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Description

[0001] The present invention relates to the preparation of intermediates useful in the synthesis of 2’-cyano-2’-deoxy-
N4-palmitoyl-1-β-D-arabinofuranosylcytosine, a pyrimidine nucleoside therapeutically useful in the treatment and/or pre-
vention of cancer. Also described herein is an improved process for the preparation of 2’-cyano-2’-deoxy-N4-palmitoyl-
1-β-D-arabinofuranosylcytosine.

BACKGROUND TO THE INVENTION

[0002] The therapeutic use of pyrimidine nucleosides in the treatment of proliferative disorders has been well docu-
mented in the art. By way of example, commercially available antitumor agents of the pyrimidine series include 5-
fluorouracil (Duschinsky, R., et al., J. Am. Chem. Soc., 79, 4559 (1957)), Tegafur (Hiller, SA., et al., Dokl. Akad. Nauk
USSR, 176, 332 (1967)), UFT (Fujii, S., et al., Gann, 69, 763 (1978)), Carmofur (Hoshi, A., et al., Gann, 67, 725 (1976)),
Doxyfluridine (Cook, A. F., et al., J. Med. Chem., 22, 1330 (1979)), Cytarabine (Evance, J. S., et al., Proc. Soc. Exp.
Bio. Med., 106. 350 (1961)), Ancytabine (Hoshi, A., et al., Gann, 63, 353, (1972)) and Enocytabine (Aoshima, M., et al.,
Cancer Res., 36, 2726 (1976)).
[0003] EP 536936 (Sankyo Company Limited) discloses various 2’-cyano-2’-deoxy-derivatives of 1-β-D-arabinofuran-
osylcytosine which have been shown to exhibit valuable anti-tumour activity. One particular compound disclosed in EP
536936 is 2’-cyano-2’-deoxy-N4-palmitoyl-1-β-D-arabinofuranosylcytosine (referred to hereinafter as "682" or
"CYC682"); this compound is currently under further investigation.
[0004] CYC682, also known as 1-(2-C-cyano-2-dioxy-β-D-arabino-pentofuranosyl)-N4-palmitoyl cytosine, (Hanaoka,
K., et al, Int. J. Cancer, 1999:82:226-236 ; Donehower R, et al, Proc Am Soc Clin Oncol, 2000: abstract 764; Burch, PA,
et al, Proc Am Soc Clin Oncol, 2001: abstract 364), is an orally administered novel 2’-deoxycytidine antimetabolite
prodrug of the nucleoside CNDAC, 1-(2-C-Cyano-2-deoxy-β-D-arabino-pentafuranosyl)-cytosine.

[0005] CYC682 has a unique mode of action over other nucleoside metabolites such as gemcitabine in that it has a
spontaneous DNA strand breaking action, resulting in potent anti-tumour activity in a variety of cell lines, xenograft and
metastatic cancer model.
[0006] CYC682 has been the focus of a number of studies in view of its oral bioavailability and its improved activity
over gemcitabine (the leading marketed nucleoside analogue) and 5-FU (a widely-used antimetabolite drug) based on
preclinical data in solid tumours. Recently, investigators reported that CYC682 exhibited strong anticancer activity in a
model of colon cancer. In the same model, CYC682 was found to be superior to either gemcitabine or 5-FU in terms of
increasing survival and also preventing the spread of colon cancer metastases to the liver (Wu M, et al, Cancer Research,
2003:63:2477-2482). To date, phase I data from patients with a variety of cancers suggest that CYC682 is well tolerated
in humans, with myelosuppression as the dose limiting toxicity.
[0007] More recent studies have focussed on different crystalline forms of CYC682 (see for example, WO 02/064609
in the name of Sankyo Company Limited) and optimised formulations containing CYC682 which exhibit improved stability
and which allow easier processing (see for example, WO 07/072061 in the name of Cyclacel Limited).
[0008] The preparation of CYC682 described in EP 536936 (see Scheme 1 below) involves reacting cytidine [1] with
palmitic anhydride in DMF to form N4-palmitoylcytidine [2] and subsequently protecting with 1,3-dichloro-1,1,3,3-tetrai-
sopropyldisiloxane (CIPS) to form intermediate [3]. Oxidation of [3] with pyridinium dichromate/acetic anhydride in dichlo-
romethane produces intermediate ketone [4], which is then reacted with sodium cyanide and sodium dihydrogen phos-
phate dihydrate in ethyl acetate to form the cyanohydrin [5]. Intermediate [5] is then reacted with N,N-dimethylaminopy-
ridine, phenoxythiocarbonyl chloride and triethylamine to form intermediate [6], which is subsequently reacted with AIBN
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and tributyltin hydride in toluene to give intermediate [7]. Deprotection of [7] with acetic acid and tetrabutylammonium
fluoride in THF yields the desired product, CYC682.

[0009] Further modifications to the above described route have been disclosed in JP 07053586 (Sankyo Company
Limited). In particular, JP 07053586 discloses that the oxidation step can be achieved using 2,2,6,6-tetramethyl pipe-
ridinyloxy free radical (TEMPO), NaOCl and an alkali metal halide (see conversion of [3a] to [4a] in Scheme 2 below).
Furthermore, conversion of ketone [4a] to cyanohydrin intermediate [5a] can be achieved by treating [4a] with acetone
cyanohydrin instead of NaCN. The resulting cyanohydrin [5a] can then be treated with 2-naphthylchlorothioformate to
give intermediate [6a].
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[0010] However, in spite of these modifications, the above described routes are associated with relatively poor yields
and/or a high level of variability, thereby highlighting the need for improved synthetic strategies.
[0011] The present invention thus seeks to provide an improved process for preparing CYC682. More specifically, the
invention seeks to provide a synthetic route which gives rise to improved yields of CYC682 and/or which is suitable for
the large scale preparation of this compound.

STATEMENT OF INVENTION

[0012] A first aspect of the invention relates to a compound of formula 682 which is in the form of a methanol solvate

[0013] A second aspect of the invention relates to a process for preparing a methanol solvate of the compound of
formula 682 defined in claim 1, said process comprising the steps of:

(i) treating a compound of formula 682-9 with palmitic anhydride in a mixture of H2O/dioxane to form a compound
of formula 682;
(ii) treating the product formed in step (i) with methanol to form a methanol solvate of the compound of formula 682
(form K);
(iii) isolating the methanol solvate of the compound of formula 682 (form K) formed in step (ii);
(iv) optionally purifying the product of step (iii) by recrystallisation.

[0014] Also described herein is a process for preparing a compound of formula 682-4,

said process comprising the steps of:

(i) converting a compound of formula 682-1 into a compound of formula 682-2’;
(ii) converting said compound of formula 682-2’ into a compound of formula 682-3; and
(iii) converting said compound of formula 682-3 into a compound of formula 682-4
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[0015] Advantageously, reversal of the first two steps of the synthesis to incorporate the CIPS protecting group prior
to the -NH2 protecting group leads to better quality intermediate material 682-4, which forms the substrate for the
subsequent reaction with cyanohydrin in the preparation of CYC682.
[0016] Also described herein is a process for preparing a compound of formula 682-9 or 682,

said process comprising the steps of:

(A) preparing an intermediate of formula 682-4 as described above;
(B) converting said compound of formula 682-4 to a compound of formula 682-9; and
(C) optionally converting said compound of formula 682-9 to a compound of formula 682.

[0017] Also described herein is a process for preparing a compound of formula 682-5, said process comprising treating
a compound of formula 682-4 with acetone cyanohydrin and NEt3 in heptane

[0018] Advantageously, the use of acetone cyanohydrin and NEt3 in heptane leads to the improved yield and easier
purification of intermediate 682-5 compared to reaction conditions previously known in the art.
[0019] Also described herein is a process for preparing a compound of formula 682-9 or 682,

said process comprising the steps of:

(A") preparing an intermediate of formula 682-5 as described above;
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(B") converting said compound of formula 682-5 to a compound of formula 682-9; and

(C") optionally converting said compound of formula 682-9 to a compound of formula 682.

DETAILED DESCRIPTION

[0020] As described above, a first aspect of the invention relates to a compound of formula 682 which is in the form
of a methanol solvate

[0021] Preferably, the compound is in crystalline form.
[0022] Another aspect of the invention relates to a process for preparing a methanol solvate of the compound of
formula 682 defined in claim 1, said process comprising the steps of:

(i) treating a compound of formula 682-9 with palmitic anhydride in a mixture of H2O/dioxane to form a compound
of formula 682;
(ii) treating the product formed in step (i) with methanol to form a methanol solvate of the compound of formula 682
(form K);
(iii) isolating the methanol solvate of the compound of formula 682 (form K) formed in step (ii);
(iv) optionally purifying the product of step (iii) by recrystallisation.

[0023] Also described herein is a process for preparing a compound of formula 682-4, said process comprising the
steps of:

(i) converting a compound of formula 682-1 into a compound of formula 682-2’;
(ii) converting said compound of formula 682-2’ into a compound of formula 682-3; and
(iii) converting said compound of formula 682-3 into a compound of formula 682-4.

[0024] Advantageously, incorporating the CIPS protecting group first in step (i) yields a solid product, 682-2’, which
can be more easily purified (for example, by washing) to remove unwanted by-products and any excess of the CIPS
protecting group reagent. Once purified, the solid 682-2’ intermediate so produced is then acylated to give intermediate
682-3, which is subsequently oxidised to give intermediate 682-4. The ability to purify 682-2’ in solid form leads to better
quality material for use in the subsequent steps of the process, leading to higher yields and improved reproducibility.
More particularly, the above route leads to better quality intermediate 682-4, which is the substrate for the subsequent
cyanohydrin reaction in the synthesis of CYC682.
[0025] Preferably, step (i) comprises treating said compound of formula 682-1 with 1,3-dichloro-1,1,3,3-tetraisopro-
pyldisiloxane (CIPS) in pyridine. Further details of this reaction are reported in Org. Process Dev., 4, 172 (2000); US
Pat 6,531,584 B1 (2003); Org. Lett., 8, 55 (2006).
[0026] Preferably, step (ii) comprises treating said compound of formula 682-2’ with acetic anhydride in EtOH. Alter-
natively, DMF may be used as the solvent [see Angew. Chem.Int.Ed., 43, 3033 (2004)].
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[0027] Oxidising agents for converting compound 682-3 to compound 682-4 in step (iii) will be familiar to the skilled
artisan. By way of example, the conversion can be achieved by Dess-Martin periodinane oxidation [analogous to methods
described in Helv. Chim. Acta, 85, 224 (2002) & J. Org. Chem., 55, 5186 (1990)], Swern oxidation [Org. Process Res.
Dev., 4, 172 (2000) & J. Med. Chem., 48, 5504 (2005)], oxidation with pyridinium dichromate or with 2,2,6,6-tetramethyl
piperidinyloxy free radical (TEMPO) and NaOCl.
[0028] Preferably, step (iii) comprises oxidising said compound of formula 682-3 with 2,2,6,6-tetramethyl piperidinyloxy
free radical (TEMPO) in the presence of an alkali metal halide and NaOCl. Further details of this reaction are described
in JP 07053586 (Sankyo Company Limited).
[0029] Another aspect relates to a process for preparing a compound of formula 682-9 or 682, said process comprising
the steps of:

(A) preparing an intermediate of formula 682-4 as described above;
(B) converting said compound of formula 682-4 to a compound of formula 682-9; and
(C) optionally converting said compound of formula 682-9 to a compound of formula 682.

[0030] Preferably, step (B) comprises the steps of:

(B1) converting said compound of formula 682-4 into a compound of formula 682-5;
(B2) converting said compound of formula 682-5 into a compound of formula 682-6;
(B3) converting said compound of formula 682-6 into a compound of formula 682-7; and
(B4) converting said compound of formula 682-7 into a compound of formula 682-9.

[0031] In one preferred aspect, step (B1) comprises treating said compound of formula 682-4 with NaCN/NaHCO3 in
H2O/EtOH.
[0032] In another preferred aspect, step (B1) comprises treating said compound of formula 682-4 with
NaCN/NaH2PO4.2H2O in ethyl acetate. Further details of this reaction may be found in EP 536936 (Sankyo Company
Limited).
[0033] In another preferred aspect, step (B1) comprises treating said compound of formula 682-4 with acetone cy-
anohydrin /KH2PO4 in dichloromethane. Further details of this reaction may be found in JP 07053586 (Sankyo Company
Limited).
[0034] In one particularly preferred aspect, step (B1) comprises treating said compound of formula 682-4 with acetone
cyanohydrin and NEt3 in heptane. Further details of this reaction are described below in the second aspect of the invention.
[0035] In yet another alternative preferred aspect, step (B1) comprises treating said compound of formula 682-4 with
TMSCN and AlCl3 in dichloromethane. Further details of this reaction are described in Tet, 60, 9179 (2004).
[0036] Preferably, step (B2) comprises treating said compound of formula 682-5 with 2-naphthylchlorothioformate in
the presence of NEt3 and dimethylaminopyridine. Further details of this reaction are described in JP 07053586 (Sankyo
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Company Limited).
[0037] Alternatively, step (B2) comprises treating said compound of formula 682-5 with phenoxylthiocarbonyl chloride
in the presence of NEt3 and dimethylaminopyridine. Further details of this reaction may be found in EP 536936 (Sankyo
Company Limited).
[0038] Preferably, step (B3) comprises treating said compound of formula 682-6 with tris(trimethylsilyl)silane (TTMSS)
and azobisisobutyronitrile (AIBN) in toluene. Further details of the use of this reagent may be found in J Org. Chem.,
53, 3641 (1988) and Tett. Lett., 44, 4027 (2003).
[0039] Alternatively, step (B3) comprises treating said compound of formula 682-6 with tributyltin hydride and azobi-
sisobutyronitrile (AIBN) in toluene, as described in EP 536936 (Sankyo Company Limited).
[0040] Removal of the CIPS protecting group from said compound of formula 682-7 in step (B4) and subsequent
liberation of free base 682-9 may be achieved using methods familiar to the skilled artisan. Preferably, step (B4) comprises
treating said compound of formula 682-7 with HCl/MeOH, and then treating the intermediate so produced with a base
to form a compound of formula 682-9. Further details of this reaction may be found in EP 536936 (Sankyo Company
Limited).
[0041] Preferably, step (C) comprises treating said compound of formula 682-9 with palmitic anhydride in a mixture
of H2O/dioxane. Other suitable conditions for this conversion will be familiar to the skilled artisan.
[0042] A further aspect relates to a process for preparing a compound of formula 682-5, said process comprising
treating a compound of formula 682-4 with acetone cyanohydrin and NEt3 in heptane

[0043] Advantageously, the use of acetone cyanohydrin and NEt3 in heptane leads to the improved yield and easier
purification of intermediate 682-5 compared to reaction conditions previously known in the art.
[0044] Prior art conditions for this conversion typically involve the use of NaCN or acetone cyanohydrin and triethylamine
in a 2-phase reaction mixture (for example, water/ethyl acetate) which gives rise to an equilibrium between ketone
starting material 682-4 and two possible cyanohydrin isomers. In contrast, the use of cyanohydrin and NEt3 in heptane
favours the formation of just one of the two possible cyanohydrin products; the desired cyanohydrin product is insoluble
in heptane and precipitates out of solution, whilst the other isomer and starting ketone 682-4 remain in solution. This
precipitation drives the equilibrium towards completion in accordance with Le Chatelier’s Principle, thereby leading to
improved yields of the desired cyanohydrin. Moreover, the formation of a solid allows for the easier processing of
intermediate 682-5.
[0045] Preferably, the process further comprises the step of preparing said compound of formula 682-4 from a com-
pound of formula 682-3

[0046] Suitable oxidation conditions are as described above for the first aspect of the invention. More preferably, the
process comprises reacting a compound of formula 682-3 with 2,2,6,6-tetramethyl piperidinyloxy free radical (TEMPO)
and NaOCl.
[0047] Preferably, the process further comprises the step of preparing said compound of formula 682-3 from a com-
pound of formula 682-2
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[0048] More preferably, the process comprises reacting said compound of formula 682-2 with 1,3-dichloro-1,1,3,3-
tetraisopropyldisiloxane (CIPS) in pyridine. Suitable conditions for this conversion are as described above for the first
aspect of the invention.
[0049] Preferably, the process further comprises the step of preparing said compound of formula 682-2 from a com-
pound of formula 682-1

[0050] More preferably, the process comprises reacting said compound of formula 682-1 with Ac2O in EtOH. Suitable
conditions for this conversion are as described above for the first aspect of the invention.
[0051] Preferably, the process further comprises the step of preparing said compound of formula 682-3 from a com-
pound of formula 682-2’

[0052] More preferably, the process comprises reacting said compound of formula 682-2’ with Ac2O in EtOH.
[0053] Preferably, the process further comprises the step of preparing said compound of formula 682-2’ from a com-
pound of formula 682-1

[0054] More preferably, the process comprises reacting a compound of formula 682-1 with 1,3-dichloro-1,1,3,3-tetrai-
sopropyldisiloxane (CIPS) in pyridine.
[0055] A further aspect relates to a process for preparing a compound of formula 682-9 or 682,
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said process comprising the steps of:

(A") preparing an intermediate of formula 682-5 as described above;
(B") converting said compound of formula 682-5 to a compound of formula 682-9; and
(C") optionally converting said compound of formula 682-9 to a compound of formula 682.

[0056] Preferably, step (B") comprises the steps of:

(B2") converting said compound of formula 682-5 into a compound of formula 682-6;
(B3") converting said compound of formula 682-6 into a compound of formula 682-7; and
(B4") converting said compound of formula 682-7 into a compound of formula 682-9.

[0057] Preferably, step (B2") comprises treating said compound of formula 682-5 with 2-naphthylchlorothioformate in
the presence of NEt3 and dimethylaminopyridine. Suitable conditions for this step are as described above for the first
aspect of the invention.
[0058] Preferably, step (B3") comprises treating said compound of formula 682-6 with tris(trimethylsilyl)silane (TTMSS)
and azobisisobutyronitrile (AIBN) in toluene. Suitable conditions for this step are as described above for the first aspect
of the invention.
[0059] Preferably, step (B4") comprises treating said compound of formula 682-7 with HCl/MeOH, and then treating
the intermediate so produced with a base to form a compound of formula 682-9. Suitable conditions for these steps are
as described above for the first aspect of the invention.
[0060] Preferably, step (C") comprises treating said compound of formula 682-9 with palmitic anhydride in a mixture
of H2O/dioxane.
[0061] The present invention is further described by way of non-limiting examples, and with reference to the following
figures, wherein;

Figure 1 shows synthesis of CYC682 via Route 1, a modification of the prior art procedure.
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Figure 2 shows synthesis of CYC682 via Route 1a, in accordance with a preferred embodiment of the invention.

EXAMPLES

Step 1: 682-1 → 682-2’

[0062]

[0063] Org. Process Dev., 4, 172 (2000); US Pat 6531584 B1 (2003); Org.Lett., 8, 55 (2006).
[0064] Cytidine (8.0g, 32.89mmol) was pre-dried by azeotroping with pyridine (2x15ml), then suspended in pyridine
(22ml) and the vessel purged with argon. 1,3-Dichloro-1,1,4,4-tetraisopropyldisiloxane (12.0ml, 35.40mmol) was added
dropwise at room temperature over a period of 20min. A mild exotherm to 32°C was observed. A heavy white precipitate
gradually settled at the bottom of the flask. This was broken up with vigorous stirring and the resulting heavy suspension
stirred overnight. The mixture was poured into water (200ml) and extracted with EtOAc (3x200ml). The combined organics
were washed (brine), dried (MgSO4), filtered and evaporated to a white solid. This was triturated with heptane, filtered
and washed with heptane (100ml) followed by light pet ether (2x50ml). 13.46g (84%) obtained. In the last stage of the
work up, isopropyl acetate may be substituted for heptane.

Step 2: 682-2’ → 682-3

[0065]

[0066] 682-2’ (10.0g, 20.59mmol) was suspended in ethanol (200ml) and acetic anhydride (6.9ml, 72.06mmol) added
dropwise (no exotherm). The mixture was heated (oil bath 65°C - internal temp 50-53°C) for 2h. Tlc (7% MeOH/DCM)
showed product with only trace of starting material. A further 3ml of acetic anhydride was added (no exotherm) and
heating continued a further 1.5h. Tlc showed no starting material. The mixture was cooled to room temperature and the
EtOH evaporated on RV. 5% NaHCO3 (100ml) was added (CO2↑) and the mixture extracted with 1:1 TBDME/heptane
(3x100ml). The combined organics were washed (brine), dried (MgSO4), filtered and evaporated to a white foam (10.43g,
96%).

Step 3: 682-3 → 682-4

[0067]
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[0068] 682-3 (8.0g, 15.15mmol) was dissolved in DCM (120ml) and cooled to 10°C in an icebath. Dess-Martin perio-
dinane (12.58g, 28.78mmol) was added in small portions and the addition funnel rinsed with DCM (20ml). The resulting
cloudy solution stirred with cooling for 10min, then at room temperature overnight. The mixture was diluted with Et2O
(450ml) and washed with aq NaHCO3 (200ml) in which Na2S2O3.5H2O (38.5g) had been dissolved. The aqueous phase
was extracted with Et2O (200ml). The combined organics were washed (sat NaHCO3, followed by brine), dried (MgSO4)
filtered and evaporated to a crisp white foam. NMR showed ca.7.5% of starting material remaining. The crude product
was redissolved in DCM (150ml) and treated with a further 2.5g (5.89mmol) of Dess-Martin periodinane as before. The
reaction mixture was worked up as before (using 9g Na2S2O3.5H2O) to give 7.54g (95%) of the desired product as a
white foam.

Step 4: 682-4 → 682-5

[0069]

[0070] 682-4 (700mg, 1.33mmol) was partially dissolved in heptane (7ml) to give a hazy solution. Acetone cyanohydrin
(0.25ml, 2.66mmol) was added in a steady stream, followed by dropwise addition of triethylamine (19ml, 0.13mmol). The
mixture was stirred at room temperature, gradually becoming more cloudy. After ca. 20 min the reaction mixture was a
thick, paste-like suspension. LCMS after 1h showed no starting material. The mixture was cooled in an ice bath and
filtered. The collected white solid was washed with cold heptane (ca. 15ml) followed by light pet ether (ca. 5ml). The
product was dried under vacuum at 40°C. 673mg (91%) obtained.

Step 5: 682-5 → 682-6

[0071]
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[0072] A solution of 2-naphthyl chlorothioformate in toluene (2-NTF) (25% solution, 1.82kg/kg 682-5) is added to 682-5
in dichloromethane (10L/kg 682-5) and 4-dimethylaminopyridine (0.022kg/kg 682-5) at, or below 5°C. Triethylamine
(0.22kg/kg 682-5) at 0° to 10°C, is added slowly to the reaction mixture at a rate to maintain the temperature at 10°C,
or below. The mixture is maintained at 0° to 10°C and monitored by HPLC. The reaction is continued until the 682-5
content is 52.0%. At the completion of the reaction, 1%w/w aqueous sodium dihydrogen phosphate (10kg/kg 682-5) is
added at a rate to maintain the temperature at 10° to 25°C. The phases are separated and the aqueous phase extracted
with additional dichloromethane (4.5L/kg 682-5). After phase split, the organic phases are washed with a single low
pyrogen water (10L/kg 682-5) charge, combined and transferred for distillation with a dichloromethane line wash. The
organic phase is concentrated under reduced pressure at not more than 30°C. Methanol (3L/kg 682-5) is charged and
concentration continued. Additional methanol is charged (10L/kg 682-5) and the product granulated for at least 1 hour
at, or below 5°C. The product is isolated by centrifugation in up to two loads. Each load is washed with cold methanol
(1.5L/kg 682-5) at 0° to 5°C, prior to drying under vacuum at up to 45°C, to constant weight.

Step 6: 682-6 → 682-7

[0073]

[0074] The radical initiator Vazo67 (2,2’-azobis[2-methylbutyronitrile]) (0.05kg/kg 682-6) and tris(trimethylsilyl)silane
(TTMSS) (0.41kg/kg 682-6) are added to the intermediate 682-6 in toluene (4.5L/kg 682-6). The reaction mixture is
heated to 70°C and agitated at 65° to 75°C for at least 1 hour, prior to monitoring. The mixture is monitored by HPLC.
The reaction is continued until the 682-6 content is X2.0%. Additional initiator and TTMSS can be added if required.
After reaction completion is achieved, the mixture is added slowly to ethylcyclohexane (20L/kg 682-6) at 65° to 75°C.
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The reaction mixture is cooled to 0° to 5°C over at least 2.5 hours and held at this temperature. The resultant solid is
isolated by centrifugation in up to three loads. Each load is washed with a cold ethylcyclohexane (1 L/kg 682-6) at 0° to
5°C. The product is dried under vacuum at up to 45°C, to constant weight.

Step 7: 682-7 → 682-8

[0075]

[0076] To establish hydrolysis, 682-7 is dissolved in methanol (2.34L/kg 682-7) and hydrochloric acid (36%, 0.48L/kg
682-7) at 48° to 52°C. A 682-8 seed is prepared by treating 682-9 (5g/kg 682-7) with hydrochloric acid (29mL/kg 682-7)
in methanol (140mL/kg 682-7), prior to charging to the reaction mixture. The reaction mixture is heated at 53°C to 60°C
for at least 2 hours and monitored by HPLC. The reaction is continued until the peak at retention time ca 5.25 is 512.0%.
At the completion of the reaction, the mixture is cooled to 10°C to 15°C over at least 100 minutes. Ethyl acetate (10 L/kg
682-7) is added over at least 25 minutes at 10°C to 15°C, and the mixture cooled to 0°C to 5°C over at least 30 minutes.
The mixture is granulated at less than 5°C for at least 1 hour. The product is isolated by centrifugation in up to two loads
and each load washed with a cold mixture of methanol (0.38L/kg 682-7) and ethyl acetate (1.11 L/kg 682-7) at 0° to
5°C. The product is dried under vacuum at up to 45°C, to constant weight.

Step 8: 682-8 → 682-9

[0077]

[0078] The hydrochloride salt 682-8 is neutralised by adding triethylamine (0.41kg/kg 682-8) to a suspension of 682-8
in a methanol (3.9L/kg 682-8) : dichloromethane (10L/kg 682-8) mixture at 15° to 30°C. Dissolution occurs on addition
of the triethylamine. The reaction mixture is agitated at 15° to 30°C for at least 10 minutes and the pH of a sample
checked after dilution with water. It is expected to be in the range pH 9 to 9.5. The intermediate 682-9 may undergo
epimerization at high pH. Acetic acid (0.25kg/kg 682-8) is added slowly with agitation, at a rate to maintain the temperature
at less than 30°C, to adjust the pH range to 4.0 to 4.5 and induce crystallisation. Additional acetic acid may be added if
required. The mixture is then diluted with dichloromethane (25L/kg 682-8) and cooled to 0°C to 5°C. The mixture is
stirred at 0°C to 5°C for at least 1 hour, the product isolated by centrifugation in up to two loads. Each load is washed
with a cold mixture of methanol (0.63L/kg 682-8) and dichloromethane (4.4Ukg 682-8). The product is dried under
vacuum at up to 45°C, to constant weight.

Step 9: 682-9 → 682

[0079]
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[0080] 682 can be obtained in accordance with the methods disclosed in Examples 1-4 of EP 536936. The intermediate
682-9 is converted to CYC682 and is initially isolated as Form K which is a methanol solvate. Form K is converted to
Form B which is a hemihydrate by a suspension form change reaction. Form K or Form B can be further purified by
recrystallisation. The recrystallisation yields Form K which is then converted, or reconverted to Form B.

(i) 682: Form K

[0081] Palmitic anhydride (3.53kg/kg 682-9) is added to a mixture of 682-9 in 1,4-dioxane (20L/kg 682-9) and low
pyrogen water (1.OL/kg 682-9) and the reaction mixture is heated to 80° to 90°C (target range 80° to 85°C). The reaction
is monitored by HPLC and continued until the 682-9 content is 52.0%. At the completion of the reaction, the mixture is
hot filtered and the filter washed with 1,4-dioxane (1OL/kg 682-9) at 70° to 90°C. The resultant combined filtrate is
concentrated to less than 30% of its original volume (7.3L/kg 682-9) at or below 60°C (target internal temperature 45°C
to 55°C, or less). The water content is checked by Karl Fischer titration. If the water content is <2%, additional dioxane
is added and the distillation repeated. If required, 1,4-dioxane is added to dilute the mixture to 30% of the original volume.
Ethylcyclohexane (48.3L//kg 682-9) and 1,4-dioxane (3.66L/kg 682-9) are added and the temperature adjusted into the
range 43° to 47°C. Methanol (3.23L/kg 682-9) is added at 40° to 45°C over at least 5 minutes.
[0082] In a separate reactor CYC682 seed crystals (Form B) (10g/kg 682-9) are added to a mixture of ethylcyclohexane
(1333mL/kg 682-9), 1,4-dioxane (177mL/kg 682-9) and methanol (89mL/kg 682-9) (15:2:1 v/v/v). The resultant mixture
is stirred at 20° to 25°C for at least 1 hour, then added to the crude reaction solution at 40° to 45°C. After crystallisation
of the Form K occurs, the reaction mixture is stirred at 40° to 45°C for at least a further 30 minutes. The reaction mixture
is cooled to 20° to 23°C over at least 120 minutes, and held in the range 20° to 23°C for at least 1 hour. The resultant
solid is isolated by centrifugation in up to two loads and each load washed with a mixture of ethylcyclohexane (7.5L/kg
682-9), 1,4-dioxane (1.OL/kg 682-9) and methanol (0.5Ukg 682-9) at 0° to 5°C. The product is dried under vacuum at
35° to 40°C, to constant weight to yield CYC682 (Form K).

(ii) 682: Form B

[0083] CYC682 (Form K) is suspended in methyl acetate (8.9L/kg CYC682) containing approximately 1.5 to 2% low
pyrogen water (169.3mUkg CYC682). The suspension is stirred at 20° to 25°C (target 22° to 24°C) for 1.5 hours and
undergoes form conversion. The product is isolated by Nutsche filtration and washed with a mixture of methyl acetate
(2.2L/kg CYC682) and low pyrogen water (42.3mUkg CYC682) 20° to 25°C. The product is dried under vacuum at or
below 40°C, to constant weight, to yield CYC682 (Form B).

Recrystallisation of CYC682 (Form K or B)

[0084] CYC682 (Form K or B) is suspended in a mixture of 1,4-dioxane (3.33L/kg CYC682) and ethylcyclohexane
(25L/kg CYC682) and the mixture adjusted into the range 43° to 47°C. Methanol (1.66L/kg CYC682) is added at 40° to
50°C over at least 5 minutes to achieve dissolution. Additional heating up to 60°C may be required to achieve dissolution
of CYC682 Form B.
[0085] In a separate reactor CYC682 seed crystals (4 to 15g/kg CYC682) are added to a mixture of ethylcyclohexane,
1,4-dioxane and methanol (15:2:1 v/v/v) as in section (i) above. The resultant mixture is stirred at 20° to 25°C for at least
1 hour, then added to the crude reaction solution at 40° to 45°C. After crystallisation of the Form K occurs, the reaction
mixture is stirred at 40° to 45°C for at least a further 30 minutes. The reaction mixture is cooled to 20° to 23 °C over at
least 120 minutes, and held in the range 20° to 23°C for at least 1 hour. The resultant solid is isolated by centrifugation
in up to two loads and each load washed with a mixture of ethylcyclohexane (3.852L/kg CYC682), 1,4-dioxane (0.514L/kg
CYC682) and methanol (257mL/kg CYC682) at 0° to 5°C. The product is dried under vacuum at 35° to 40°C, to constant
weight to yield CYC682 (Form K).
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Comparative Studies

[0086] Studies by the Applicant have shown that the process steps as presently claimed lead to improved yields over
methodology previously used in the art. By way of example, Table 1 below compares the yields for each step in Route
1 (see Figure 1; prior art methodology) and Route 1a (see Figure 2; in accordance with the invention).

[0087] Table 1 shows that reversal of the first two steps in the synthesis, (Route 1a, i.e. incorporating the CIPS
protecting group prior to the acylation step), and the use of acetone cyanohydrin/heptane in the cyanation step gives
rise to intermediate 682-5 in high yield. By way of comparison, performing the acylation step prior to incorporating the
CIPS protecting group (Route 1), and using standard cyanation conditions known in the art (e.g. NaCN, NaHCO3 in
H2O/EtOAC gives rise to a much lower yield 682-5 (38 %). Overall, a comparison of the two routes gives 19.9 % CYC682
for Route 1, compared to 39.8 % CYC682 for Route 1a.
[0088] Various modifications and variations of the described aspects of the invention will be apparent to those skilled
in the art without departing from the scope and spirit of the invention. Although the invention has been described in
connection with specific preferred embodiments, it should be understood that the invention as claimed should not be
unduly limited to such specific embodiments. Indeed, various modifications of the described modes of carrying out the
invention which are obvious to those skilled in the relevant fields are intended to be within the scope of the following claims.

Claims

1. A compound of formula 682 which is in the form of a methanol solvate

2. A compound according to claim 1 which is in crystalline form.

3. A process for preparing a methanol solvate of the compound of formula 682 defined in claim 1, said process
comprising the steps of:

(i) treating a compound of formula 682-9 with palmitic anhydride in a mixture of H2O/dioxane to form a compound
of formula 682;
(ii) treating the product formed in step (i) with methanol to form a methanol solvate of the compound of formula
682 (form K);

Table 1: Comparison of yields for Route 1 and Route 1a

→  2 →  3 →  4 →  5 →  6 →  7 →  8 →  9 →  K →  B Tot.

Route 1 98 38 90 91 85 97 89 89 19.9

Route 1a 86 99 95 92 90 91 85 97 89 89 39.8
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(iii) isolating the methanol solvate of the compound of formula 682 (form K) formed in step (ii);
(iv) optionally purifying the product of step (iii) by recrystallisation.

Patentansprüche

1. Verbindung der Formel 682 in Form eines Methanolsolvats

2. Verbindung nach Anspruch 1 in kristalliner Form.

3. Verfahren zur Herstellung eines Methanolsolvats der in Anspruch 1 definierten Verbindung der Formel 682, wobei
das Verfahren die folgenden Schritte umfasst:

(i) das Behandeln einer Verbindung der Formel 682-9 mit Palmitinsäureanhydrid in einer Mischung von H2O/Di-
oxan unter Bildung einer Verbindung der Formel 682,
(ii) das Behandeln des in Schritt (i) gebildeten Produkts mit Methanol unter Bildung eines Methanolsolvats der
Verbindung der Formel 682 (Form K),
(iii) das Isolieren des in Schritt (ii) gebildeten Methanolsolvats der Verbindung der Formel 682 (Form K),
(iv) gegebenenfalls das Aufreinigen des Produkts aus Schritt (iii) durch Umkristallisieren.

Revendications

1. Composé de formule 682 qui est sous la forme d’un solvate méthanolique

2. Composé selon la revendication 1 qui est sous forme cristalline.

3. Procédé de préparation d’un solvate méthanolique du composé de formule 682 défini dans la revendication 1, ledit
procédé comprenant les étapes de :
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(i) traitement d’un composé de formule 682-9 avec de l’anhydride palmitique dans un mélange de H2O/dioxane
pour former un composé de formule 682 ;
(ii) traitement du produit formé dans l’étape (i) avec du méthanol pour former un solvate méthanolique du
composé de formule 682 (forme K) ;
(iii) isolement du solvate méthanolique du composé de formule 682 (forme K) formé dans l’étape (ii) ;
(iv) facultativement, purification du produit de l’étape (iii) par recristallisation.
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