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Summary: An efficient chiral synthesis of (S5,5)-(-)-3g, a key intermediate for the preparation of
collagen cross-links pyrzdmolme (Pyd 1) and deoxypyrzdmolme (Dpd 2) was achzeved from (45)-5-
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with iodide (25,5R)-(+)-4a followed by hydrolysis provided a first chiral synthesis of natural {(+)-Pyd
(1). 1-(28)-(+)-Pyd (1) was also svm‘heszzed Sfrom (§8,5)-(-)-3g and iodide (25,55)-(+)-4a. Similarly,
quaternization of (S,5)-(-)-3g with iodide (2S)-(-)-4b, which was prepared from (2S)-(-)-6-amino-2-
[(tert-butoxycarbonyi)amino Jhexanoic acid (31) in three steps, followed by hydrolysis afforded natural
(+)-Dpd (2) in 5.3% overall yield. Also, the synthesis of racemic Dpd [(+)-2] and a variety of its
analogues is presented. © 1998 Elsevier Science Lid. All rights reserved.

Introduction

Collagen is a family of structurally related proteins present in the extracellular matrix of connective
tissue (e.g., tendon, skin, ligament and bone) which provides a scaffold for provision of shape and form.!
During the maturation of collagen, inter and intramolecular covalent cross-links (Figure 1) pyridinoline (Pyd,
1)2 and deoxypyridinoline (Dpd, 2)3 are formed from the adjacent lysines and hydroxylysines by a lysyl oxidase
mediated enzymatic process.*5 The pyridinium cross-links (1,2) play an important role in the physiological and

pathological changes of collagen and are found to be essential for maintaining the structure of collagen fibril
network.! However, during the process of bone resorption, cross-links (1,2) are released into the serum and
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1: X = OH, Pyridinoline (Pyd) X
2: X = H, Deoxypyridinoline (Dpd) 4a: X =OH;4b: X=H
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Dpd (2) are two important and representative cross-links of collagen status, estimation of their levels in urine
has been shown to be useful biochemical markers in the diagnosis and management of osteoporosis and other
metabolic diseases.!! Unfortunately, Pyd (1) and Dpd (2) are mainly isolated in a very low yield from natural
sources such as animal bones (ex., sheep, 0x) by acid hydrolysis followed by several purification steps.!2 Thus,
the cost of these materials (1,2) is extremely high.!3 Therefore, development of a general synthetic method for
collagen cross-links (1,2) as well as for their analogues which are needed as clinical assay calibrators, controls

and reference standards, is critically important. The cross-links (1,2) and their analogues are also imperative as
components for developmem of immunoassays for osteoporosis and to study bcne metabolism. Recently,
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dihydro-3,6-diethoxy-2-isopropylpyrazine, unfortunately with an undefined stereochemistry at 1-(2)-OH chiral
center. Additionally, the ten step synthesis reported for (28)-tert-butyl-2-[(tert-butoxycarbonyl)amino]-6-
iodohexanoate (4b) utilizing (25)-2,5-dihydro-3,6-diethoxy-2-isopropylpyrazine, which is essential for
preparation of deoxypyridinoline (2), presents serious limitations in making this important biological material
(2).14 1In this paper, we describe our efforts in detail, on the first total synthesis of natural (+)-pyridinoline (1)
from (45)-5-(terr-butoxy)-4-[(tert-butoxycarbonyl)amino]-5-oxopentanoic acid (21b). The use of a novel chiral
reagent, O-methoxy-N-(tert-butoxycarbonyl)-L-thyroxine (24), for separation of (25,5R)-(+)-ters-butyl-2-{(tert-

butoxycar bonyl)amino}-5-hydroxy-6-iodohexanoate (4a) and the synthesis of 1-(28)-(+)-pyridinoline (1) is also
presented.  Additionally, development of an efficient three step synthesis of (2S)=(=)=tert=uut"}=2={(tert=

acid (31) and the preparation of natural (+)-deoxypyridinoline (2) is described. The racemic synthesis of
deoxypyridinoline [(%)-2] and the preparation of a variety of 3-hydroxy-4,5-substituted pyridine analogues (3a-
g) is also presented.

Preparation of 3-Hydroxy-4,5-substituted pyridine Derivatives (3)

The strategy for the synthesis of collagen cross-links (1,2) and their analogues involves (Figure 1) the
construction of appropriately functionalized 3-hydroxy-4,5-substituted pyridine derivatives (3), followed by the

quaternization of nitrogen with an iodo compound (4a or 4b), and subsequent hydrolysis of protective groups.
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pyrlames (3) which Involve elaboration of the other HCICI’OCyCllC syucms such as fu rans, perI’le 3ﬁd
oxazoles.!6 Although the oxazoles are frequently used as dienes for preparation of 3-hydroxy-4,5-substituted
pyridines, the formation of regeoisomers at 4,5-positions of the pyridine ring with unsymmetrical dienophiles, is
undesirable. 150,16 Therefore, the required 3-hydroxy-4,5-substituted pyridine derivatives (3) were prepared
from aza-diketo compounds (5) via a cyclization-aromatization reaction.!4 The aza-diketones (5), the key
synthons for the cyclization reaction, were prepared from the epoxides (6) as shown in Scheme 1. Accordingly,
the epoxides (6a-g) were reacted with benzylaminel7 and the crude product was purified by silica gel column
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chromatography to afford the N-benzy! compounds (7a-g) in 51-89% yield. The N-benzyl group in 7a-g was

cleaved by hydrogenolysis over 10% Pd/C in ethanol and the resulting crude amines (8a-g) were treated with di-
fert-butyldicarbonate in THF at room temperature. After removal of solvent, the crude products were purified
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by silica gel column chromatography to afford Boc compounds (9a-g). Finally, oxidation of the two hydroxyl
1R
groups in %a-g using oxalyl chioride and DMSO*5 in CH;Cl,, followed by silica gel column chromatography

afforded the aza-diketones (Sa-g), the key synthons for the cyclization-aromatization reaction, in excellent yield
(63-97%).
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Typically, the cyclization-aromatization reaction was carried out by adding a THF solution of aza-
diketones (5a-e) to a cooled (0-5 °C) solution of NaH (4.0 equiv.) in THF (20 mL/1.0 mmol of §) under
nitrogen. The mixture was stirred at room temperature and progress of the reaction was monitored by TLC (40-
80% EtOAc in hexane). After the reaction was complete, the mixture was cooled to 0 °C, quenched with

methanol and 3—hydroxy—4,5—subst1tuted pyridines (3a-e) were isolated by silica gel column chromatography.

Table: Preparation of 3-hydroxy-4,5-substituted pyridine derivatives (3a-g) from aza-diketo compounds (5a-g)

Entry Aza-diketones (5) Base®/Solvent/ Pyridine derivatives (3)
R= Temp (°C)/Time (h) yield (%)®  mp (°C)

1. 5a CH,CHj3 t-BuOK/THF/rt to 60/5 3a 45 143-5

2. 5a CH,CHj3 NaH/THF/0-rt/24 3a 49 143-4

3. 5b CH,CH,Ph t-BuOK/THF/rt to 60/5.5 3b 35 oil

4. 5b CH,CH,Ph NaH/THF/0-rt/24 3b 45 oil

5 5c CH,(CH,),OTHP NaH/THF/Q-1v/23 3c 38 oil

6 5d CH,(CH,)¢CN NaH/THF/0-rt/48 3d 44 oil

7 Se CH,CH,NHBoc NaH/THF/0-rt/22 3 44 gum

8 5f CH,(CH;,),CO,2-Bu DBU/THF/rt/92 3f 62 gum

9. 5g (x)-CH,CH(NHBoc)CO,-Bu DBU/THF/rt/92 (x)-3g 58 86-9

a) 4.0 equiv. of NaH or terr-BuOK or 6.5 equiv. of DBU was used. b) Isolated yieid.
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substituted pyridine derivatives (3a-g) were prepared in 38-62% yield (table}. The pyridine analogues 3a-g are
important reagents designed for testing of anti-Dpd antibodies and for applications in the development of
clinical assay for osteoporosis. The pyridine derivatives 3a-e were obtained in 38-49% yield using sodium
hydride in THF, while the use of potassium tert-butoxide in THF (entry 1 and 3) did not produce noticeable
difference in yield. The non-nucleophillic bases, e.g., diazabicyclo[5.4.0]-undec-7-ene (DBU) in THF at room
temperature gave the pyridine derivatives (e.g., 3a from 5a; 3¢ from 5¢) only in <5% yield. Additionally, the
reaction of 5a or 5S¢ with DBU in THF at higher temperature led to the decomposition of starti

afforded the expected pyridine derivatives (3b, 3d) in 44-45% yield (entries 4, 6). The aza-dlketo compounds
{(5f-g) gave pyridine derivatives (3f-g, entries 8 and 9) in good yields (58-62%) using DBU in THF at room
temperature, but the use of NaH in these cases (5f-g) produced 3f-g in low yield (< 10%) with a number of side
products. The cyclization-aromatization reaction of Sa with NaOMe in THF allowed us to isolate the
conjugated keto compound 12a (R = CH,CHj3) in 48% yield along with the aromatized pyridine compound 3a
in only a 10% yield. The keto compound 12a (R = CH,CH3) upon further treatment with ters-BuOK in THF
produced the final product of the cyclization-aromatization reaction 3a in 30% yield, suggesting that 12a is an

intermediate in the reaction. We therefore propose that the reaction of (5a-g) is proceeding (Scheme 3) through

X

equiv. of epoxide (6a-g), the method allows the introduction of a variety of substituents at the designated 4 and
S-positions of pyridine with placement of a hydroxyl group at the 3-position. More importantly, the substituents
at the 4 and 5-positions of pyridine ring are differentiated by one methylene, which is a characteristic feature of
the pyridinium cross-links (1,2).
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Synthesis of Racemic Deoxypyridinoline [(+)-2]

Before attempting the chiral synthesis of cross-links (1,2), we first decided to prepare racemic
deoxypyridinoline [(£)-2] from (%)-3g in order to optimize the reaction conditions as well as to evaluate its
applications for assay development. Thus, the (x)-tert-butyl-2-[(tert-butoxycarbonyl)amino]-6-iodohexanoate
(4b) required for quaternization of the pyridine nitrogen!® in (£)-3g was prepared from (&)-fert-butyl-2-[(tert-
butoxycarbonyl)amino]-5-hexenoate (14) in two steps as shown in Scheme 4. Accordmgly, the olefin (+)-14,20

which was nrenared for the synt

esis of epoxide (+)-6g, upon hydroboratio

U5 L LI U2/

T ’1
2

(=8

=



desired iodide (+)-4b by treatment with iodine and triphenylphosphine in THF2! followed by silica gel column
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The iodo compound (+)-4b was first reacted (Scheme 5) with 3-hydroxypyridine (16) in order to study
the quaternization reaction as well as to prepare a simple pyridinium analogue (x)-18. Thus, heating the
mixture of iodide (+)-4b and 3-hydroxypyridine (16) in anhydrous 1,4-dioxane at 110 °C for 4 h and

LS

purification of the crude product by preparative HPLC afforded the simplified analogue (x)-18 in 81% yield as
its trifluoroacetic acid sait. The analogue (+)-18 was designed to evaiuate the roie of 4 and 5 substituents on the
binding properties of Dpd (2) to the developed anti-Dpd antibodies. Similarly, the mixture of ()-3g and (&)-
tert-butyl-2-[(tert-butoxycarbonyl)amino]-6-iodohexanoate (4b) in anhydrous 1,4-dioxane was refluxed for 6 h
to afford pyridinium compound (+)-19 in 46% yield after preparative HPLC purification. Finally, hydrolysis
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of both Boc and tert-butyl ester groups using trifluoroacetic acid-water at room temperature followed by
preparative RP HPLC purification afforded the racemic deoxypyridinoline [(+)-Dpd, 2] as its TFA salt in 73%
yield. We also prepared (Scheme 6) a pyridine analogue (%)-20 which is lacking the lysine side chain at the

Scheme 6
N
NH, (" COH
TFA-H,0 OH



=
o0

m oA

ydrolysis of (£)-3g with trifluoroacetic acid-water gave the TFA salt of (£)-20 in 73%
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ogen.
yield. The analogue (x)-20 is critical in defining the role of lysine chain in binding of Dpd (2) to the developed
anti-Dpd antibodies, as well as in determining the specificity of anti-Dpd antibodies.

Chiral Synthesis of Collagen Cross-links (1,2)
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absolute stereochemisiry of both Pyd (1) and Dpd (2) has not yet been independently established
and therefore, the chiral synthesis was undertaken for cross-links (1,2) with the above proposed stereochemistry.
Thus, based on the method developed for racemic Dpd [(#)-2, Figure 1, Scheme 1,5], the chiral synthesis of
pyridinium cross-links (1,2) involves the construction (Figure 2, Scheme 7) of key chiral intermediate, (-)-tert-
butyl-(25)-4-(4-{(25)-3-(tert-butoxy)-2-[(tert-butoxycarbonyl)amino]-3-oxopropyl } -5-hydroxy-3-pyridinyl)-2-

[(zert-butoxycarbonyl)amino]butanoate (3g). The 3-hydroxypyridine derivative, (S,5)-(-)-3g was envisioned

from a chiral pool starting material L-glutamic acid (21).

Figure 2
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Chiral Synthesis of 3-Hydroxy-4,5-substituted pyridine derivative (S,S)-(-)-3g

Synthesis of the key synthon (S,5)-(-)-3g began from a commercially available glutamic acid (21)
derivative, (45)-5-(tert-butoxy)-4-[(tert-butoxycarbonyl)amino]-5-oxopentanoic acid (21b), (Scheme 7). Thus,
21b was treated with isobutyl chloroformate?3 in the presence of 4-methylmorpholine in THF and the resulting
mixed anhydride was successively reacted with ethereal-diazomethane followed by 48% aq. HBr in ether at -20
°C. The (25)-tert-butyl-2-[(tert-butoxycarbonyl)amino]-6-bromo-5-oxohexanoate (22) was isolated by silica gel

column chromatography in 50% yield. The keto fi nctionality in (5)-22 was reduced with NQRH, in methanol
1:1

to afford the corresponding alcohol (25)-23 as a mixture of diastereomers. The diastereomeric mixture of

fomo compO" nds (25') 23 could not be separated cither uy silica gel column chromatography or

ill be eventually oxidized to the
corresponding keto functionality in the synthesis of (S,S)-(-)-3g, the diastereomeric mixture (25)-23 was carried
to the next step. Thus, treatment of the diastereomeric mixture of (25)-23 with ethanolic KOH at room
temperature gave the desired epoxide (25)-6g in 87% yield, a key synthon for the preparation of (S,5)-(-)-3g.
The epoxide (25)-6g was reacted with benzylamine as described for the preparation of racemic 3 (Scheme 2) to
afford the N-benzyl compound (6S,165)-7g in 85% yield. The N-benzy!l group in (65,165)-7g was cleaved by

1vdrogenolysis and the crude amine (6S5,165)-8¢ was treated with di-tert-b ityldicarbonate in dry THF to
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urification by silica gel column

chromatography afforded the aza-diketo compound (685,165)-(-)-5g in excelient yieid (98%). Finaily, the DBU
promoted cyclization-aromatization reaction of (65,165)-(-)-5g in THF at room temperature followed by silica

gel column chromatography afforded the chiral (S,5)-(-)-3g in 50% yield as a pale yellow crystalline product.

Scheme 7
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Synihesis of (28, 5R)-{(+)-teri-Butyi-2-{{feri-butoxycarbonyijaminoj-5-hydroxy-6-iodohexanoaie {4a)

The next step in the synthesis of Pyd (1) was to prepare the iodide (25,5R)-(+)-4a which is required for
quaternization of (S,5-(-)-3g. The iodide (25,5R)-(+)-4a and its diastereomer (25,55)-(+)-tert-butyl-2-[(tert-

butoxycarbonyl)aminol-5-hydroxy-6-iodohexanoate (4a) were prepared from the diastereomeric mixture of
hydroxy compound (25)-23 via separation as shown in Sc..emc 8. Since our attempts to separate the hydroxy-

bromo compound (25)-23, which was obtained as 1:1 diastereomeric mixture (Scheme 7) failed, alternatively,
we decided to derivatize the mixture (25)-23 for separation. Initially, the Mosher’s acid [(R)-(+)-c-methoxy-ot-
(trifluoromethyl)phenylacetic acid]?4 seemed to be the obvious choice for derivetization of (25)-23. Thus, the
diastereomeric mixture of (25)-23 was esterified with (R)-(+)-Mosher’s acid using DCC in CH,Cl, to give the
mixture of esters [25: R* = (R)-(+)-a-methoxy-o-(trifluoromethyl)phenylacetyl] in 81% yield. Surprisingly,
our efforts to separate the ester mixture [25: R* = (R)-(+)-0-methoxy-o-(trifluoromethyl)phenylacetyl} either by
crystallization or chromatography including HPLC (Waters u Bondapak RCM C18 10 (40 x 100 mm column)

visioned that a bulky hydrophobic chiral resolving agent was needed for

u u erefore, n 1 hydrophobic ] res
separation of (25)-23. Our experience with thyroxine? led us to explore the use of O-methoxy-N-(tert-
................ AT vrnyine [V 24125b fnn camaratinn ~F 19 22 Thic ahicnl vancant 24 whish hac
Dut()xyl(.d.l[)()llyl}-l.f l_y! Xine [(5)-a4),-°7 101 separation Of (£0)-&3. 10is chnirar reéagent \o} ~%, Whicn 1

already protected amino and phenolic groups as Boc and methy] ether, respectively, can be prepared easily and
economically in gram quantities.25> Thus, (25)-23 was esterified with O-methoxy-N-(rert-butoxylcarbonyl)-L-
thyroxine [(S)-24],25b using DCC in CH,Cl, at room temperature. To our delight, the ester 25 was separated by

)
O
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Scheme 8
N}{BOL NHBoc¢
24. DCC [ NHBoc
(25)-23 ~EL2ADCC zBuozc/\/\/\Br + FBUOC TN B
CH;Clz, 1,24 h OR*
and canaratinn
v (28,5R)-(-)-25 (25,55)-(-)-25
R*=0- vaemoxy-fv -i-Boc-L-
thyroxinyl [(25)-24]
preparative HPLC to give (-)-(25,5R)-25 (ce: >97%) and (-)-(25,55)-25 (ee: >97%) in 28 and 34

10 (-)-(£3,00)-&4d (€. >T /7 o) in 28 and 34% yield
respectively. Thus, to the best of our knowiedge, this is the first report of the use of a thyroxine derivative [ex.
(8)-24] for the separation of stereoisomers. The absolute stereochemistry of (25,5R)-(-)-25 was determined by
correlation to the natural hydroxylysine (28,5R)-(+)-29 as shown in Scheme 9. Accordingly, (25,5R)-(-)-25 was
treated with sodium azide in DMF and the resulting crude azide (25,5R)-26 (R=R* = O-methoxy-N-(tert-butox
ycarbonyl-L-thyroxinyl) was hydrolyzed using lithium hydroxide in THF-water to give the hydroxy compound
(25,5R)-(-)-27 in 80% yield. The azide functionality in (25,5R)-(-)-27 was reduced by hydrogenation using 10%

Pd/C in ethanol and the resulting crude amine (2S,5R)-(-)-28 was hydrolyzed using TFA-water to give

hydroxylysine (2S,5R)-(+)-29 in 56% yield. The properties of synthetic hydroxylysine (25,5R)-(+)-29 {[a]?%
J J \ ’ s NPT 7 r r J J gt ASaing4 FERN [ Sa | 9]
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Synthesis of Naturai (+)-Pyridinoline (1)
The ester (25,5R)-(-)25 (Scheme 10) upon treatment with LiOH in THF-H,O at room temperature under
went hydrolysis of the thyroxine ester and was subsequently converted to the epoxide (+)-tert-butyl-(25)-2-

f{tort.hntavurarhanvNaminal . A R\ _aviranylThntannate (&a) in AQ0L viald The anavide (2€C R\_(L\_Ga nnon
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temperature,2’ afforded the desired iodo compound (25,5R)-(+)-4a, as a sole product in excellent yield (94%).
The quaternization of 3-hydroxy pyridine derivative (S,5)-(-)-3g with iodo compound (25,5R)-(+)-4a (2.0
equiv.) was carried out by heating the mixture in anhydrous 1,4-dioxane for 6 h under nitrogen. The pyridinium
product 1-(2R)-(-)-30 was isolated by preparative HPLC followed by lyophilization in 42% yield. Hydrolysis of
Boc and tert-butyl ester groups in 1-(2R)-(-)-30 using TFA-water and purification of the crude product by
preparative HPLC followed by lyophilization afforded the natural (+)-pyridinoline (1) in 83% yield as its TFA

salt. The synthetic (+)-Pyd (1) {{a}20p +39.17 (c 0.24, MeOH)} was compared by analytical reverse phase
HDTI ' t~ tho natniral Dud (1) whic vac nhtainad hy ienlatinn from hanal2 and fonnd ta he identical Thne the
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enantiopure chiral pool starting material, (45)-5-(fert-butoxy)-4-{(tert-butoxycarbonyi)aminoj-5-oxopentanoic
acid (21b).

NHBoc
io Nal, NaOAc, AcOH C/'\/\/\
(25,5R)-(-)-25 t Buozc/'\/\/l . +-BuOy
THF-H,0 MeOAc, 1t, 24 b
2 (25.R)-(+)-68 (25,5R)-(+)-4a

NHBoc
NHBoc (7 ~COyBu

5,5)-()-3 T -
(5.9)-()-3g +-BuO, , TEA-HO  (pyd (1)

1,4-Dioxane, reflux, 6 h Lo ! i, 1.5h ST
N ?.-_QQ
k‘/\/\Cozr-lzu
omm o an OH
1-(ZR)-(-)-30

Synthesis of 1-(25)-(+)-Pyridinoline (1)

in 81% yield. The epoxide
compound (28,55)-(+)-4a in 93% yleld. The reaction of iodo compound (25,55)-(+)-4a (2.0 equiv.) with (S,5)-
(-)-3g was carried in anhydrous 1,4-dioxane for 6 h, which afforded 1-(25)-(-)-30 in 43% yield after preparative
reverse phase HPLC purification and lyophilization. The hydrolysis of Boc and zert-butyl ester groups in 1-
(285)-(-)-30 using trifluoroacetic acid-water and purification of the crude product by preparative reverse phase
HPLC afforded the 1-(25)-(+)-pyridinoline (1) in 95% yield as its TFA salt {[a]zOD +43.23 (¢ 0.26, MeOH)}
with an opposite stereochemistry for the hydroxyl group.

Scheme 11
NHBoc NI-IBoc
LiOH
(2858)()-28 e 1 Buozc’\/\(\ Nal, NaOAc, AcOH _ ,. BuOZC/\/Y\
i ad o MeOAc, it, 24 h
i, 24h -
(25.5)-(+)-6g (25,58)-(+)-4a
NHBoc
NHBoc (\ggzr-su
(S,S)-(—)—3g TFA-H,O
t-BL]Oz 2 B (+)-P 1
1,4-Dioxane, reflux, 6 h ® ) 1-(25)-(+)-Pyd (1)
/\_/\m D
CO,-Bu
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Synthesis of Natural (+)-Deoxypyridinoline (2)

s~ o™

The iodide (25)-4b required for chiral synthesis of deoxypyridinoline.(2) was prepared (Scheme 12)
from a commercially available L-lysine derivative (31) in three steps. Thus, (25)-6-amino-2-[(tert-butoxy
carbonyl)amino}hexanoic acid (31) upon heating with sodium nitroprusside28 in agqueous NaOH for 6 h at pH.
9.5 afforded the corresponding hydroxy compound (5)-32. Treatment of the crude (5)-32 with O-tert-butyl-
N,N-diisopropylisourea in CH,Cl,2? and purification by silica gel column chromatography afforded the
corresponding fert-butyl ester (25)-(-)-15 in 45% yield for two steps. The chiral ester (5)-(-)-15 was converted

to the 1odo com nnund (25)-(-)-4b by treatment with iodine and tri riphen lnhn\nhlne in THF in 61% yield by
nllnwino t nrocadnre devalanad far raceamic (4. Adh (Schame 2Y Thue the nrecant cunthecice nf indida (D _f_
Wil VY lllﬁ Lll\/ ylvvvuulv uvvvlvt}uu AVI 1QVVIRIY \ L 7T \(Wwlivliiv U A i1iud LI tll\.( DWw il DY LILIIWOED WL IUARILE \hu} \
)-4b is convenient and efficient in comparison to the eleven step synthesis of (25)-4b utilizing (25)-2,5-dihydro-

3,6-diethoxy-2-isopropylpyrazine with an undefined stereoselectivity reported previously by Waelchli et al.14
The iodo compound (25)-(-)-4b (2.0 equiv.) was reacted with (S,5)-(-)-3g in anhydrous 1,4-dioxane at reflux for
6 h to give the chiral pyridinium compound (-)-19 in 40% yield after purification by preparative HPLC. Finally,
hydrolysis of Boc and rert-butyl ester groups in (-)-19 using trifluoroacetic acid-water at room temperature and
purification by preparative HPLC afforded the (+)-Dpd (2) in 80% yield as its TFA salt. The synthetic (+)-Dyd
(2) {[a]?0p +31.6 (c 0.25, MeOH)} was compared by analytical HPLC to the natural Dpd (2) which was
isolated from bone!2 and found to be identical.
Scheme 12

NHBoc Sodium nitroprusside NHBoc
° I,, PPh;, Imidazol
Hozc"\/\/\NHZ ag. NaOH, 65 °C, 5 h R02C/'\/\/\OH 2, PPhy, Imidazole
O-t-Butyl-N,Ndiiso 1HE, 1, 5 h
propyl isourea, CH,Cl, (25)-32:R =
(5)-(>-31 rt 24 h (28)-(-)-15: R =t-Bu
I:IHBOC
NHEBoc NHBoc [~ >COyt-Bu
OH -
z=Bu0-,c/‘\/\/\1 G503 rBuOoC)\/\/\( TFATQ (-Dpd @)
“ 1 4 Dioxane L"]®~I) rt, 1.5h
reflux, 6 h NHBoc
@540 PP

(-)-19 ~ CO,t-Bu

In summary, a variety of 3-hydroxy-3,4-substituted pyridines (3a-g) were prepared via a base (NaH or
DBU) promoted cyclization-aromatization reaction of aza-diketones (5a-g) in up to 62% yield. The synthesis
of racemic deoxypyridinoline [Dpd, (+)-2] and the preparation of its analogues (18, 20) was also presented.
The first synthesis of natural (+)-pyridinoline (Pyd, 1) was achieved from a chiral pool starting material, (S)-

21b. In the process of the preparauon of iodide (2S5,4R)-(+)-4a, a useful novel resolving agent, O-methoxy-N-
Scfl (2u f.h\ D\lr] /l\ wag ?uSG 7, d

)-(4 was achieve
ing ihe isomeric iodide {25,45)-(+)-4a. An efficient three siep synthesis was developed for the iodide
(25)-(-)-4b from a commercially available (25)-(-)-6-amino-2-[{fert-butoxycarbonyl)aminojhexanoic acid (31)
and the natural (+)-deoxypyridinoline [Dpd, (+)-2] was synthesized in 5.6 % overall yield. The synthetic (+)-
Pyd (1), (+)-Dpd (2) as well as the (x)-Dpd (2) together with various analogues (3a-g, 18, 20) presented here

are important for development of assays for osteoporosis and to study bone metabolism.



Experimental

General methods and materials: 'H and 13C NMR spectra were recorded on a Varian Gemini
spectrometer (300 MHz) and the chemical shifts (3) were reported in ppm relative to TMS and coupling
constants (J) were reported in Hz. IR spectra were recorded on Perkin-Elmer 1600 spectrometer using sodium
chloride plates for liquids and potassium bromide disks for solids. Electrospray ionization mass spectrometry
(ESI/MS) were carried on a Perkin-Elmer (Norwalk, CT) Sciex API 100 Benchtop system employing Turbo
Ionspray ion source and HRMS were obtained on a Nermang 3010 MS-50, JEQL SX102-A mas;
Thin layer chromato

thinl-

1 macc ) Lt A1/, .Y
UIICALITDD. &

/01 uamg a KMnOjy soluti .
g) in water (200 mL)] or phosphomolybdic acid reagent (20 wt% solution in ethanol). Column chromatography
was performed on silica gel, Merck grade 60 (230-400 mesh). THF was freshly distilled from a purple solution
of sodium and benzophenone. CHCl; was freshly distilled from CaH; under nitrogen. All reagents were
purchased from Aldrich Chemical Co. (Milwaukee, WI) or Sigma Chemical Co. (St. Louis, MO) and used
without purification, except where noted. All the solvents employed were of HPLC grade purchased from EM
Science (Gibbstown, NJ) and used as received. Analytical reverse phase (RP) HPLC was performed using a
Waters pBondapak RCM C18 10u (8 x 100 mm) column (solvents ratio v/v reported) unle

15Ul 1LVEG ) Uil

€88
Preparative reverse phase (RP) HPLC was performed using a Waters pBondapak RCM C18 10u (40 x 100 mm)
21 M x d

s otherwise stated.

column (solvents ratio v/v reported) unless otherwise stated. Optical rotations were measured on Autopol III
RN P I AR L T L Ve Aasa sbac o
polarimeter from Rudolph Research, Flanders, NJ. Melting points were recorded in open capillary tubes on a

Electrothermal Melting Point Apparatus and were uncorrected. The epoxides (6b-g) were prepared as follows:
6b from 5-bromo-1-pentene [1. PhLi, HMPA, THF, -78 °C, 1.5 h (45%); 2. m-CPBA, CH,Cl,, rt 16 h (57%)];
6¢ from 5-hexene-1-ol [1. DHP, CH,Cly, rt, 2 h (93%); 2. m-CPBA, CH,Cl,, 1t 17 h (50%)); 6d from 9-
decene-1-ol [1. Ms-Cl, CH,Cly, 0 °C-rt, 4 h then KCN, DMSO, 100 °C, 2 h (93%); 2. m-CPBA, CH,Cl,, rt 16
h (71%)]; 6e from 6-[(tert-butoxycarbonyl)amino]-hexanoic acid [1. Cu(OAc); H,O, Pb(OAc),, benzene,
reflux,30 6.5 h (32%); 2. m-CPBA, CH,Cl,, 1t 16 h (96%)]; 6f from tert-butyl acetate [1. n-BuLi, HMPA, 4-
bromo-1-butene, THF, -78 °C to -20 °C, 5 h (49%); 2. m-CPBA, CH,Cl,, rt 17 h (53%)}; and (+)-6g from N-

/6)3s 4

[(zert-butoxycarbonyl)amino]glycine-tert-butyl e 1-Bu IMPA, 4~brome—1—bu.ene, THEF, -78 °C t0 -20
°C, 7.5 h (86%); 2. m-CPBA, CH,Cl, rt 17 h (91% )] The O- methoxy -N-(tert-butoxycarbonyl)-L-thyroxine
(24) was prepared from L-thyroxine sodium salt according to our previously described procedure?5® on a 5.0 g

scaie.

i v ) e addad e~ 72D (..
pent"!}amna}=2=pemansl (73}: Benzylam.ne (272 mL, 25.0 mmol, 0.5 eqcuv. ) was added to (x)-2-(n-
_____ \‘_._A__._ (5] Zn " - T, <1 J nno Fag ~N Y ™

mixture was cooled to room temperature and purified by silica gel column chromatography (30%-40% EtOAc
in hexanes) to afford 3.57 g of 1-[benzyl(2-hydroxy pentyl)amino]-2-pentanol (7a) in 51% yield. Rf: 0.38 (40%
EtOAc in hexane); Analytical RP HPLC: MeCN:0.1% aqueous trifluoroacetic acid/35:65, 2.0 mL/min at 225
nm; Ry: 5.14 min, 96%; 'H NMR (CDCl3): 8 7.36 — 7.26 (m, 5 H), 3.91 -3.45 (m, 4 H), 2.64 — 2.43 (m, 4 H),
1.48 — 1.24 (m, 8 H), 0.92 — 0.86 (m, 6 H); ESUMS (m/z): 280 (M + H)*; HRMS (FAB, m/z): calcd for
C;7H3gNO,, 280.2277 (M + H)*; observed, 280.2281.
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i-{Benzyi(Z-hydroxy-5-phenyipentyl)aminoj-5-phenyi-2Z-pentanoi (7b): Yield: 58%; Rf: 0.22 (35%
EtOAc in hexanes); IH NMR (CDCl3): 8 7.34 — 7.14 (m, 15 H), 3.88 — 3.42 (m, 4 H), 2.62 — 2.42 (m, 8 H), 1.84
- 1.56 (m, 4 H), 1.43 —1.34 (m, 4 H); ESUMS (m/z): 432 (M + H)*; HRMS (FAB, m/z): calcd for C3gH3gNO5,
432.3003 (M + H)*; observed, 432.3021.

1-{Benzyl[2-hydroxy-6-(tetrahydro-2H-pyran-2-yloxy)hexyl]Jamino}-6-(tetrahydro-2H-pyran-2-yl

oxy)-2-hexanel (7c¢): Yield: 89%; Rf: 0.32 (70% EtOAc in hexanes); 'H NMR (CDCl3): 8 7.33 — 7.25 (m, 5 H),

4.60 (br. s, 2 H), 3.95 - 3.32 (m, 12 H), 2.65 — 2.43 (m, 4 H), 1.88 -1.32 (m, 24 H); ESI/MS (m/z): 508 (M +
o+ 530 (M + Nqﬁ' HRMS {F‘AR m/ aled for CanHenNO,. 508.3638 (M + HN+: ghserved. 508.3637
LA/ 3 el RATAE T ATV g RAANWATR AAM SANAC I A V) § \/jUAADt)A‘\Jb, [EAVAVGPYO AV VLAY | \AVA T xx/ » /0wl V\/\.l, [VAVLS PROLY U oy B
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(50% EtOAc in hexanes); |H NMR (CDCl3): & 7.36 (m, S H), .
(t,4 H, J = 6.9 Hz), 1.69 — 1.59 (m, 4 H), 1.45 - 1.23 (m, 24 H); ESI/MS (m/z): 470 (M + H)*; HRMS (FAB
m/z): caled for C3oH4gN30,, (M + H)*, 470.3747, observed, 470.3766.

tert-Butyl-S-(benzyl{5-[ (tert-butoxycarbonyl)amino]-2-hydroxypentyl}Jamino)-4-hydroxypentylcar
bamate (7e): Yield: 52%; Rf: 0.22 (80% EtOAc in hexanes); 1H NMR (CDCl3): 8§ 7.36 — 7.26 (m, 5 H), 4.63
(br. s, 2 H), 3.69 — 3.45 (m, 4 H), 3.16 — 3.04 (m, 4 H), 2.62 — 2.44 (m, 4 H), 1.64 — 1.22 (m, 8 H), 1.42 (s, 18
H); ESUMS (m/z): 510 (M + H)*, 532 (M + Na)t; HRMS (FAB, m/z): calcd for C57H4gN304, 510.3543 (M +

H)*; observed, 510.3541.
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ESI/MS (m/z): 480 (M + H)*, HRMS (FAB, m/z): calcd for C27H46N06, 480.3325 (M + H)"‘; obscrvcd,
480.3328.
(+)-Di(tert-butyl)-11-benzyl-9,13-dihydroxy-2,2,20,20-tetramethyl-4,18-dioxo-3,19-dioxa-5,11,17-

triazahenicosane-6,16-dic5rboxylate (7g): Yield: 83%; Rf: 0.20 (50% EtOAc in hexanes); Analytical HPLC:
MeCN:0.1% aqueous trifluoroacetic acid/40:60, 2.0 mL/min at 225 nm, Ry: 7.87 min, 99%; 'H NMR (CDCl3):
867.35-7.25(m, 5 H), 5.18-5.02 (m, 2 H), 422 — 4.12 (m, 2 H), 3.89 — 3.46 (m, 4 H), 2.65 ~ 2.42 (m, 4 H),
1.98 — 1.38 (m, 8 H), 1.44 (s, 18 H), 1.43 (s, 18 H); ESI/MS (m/z): 710 (M + H)*; HRMS (FAB, m/z): calcd for

N & in 7104502 (M _L”\+ nhearvad 710 4604
\"37“64”3U10 i1\, 4 vl T i), O0SCIVED, 7 1u.a0u4T.

General procedure for the preparation of (fert-butoxycarbonyl)aza compounds (9), ex., tert-Butyl-
bis(2-hydroxypentyl)carbamate (9a): To a solution of 7a (3.5 g, 12.5 mmol) in ethanol (35 mL), 10% Pd/C

(0.35 g, 10% w/w) was added and hydrogenated at 15-35 psi for 5 h. The mixture was filtered through celite
r\n“)r]nr wached with athanal 110 MTI ) and tha filtrata wag concentratad an a ratarv avanaratar Tha cmide amina
P wullk, wadsiivii Wl‘ll \llllallul LV L) Aallu v diittaty wao VULt ailvu vl a lULalJ vvapuialut L IIv ViuuLw Al

(8a, 2.24 g) was dissolved in THF (27 mL) and di-tert-butyldicarbonate [(Boc),0, 5.45 g, 25.0 mmol, 2.0
equiv.] was added at room temperature under nitrogen. After stirring the mixture for 4 h, the solvent was
removed on a rotary evaporator and the crude product was dissolved in EtOAc (75 mL) and water (30 mL). The
aqueous layer was separated and extracted with EtOAc (2 x 25 mL). The combined organic layers were washed
with brine (20 mL), dried (MgSOy,) and the solvent was removed on a rotary evaporator. The crude product was
purified by silica gel column chromatography (40% EtOAc in hexanes) to afford 3.42 g of 9a in 94% yield for



two steps as a colorless thick oil. Rf: 0.50 (45% EtOAc in hexane); 1H NMR (CDCl3): § 4.02 — 2.80 (m, 8 H),
1.50-1.33 (m, 8 H), 1.45 (s, 9 H), 0.93 (t, 6 H, J = 6.3 Hz); ESUMS (m/z): 290 (M + H)*, 579 (2 x M + H)*.

tert-Butyl-bis(2-hydroxy-5-phenylpentyl)carbamate (9b): Yield: 78%; Rf: 0.38 (60% EtOAc in
hexane); IH NMR (CDCl3): 8 7.30 — 7.15 (m, 10 H), 4.02 — 2.80 (m, 8 H), 2.68 — 2.59 (m, 4 H), 1.86 — 1.58 (m,
8 H), 1.44 (s, 9 H); ESUMS (m/z): 442 (M + H)t, 464 (M + Na)t; HRMS (FAB, m/z): calcd for C,7Hy4oNOy,
442.3057 (M + H)t; observed, 442.3060.

tert-Butyl-bis{2-hydroxy-6-(tetrahydro-2H-pyran-2-yloxy)hexyllcarbamate (9¢): Yield: 73%; Rf:
0.34 (70% EtOAc in hexane); TH NMR (CDCl3): 8 4.56 (br s, 2 H), 3.95 — 2.95 (m, 14 H), 1.90 - 1.40 (m, 24
H), 1.45 (s, 9 H); ESMS (w/z): 518 (M + H)*, 535 (M + NHyg)*; HRMS (FAB, m/z): calced for Ca7HspNOsg,

518.3693 (M + H)*; observed, 518.3698.
tert-Butyl-bis(10-cyano-2-hydroxydecyl)carbamate (9d): Yield: 42%; Ry 0.22 (40% EtOAc in
hexanes); lH NMR (CDCl3): & 3.95 - 2.95 (m, 8 H), 2.33 (t, 4 H, J = 7.2 Hz), 1.70 -1.60 (m, 4 H), 1.46 (s, 9
H), 1.44 — 1.26 (m, 24 H); ESUMS (m/z): 480 (M + H)*, 497 (M + NHy)*; HRMS (FAB, m/z): calcd for
Cy7Hs0oN304, 480.3801 (M + H)*; observed, 480.3805.
tert-Butyl-bis{5-[(tert-butoxycarbonyl)amino}-2-hydroxypentyl}carbamate (9¢): Yield: 35%; Rg:
.18 (60% EtOAc in hexanes); |H NMR (CDCI3): § 4.70 (br. s, 2 H), 4.21 — 3.80 (m, 4 H), 3.70 — 2.80 (m, 8
); ESUMS (nmv/z): 520 (M + H)*; HRMS (FAB, m/z): calcd
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2.30-2.22 (m, 4 H), 1.90 — 1.65 (m 8 H) 1.45 (s, 9 H), 1.44 (s, 18 H); ES/MS (m/z) 490 M + HY*, 512 (M +
Na)*; HRMS (FAB, m/z): calcd for Co5HgNOg, 490.3380 (M + H)*; observed, 490.3374.
(2)-Di(tert-butyl)-11-(tert-butoxycarbonyl)-9,13-dihydroxy-2,2,20,20-tetramethyl-4,18-dioxo-3,19-
dioxa-5,11,17-triazahenicosane-6,16-dicarboxylate (9g): Yield: 86%; Rf: 0.32 (50% EtOAc in hexanes);
Analytical RP HPLC: MeCN:0.1% aqueous trifluoroacetic acid/40:60, 2.0 mL/min at 225 nm, Ry 17.07 min,
95%: 1H NMR (CDCl3): § 5.22 — 5.10 (m, 2 H), 4.28 — 4.10 (m, 2 H), 4.08 — 2.80 (m, 8 H), 2.00 1.60 (m, 4 H),
1.58 — 1.36 (m, 4 H), 1.45 (s, 27 H), 1.43 (s, 18 H); ESUMS (m/z): 720 (M+ H)*; HRMS (FAB, m/z): calcd for

~=H 12 '7’)n/1R/|'7 {\ + N+ qhee
j/ W ju z a4 Ve T 1), OOSC

General procedure for the preparation of aza-diketo compounds (5), ex., tert-Butyl-bis(2-
oxopentyl)carbamate (5a). Dimethylsulfoxide (4.19 mL, 59.17 mmol, 5.0 equiv.) in CH,Cl; (30 mL) was

added slowly via double ended needle to a cooled solution of oxalyl chloride (2.0 M soln in CH;Cl,, 14.7 mL,
30.57 mmol, 2.5 equiv.) in CH5Cl; (30 mL) at -78 °C under nitrogen. After stirring the mixture for 30 min, a
solution of 9a (3.42 g, 11.83 mmol) in CH,Cl; (40 s added via double ended needle at -78 °C. The

mixture was stirred for 3.5 h and allowed to warm to —00 °C slowly. Et;N (15.0 mL, 118.0 mmol, 10.0 equiv.)
was added at -60 °C and stirred for 15 min. The reaction was quenched with water (25 mL), the aqueous layer
was separated and extracted with CH,Cl; (2 x 50 mL). The combined organic layers were washed with brine
(25 mL), dried (MgSO,) and the solvent was removed on a rotary evaporator. The crude product was purified
by silica gel column chromatography (20-40% EtOAc in hexanes) to afford 2.94 g of 5a in 87% yield. Rf: 0.26
(20% EtOAc in hexanes); Analytical RP HPLC: MeCN:0.1% aqueous trifluoroacetic acid/ 60:40; 2.0 mL/min at
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225 nm, Ri: 4.7 3

- 1.57 (m, 4 H), 1.41 (s,9 H),092 (t, 3H, /=7.2Hz), 091 (t, 3 H, J=7.2 Hz); ESI/M

HRMS (FAB, m/z): calcd for C15HpgNO4, 286.2018 (M + H)*,; observed, 286.2002.
tert-Butyl-bis(2-oxo-5-phenylpentyl)carbamate (5b): Yield: 98%; Rf: 0.41 (25% EtOAc in hexanes);

TH NMR (CDCl3): 8 7.30 — 7.15 (m, 10 H), 4.03 (s, 2 H), 3.91 (s, 2 H), 2.66 — 2.59 (m, 4 H), 2.37(q, 4 H, J =

15.9 Hz), 1.97 - 1.87 (m, 4 H), 1.38 (s, 9 H); ESUMS (m/z): 438 (M + H)*; HRMS (FAB, m/z): calcd for

Cp7H2gNOy, 438.2644 (M + H)t; observed, 438.2659.
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1.40 (s, 9 H); ES/MS (m/z): 531 (M + NH4)T; HRMS
observed, 514.3391.
tert-Butyl-bis(10-cyano-2-oxodecyl)carbamate (5d): Yield: 63%; Rf: 0.3 (40% EtOAc in hexane); 1H
NMR (CDCl3): 8 4.09 (s, 2 H), 3.99 (s, 2 H), 2.42 — 2.30 (m, 8 H), 1.66 — 1.44 (m, 8 H), 1.41 (s, 9 H), 1.44 —
1.30 (m, 16 H); ESUMS (m/z): 476 (M + H)*, 493 (M + NHy4)*; HRMS (FAB, nvz) caled for Cy7HagN3O4,
476.3488 (M + H)*; observed, 476.3483.
tert-Butyl-bis{5-[(tert-butoxycarbonyl)amino]-2-oxopentyl}carbamate (Se): Yield: 89%; Rf: 0.40
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(60% FtOAc in hexanes): TH NMR (CDCla)y § 465 (br. s 2 HY 410(s 2 HD). 407 (s 2 H). 318 — 306 (m. 4
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Na)*; HRMS (FAB, m/z): caled for CosHaeN30g, 516.3285 (M + H)™; observed, 516.3303

1,1-Dihydroxyethyl-G-{(tert-butoxycarbonyl)[6-(tert-butoxy)-2,6-dloxohexyl]ammo}-5-oxohexano
ate (5): Yield: 95%; Rf: 0.18 (25% EtOAc in hexane); IH NMR (CDCls): 6 4.10 (s, 2 H), 3.99 (s, 2 H), 2.44
(q. 4 H, J = 15.3 Hz), 2.27 - 2.21 (m, 4 H), 1.89 — 1.80 (m, 4 H), 1.43 (s, 9 H), 1.42 (s, 9 H), 1.41 (s, 9 H);
ESUMS (m/z): 486 (M + H)t; HRMS (FAB, m/z): caled for CosHq4NOg, 486.3067 (M + H)*; observed,
486.3076.

(x)-Di(tert-butyl)-11-(tert-butoxycarbonyl)-2,2,20,20-tetramethyl-4,9,13,18-tetraoxo-3,19-dioxa-
5.11,17-triazahenicosane-6,16-dicarboxylate hydrate (S5g): Yield: 89%; Rf: 0.53 (40% EtOAc in hexanes);

ALACIIICUNATIT RO=aiL 4l 1200 ialc LA yuilatt LAV2AN J. A LA AL D)5

H), .84 - 1.68 (m, 2 H), i.46 (s, 9 H), i.45 i, 1.41 (s, 9 H), 1.40 (s, 9 H); ESI/MS (m/z)
733 (M + NH,)*; HRMS (FAB, m/z): caled for C3sHgyN3O 15, 716.4333 (M + H)*; abserved, 716.4344.

Jonaral nracoedure for the nrenaration of .hvdravv.4 S_.cuhctitnted nvridinag nginog NaH (a.a):

NP WEEWE £422 !’l VWA AALAL W ANFE ARW Pl ‘Pul CALAWFAR WA o7 IIJ AR VAJ T,U LR RFILACLALRNE PJKI“III"L’ uﬂ.-‘é i NE2ALR L2 ‘}
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as .36 mmol, 4.0 equiv.) was washed with hexane (

1.0 mL) and dry THF (2.0 mL) was added under nitrogen. The suspension was cooled in an ice bath and a
solution of aza-diketones (5a-e, 0.34 mmol) in THF (1.0 mL) was added. After 30 min, the cooling bath was
removed and the reaction mixture was stirred at room temperafure for an additional 24 h. The mixture was then
cooled with an ice bath and quenched with methanol (5.0 mL). The solvent was removed on a rotary evaporator
and the residue was dissolved in EtOAc (50 mL) and water (10 mL). The aqueous layer was separated and

extracted with EtOAc (25 mL). The combined organic layers were washed with brine (10 mL) and dried
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column chromatography (5% MeOH in CH,Cly) to afford 3-hydroxy-4,5-substituted pyridines (3a e) in 36-49%

yield.

4-Ethyl-5-propyl-3-pyridinol (3a): Analytical RP HPLC: MeCN:0.1% aqueous trifluoroacetic
acid/30:70, 1.0 mL/min at 225 nm, Ry, 8.05 min, >99%; !H NMR (CDCl,): 8 8.15 ( s, 1 H), 7.88 (s, 1 H), 2.72
(q.2H,/=72Hz),259(t,2H,/=7.8Hz), 1.68-1.56 (m,2H), 1.19(t, 3H,/=75Hz),097 (t,3H,J=7.5
Hz); 13C NMR (CDCly): § 153.9, 140.5, 139.5, 137.6, 132.9, 32.0, 24.2, 19.1, 14.0, 13.2; ESU/MS (m/z): 166

(M + Hy+; HRMS (FAB, m/z): caled for C;gH;sNO, 166.1232 (M + H)*; observed, 166.1235,
a. anathvl S/ nhanvinranv_Anvridinal 2k Analutical RD DT " MaONN 10 aananna
TR IECTHCWE YISO TV P‘l‘:ll:ll’lu Y1JTJTR Y 1 IRIRIUR \CH nllaly uvai AINL LR L. IYACAC LN, VU, 1 /U a\luCUUD
trifluoroacetic acid/60:40, 1.0 mL/min at 225 nm, Ry, 7.61 min, 94%; 1H NMR (CDCl5): 6 8.22 (s, 1 H), 7.90

(s, 1 H), 7.34 - 7.33 (m, 10 H), 3.00 — 2.82 (m, 4 H), 2.69 (t, 2 H, J= 7.5 Hz), 2.53 (t, 2 H, J = 7.5 Hz), 1.95 -
1.84 (m, 2 H); 13C NMR (CDCl5): 8 154.2, 141.9, 141.7, 139.2, 138.2, 137.9, 132.9, 128.6, 128.5, 128.4, 126.1,
126.0, 35.7, 34.7, 32.4, 304, 28.3; ESUMS (nv/z): 318 (M + H)*; HRMS (FAB, m/z): caled for C,,H33NO,
318.1858 (M + H)*; observed, 318.1852.
5-[4-(Tetrahydro-2H-pyran-2-yloxy)butyl]-4-[3-(tetrahydro-2H-pyran-2-yloxy)propyl]-3-pyridinol
(3c)- Ana]ytical RP HPLC: MeCN:0.1% aqueous trifluoroacetic acid/40:60, 1.0 mL/min at 225 nm, Ry, 10.5
(s, 1 H),8.33 (s, 1 H), 4.65 -4.62 (m, 1 H), 4.58 -4.56 (m, 1 H), 3.95 -

A48
1 133 6 3 6, .8, 28.
252, 22.2, 19.5; ESUMS (m/z): 394 (M + H)+ HRMS (FAB) caled for C 2H36N05 394.2593 (M + H)*;
observed, 394.2587.
9-[4-(7-Cyanoheptyl)-hydroxy-3-pyridinylJnonanenitrile (3d): Analytical RP HPLC: MeCN:0.05%
aqueous trifluoroacetic acid/50:50, 1.0 mL/min at 225 nm, Ry, 9.85 min, 98%; !H NMR (CDCl5): 8 8.13 (s, 1
H), 789 (s, 1 H),268(t,2H,/=72Hz),259 (1,2 H,J=75Hz),234 ({,2H,J=72Hz2),233 t,2H,J =
6.9 Hz), 1.70 — 1.25 (m, 22 H); 13C NMR (CDCl3): 8 153.8, 139.3, 138.9, 137.9, 132.7, 119.9, 31.0, 30.0, 30.6,
30.3, 30.0, 28.7, 28.6, 28.5, 28.4, 25.8, 25.2, 17.0; ESUMS (m/z): 356 (M + H)*; HRMS (FAB, m/z): calcd for
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(9€): Anarytical "r arel MEUNIU.ULY aqucuua trifluoroacetic acid/50:50, 1.0 mL/min at 225 nm, g, .01
FaY YY TR ¥ =) < o T OO0 ~ TY ~ N N an s ~ TT sy -~ 1
¥ —23o0(m, Z211), 3.4 3.10

(m, 2 H),291 (t, 2 H, T = 66Hz) 267(t 2H,J= 63Hz) 184~172(m2H) 143 (s, 9 H), 1.42 (s, 9 H);
ESI/MS (m/z): 397 (M+ H)*; HRMS (FAB, m/z): calcd for CpgH34N;0s, 396.2498; observed, 396.2502

General procedure for the preparation of 3-hydroxy-4,5-substituted pyridines using DBU (3f-g):
ex., leri-Butyi-4-{4-[3-(teri-butoxy)-3-oxopropyi]-5-hydroxy-3-pyridinyi}butanoate (3f): 1,8-Diazabicyclo
[5.4. OJ-undec-7-ene (DBU, 11.6 mL, 78.34 mmol, 6.4 equiv.) was added to a solution of 5f (5.94 g, 12.24
mmol) in THF (120 mL) at room temperature under nitrogen. The pale yellow reaction mixture was stirred for
3.5 days, an additional 6 h in an open air atmosphere. The resulting dark pink reaction mixture was quenched
with water (25) and the solvent was removed on a rotary evaporator. The residue was dissolved in EtOAc (100

mL) and water (30 mL). The aqueous layer was separated and extracted with EtOAc (2 x 50 mL) and the

77
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washed with brine (30 mL) and dried (MgSO,). The solvent was removed on a

rotary evaporator and the crude product was purified by silica gel column chromatography (5% MeOH in
EtOAc) to afford 2.45 g of 3f in 55% yield. The faster eluting compounds (non-polar fractions) from column
chromatography were concentrated to give 1.85 g of material which was dissolved in THF (25 mL). To this
mixture, DBU (3.19 mL) was added at room temperature and the above procedure was followed to give an
additional 0.325 g of 3f in 7% yield (total yield 62%). Rf: 0.23 (90% EtOAc in hexanes); Analytical RP HPLC:
MeCN:0.1% aqueous trifluoroacetic acid/35:65, 2.0 mL/min at 225 nm, Ry 3.96 min, 97.8%; 'H NMR

(CDCl3): 6 8.14 (s, | H), 8.11 (s, 1 H), 293 (1,2 H, /= 6.6 Hz), 2.6 - 2.58 (m, 4 H), 230 (t, 2 H, J = 7.5 Hz),

190 - 1.80 (m, 2 H), 1.45 (s, 9 H), 1.43 (s, 9 H); ESIYMS (m/z): 366 (M + H)*; HRMS (FAB, m/z): calcd for
. L P, TS,

CpoH3yNOg, 366.2280 (M + H)™; observed, 366.2289.

(z)-tert-Butyl-4-(4-{3-(tert-butoxy)-2-[ (fert-butoxycarbonyl)amino}-3-oxopropyl}-5-hydroxy-3-pyri
dinyl)-2-[(tert-butoxycarbonyl)amino]butanoate (3g): Yield: 58%; Rf: 0.19 (EtOAc); mp: 86-89 °C;
Analytical RP HPLC: MeCN:0.1% aqueous trifluoroacetic acid/40:60, 2.0 mL/min at 225 nm, R 6.45 min,
98.6%; 'H NMR (CDCI3): 6 8.13 (s, 1 H), 7.92 (d, 1 H, J = 3.0 Hz), 5.65 (br. s, 1 H), 5.40 — 5.40 (m, 1 H), 4.44
—4.18 (m, 2 H), 3.15 - 3.02 (m, 2 H), 2.75 - 2.61 (m, 2 H), 1.91 - 1.78 (m, 2 H), 1.48 (s, 9 H), 1.45 (s, 9 H),
1.40 (s, 9 H), 1.37 (s, 9 H); ESI/MS (m/z): 596 (M + H)*; HRMS (FAB, m/z: calcd for C3gH5qN30g, 596.3547
(M + H) *; observed, 596.3542.

(x)-tert-Butyl-2-[ (tert-butoxycarbonyl)amino]-6-hydroxyhexanoate (15): (z)-fert-Butyl-2-[(tert-bu
toxycarbonyl)amino]-5-hexenoate [14 (prepared in the synthesis of (+)-6g) 2.85 g, 10.0 mmol) was dissolved in
THF (50 mL), cooled to O °C and a solution of borane-THF complex (1 M soln in THF, 12.5 mL, 12.5 mmol,

1.25 equiv.) was added under nitrogen. The cooling bath was removed, the mixture allowed to warm to room

temperature and stirred for 14 h. The reaction was cooled to 0 °C and 1IN aq. NaOH (15.0 mL, 15.0 mmol, 1.5
equiv.) and 30% H;0; (12 mL) were added sequennaﬂv and stirred for 30 min. The mixture was diluted with
------ Py neAd thha onlerae xrao semevy serom Al e e~ . L I T ,1_,.,..‘1-._.] = TTefMN A L I7TE

water (25 mL) and the solvent was removed on rotary evaporator. The residue was dissolved in EtOAc (75 mL)

and water (25 mL). The organic layer was separated and the aqueous layer was extracted with EtOAc (2 x 25
mL). The combined organic layers were washed with brine (25 mL) and dried (MgSO4). The solvent was
removed on a rotary evaporator and crude product was purified by silica gel column chromatography (40%
EtOAc in hexanes) to afford 1.39 g of (+)-15 in 45% yield as a colorless oil. Rf: 0.23 (40% EtOAc in hexanes);
Analytical RP HPLC: MeCN:0.1% aqueous trifluoroacetic acid/40:60; 2.0 mL/min at 225 nm, R¢: 3.2 min,
98%; 1H NMR (CDCl3): § 5.05(d, 1 H,J=8.1 Hz), 4.18 (q, 1 H, J = 12.3, 6.3 Hz) - 4.09 (m, 1 H), 3.61 (dist. t,
2 H),1.82 - 1.60 (m, 6 H), 1.46 (s, 9 H), 1.43 (s, 9 H); ES/MS (m/z): 304 (M + H)t.

(x)-tert-Butyl-2-[(tert-butoxycarbonyl)amino]-6-iodohexanoate (4b): Triphenylphosphine (1.75 g, 6.6
mmol, 1.5 equiv.), imidazole (0.49 g, 7.2 mmol, 1.6 equiv.) and iodine (0.86 g, 6.75 mmol, 1.5 equiv.) were
added sequentially to a solution of (+)-15 (1.35 g, 4.45 mmol) in THF (15 mL) at room temperature under
nitrogen. After stirring the mixture for 5.5 h, the solvent was removed on a rotary evaporator to dryness and the

crude product was purified by silica gel column chromatography (10% EtOAc in hexanes) to afford 0.95 g of

T . xrio ne o Anlaclace A2 o~ A Am s havanac e Anal ~al DD LIDY M. RALCNT.N 107

(ﬁ)ﬂ'ﬂ) in 52% _yu':}d as a colorless oil. RI 0.40 (20% EtOAc in nexanesj);, Anaiyticai Re nri.C; MeCUN:U.1%
JAN N AN T 1 . PV V-4 k) 114 ~0 . n= 1YY RATR A72 7T T N, @ = A s

aqueous trifiuoroacetic acid/ 00U Zumi/min at 22O nm K¢ 11./8 min, ¥3.0%; '"H NMK (LDUI3): 02.Ud> (4, 1



M. Adamczyk et al. / Tetrahedron 55 (1999) 63-88

(2)-Pyridinium compound (17): 3-Hydroxypyridine (16, O.

095¢
, 0.5 mmol) dissolved in_ anhvdrous L4-d'ox_

The solvent was removed on a rotary evaporator to afford 0.183 g (2)-17 in 95% yiela as a coloriess gummy
material. Analytical RP HPLC: MeCN:0.1% aqueous trifluoroacetic acid/25:75, 2.0 mL/min at 225 nm Ry: 6.98
min, 99.4%; 1H NMR (CD30D): § 8.53 -8.42 (m, 2 H), 7.96 - 7.86 (m, 2 H), 4.53 (t, 2 H, J = 7.8 Hz), 3.98 -
3.92 (m, 1 H), 2.08 - 1.40 (m, 6 H), (1.45 (s, 9 H), 1.43 (s, 9 H); ESI/MS (m/z): 381 (M)™.

s

(£)-1-(5-Ammonio-5-carboxypentyi)-3-hydroxypyridinium  di(Z,2,2-trifluoroacetaie} (i8): A
mixture of TFA (9.5 mL) and water (0.5 mL) was added to (+)-17 (0.170 g, 0.446 mmol) at room temperature
and stirred for 1.5 h. The solvent was removed to dryness and the crude product was purified by preparative RP
HPLC (MeCN:0.1% aqueous trifluoroacetic acid/5:95, 45mL/min at 225 nm). The solvent was removed on a
rotary evaporator to afford 0.041 g of (+)-18 in 40% yield as a colorless gummy material. Analytical RP HPLC:
MeCN:0.1% aqueous trifluoroacetic acid/5:95, 2.0 mL/min at 225 nm, Ry 2.39 min, 99.2%; 1H NMR
(CD30OD): 8 8.53 - 8.50 (m, 1 H), 8.46 - 8.40 (m, 1 H), 7.97 - 7.86 (m, 2 H), 4.57 (t, 2 H, J = 7.2 Hz), 3.98 (1, 1
H,J/=63Hz),2.1 1.88 (m, 4 H), 1.64 - 1.44 (m, 2 H); ESI/MS (m/z): 225 (M\"‘

;4 — L2 2L [ 4 v 21)5 & 2275 A dUAVAD LAV L) LL0

Racemic pyridinium compound [()-19]: A mixture of (£)-3g (0.065 g, 0.109 mmol) and iodide (x)-
4b (0.207 g, 0.5 mmol)] in anhydrous 1,4-dioxane (2.5 mL) was gently refluxed for 6 h under nitrogen. The
solvent was removed to dryness and the crude product was purified by preparative RP HPLC (MeCN:0.1%
aqueous trifluoroacetic acid/46:54; 45mL/min at 225 nm). Lyophilization of the product afforded 0.044 g of

()-19 in 46% yield, Analytical RP HPLC: MeCN:0,1% agueous trifluoroacetic acid/50:50;2.0 mL/min at 225
nm R A2 min 020 1H NMR (CDN-ONY S R 27 (¢ SOVINO Y 25 7/ SO/INN MY 17 (e 1 HY Y A4 &9 _
1Ly, NN, U.J5V 1illll, 7470, "1l 1NV (L3 ULy ). U 0007 O, JUILIVU 1), 6.00 (5, JW1VUU 11}, O.117 \5, 1 11), J, 432
A AN s [o 20 8 Y P raYal AN fee N TIN D AN fe B Ko Y g% ~ TI\N D NC N ON . AT N 10 1T N 7. O TTUIN 1 AL s 10
G4.42 (I, D5 1), 4. UU -~ J.JL (I, £ 1), D.44 - D.14 \IIl, £ 11), D.UD - L.0L (I, £ I1), £.10 - 1.£2 (111, & ), 1.40 (S, 10
H), 1.45 (s, 9 H), 1.44 (s, 9 H), 1.43 (s, 9 H), 1.36 (s, 9 H); ESI/MS (mn/z): 881 (M)*
...................... a9 A smiwtrrmn ~F TIDA /0 & eaaT \ nnn S T N cine ad AT e ¢l
l\ilbvllllt. ucuxyp_yl lulllUllll [\E)=&]. A HITAWIC UL 10°A (7.0 L) duu wailcl \U LL} Wwdd duucd L I1c
racemic pyridinium compound (+)-19 (0.042 g, 0.048 mmol) at room temperature and stirred for 1.5 h. The

solvent was removed to dryness and the crude product was purified by preparative RP HPLC (MeCN:0.1%

aqueous trifluoroacetic acid/1:99, 45mL/min at 225 nm). The solvent was removed on a rotary evaporator to

afford 0.0145 g of (£)-2 TFA salt in 73% yield as a colorless gummy material. Analytical RP HPLC:

MeCN:0.1% aqueous trifluoroacetic acid/5:95, 2.0 mL/min at 225 nm, Ry: 2.39 min, 99%; IH NMR (CD30D):

0847 (s, 1 H),838 (s, 1 H),453(t,2H,/J=7.2Hz),443 -436 (m, 1 H),4.11 -4.06 (m, 1 H),3.97 (t, 1 H,J

=6.6 Hz), 3.62 - 3.52 (m, 1 H), 3.47 - 3.38 (m, 1 H), 3.20-3.00(m, 2 H), 2.38 - 2.14 (m, 2 H), 2.12 - 1.88 (m, 4
1

8 (m, 2 H); 13C NMR (CD;OD): 8 171.7, 171.5, 170.9, 157.9, 142.9, 142.8, 1

! A4 C NMR (CD;0OD): 0 171.7, 171.5, 170.9, 157.9, 1429, 1423,
130.3, 62.3, 53.
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{£)-2-Amino-4-{4-(2-amino-2-carboxyethyl)-5-hydroxy-3-pyridinyijbutanoic acid (20): A mixture
of TFA (9.5 mL) and water (0.5 mL) was added to (+)-3g (0.042 g, 0.071 mmol) at room temperature and
stirred for 1.5 h. The solvent was removed to dryness and the crude product was purified by preparative RP
HPLC (MeCN:0.1% aqueous trifluoroacetic acid/1:99; 45mL/min at 225 nm). The solvent was removed on a
rotary evaporator to afford 0.016 g of ()-20-TFA salt in 76% yield as a colorless gummy material. Analytical
RP HPLC: MeCN:0.1% aqueous trifluoroacetic acid/1:99, 2.0 mL/min at 225 nm R¢: 1.95 min, 99%; 1H NMR
(CD30D): § 8.26 (s, 1 H), 8.18 (s, 1 H), 4.39 - 4.33 (m, 1 H), 4.09 - 4.03 (m, 1 H), 3.57 -3.38 (m, 2 H), 3.18 -
2.88 (m, 2 H), 2.36 - 2.10 (m, 2 H); ESI/MS (m/z): 284 (M + H)*.

(28)-tert-Butyl-6-bromo-2-[(tert-butoxycarbonyl)amino]-5-oxohexanoate (22): Isobutylchloroform
ate (3.9 mL, 30.0 mmol, 1.0 equiv.) was added to a 0 °C cooled mixture of (45)-5-(tert-butoxy)-4-[(tert-
butoxycarbonyl)amino]-5-oxopentanoic acid (21b, 9.09 g, 30.0 mmol) and 4-N-methylmorpholine (NMM, 3.6
mL, 33.0 mmol, 1.1 equiv.) in THF (120 mL) under nitrogen. The mixture was stirred for 25 min and guickl

H11U1L 4121 F4LV 20 83 ) ) Yov [R5 A 1210 100 &0 LS L)

¥
filtered through a celite bed (about 5 mm thickness). The filtrate was added to a freshly generated ethereal-
i from N-nitroso-N-methylurea (30.9 g, 300.0 mmol, 10.0 equiv.) and KOH (67.2 g, 1.2
mol, 40.0 equiv.) in ether (120 mL)] via a double ended needie at O °C over 10 min period. The mixture was
then stirred for 3 h and a slow stream of nitrogen was bubbled through the mixture for 5 min to remove the
excess diazomethane. The solvent was then carefully removed on a rotary evaporator (<35 °C) and dried on a
vacuum pump. The resulting red residue was dissolved in ether (120 mL), cooled to -20 °C and 48% aq. HBr
(5.04 mL, 30.0 mmol, 1.0 equiv.) added. After stirring the reaction mixture for 25 min at -20 °C, it was then
diluted with ether (250 mL) and washed successively with water (3 x 75 mL). The solvent was removed on a

rotary evaporator and the crude product was purified by silica gel column chromatography (10-20% EtOAc in

hexanes) to afford 5.76 g of (5)-22 in 50% yield. Rf: 0.67 (30% EtOAc in hexanes); 1H NMR (CDCl3): § 5.07
(dist. d, 1 H),420-418 (m, 1 H),391 (5,3 H),282-264(m,2H),224-180(m,2H ), 147 (s, 9 H), 1.44
(s, 9 H); ESUMS (m/z): 380 (M + H)*, 397 (M + NHy)*+; HRMS (FAB, m/z); caled or Cy5H,7BINOs,
380.1073 (M + H)™: observed, 380.1078

(2S)-tert-Butyl-6-bromo-2-[(tert-butoxycarbonyl)amino]-5-hydroxyhexanoate (23): NaBH, (0.905
g, 23.8 mmol) was added to a 0 °C cooled solution of (5)-22 (9 1 g, 23.8 mmol) in MeOH (95 mL) under

~ (180
d with EtOAc (150

-UD
C

mL). The aqueous layer was separaied and extracted with EtOAc (2 x 50 mL). The combined organic layers

=

were washed with brine (40 mL), dried (Mgbu4) and the solvent was removed on a rotary evaporator. The

)

crude product was purified by silica gel column chromatography (30% EtOAc in hexanes) to afford 7.0 g of
(25)-23 in 77% yield as a 1:1 diastereomeric mixture. Rf: 0.38 (30% EtOAc in hexanes); Analytical RP HPLC:
MeCN:0.1% aqueous acetic acid/30:70, 1.0 mL/min at 225 nm, R¢: 6.45 min, 98.5%; 1H NMR (CDCl3): § 5.19
(d, 50/100 H, J = 7.8 Hz), 5.10 (d, 50/100 H, J = 7.5 Hz), 4.30 - 4.16 (m, 1 H), 3.86 - 3.78 (m, 1 H), 3.54 - 3.46
(m, 1 H), 3.42 -3.35 (m, 1 H), 2.91 (d, 50/100 H, J = 6.3 Hz), 2.33 (d, 50/100 H, J = 5.1 Hz), 2.00 - 1.50 (m, 4
H), 1.47 (s, 9 H), 1.44 (s, 9 H); ESUMS (m/z): 382 (M + H)Y*+.

(2S)-tert-Butyl-2-[(tert-butoxycarbonyl)amino]-4-(2-oxiranyl)butanoate (6g): Ethanolic KOH (0.5 M
soln., 40.2 mL, 20.15 mmol, 1.1 equiv.) was added to the diastereomeric mixture of (25)-23 (7.0 g, 18.3 mmol]
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was diluted with water (40 mL) and EtOAc (150 mL). The aqueous layer was separated and extracted with
EtOAc (2 x 50 mL). The combined organic layers were washed with brine (2 x 25 mL) and dried (MgSOy).
The solvent was removed on a rotary evaporator and crude product was purified by silica gel column
chromatography (30% EtOAc in hexanes) to afford 5.9 g of (25)-6g in 84% yield as a mixture of diastereomers
in 1:1 ratio, which solidified on standing at room temperature. Rf: 0.55 (30% EtOAc in hexanes); mp: 34-36
°C; Analytical RP HPLC: MeCN:0.1% aqueous trifluoroacetic acid/40:60, 2.0 mL/min at 225 nm, R¢: 3.24 min,
99.7%; IR (KBr): 3348, 3079, 1730, 1711, 1523, 1357, 1158 cm°!, IH NMR (CDCl3): 8 5.12 - 5.00 (m, 1 H),

416 ¢ 1 H), 2.96 - 200 162 (m 4 1)
TTe A l 4 Lt & NS ot w \S et L.V‘-\ s

4 76 - 700 (m 1 Y Y 280246 (m 1 Y A6

AT 4% ~ u, Akj, L TXT \1kky 1 AkJy & . \iiky 1 11), @.JU L STU \1RL, 1 LX), 11k, i1, A —rv

fo OLIY 1 AA 7. QLI EQTIAAQ (i) 20 (WA IN+ 210 /A & NIT . 204 /AL N+ 29N 71 o+ A WIET N4

S, 71), 1.44 (8, 7 r1); COVMD {TTIVZ): QUL (VL + 1) 7, D17 (VL + INE1g) 75 224 (WL + INA) T, 0LU (£ X VD + INJ114) 7
(6S,168)-Di(tert-butyl)-11-benzyl-9,13-dihydroxy-2,2,20,20-tetramethyl-4,18-dioxo-3,19-dioxa-

5,11,17-triazahenicosane-6 l6—d1carbo_xylate, (7g): A mixture of (25)-6g (545 g, 18.1 mmol)] and

= S5 SSRS2

1 1\1) was heated at 75-80 °C with stirrine for 24 h

Qi au Vit Suldiiiig iUl

h
\
el

s

n
The mixture was cooled to room temperature and purified by silica gel column chromatography (50% EtOAc in
165)-7g in 85% yield as a colorless glassy material. Rf: 0.40 (50% EtOAc in

ncxancw o 3.1'1'01'0 D Jl g OI 0,
hexanes); Analytical RP HPLC: MeCN:0.1% aqueous trifluoroacetic acid/40:60, 2.0 mL/min at 225 nm, R¢:
5.12 min, 97%; IR (KBr): 3373, 3077, 1715, 1498, 1392, 1367, 1250, 1155 cm'1; 1H NMR (CDCl3): § 7.35 —
7.25 (m, 5 H), 5.18 - 5.02 (m, 2 H), 4.22 — 4.12 (m, 2 H), 3.89 — 3.46 (m, 4 H), 2.65 — 2.42 (m, 4 H), 1.98 -
1.38 (m, 8 H), 1.44 (s, 18 H), 1.43 (s, 18 H); ESI/MS (m/z): 710 M + H)*, 732 (M + Na)*; HRMS (FAB, m/z):
caled for C37HggN304, 710.4592 (M + H)F; observed, 710.4604.

(65,165)-Di(tert-butyl)-11-(tert-butoxycarbonyl)-9,13-dihydroxy-2,2,20,20-tetramethyl-4,18-dioxo-
3,19-dioxa-5,11,17-triazahenicosane-6,16-dicarboxylate (9g): 10% Pd/C (0.528 g) was added to a solution of
(6S5,165)-7g (5.28 g, 7.64 mmol) in ethanol (115 ml) and hydrogenated at 15 psi pressure for 4.5 h. The
catalyst was filtered, washed with ethanol (30 mL) and the filtrate was concentrated. The resulting crude amine
(65,165)-8f (4.45 g) was dissolved in THF (45 mL), (Boc),0 (2.49 g, 11.46 mmol, 1.5 equiv.) was added and
the procedure described for 9a was followed. The crude product was purified by silica gel column
chromatoeora nhv (50-60% EtOAc in hexanes) to ord 4.88 g of (6S5.165)- Qg in 89% V--ld for two steps as

& LEA T 0T, P AN, 18w to attord W25 100 ] >

colorless glassy material. Rf: 0.32 (50% EtOAc in hexane); Analytical RP HPLC: MeCN:0.1% aqueous
~7
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trifluoroacetic acid/40:60, 2.0 mi./min at 225 nm, Ry 9.30 min, 97%; IR (KBr): 3567, 3077, 1715, 1505, 1367,
1249, 1157 cm-; 'H NMR (CDCi3): 8 5.22 — 5.10 (m, 2 H), 4.28 — 4.10 (m, 2 H), 4.08 — 2.80 (m, 8 H), 2.00 -
1.60 (m, 4 H), 1.58 = 1.36 (m, 4 H), 1.45 (s, 27 H), 1.43 (s, 18 H); ESI/MS (m/z): 720 (M + H)*; HRMS (FAB,

m/z): caled for C37HggN3019, 720.4647 (M + H)*; observed, 720.4622.
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dioxa-5,11,17-iriazahenicosane-6,i6-dicarboxylate (5g): DMSO (2.39 mi., 33.73 mmol, 5.0 equiv.) in
CH,Cl, (17 mL) was added to a solution of oxalyl chloride (8.43 mL of 2.0 M soln in CH;Cl,, 16.88 mmol, 2.5
equiv.) in CH,Cly (17 mL) at -78 °C. After stirring the mixture for 30 min, a solution of (65,165)-9g (4.85 g,
6.75 mmol) in CH,Cl, (34 mL) was added at -78 °C. The mixture was stirred for 3 h, Et3N (9.4 mL, 67.5

mmol, 10.0 equiv.) was added at -60 °C and the procedure described for Sa was followed. The crude product

h
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was purified by silica gel column chromatography (40% EtOAc in hexanes) to afford 4.74 g of (65,165)-(-)-5g
in 98% yield as a coloriess glassy material. Rf: 0.53 (40% EtOAc in hexanes); mp: 54-57 °C; [a]®0p -21.35 (c

1.18, MeOH); Analytical RP HPLC: MeCN:0.1% aqueous trifluoroacetic acid/40:60, 2.0 mlL/min at 225 nm,
R¢: 14.66 min, 99%; IR (KBr): 3366, 3078, 1708, 1506, 1455, 1392, 1367, 1251, 1156, 1053 cm'l; 1H NMR
(CDCl3): 8 5.12 — 5.02 (m, 2H), 4.32 - 3.90 (m, 6 H), 2.60 — 2.32 (m, 4 H), 2.22 — 2.08 (m, 2 H), 1.84 — 1.68
(m, 2 H), 1.46 (s, 9 H), 1.45 (s, 9 H), 1.42 (s, 9 H, 1.41 (s, 9 H), 1.40 (s, 9 H); 13C NMR (CDCl3): § 171.6,
155.6, 155.4, 82.2, 82.1, 80.9, 79.8, 57.1, 56.6, 53.1, 52.9, 35.2, 35.1, 28.2, 28.1, 27.9, 26.7; ESI/MS (m/z): 750
M + Cl)~; HRMS (FAB, m/z); caled for C3sHesN2O15, 716.4333, observed, 716.4344,

a T R3518621830 12, 4120, QLBLIVEL

(-)-tert-Butyl-(2S)-4-(4-{(25)-3-(tert-butoxy)-2-[ (tert-butoxycarbonyl)amino]-3-oxopropyl}-5-hydro
xy-3-pyridinyl)-2-[(tert-butoxycarbonyl)amino]butanoate (3g): DBU (6.2 mL, 41.17 mmol, 6.4 equiv.) was
added to a solution (6S,165)-(-)-5g (4.6 g, 6.43 mmol) in THF (65 mL) at room temperature and the procedure

described for 3f was followed. The crude product was nurlflf‘d by silica gel column chromatography (3%

MeOH in CH)Clp) to afford 1.63 g (S,9)-(-)-3g in 42% yield. The faster eluting compounds (non-polar
Frantinmo)l Frnma Anlizemen aheamantacenal A it ad fa o 1 12 oo o et LS oo Aol

1atuvils) vl Cordinil Crniomdatogiapny weic COnCenudicd 1o give 1.15 g O1 1dl ldl which was UIbbUlVCU in
THF (20 mL), DBU (1.5 mL) added, and above conditions were followed to give an additional 0.32 g of (5,5)-(-

)-3g in 8% yield (total yield 50%). Rf: 0.45 (5% MeOH in EtOAc); mp: 89-91 °C; [OL]LU -11.84 (c 0.62,
MeOH), Analytical RP HPLC: MeCN:0.1% aqueous trifluoroacetic acid/40:60, 2.0 mL/min at 225 nm, Ry: 4.23
min, 97.6%; IR (KBr): 3360, 3078, 1717, 1505, 1392, 1367, 1250, 1155, 1048, 1022 cm-!;1H NMR (CDCl3): 8
8.13 (s, 1 H), 7.93 (s, 1 H), 5.65 (br. s, 1 H), 5.23 (dist d, 1 H), 4.44 — 4.30 (m, 2 H), 3.25 - 3.05 (m, 2 H), 2.71
(t,2H,J=84Hz),2.25-1.78 (n, 2 H), 1.48 (s, 9 H), 1.48 (s, 9 H), 1.45 (s, 9 H), 1.40 (s, 9 H), 1.37 (s, 9 H);
ESI/MS (m/z): 596 (M + Hy*; HRMS (FAB, nv/z: caled for C3gHsgN3Og, 596.3547 (M + H) +; observed,
596.3542.

(25,5R)-(-)-tert-Butyl-2-[ (tert-butoxycarbonyl)amino]-6-bromo-5-[O-methoxy-N-(tert-butoxycarb
onyl)-L-thyroxinyl]-hexanoate (25): To a solution of (25)-23 (1.127 g, 2.95 mmol) dissolved in CH,Cl; (40
mL), O-methoxy-N-(tert-butoxycarbonyl)-L-thyroxine25b (24, 2.628 g, 2.95 mmol, 1.0 equiv.), 1,3-dicyclohexyl
carbodiimde (DCC, 1.22 g, 5.9 mmol, 2.0 equiv.) and 4-dimethylaminopyridine (DMAP, 0.181 g) were added

sequentially at room temperature under nitrogen. After stirring the mixture for 16 h, it was filtered and the

filtrate was concentrated on a rotary evaporator. The crude product was purified by silica gel column
P Y I — Ey rYNO7 e ~ s b meao) ~ aff~1 Y ODE o o F b A o Lt Uil ¥4 - R,
chromatograpny (20% EtOCAc in hexanes) to afford 2.995 g of the diastereomeric mixiure of 25. The mixiure
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was separated on a preparative RP HPLC (Waters, Ci8, 7um, Symmetry, 40 x 100 mm column, MeCN:01%
aqueous acetic actd/90:10, 25 mL/min at 225 nm) to afford 1.044 g of (2S,5R)-(-)-tert-butyl-2-[(tert-
butoxycarbonyl)amino]-6-bromo-5-[O-methoxy-N-(tert-butoxycarbonyl)-L-thyroxinyl]-hexanoate (25) in 28%
yield. Analytical RP HPLC: (Waters, C18, 7um, Symmetry 8 x 100 mm), MeCN:01% aqueous acetic
acid/90:10, 1.0 mL/min at 225 nm, R¢: 31.3 min, 99%; []2%p -5.53 (c 1.15, MeOH); 1H NMR (CDCl3): § 7.69

(s,2H),7.16 (s,2 H), 5.18 - 5.02 (m, 2 H), 4.60 - 4.54 (m, | H), 4.22 - 4.18 (m, 1 H), 3.84 (s, 3 H), 3.54 - 3.42

(m, 2 H),3.14(dd, 1 H, J= 14.4,5.7 Hz), 2.94 (dd, 1 H, J = 14.2, 8.1 Hz), 1.84 - 1.60 (m, 4 H), 1.48 (s, 9 H),
144 (5,9 LI), 1.43 (s, 9 H); ESUMS (m/z): 1255 (M + H)+; HRMS (FAB, m/z): caled for C36Hy7N,0,BrlyNa,



Also, 1.27 g of (28,55)-(-)-tert-butyl-2-[(tert-butoxycarbonyi)aminoj-6-bromo-3-{0-methoxy-N-(feri-
butoxycarbonyl)-L-thyroxinyl]-hexanoate (25) was isolated in 34% yield. Analytical RP HPLC: (Waters C18
7um, Symmetry, 8 x 100 mm column), MeCN:01% aqueous acetic acid/90:10, 1.0 mL/min at 225 nm, R¢:
33.43 min, 99%; [a]20p -10.71 (¢ 1.13, MeOH); 'H NMR (CDCl3): § 7.72 (s, 2 H), 7.16 (s, 2 H), 5.16 -5,12 (br
s,1H),458-452(m,1H),422-4.18(m, 1 H),3.83(s,3H),3.56-341(m,2H),3.21(dd, 1 H,J=144,5.7
Hz),293(dd, 1 H, J= 14.1, 6.3 Hz), 1.84 - 1.60 (m, 4 H), 1.47 (s, 9 H), 1.44 (s, 18 H); ESI/MS (m/z): 1255 M

+ H)*; HRMS (FAB, m/z): calcd for C3gHs7N,01oBrI4Na, 1276.8505 (M + Na)¥; observed:1276.8485.

36 JUJ LG

(+)-tert-Butyl-(25)-2-[(tert-butoxycarbonyl)amino]-4-[ (2R)-oxiranyl]butanoate (6g): The ester
(25,58)-(-)-25 (0.580 g, 0.462 mmol) was dissolved in THF (6.0 mL) and LiOH (0.058 g, 1.386 mmol, 3.0
equiv.) added, followed by water (2.0 mL) at room temperature. After stirring the mixture for 20 h, it was
diluted with water (15 mL) and EtOAc (75 mL). The agueous lay

wver was separated and extracted with EtOAc (2
x 25 mL). The combined organic layers were washed with brine (15 mL), dried (MgSO4) and the solvent was

removed on a rotary evaporator. Purification of the crude product by silica column chromatography (25%
EtOAc in hexanes) afforded 0.096 g of (25,R)-(+)-6g in 69% yield as a colorless oil. Ry: 0.55 (30% EtOAc in
hexanes); Analytical RP HPLC: MeCN:0.1% aqueous trifluoroacetic acid/40:60, 2.0 mL/min at 225 nm, R¢:
3.05 min, 97.4%; mp: 45-47 °C; [0)20p +19.25 (c 1.19, CHCl3); 'H NMR (CDCls): 6 5.08 (d, 1 H, J = 8.4 Hz),
420(q, 1 H,J=12.6,75Hz),297-290(m, 1 H),2.76 (t, 1 H, J=45Hz),2.49 (dd, 1 H, J = 5.1, 2.7 Hz),
2.04-1.91 (m, 1 H), 1.78 - 1.56 (m, 3 H), 1.46 (s, 9 H), 1.44 (s, 9 H); 13C NMR (CDCl3): § 171.7, 155.5, 82.1,
79.7, 53.6, 51.6, 47.0, 30.2, 28.3, 28.2, 27.9; ESI/MS (m/z): 302 (M + H)*, 319 (M + NHy)*; HRMS (FAB,

m/z): caled for CysHpgNOs, 302.1967 (M + H)*; observed, 302.1971.

(2S,5R)-(+)-tert-Butyl-2-[(tert-butoxycarbonyl)amino]-5-hydroxy-6-iodohexanoate (4a): To a
solution of epoxide (25,R)-(+)-6g (0.091 g, 0.302 mmol) in MeOAc (4.2 mL), Nal (0.059 g, 0.393 mmol, 1.3
equiv.), anhydrous sodium acetate (0.027 g, 0.332 mmol, 1.1 equiv.) and acetic acid (0.019 mlL., 0.332 mmol,
1.1 equiv.) were added sequentially at room temperature under nitrogen. After stirring the mixture for 20 h, the
mixture was diluted with water (15 mL) and EtOAc (100 mL). The aqueous layer was separated and the EtOAc
layer was washed with brine (10 mL) and dried (MgSQOg4). The solvent was removed on a rotary evaporator and

the crude product was purified by silica gel column chromatography (25% EtOAc in hexanes) afforded 0.121 g
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of (25,5R)-(+)-4a in 94% yield as a colorless gummy material. Ryg: 0.35 (30% EtOAc in hexanes); Analytical
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RP HPLC: MeCN:0.1% aqueous trifiuoroacetic acid/35:65, 2.0 mL/min at 225 nm, Ry: 4.49 min, 98%; [a]?p
+15.47° (c 1.06, CHCI3); 'H NMR (CDCl3): § 5.20 (d, 1 H, J = 7.5 Hz), 4.30-4.22 (m, 1 H), 3.62 - 3.52 (m, 1
H), 3.36 - 3,20 (m, 2 H), 2.90 (d. 1 H, J = 5.4 Hz), 2.00 - 1.60 (m, 4 H), 1.47 (s, 9 H), 1.44 (s, 9 H); 13C NMR
(CDCl3): § 171.8, 155.8, 82.3, 80.0, 70.7, 53.3, 31.8, 30.9, 28.2, 27.9, 15.7; ESI/MS (m/z): 452 (M + Na)*.

i-(2R)-(-)-Pyridinium compound (30): A mixture of (§,5)-(-)-3g (0.080 g, 0.135 mmol) and iodide
(28,5R)-(+)-4a (0.116 g, 0.27 mmol, 2.0 equiv.) in anhydrous 1,4-dioxane (2.6 mL) was gently refluxed for 6 h
under nitrogen. The solvent was removed on a rotary evaporator to dryness and the crude product was purified
by preparative RP HPLC (MeCN:0.1% aqueous trifluoroacetic acid/45:55, 45mL/min at 225 nm).
Lyophilization of the product afforded 0.051 g of 1-(2R)-(-)-30 in 42% yield as a pale yellow powder.
Analytical RP HPLC: MeCN:0.1% aqueous trifluoroacetic acid/45:55, 2.0 mL/min at 225 nm, R¢: 7.15 min,
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ii.4 Hz),4.46 (dd, I H, J=9.3, 6.0 Hz), 4.25 (dd, 1 H, J = 12 3.87(m,3H 342-312(m2
H), 2.98 - 2.90 (m, 2 H), 2.14 - 1.40 (m, 6 H), 1.46 (s, 27 H, 1.44 (s, 18 H), 1.37 (s, 9 H); ESI/MS (m/z): 897
(M)*; HRMS (FAB, m/z): calcd for C45H77N4014, 897.5426 (M)*F; observed, 897.5431.
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ine (Pyd, 1): A mixture of TFA (9.5 mL) and water (0.5 mL) was added to the pyridinium
compound 1-(2R)-(-)-30 (0.038 g, 0.0423 mmol)] at room temperature and the reaction was stirred for 1.5 h.
The solvent was removed to dryness on a rotary evaporator and the crude product was purified by preparative
RP HPLC (MeCN:0.05% aqueous trifluoroacetic acid/2:98, 25 mL/min at 225 nm). Lyophilization of the
product afforded 0.015 g of (+)-pyridinoline (1) as its TFA salt in 83% yield. Analytical RP HPLC:
MeCN:0.1% aqueous trifluoroacetic acid/2:98, 1.0 mL/min at 225 nm, Ry: 3.90 min, >99%; [0]20), +39.17 (c
0.24, MeOH); H NMR (D,0):4b § 8.10 (s, 1 H), 8.07 (s, 1 H), 4.49 (dd, 1 H, J = 13.5, 2.4 Hz), 4.20 - 4.07 (m,
2H),3.92-3.85(m,3H),3.28-3.22(m, 2 H),2.94 - 2.70 (m, 2 H), 2.12 - 1.93 (m, 3 H), 1.92 - 1.79 (m, | H)
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1.66 - 1.42 (m, 2 H); 13C NMR (D0 + 2.0 uL. of MeOH):31 § 173.2, 172.9, 172.5, 155.9, 142.1, 141.5, 137.2,
130.1, 70.2, 66.7, 53.6, 53.4, 52.4, 30.7, 29.4, 28.1, 26.8, 26.8, 21.1; ESI-MS (m/z): 429 (M)*; HRMS (FAB,
my/z): caicd for CygHy9N4Og, 429.1985 (M)*; observed, 429.1989. Analyticai RP HPLC of natural pyridinoline
(1)12 which was obtained by isolation from bone: MeCN:0.1% aqueous trifluoroacetic acid/2:98, 1.0 mL/min at

225 nm, R¢: 3.89 min, 99.2%.
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(25,58)-(-)-25 (0.490 g, 0.4 mmol) was dissolved in THF (6.0 mL) and LiOH (0.050 g, 1.2 mmol, 3.0 equiv.)
added, followed by water (2.0 mL), at room temperature. After stirring the mixture for 20 h, it was diluted with
water (15 mL) and EtOAc (75 mL). The aqueous layer was separated and re-extracted with EtOAc (2 x 25 mL).
The combined EtOAc layers were washed with brine (15 mL.), dried (MgSQy4) and the solvent was removed on
a rotary evaporator. Purification of the crude product by silica gel column chromatography (25% EtOAc in
hexanes) afforded 0.081 g of (25,5)-(+)-6g in 68% yield as a thick oil. R¢: 0.55 (30% EtOAc in hexanes);
Analyti cal RP HPLC: MeCN:0.1% aqueous acetic acid/40:60; 2.0 mL/min at 225 nm, Ry: 3.24 min, >99%;
[0]20r, +3.65 (c 1.04, CHCl3); 'H NMR (CDCl3): 8 5.04 (d, | H, J = 8.4 Hz), 420 (g, | H, J = 12.6, 7.5 Hz)
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297-290(m, 1 H),2.76 (t, 1 H,J=5.1Hz), 248 (dd, 1 H, /= 4.8, 2.7 Hz), 2.05 - 1.89 (m, 1 H), 1.83 - 1.40
44 (5,9 55.5
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equlv ), annyarous sodium acetate (V. 023 g, 0.282 mm01 . equw) and acetic acid (U 0i
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mL, 0.282 mmol,
1.1 equiv.) were added sequentially at room temperature under nitrogen. After stirring the mixture for 20 h, the
mixture was diluted with water (15 mL) and EtOAc (100 mL). The aqueous layer was separated and the EtOAc
layer was washed with brine (10 mL) and dried (MgSOy4). The solvent was removed on a rotary evaporator and
the crude product was purified by silica gel column chromatography (25% EtOAc in hexanes) afforded 0.102 g
of (25,55)-(+)-4a in 93% yield as a gummy material. Ry: 0.35 (30% EtOAc in hexanes); Analytical RP HPLC:



M. Adamczyk et al. / Tetrahedron 55 (1999) 63-88
MeCN:0.1% aqueous acetic acid/35:65; 2.0 mL/min at 225 nm, R¢: 4.67rr1in, 98%; [0]20p +15.5 (¢ 1.2, CHCl3);
{H NMR (CDCl3): 8 5.09 (d, 1 H), 4. 14(q, 1 H,J=12.9,69 Hz), 3.62-3.52 (m, 1 H),3.36 (dd, 1 H, /= 10.2,

3.9 Hz), 3.22 (dd, | H, J = 10.2, 6.9 Hz), 2.18 (dist. d, 1 H), 1.92 - 1.40 (m, 4 H), 1.47 (s, 9 H), 1.44 (s, 9 H);
13C NMR (CDCl3): § 171.8, 155.6, 82.1, 79.8, 70.3, 53.5, 32.0, 30.1, 28.2, 27.9, 15.9; ESUMS (m/z): 430 (M +
H)*, 447 (M + NH4)*; HRMS (FAB, m/z): caled for C;sHygNIOs, 430.1091 (M + H)*; observed, 430.1090.

1-(25)-(-)-Pyridinium compound (30): A mixture of (S,S)-(-)- 3g (0.028 g, 0.0466 mmol) and iodide
(25,55)-(+)-4a, (0.040 g, 0.0932 mmol, 2.0 equiv.) in anhydrous 1,4-dioxane (1.5 mL) was gently refluxed for 6
h under nitrogen. The solvent was removed on a rotary evaporator to dryness and the crude product was
purified by preparative RP HPLC (MeCN:0.1% aqueous trifluoroacetic acid/45:55, 45 mL/min at 225 nm).
Lyophilization of the product afforded 0.018 g of 1-(25)-(-)-30 in 43% yield as a pale yellow powder.
Analytical RP HPLC: MeCN:0.1% aqueous trifluoroacetic acid/45:55; 2.0 mL/min at 225 nm, R¢: 7.36 min,

97.7%; mp: 79-84 °C; [01]20p -25.22 (c 0.23, MeOH); IH NMR (CD;0D): § 8.31 (s, 1 H), 8.13 (s, | H), 4.57 (d,
I H,J=132Hz),446(dd, 1 H,/=93,60Hz),4.25(, 1 H,/=9.0Hz),404 -390 (m, 3 H), 3.54 - 3.12 (m,
2 H), 298 - 2.88 (m, 2 H), 2.16 - 1.34 (m, 6 H), 1.46 (s, 18 H), 1.45 (s, 27 H), 1.37 (s, 9 H); 13C NMR
(CD3;0D) 6 173.5, 173.1, 171.8, 158.4, 157.9, 157.2, 144.9, i43.2, 137.8, i30.1, 83.5, 83.2, 82.9, 80.9, 80.7,
70.8, 67.6, 55.3, 55.2, 53.9, 33.1, 31.8, 30.3, 28.7, 28.6, 28.2, 27.9; ESI/MS (m/z): 897 (M)*; HRMS (FAB,
m/z): caled for C45sH77N4014, 897.5425 (M)*; observed, 897.5431.

1-(28)-(+)-Pyridinoline (1): A mixture of TFA (9.5 mL) and water (0.5 mL) was added to the
p‘yridiﬁ' um compound [1-(25)-(-)-30, 0.0128 g, 0.0134 mmol] at room temperature and the reaction was stirred

r 1.5 h. The solvent was removed and the crude product was purified by preparative RP HPLC (MeCN/0.1%
aqueous trifluoroacetic acid/2:98; 45 mL/min at 225 nm). Lyophilization of the product afforded 0.0058 g of 1-
(25)-(+)-pyridinoline (1) as its TFA salt in 95% yield. Analytical RP HPLC: MeCN:0.1% aqueous trifluoro
acetic acid/2:98, 1.0 mL/min at 225 nm, R 3.85 min, >99%; [a]20p +43.23 (c 0.26, MeOH); 'H NMR
(D,0):4P § 8.11 (s, | H), 8.07 (s, 1 H), 4.52 (dd, 1 H, J = 13.2, 2.7 Hz), 4.18 (dd, 1 H, J = 13.2, 9.0 Hz), 4.03
(dd, 1 H, J=8.7, 6.3 Hz), 4.04 - 3.88 (m, 3 H), 3.44 - 3.32 (m, 2 H), 3.14 - 2.90 (m, 2 H), 2.34 - 1.98 (m, 4 H),
1.92 -1.78 (m, 1 H), 1.66 - 1.52 (m, 1 H); 13C NMR (D,0 + 1.0 uL of MeQH):3! § 173.9, 173.7,
142.4,141.6, 137.0, 130.1, 70.3, 6 4.2,53.9,52.8,3009,630.7,283,27.0,26.1;
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(28)-(-)-tert-Butyl-2-[ (tert-butoxycarbonyl)amino]-6-hydroxyhexanoate (15): (25)-(-)-6-Amino-2-
[(tert-butoxycarbonyl)amino}hexanoic acid (31, 3.69 g, 15.0 mmol) was dissolved in water (50 mL) and the pH
adjusted to 9.5 using 4M aq. NaOH. The mixture was heated to 60 °C, sodium nitroprusside (7.07 g, 23.7
mmol, 1.6 equiv.) was added pornon wise over 30 min and the reaction heated for an additional 5 h. The pH of

A A
4M aq. NaOH during and after
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he reaction mixture was cooled to room temperalure and filtered [hl’OUgﬂ celite

@)
~h
w
)
Eu
=
y 3
=
E»
« Q
E 5

powder. The pH of the fiitrate was adjusted to 3.5 using 6M HCI and extracted with EtOAc (3 x 40 mL). The
combined organic layers were washed with brine (40 mL), dried (NaSQOy4) and the solvent was removed on a
rotary evaporator. The resulting crude hydroxy-acid (25)-32 (2.40 g) was dried using a vacuum pump and

carried to the next reaction without purification.
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3 g, 4.57 mmoi) was dissolved in CHClp (60 mL)
and a solution of O-tert-butyi-N,N’-diisopropylisourea2® (2.74 g, 13.7 mmol, 3.0 equiv.) in CH,Cl, was added
at 0 °C under nitrogen. The reaction mixture was allowed to warm to room temperature, stirred for 6 h. and an
additional amount of O-tert-butyl-N,N’-diisopropylisourea (1.83 g, 9.14 mmol, 2.0 equiv.) was added. The
resulting mixture was stirred for 16 h at room temperature and filtered. The filtrate was concentrated on a rotary
evaporator and the crude product was purified by silica gel column chromatography (50% EtOAc in hexanes) to

afford 0.623 g of (25)-(-)-tert-butyl-2-[(tert-butoxycarbonyl)amino]-6-hydroxyhexanoate (15) in 43% yield for

two steps. R¢: 0.23 (40% EtOAc in hexane); Analytical RP HPLC: MeCN:0.1% aqueous acetic acid/50:50, 1.0
mL/min at 220 nm, Ry: 10.9 min, 97.5%; [a]2p -27.5 (¢ 1.28, MeOH); H NMR (CDCl3): §5.05(d, 1 H, J =
8.1 Hz),4.20-4.09 (m, 1 H), 3.62 (q, 2 H, J=11.4, 5.1 Hz), 1.80 - 1.60 (m, 6 H), 1.45 (s, 9 H), 1.43 (s, 9 H);
13C NMR (CDCis): 8 172.1, 155.6, 81.7, 79.6, 62.4, 53.7,32.6, 32.0, 28.2, 27.9, 21.2; ESUMS (m/z): 303 (M)+,
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were added sequentially to a solution of (25)-(-)-15 (0.526 g, 1.73 mmol) dissolved in THF (20 mL) at room
temperature under nitrogen. After stirring the mixture for 3 h, the solvent was removed on a rotary evaporator
to dryness and the crude product was purified by silica gel column chromatography (10% EtOAc in hexanes) to
afford 0.559 g of (25)-(-)-4b in 78% yield as colorless thick oil. Rg: 0.40 (20% EtOAc in hexanes); Analytical
RP HPLC: MeCN:0.1% aqueous acetic acid/20:80, 1.0 mL/min at 225 nm, R¢: 9.85 min, >99%; [0]20p -13.7 (c
1.22, MeOH); 'H NMR (CDCl3): § 5.04 (d, 1 H,J=8.1 Hz), 4.16 (q, | H, J=13.5,72Hz),3.17 (t, 2H,J =
6.9 Hz), 1.96- 1.60 (m, 6 H), 1.46 (s, 9 H), 1.43 (s, 9 H); 13C NMR (CDCl3): & 171.9, 155.4, 81.9, 79.6,
53.6,32.8, 31.8, 28.2, 27.9, 25.9; ESUMS (m/z): 414 (M + H)*, 431 (M + NHy)*+; HRMS (FAB, nvz): caled for

Cy5H3pN4071, 414.1141 (M + H)*; observed, 414.1137.

(-)-Pyridinium compound (19): A mixture of (5,5)-(-)-3g (0.163 g, 0.274 mmol) and iodide (25)-(-)-4b
(0.170 g, 0.411 mmol, 1.5 equiv.)] in anhydrous 1,4-dioxane (5.0 mL) was gently refluxed for 3 h under
nitrogen The solvent was removed on a rotary evaporator to dryness and the crude product was purified by

in at 225 nm) Thp
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aqueous trifluoroacetic ac1d/8():20, 1.0 mL/min at 225 nm, Ry: 7.04 min, 96.8%; mp: 63-65 °C; [0(]20]3 -22.1 (¢
1.28, MeOH); 'H NMR (CD30D): 8 8.37 (s, 1 H), 8.14 (s, 1 H), 4.56 - 4.44 (m, 3 H), 4.00 - 3.92 (m, 2 H), 3.40
-3.10(m,2H),3.00-290(m,2 H),2.18-1.22 (m, 8 H), 1.46 (s, 18 H), 1.45 (s, 18 H), 1.43 (s, 9 H), 1.36 (s, 9
H); 13C NMR (CDCl3): 8 171.6, 170.9, 169.8, 157.9, 155.7, 155.5, 142.5, 141.4, 133.0, 130.6, 83.0, 82.3, 80.1,
79.9, 61.4, 53.1, 32.6, 32.1, 30.5, 30.6, 30.4, 28.2, 28.0, 27.8, 27.7, 27.7, 25.9, 21.9; ESUMS (m/z): 881 (M)*;
HRMS (FAB, m/z): caled for C4sH77N40 13, 881.5487 (M)*; observed, 881.5472.

(+)-Deoxypyridinoline (Dpd, 2): A mixture of TFA (9.5 mL) and water (0.5 mL) was added to the
pyridinium compound (-)-19 (0.056 g, 0.063 mmol)] at room temperature and stirred for 1 h. The solvent was
removed to dryness and the crude product was purified by preparative RP HPLC [Waters uBondapak C18 10u
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ne soivent was removea ona rotary evaporator anda azeotropea with a mixture of Me eOH- tmucnc (l ir atlo 3x
10 mL) to afford 0.024 g of (+)-deoxypyridinoline-TFA salt (2) in 92% yield as pale yellow solid. Analytical
RP HPLC: MeCN:0.05% aqueous trifluoroacetic acid/2:98; 1.0 mL/min at 225 nm, Ry: 4.03 min, >99%; [¢]20p,
+31.6 (c 0.25, MeOH); 'H NMR (D,0 + 2.0 uL. MeOH)):4b. 31 § 8.12 (s, 1 H), 8.05 (s, 1 H), 432 (1, 2 H, J =
7.2 Hz),3.97 (dd, 1 H, J=8.4, 6.6 Hz), 3.77 (t, | H, J = 5.7 Hz), 3.66 (1, 1 H, J = 6.0 Hz), 3.26 - 3.12 (m, 2 H),
2.88 - 2.64 (m, 2 H), 2.18- 1.98 (m, 2 H), 1.94 - 180(m 2 H), 1.80 - 1.68 (m, 2 H), 1.38 - 1.16 (m, 2 H); 13C

.—-

NMR (D,0 + 2.0 uL MeOH)):31 § 174.4, 174.0, 173.1, 156.2, 142.0, 141.9, 136.5, 130.5, 61.7, 54.5, 53.0, 31.0,
305, 30.1. 283 26.1. 21.6. ESI/MS (m/z): 413 IM Y+ (KA mi7): ecaled far C..HLN.O- 412 2024
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(M)™T; observed, 413.2032. Analytical RP HPLC of natural

isolation from bone: MeCN:0.05% aqueous trifiuoroacetic acid/2:
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