Amino Acid Sequence of DERA11
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Example 44

[0140] SEQ ID NO: 21 - Amino Acid Sequence of DERA12

Example 45

[0141] SEQ ID NO: 22 - Amino Acid Sequence of DERA15

Example 46

[0142] SEQ ID NO: 23 - Amino Acid Sequence of DERA101

Example 47

[0143] SEQ ID NO: 24 - Amino Acid Sequence of DERA102

Example 48

[0144] SEQ ID NO: 25 - Amino Acid Sequence of DERA103
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Example 49

[0145] SEQ ID NO: 26 - Amino Acid Sequence of DERA104

Example 50

[0146] SEQ ID NO: 27 - Amino Acid Sequence of DERA105

Example 51

[0147] SEQ ID NO: 28 - Amino Acid Sequence of DERA106

Example 52

[0148] SEQ ID NO: 29 - Amino Acid Sequence of DERA107

Example 53

[0149] SEQ ID NO: 30 - Amino Acid Sequence of DERA108

[0150] Although the Invention has been described above with reference to the disclosed embodiments, those skilled
in the art will readily appreciate that the specific experiments detailed are only iltustrative of the invention. Accordingly,
the invention is limited only by the following claims.



EP 2 185 713 B1

31

5

10

15

20

25

30

35

40

45

50

55

SEQUENCE LISTING

[0151]

<110> Pfizer Inc. Bauer, David W O’Neill, Padraig M. Watson, Timothy J. Hu, shanghui

<120> Process for Preparing Chiral Compounds

<130> PC33600A

<150> 60/953,725 <151> 2007-08-03

<160> 30

<170> PatentIn version 3.5

<210> 1
<211> 780
<212> DNA
<213> Escherichia coli

<400> 1

<210> 2
<211> 669
<212> DNA
<213> Artificial sequence

<220>
<223> random DNA isolated from an environmental sample

<400> 2
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<210> 3
<211> 663
<212> DNA
<213> Deinococcus radiodurans

<400> 3

<210> 4
<211> 672
<212> DNA
<213> Listeria monocytogenes

<400> 4
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<210> 5
<211> 672
<212> DNA
<213> Haemophilus influenzae

<400> 5

<210> 6
<211> 747
<212> DNA
<213> Thermotoga maritima

<400> 6
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<210> 7
<211> 708
<212> DNA
<213> Aeropyrum pernix

<400> 7

<210> 8
<211> 870
<212> DNA
<213> Porphyromonas gingivalis
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<400> 8

<210> 9
<211> 669
<212> DNA
<213> Enterococcus faecalis

<400> 9
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<210> 10
<211> 1014
<212> DNA
<213> marine actinobacterium

<400> 10

<210> 11
<211> 975
<212> DNA
<213> Nocardioides species

<400> 11



EP 2 185 713 B1

37

5

10

15

20

25

30

35

40

45

50

55

<210> 12
<211> 828
<212> DNA
<213> Geobacillus kaustophilus

<400> 12
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<210> 13
<211> 678
<212> DNA
<213> Listeria innocua

<400> 13

<210> 14
<211> 723
<212> DNA
<213> Bacillus halodurans

<400> 14
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<210> 15
<211> 669
<212> DNA
<213> Streptococcus suis

<400> 15

<210> 16
<211> 259
<212> PRT
<213> Escherichia coli
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<400> 16
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<210> 17
<211> 222
<212> PRT
<213> Artificial Sequence

<220>
<223> random DNA isolated from an environmental sample

<400> 17

<210> 18
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<211> 220
<212> PRT
<213> Deinococcus radiodurans

<400> 18

<210> 19
<211> 223
<212> PRT
<213> Listeria monocytogenes
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<400> 19

<210> 20
<211> 223
<212> PRT
<213> Haemophilus influenzae

<400> 20
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<210> 21
<211> 248
<212> PRT
<213> Thermotoga maritima

<400> 21
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<211> 235
<212> PRT
<213> Aeropyrum pernix
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<400> 22

<210> 23
<211> 289
<212> PRT
<213> Porphyromonas gingivalis
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<400> 23
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<210> 24
<211> 222
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<212> PRT
<213> Enterococcus faecalis

<400> 24

<210> 25
<211> 337
<212> PRT
<213> marine actinobacterium

<400> 25
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<210> 26
<211> 324
<212> PRT
<213> Nocardioides species

<400> 26
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<210> 27
<211> 275
<212> PRT
<213> Geobacillus kaustophilus

<400> 27
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<210> 28
<211> 225
<212> PRT
<213> Listeria innocua

<400> 28
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<210> 29
<211> 240
<212> PRT
<213> Bacillus halodurans

<400> 29
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<210> 30
<211> 222
<212> PRT
<213> Streptococcus suis

<400> 30
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Claims

1. A process comprising the step of reacting acetaldehyde with an N-protected aminoaldehyde substrate selected from
the group consisting of 3-phthalimidopropionaldehyde and 3-succinimido-propionaldehyde under aldolase-catalyzed
aldol condensation conditions to form the corresponding lactol.

2. The process according to claim 1, wherein said aldolase is a 2-deoxyribose-5-phosphate aldolase (DERA) aldolase.

3. The process according to claim 2, wherein said aldolase is DERA 04 comprising a nucleotide sequence of SEQ ID
NO: 2 or an amino acid sequence of SEQ ID NO: 17;
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DERA 06 comprising a nucleotide sequence of SEQ ID NO: 3 or an amino acid sequence of SEQ ID NO: 18;
DERA 101 comprising a nucleotide sequence of SEQ ID NO: 8 or an amino acid sequence of SEQ ID NO: 23;
DERA 102 comprising a nucleotide sequence of SEQ ID NO: 9 or an amino acid sequence of SEQ ID NO: 24;
DERA 103 comprising a nucleotide sequence of SEQ ID NO: 10 or an amino acid sequence of SEQ ID NO: 25;
DERA 104 comprising a nucleotide sequence of SEQ ID NO: 11 or an amino acid sequence of SEQ ID NO: 26;
DERA 105 comprising a nucleotide sequence of SEQ ID NO: 12 or an amino acid sequence of SEQ ID NO: 27;
DERA 106 comprising a nucleotide sequence of SEQ ID NO: 13 or an amino acid sequence of SEQ ID NO: 28;
DERA 107 comprising a nucleotide sequence of SEQ ID NO: 14 or an amino acid sequence of SEQ ID NO: 29;
DERA 108 comprising a nucleotide sequence of SEQ ID NO: 15 or an amino acid sequence of SEQ ID NO: 30;
or an aldolase having an amino acid sequence identity of at least 70% thereof.

4. The process according to claim 2, wherein said aldolase is DERA 04 comprising a nucleotide sequence of SEQ ID
NO: 2 or an amino acid sequence of SEQ ID NO: 17; DERA 06 comprising a nucleotide sequence of SEQ ID NO:
3 or an amino acid sequence of SEQ ID NO: 18 or DERA 102 comprising a nucleotide sequence of SEQ ID NO: 9
or an amino acid sequence of SEQ ID NO: 24.

5. The process according to claim 2, wherein said aldolase is DERA 04 comprising a nucleotide sequence of SEQ ID
NO: 2 or an amino acid sequence of SEQ ID NO: 17.

6. The process according to claim 2, wherein said aldolase is DERA 102 comprising a nucleotide sequence of SEQ
ID NO: 9 or an amino acid sequence of SEQ ID NO: 24.

7. The process according to claim 1, wherein said N-protected aminoaldehyde substrate is 3-phthalimidopropionalde-
hyde.

8. The process according to claim 1, wherein said N-protected aminoaldehyde substrate is 3-succinimido-propional-
dehyde.

9. The process according to claim 1, further including oxidizing the lactol so formed to yield the corresponding lactone.

10. The process according to claim 9, further including reacting the lactone so formed with isopropyl alcohol and acetone
to yield the corresponding isopropyl acetonide ester.

11. The process according to claim 9, further including reacting the lactone so formed with cyclopentanone and isopropyl
alcohol to yield the corresponding cyclopentylidene phthalimido isopropyl ester.

12. The process according to claim 1, further including:

(a) dehydrogenating the lactol so formed under catalytic dehydrogenation conditions to yield the corresponding
3,5-dihydroxyheptanoic acid;
(b) treating said 3,5-dihydroxyheptanoic acid with dicyclohexylamine to form the corresponding salt; and
(c) reacting the salt so formed with triisopropyl orthoformate and acetone to yield the corresponding isopropyl
acetonide ester.

13. The process according to claim 1, further including:

(a) oxidizing the lactol so formed to yield the corresponding 3,5-dihydroxyheptanoic acid;
(b) treating said 3,5-dihydroxyheptanoic acid with dicyclohexylamine to form the corresponding salt; and
(c) reacting the salt so formed with triisopropyl orthoformate and acetone to yield the corresponding isopropyl
acetonide ester.

14. The process according to claims 10, 12 or 13 further including treating the isopropyl acetonide ester, wherein said
N-protected aminoaldehyde substrate is 3-phthalimidopropionaldehyde, so formed with base to yield the corre-
sponding amino acetonide isopropyl ester.
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Patentansprüche

1. Verfahren, das den Schritt des Umsetzens von Acetaldehyd mit einem N-geschützten Aminoaldehyd-Substrat,
ausgewählt aus der Gruppe, bestehend aus 3-Phthalimidopropionaldehyd und 3-Succinimido-propionaldehyd, unter
Aldolase-katalysierten Aldolkondensationsbedingungen, um das entsprechende Lactol zu bilden, umfasst.

2. Verfahren gemäß Anspruch 1, wobei die Aldolase 2-Desoxyribose-5-phosphat-aldolase (DERA) ist.

3. Verfahren gemäß Anspruch 2, wobei die Aldolase ist: DERA 04, die die Nucleotidsequenz von SEQ ID NO:2 oder
die Aminosäuresequenz von SEQ ID NO:17 umfasst;
DERA 06, die die Nucleotidsequenz von SEQ ID NO:3 oder die Aminosäuresequenz von SEQ ID NO:18 umfasst;
DERA 101, die die Nucleotidsequenz von SEQ ID NO:8 oder die Aminosäuresequenz von SEQ ID NO:23 umfasst;
DERA 102, die die Nucleotidsequenz von SEQ ID NO:9 oder die Aminosäuresequenz von SEQ ID NO:24 umfasst;
DERA 103, die die Nucleotidsequenz von SEQ ID NO:10 oder die Aminosäuresequenz von SEQ ID NO:25 umfasst;
DERA 104, die die Nucleotidsequenz von SEQ ID NO:11 oder die Aminosäuresequenz von SEQ ID NO:26 umfasst;
DERA 105, die die Nucleotidsequenz von SEQ ID NO:12 oder die Aminosäuresequenz von SEQ ID NO:27 umfasst;
DERA 106, die die Nucleotidsequenz von SEQ ID NO:13 oder die Aminosäuresequenz von SEQ ID NO:28 umfasst;
DERA 107, die die Nucleotidsequenz von SEQ ID NO:14 oder die Aminosäuresequenz von SEQ ID NO:29 umfasst;
DERA 108, die die Nucleotidsequenz von SEQ ID NO:15 oder die Aminosäuresequenz von SEQ ID NO:30 umfasst;
oder eine Aldolase, die eine Aminosäuresequenzidentität von wenigstens 70% dazu hat.

4. Verfahren gemäß Anspruch 2, wobei die Aldolase DERA 04, die die Nucleotidsequenz von SEQ ID NO:2 oder die
Aminosäuresequenz von SEQ ID NO:17 umfasst; DERA 06, die die Nucleotidsequenz von SEQ ID NO:3 oder die
Aminosäuresequenz von SEQ ID NO:18 umfasst, oder DERA 102, die die Nucleotidsequenz von SEQ ID NO:9
oder die Aminosäuresequenz von SEQ ID NO:24 umfasst, ist.

5. Verfahren gemäß Anspruch 2, wobei die Aldolase DERA 04 ist, die die Nucleotidsequenz von SEQ ID NO:2 oder
die Aminosäuresequenz von SEQ ID NO:17 umfasst.

6. Verfahren gemäß Anspruch 2, wobei die Aldolase DERA 102 ist, die die Nucleotidsequenz von SEQ ID NO:9 oder
die Aminosäuresequenz von SEQ ID NO:24 umfasst.

7. Verfahren gemäß Anspruch 1, wobei das N-geschützte Aminoaldehyd-Substrat 3-Phthalimidopropionaldehyd ist.

8. Verfahren gemäß Anspruch 1, wobei das N-geschützte Aminoaldehyd-Substrat 3-Succinimido-propionaldehyd ist.

9. Verfahren gemäß Anspruch 1, das außerdem Oxidieren des so gebildeten Lactols unter Erhalt des entsprechenden
Lactons umfasst.

10. Verfahren gemäß Anspruch 9, das außerdem Umsetzen des so gebildeten Lactons mit Isopropylalkohol und Aceton
unter Erhalt des entsprechenden Isopropylacetonidesters umfasst.

11. Verfahren gemäß Anspruch 9, das außerdem Umsetzen des so gebildeten Lactons mit Cyclopentanon und Isop-
ropylalkohol umfasst, um den entsprechenden Cyclopentylidenphthalimidoisopropylester zu erhalten.

12. Verfahren gemäß Anspruch 1, das außerdem umfasst:

(a) Dehydrieren des so gebildeten Lactols unter katalytischen Dehydrierungsbedingungen, um die entspre-
chende 3,5-Dihydroxyheptansäure zu erhalten;
(b) Behandeln der 3,5-Dihydroxyheptansäure mit Dicyclohexyl-amin unter Bildung des entsprechenden Salzes
und
(c) Umsetzen des so gebildeten Salzes mit Triisopropylorthoformiat und Aceton, um den entsprechenden Iso-
propylacetonidester zu erhalten.

13. Verfahren gemäß Anspruch 1, außerdem umfassend:

(a) Oxidieren des so gebildeten Lactols, um die entsprechende 3,5-Dihydroxyheptansäue zu erhalten;
(b) Behandeln der 3,5-Dihydroxyheptansäure mit Dicyclohexyl-amin, um das entsprechende Salz zu bilden, und
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(c) Umsetzen des so gebildeten Salzes mit Triisopropylorthoformiat und Aceton, um den entsprechenden Iso-
propylacetonidester zu erhalten.

14. Verfahren gemäß den Ansprüchen 10, 12 oder 13, das außerdem Behandeln des so gebildeten Isopropylacetoni-
desters, wobei das N-geschützte Aminoaldehyd-Substrat 3-Phthalimidopropionaldehyd ist, mit Base, um den ent-
sprechenden Aminoacetonidisopropylester zu erhalten.

Revendications

1. Procédé comprenant l’étape de réaction d’acétaldéhyde avec un substrat d’aminoaldéhyde N-protégé, choisi dans
le groupe comprenant le 3-phtalimidopropionaldéhyde et le 3-succinimidopropionaldéhyde dans des conditions de
condensation de l’aldol catalysé par l’aldolase pour former le lactol correspondant.

2. Procédé selon la revendication 1, dans lequel ladite aldolase est une aldolase 2-désoxyribose-5-phosphate aldolase
(DERA).

3. Procédé selon la revendication 2, dans lequel ladite aldolase est la DERA 04 comprenant une séquence nucléotidique
de SEQ ID N° : 2 ou une séquence d’acides aminés de SEQ ID N° : 17 ;
la DERA 06 comprenant une séquence nucléotidique de SEQ ID N° : 3 ou une séquence d’acides aminés de SEQ
ID N° : 18 ;
la DERA 101 comprenant une séquence nucléotidique de SEQ ID N° : 8 ou une séquence d’acides aminés de SEQ
ID N° : 23 ;
la DERA 102 comprenant une séquence nucléotidique de SEQ ID N° : 9 ou une séquence d’acides aminés de SEQ
ID N° : 24 ;
la DERA 103 comprenant une séquence nucléotidique de SEQ ID N° : 10 ou une séquence d’acides aminés de
SEQ ID N° : 25 ;
la DERA 104 comprenant une séquence nucléotidique de SEQ ID N° : 11 ou une séquence d’acides aminés de
SEQ ID N° : 26 ;
la DERA 105 comprenant une séquence nucléotidique de SEQ ID N° : 12 ou une séquence d’acides aminés de
SEQ ID N° : 27 ;
la DERA 106 comprenant une séquence nucléotidique de SEQ ID N° : 13 ou une séquence d’acides aminés de
SEQ ID N° : 28 ;
la DERA 107 comprenant une séquence nucléotidique de SEQ ID N° : 14 ou une séquence d’acides aminés de
SEQ ID N° : 29 ;
la DERA 108 comprenant une séquence nucléotidique de SEQ ID N° : 15 ou une séquence d’acides aminés de
SEQ ID N° : 30 ;
ou une aldolase ayant une identité de séquence d’acides aminés d’au moins 70 % avec celle-ci.

4. Procédé selon la revendication 2, dans lequel ladite aldolase est la DERA 04 comprenant une séquence nucléotidique
de SEQ ID N° : 2 ou une séquence d’acides aminés de SEQ ID N° : 17 ; la DERA 06 comprenant une séquence
nucléotidique de SEQ ID N° : 3 ou une séquence d’acides aminés de SEQ ID N° : 18 ou la DERA 102 comprenant
une séquence nucléotidique de SEQ ID N° : 9 ou une séquence d’acides aminés de SEQ ID N° : 24.

5. Procédé selon la revendication 2, dans lequel ladite aldolase est la DERA 04 comprenant une séquence nucléotidique
de SEQ ID N° : 2 ou une séquence d’acides aminés de SEQ ID N° : 17.

6. Procédé selon la revendication 2, dans lequel ladite aldolase est la DERA 102 comprenant une séquence nucléo-
tidique de SEQ ID N° : 9 ou une séquence d’acides aminés de SEQ ID N° : 24.

7. Procédé selon la revendication 1, dans lequel ledit substrat d’aminoaldéhyde N-protégé est le 3-phtalimidopropio-
naldéhyde.

8. Procédé selon la revendication 1, dans lequel ledit substrat d’aminoaldéhyde N-protégé est le 3-succinimidopro-
pionaldéhyde.

9. Procédé selon la revendication 1, comprenant en outre l’oxydation du lactol ainsi formé pour donner la lactone
correspondante.
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10. Procédé selon la revendication 9, comprenant en outre la réaction de la lactone ainsi formée avec de l’alcool
isopropylique et de l’acétone pour donner l’ester d’isopropyl-acétonide correspondant.

11. Procédé selon la revendication 9, comprenant en outre la réaction de la lactone ainsi formée avec de la cyclopen-
tanone et de l’alcool isopropylique pour donner le phtalimido-isopropylester de cyclopentylidène correspondant.

12. Procédé selon la revendication 1, comprenant en outre :

(a) la déshydrogénation du lactol ainsi formé dans des conditions de déshydrogénation catalytique pour donner
l’acide 3,5-dihydroxyheptanoïque correspondant ;
(b) le traitement dudit acide 3,5-dihydroxyheptanoïque avec de la dicyclohexylamine pour former le sel
correspondant ; et
(c) la réaction du sel ainsi formé avec de l’orthoformate de triisopropyle et de l’acétone pour donner l’isopropy-
lester d’acétonide correspondant.

13. Procédé selon la revendication 1, comprenant en outre :

(a) l’oxydation du lactol ainsi formé pour donner l’acide 3,5-dihydroheptanoïque correspondant ;
(b) le traitement dudit acide 3,5-dihydroxyheptanoïque avec de la dicyclohexylamine pour former le sel
correspondant ; et
(c) la réaction du sel ainsi formé avec de l’orthoformate de triisopropyle et de l’acétone pour donner l’isopropy-
lester d’acétonide correspondant.

14. Procédé selon les revendications 10, 12 ou 13, comprenant en outre le traitement de l’isopropylester d’acétonide,
dans lequel ledit substrat d’aminoaldéhyde N-protégé est le 3-phtalimidopropionaldéhyde ainsi formé avec une base
pour donner l’isopropylester d’amino-acétonide correspondant.
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