Downloaded from orbit.dtu.dk on: Dec 17, 2017

Technical University of Denmark

)
q
c

i

Methods for Shortening and Extending the Carbon Chain in Carbohydrates

Monrad, Rune Nygaard; Madsen, Robert

Publication date:
2008

Document Version
Publisher's PDF, also known as Version of record

Link back to DTU Orbit

Citation (APA):
Monrad, R. N., & Madsen, R. (2008). Methods for Shortening and Extending the Carbon Chain in
Carbohydrates.

DTU Library
Technical Information Center of Denmark

General rights
Copyright and moral rights for the publications made accessible in the public portal are retained by the authors and/or other copyright owners
and it is a condition of accessing publications that users recognise and abide by the legal requirements associated with these rights.

e Users may download and print one copy of any publication from the public portal for the purpose of private study or research.
e You may not further distribute the material or use it for any profit-making activity or commercial gain
e You may freely distribute the URL identifying the publication in the public portal

If you believe that this document breaches copyright please contact us providing details, and we will remove access to the work immediately
and investigate your claim.


http://orbit.dtu.dk/en/publications/methods-for-shortening-and-extending-the-carbon-chain-in-carbohydrates(11200523-f427-4193-b156-20b1b390a4e6).html

Methods for
Shortening and Extending
the Carbon Chain in
Carbohydrates

Ph.D. Thesis
By

Rune Nygaard Monrad
December 2008

—

TU

i

Department of Chemistry

Technical University of Denmark






Methods for
Shortening and Extending
the Carbon Chain in

Carbohydrates

Rune Nygaard Monrad
Ph.D. Thesis
December 2008

w—)

TU

W

Department of Chemistry
Technical University of Denmark
Kemitorvet
Building 201
DK-2800 Kgs. Lyngby

Denmark






Preface

Preface

This thesis describes the work carried out duringthmee years as a Ph.D. student in Center for
Sustainable and Green Chemistry at the Technicalddsity of Denmark. In addition to research
within the fields of organometallic and carbohydrathemistry at the Technical University of
Denmark, | had the opportunity to become acquaimtiéd chemical biology during a six months
research stay at University of Oxford. My periodaaBh.D. student has been very fruitful for me
not only by means of education and achieving acadand technical qualifications, but also with
respect to personal development as an individudlasna scientist. Many people have contributed
to the present work, and most of all, | would litee express my gratitude to professor Robert
Madsen. During the last three years of Ph.D. stuay,theoretical and experimental skills have
improved considerably. In particular, Robert Madsesupport and guidance through critical
decisions and his ability to suggest improvemeritbath overall strategies and specific reaction
conditions have had a huge impact on the succes$iseoprojects | have been involved in. The
decarbonylation team: Mike Kreis and Esben Taarrang thanked for good discussions, and
Charlotte B. Pipper and Mette Fanefjord are ackedgéd for collaborations on the calystegine and
gabosine projects. A special thanks goes to Larddrioth for lots of fun and great company in the
lab. The Department of Chemistry building 201, srtular the Madsen group, are gratefully
acknowledged for invaluable help and for alwaysntaning an enthusiastic and positive spirit. |
would like to thank professor Benjamin G. Davis §iving me the opportunity to work within such
an interesting field of research in an interdisogaly and highly dynamic group. The entire Davis
group, in particular James, Conor, Justin and ldieok thanked for invaluable help and good times
in the lab. | am grateful to professor Andrew Va@tulski for providing acyl glucuronide samples.
Furthermore, Katja Rohr-Gaubert and Thomas Jenserhanked for proofreading parts of this
thesis. Last but not least, the Technical UniversitDenmark, Center for Sustainable and Green
Chemistry, Danish Chemical Society, Civilingeniagrafits Allings Legat, Vera & Carl Johan
Michaelsens Legat, Ulla & Mogens Folmer Andersensd; Krista & Viggo Petersens Fond,
Fabrikant P. A. Fiskers Fond, Knud Hgjgaards F@itp Mgnsteds Fond and Oticon Fonden are

gratefully acknowledged for financial support.

Rune Nygaard Monrad
Lyngby, December 2008



Rune Nygaard Monrad — Ph.D. Thesis

Abstract

Carbohydrates play a central role in a variety lmygological and pathological processes such as
HIV, cancer and diabetes. The understanding ofetlpgscesses and the development of specific
therapeutic agents is relying on the ability to mfiwally synthesize unnatural sugars,
glycoconjugates and carbohydrate mimetics. Suckihydroxylated compounds are conveniently
synthesized from carbohydrates, however, due t@thecity of many sugars from nature, efficient
methods for transformation of readily availablebodrydrates into valuable chiral building blocks
are required. The work presented in this thesisides on the development and application of
transition metal mediated methods for shortening) extending the carbon chain in carbohydrates

thereby providing access to lower and higher sugars

A new catalytic procedure for shortening unprotécseigars by one carbon atom has been
developed. By means of a rhodium-catalyzed decgtabon of the aldehyde functionality, aldoses
are converted into their corresponding lower alditm yields around 70%. The reaction is
performed with 8% of the catalyst Rh(dpgp)) in the presence of small amounts of pyridine to
facilitate mutarotation. The procedure has beenleyed as the key step in a short five-step

synthesis of the unnatural sugathreose in 74% overall yield from-glucose.

R
0 8% Rh(dppp),Cl OH
HO OH 6% pyridine OH
- OH + co
diglyme/DMA
HO  OH s ec OH

R = H, CHz, CH,0OH

A zinc-mediated one-pot fragmentation-allylatioagton has been used to elongatglucose and
D-ribose by three carbon atoms thereby producingatemdrate-derivedr,o-dienes, which have
been converted into the natural products calyseeginand gabosine A. The glycosidase inhibitor
calystegine A was produced by two similar routes from commelgiavailable methyl
a-D-glucopyranoside in 13 and 14 steps with 8.3 aB&cSoverall yield, respectively. The present
work thereby constitutes the shortest synthesisermdntiomerically pure calystegines,Aand
furthermore, it enables the absolute configuratibthe natural product to be determined. Gabosine
A has been prepared in nine steps and 13.9% owaedtl from D-ribose, and this synthesis

provides the first route to gabosine A from an atam carbohydrate precursor.



Abstract

OH

13 steps HO NH
D-glucose = HO

calystegine Az

D-ribose -~ HO'™ 0
HO  OH
gabosine A

During an external stay at University of Oxforde ttnetabolism of nonsteroidal anti-inflammatory
drugs (NSAIDs) has been investigated. It was fotiad known acyl glucuronide metabolites of
ibuprofen and several analogues modify human plasrotein under conditions encountered in
therapy. Two different kinds of protein modificatioccur depending on the structure of the parent
drug. The obtained results strongly suggest thaversible modification of human proteins takes
place during treatment with carboxylic acid contagndrugs such as NSAIDs. Furthermore, the
observed reactivity of these metabolites with resge protein modification may provide an

explanation for the severe toxicity that has lethewithdrawal of certain carboxylate drugs.

(6]
0 o) i O
HO Transacylation )
H&/O% + Protein _— ProtelnfLys\N/lKD
HO Drug H rug
Acyl
migration
OH OH
o o)
0 Glycosylati HO Q
HO orotel ycosylation oJo]
0. .0 + rotein < ————> —Lys—Protein
Y o Y HO N

Drug
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Resumé

Kulhydrater spiller en central rolle i mange forkike fysiologiske og patologiske processer sdsom
HIV, cancer og diabetes. Forstaelsen af disse psecesamt udviklingen af specifikke laagemidler
afhaenger i hgj grad af kemisk at kunne syntetiseraturlige sukkerstoffer samt stoffer, der

imiterer kulhydrater. Ideelt set fremstilles sadamolyhydroxylerede forbindelser fra kulhydrater,

men pa grund af meget lav tilgeengelighed af mangkesstoffer fra naturens side, er der behov for
effektive metoder til at omdanne tilgeengelige kdlitager til veerdifulde kemiske byggeblokke. Det

arbejde, der praesenteres i denne afhandling, fodupé udvikling og anvendelse af metoder, hvor
overgangsmetaller benyttes til at forkorte og fodee sukkerstoffers kulstofkeede og dermed giver

adgang til ellers utilgeengelige kulhydrater.

En ny katalytisk metode til at forkorte ubeskyttekidhydrater med ét kulstofatom er blevet
udviklet. Ved hjeelp af en rhodium-katalyseret dboaylering af aldehyd-gruppen kan
monosakkarider omdannes til de tilsvarende forkierteolyoler i udbytter omkring 70%.
Reaktionen udfgres med rhodium-katalysatoren RIpg@p i tilstedeveerelse af en lille smule
pyridin, der katalyserer mutarotation mellem kulratdts hemiacetal- og aldehydform. Den
udviklede metode er blevet anvendt som nggletem kort syntese af det unaturlige sukkerstof

L-threose i 74% samlet udbytte i fem trin fraglukose.

R OH
o} 8% Rh(dppp).Cl
HO OH 6% pyridin OH
—_— OH + CcO
diglyme/DMA
R

HO OH 162 °C OH

R=H, CH3, CHon

Som en del af fremstillingen af naturstofferne stdgin A og gabosin A eb-glukose ogb-ribose
blevet forleenget med tre kulstofatomer ved hjeelp eaf zink-medieret fragmentering-
allyleringsreaktion. Calysteginsfblev fremstillet pa to lidt forskellige mader i 18 14 trin med
henholdsvis 8,3 og 5,3% overordnet udbyttedfrglukose. Herved er det lykkedes at udvikle den
hidtil korteste syntese af naturligt forekommenddéystegin A i enantiomerisk ren form, hvilket
blandt andet har muliggjort, at den absolutte lgqunfation af naturstoffet er blevet bestemt.

Fremstillingen af gabosin A blev gennemfart i nintmed 13,9% samlet udbytte fraribose og



Resumé

udgegr den fagrste synteserute til gabosin A, der lgag af et let tilgaengeligt kulhydrat som

startmateriale.

OH
13 trin HO NH
D-glukose > HO
calystegin Az
9 trin
D-ribose - > HO'"™ o

HO  OH

gabosin A

| lgbet af et eksternt ophold ved Oxford Universieg metabolismen af nonsteroidale anti-
inflammatoriske laeegemidler (NSAID’er) blevet undegs Under forsggsbetingelser, som forventes
at kunne forekomme ved behandling med ibuprofezy det observeret, at kendte acylglukuronid-
metabolitter af ibuprofen og flere analoger reagened et humant plasmaprotein. Afheengig af
strukturen af leegemidlet blev der observeret tgldeltige former for protein-modifikation, og de
her opnaede resultater indikerer kraftigt, at deedar irreversibel modifikation af proteiner i
mennesker, nar der indtages laegemidler, der indeheh carboxylsyre-gruppe (f.eks. NSAID’er).
Endvidere kan disse metabolitters reaktivitet mexslyn til modifikation af proteiner give en mulig
forklaring pa den toxicitet, der har vaeret skyldtiyvisse laegemidler indeholdende en carboxylsyre-

gruppe er blevet trukket tilbage fra markedet.

OH
O
HO Q o] Transacylering , /[?\
HO 04/< + Protein - 3 Protein—Lys__ .
HO Leege- Ho 20
midde
Acyl-
migrering
OH OH
o O
HO Q Glykosylering HO Q
Ow O + Protein —— O 0O _Lys—Protein
Y HO “OH Y Ho N
Leege-
Leege- g
middel middel
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Chapter 1 The diverse nature of carbohydrates

1 The diverse nature of carbohydrates

Carbohydrates are the most abundant biomoleculesture, and they are responsible for two thirds
of the carbon found in the biosphéreln the form of mono-, di-, oligo- and polysacclias,
carbohydrates constitute our primary nutrient. tdifion, various processed sugars, primarily

polyols, are used in the food industry as reducddrie sweeteners and sugar substittites.

Biochemically, carbohydrates are some of the mastial molecules for lifé:* Every cell is coated
with carbohydrates in the form of glycoproteins aygtolipids® These glycoconjugates take part
in a number of different processes including cellhesion, cell growth and intercellular
communicatior?:” The most frequent post-translational modificatinproteins is glycosylation,
and around 50% of all proteins found in nature glgeosylated® On proteins, carbohydrates
ensure a correct folding, they increase the stgbélgainst proteolytic degradation and provide
epitopes for recognition>”® In particular oligosaccharides are important ignai recognition
events, where they act as information carriersulch processes, lectins (sugar binding proteirs) ar
capable of recognizing complex oligosaccharidesrethe triggering a variety of cellular

responses?®10

Glycosidases are enzymes, which are responsibletifer cleavage of glycosidic bonds in
saccharides and glycoconjugaté$ Carbohydrate-dependant processes are relying eoadtivity

of specific glycosidases, and by interfering witttls glycosidases, it is possible to inhibit resigjti
physiological or pathological effects induced bg #hzymes. By chemical synthesis of glycosidase
inhibitors, this concept has been used therapéiyticathe treatment of influenza, viral infections
(e.g. HIV), cancer and diabetes!%*

Contrary to inhibiting biological processes, certdesirable therapeutic effects may be gained by
inducingsuch processes. This has been used in the develbpiearbohydrate-based cancer and
HIV vaccines, where oligosaccharides conjugatgurdteins and peptides have been used to induce

an immune response leading to the production dafiipantibodies™*?
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Carbohydrates also play a central role in the nadish of xenobiotics, where-glucuronic acid is

coupled to hydrophobic drugs thereby increasingwheer solubility of the drug and enabling its
excretion™>**1n analogy, enhanced anti-cancer activity hasntdc@een achieved by coupling of a
monosaccharide to an anti-cancer agent to incrigaseter solubility thereby improving the anti-

cancer activity of the druly.

In chemistry, carbohydrates represent cheap andilyeavailable densely functionalized, chiral
starting material&® Since many biologically active natural products gtycosylated or contain

polyhydroxylated carbohydrate motifs as part ofirtheructure, carbohydrates are well-suited
enantiomerically pure precursdfs-"*®

With the great potential of sugars, glycoconjugaiied carbohydrate mimetics in biochemistry and
medicine, the development of new methodologiesctortrolled formation of glycosidic bonds,
synthesis of homogeneous glycoprot&l@d preparation of glycosidase inhibit8réis important
to understand biological processes, and to betabieodulate or alter biosynthetic pathways e.g. to

obtain desired therapeutic effeéfs’

From another perspective, concerns about the daplef the fossil fuel reserves demand new
technologies for producing energy from renewabsmueces” In this respect carbohydrates, most
efficiently as polyols, are promising substrates tbe production of hydrogen by steam
reforming®>?® Also the generation of liquid fuels from biomassiricreasingly important. Bio-
ethanol and liquid hydrocarbons can be producenh tarbohydrates by fermentation of glucdse
and by various reforming, dehydration and hydrogiengrocesses, respectivéRy.

All together, carbohydrates are highly importardnbolecules, and from a synthetic point of view,
it is important to develop new synthetic method@sgio convert these inexpensive compounds
into valuable synthetic building blocks and biokally relevant targets.
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2 Methods for shortening and extending the carbonlain in carbohydrates

As mentioned in chapter 1, lower sugars like pentasd tetrose derivatives are important for
example as sweeteners in food ingredients and #dirtgublocks in organic synthesis. Higher
sugars are often employed as intermediates for s$lgathesis of biologically active,
polyhydroxylated compounds, and due to the scaaofitpany lower and higher sugars from nature,
the development of efficient protocols for shortgnand extending readily available carbohydrates
is important. Shortening and extending the carbloaircin carbohydrates has been a subject in
carbohydrate chemistry for more than a century,thaditerature up to 1997 is covered in the book
'Monosaccharide Sugars: Chemical Synthesis by Ché&ilongation, Degradation, and
Epimerization’ by Gyoérgydeak and PelyV8sThe scope of the present chapter is to give an
overview of the advances within the field sincenthe

C-Glycosides are an important class of carbohydratesich are potential inhibitors of
carbohydrate processing enzymes due to their iseteatability as compared ©- and N-
glycosides. The formation o€-glycosides from monosaccharides can be considarehain
elongating process, which affords higher carlamhydro sugars, and the purpose of the present
review is only to include the recent advancesChglycoside formation, which have particular

relevance to chain elongation.

2.1 Methods for shortening the carbon chain in carbohydates

2.1.1Ruff degradation

The available methods for shortening the chain mprotected sugars are sparse. The Ruff
degradation, which has been known since 8@®nverts salts of aldonic acids into aldoses with
loss of one carbon atom. The reaction is performigd hydrogen peroxide in alkaline solution in
the presence of Fe(lll) or Cu(ll)-salts, the latieing the most efficierit. Due to its importance in
the preparation of pentose sugars e.g. industrizdyztion of xylitol® the Ruff degradation has

received considerable interest in recent years.

The reaction generally occurs in moderate yiéfdmd since one of the major disadvantages in the
Ruff degradation is the separation of the produanflarge quantities of metal salts, work has been

done to cleave carbon dioxide from the aldonatetelehemically or by the use of catalytic



Rune Nygaard Monrad — Ph.D. Thesis

amounts of metal. Jiricny and Stanek recently @s#didized bed electrode cell for the production
of D-arabinose in approximately 70% vyield from sodimgluconate without addition of any
chemical oxidantd’ The production ob-arabinose from calciud-gluconate has been achieved
catalytically by Germain and co-workers using Cuékchanged zeolite8. During the reaction,
copper was found to leach from the zeolite, andeotie aldonic acid was consumed, copper
precipitated on the zeolite again. The catalystlccdae recycled twice thereby achieving the

advantages of heterogeneous catalysis, althougteceys in solution during the reactith.

a)

co,
0.0 o /67 j
o)
TOH’_\ \VO'/_\ 2 r/ + Fe?*
R HO- Fe R
R
1 2 3
b)
h* H,O
TN 2
oo M Ox9 ( A
=< +_OH HO.__OH
—  {on T—OH — 7
OH [ R R
R R R
1 4 co, 5

h* = anode (or transition metal)

Scheme 1Proposed mechanisms for the Ruff degradatizcgn steméy a) Isbell and Saldfrand b) Stapley and
BeMiller.

Several different mechanisms for the Ruff degraadetiave been proposed over the years, and these
have recently been critically review&tThe generally accepted mechanism suggested bly dstoe
Salam® (Scheme 1a) starting with H-abstraction to geregata-alkoxy radical 2) followed by
oxidation by Fe(lll) to produce the lower aldd@evith loss of carbon dioxide has been questioned
by Stapley and BeMille?® Instead, a Hofer-Moest-type reaction mechanisnh wito successive
one-electron oxidations has been proposed (SchémeThe aldonic acidl is oxidized to an
acyloxy radical 4), which upon loss of carbon dioxide and subsequemtiation produces a
carbocation ) that is captured by the solvent. This mechanstelieved to be valid both in the
electrochemical Ruff degradation and in the cladsiersions, where the anode is replaced by a

transition metal, which is regenerated by oxidatiéth hydrogen peroxid&

In transition metal mediated Ruff degradations theboxylate and the-hydroxy group of the
aldonatel are believed to coordinate to the transition metaing the initial oxidatiof® As a
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result, uronic acids are not decarboxylated effityeby iron or copper due to thehydroxy group
being part of a hemiacetal group thereby disabtiogrdination to the metal, when the uronic acid
is on the pyranose forfi. However, recently sodiumb-glucuronate and methyl
D-glucuronopyranoside have been found to undeztprtrochemicaldegradation yielding the
correspondingxylo-configured pentodialdos®, thus enabling degradation of uronic acids by

electrochemical methods.

2.1.2Periodate cleavage

Cleavage of 1,2-diols ang-hydroxy carbonyl compounds with periodates or léstdaacetate to
yield the corresponding aldehydes is a well-knowd widely applied method for shortening the
carbohydrate chaift*® Oxidative cleavage with sodium periodate is usup#rformed on partly
protected sugars because the oxidation of unpemtestigars cannot be controlled and over-

oxidation otherwise occurs.

OH
OH
HO Q NalO,, NaOAc OH
0 EtOH/H,0 0 pH 7.0-7.5 O o

OH"oy —— O\/\ - OH AN

— 0°C-rt HTO OH N HO N

o] 95%
6 7 8

Scheme 2Periodate cleavage of monoprotediedlucopyranosé’

Recently, Storz and Vasella applied the periodatedadion on moncprotected 3o-allyl-
D-glucopyranose 6) easily available in three steps from diacetanglucose (Scheme 3J.
D-Glucose and-galactose are known to react with sodium perioggitmarily in their pyranose
form,*® and by careful control of the pH only the C1-Chthavas cleaved by sodium periodate
leaving the formyl group as a ’protective group’ dhe C4 alcohol in the resulting
D-arabinopyranosé thereby preventing further periodate cleavage.usiijent of the pH after
guenching with ethylene glycol and removal of ireonig salts by filtration effected hydrolysis of
the intermediate formyl ester. Loss of the formybup during the reaction with periodate or
isomerization to the furanose would lead to failpreducing a mixture of pentose, tetrose and
trioses, but under mild conditions this was elelyaaivoided producing the interesting chiral

pentose building blocR in 95% yield®’
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2.1.3Alkoxy radical fragmentation
The alkoxy radical fragmentation of anomeric aldshwas first reported in 1992:*°and has since
then been further developed by Suarez and co-wetkdsecome a useful tool for the synthesis of a

variety of one carbon atom shortened sugar-degial building blocks.

OR

OCHO
a) —e
OR RO™ “n \F:
0.1.0° alkoxy radical OR OR '
fragmentation OCHO
2 _— 11
RO 7 R, :
OR RO ; R, OR
OR b) OCHO
9 10 |
a) Ry = O-alkyl RO™ T g,
b) R; = OC(0)-alkyl, halogen, H OR

Scheme 3Alkoxy radical fragmentatior’**

Under oxidative conditions employing the hyperval@dine reagents (diacetoxyiodo)benzene
(DIB) or iodosylbenzene in the presence of iodicebohydrate anomeric alcoho®) (undergo
alkoxy radical fragmentation cleaving the C1-C2 dbém produce a C2 radicaD, which can react

in two different ways depending on the nature efsbbstituents at C2 (Scheme 3). The presence of
an ether functionality at C2 leads to oxidationl6fto an oxonium ion11) which can be inter- or
intramolecularly trapped by nucleophiles (path B)ectron-withdrawing groups decrease the
electron density at C2 thereby preventing oxidatbéd0, which is then trapped by iodine leading
to 1-iodoalditols 12) with one less carbon atom (path b). 2-Deoxy- 2ttoxy-2-haloaldoses also
lead to iodine incorporation following path b, amsbno-, di- and trihalo-1-deoxyalditols can be

¢ and 2-deoxy-2,2-dihalosugdts.

achieved from the corresponding 2-deoXy2-deoxy-2-hal
“® Instead of trapping the intermediate radit@lby nucleophiles (Scheme 3a and b), one carbon
atom shortened alditols possessing a terminal alkahd-1-enitols) can be formed by radical

fragmentation of 2,3-dideoxy-3-(phenylsulfonyl)-ases, which leads to the corresponding

1,2-dideoxy-2-(phenylsulfonyl)-ald-1-enitol deriixas with loss of a carbon atoth.

Fragmentation of 2,3,5,6-tet@-methylD-galactofuranoside (Table 1, entry 1) and subsequen
nucleophilic attack of acetate from DIB leads te torresponding-arabinose derivative in 85%
yield as the mixed acetal. The presence of a beémzaiaC2 results in incorporation of iodine
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producing the corresponding 1-io@earabinitol instead (entry 2). Such iodoalditols ¢ee reduced
to the corresponding alditols by treatment withy&uwH and AIBN, or they can be elongated for

example by radical allylation using allylmibutyltin and AIBN (see also section 2.2%7).

Table 1.Oxidative alkoxy radical fragmentation using DIBRmIO and 4.

Entry Substrate Substituents Product \E:;)I)d
RO
1 O .oy R=Me,R=0Ac HCO. % 85 (L:1f
2 ROJ\)_T‘ R=Bz,R= RO OrR 63 (1:1%®
rd  OR OR OR
3 " o X=0,R=H,H R X 36
OH - ’ - ’ ile)

s oy X=R=0 % e
5 s 2 X=NBoc,R=H,H  HCO, © 7%

~N O

O_,-OH R = Ac o 8854
R =p-D-Gal Acoﬁ/kr 97
RO N3 HCO, OAc
OBn
o QBn
8 . OH BnOCH,CO, _~_CHO 5455
BnO” ™~ “OBn

OBn

3 o Ryt O\ wOR
OR 1
9 KQ’ R =Bn, R= OAc %(_7’ 28 (1:0°
10 5. 0 R = Piv, R= NHAC °><° 81 (15:66)°

2DIB was replaced by (GEO,),IPh and HO (1 eq.)’ The reaction was performed in MeCN.

Intramolecular capture of oxonium iorkly by attack of alcohols, carboxylic acids or aminesur

in moderate yield leading to the corresponding izgd aldoses, alduronic acid lactones and
azasugars (Table 1, entries 3-5). The presence afide at C2 leads to aldononitriles with loss of
one carbon in excellent yield, and the methodologly even be applied on disaccharides (entries
6-7). When 2-ketoses are subjected to alkoxy radregmentation using the (GEO,).IPh/l,
system, the sugar chain is shortened by two cadioms, and in the presence of water, free
aldehydosugars can be obtainetlAlkoxy radical fragmentation of benzyl protectedagatose
(entry 8), which is readily available by Meerweiorddorf-Verley/Oppenauer oxidation of
2,3,4,6-tetrad-benzylD-glucopyranosé’ gave a L-threose derivative with conveniently

differentiated protective groups at C2/C3 and Cdbéing further synthetic manipulations.
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In contrast to anomeric alcohols, fragmentatioprahary alcohols by alkoxy radical fragmentation
is not completely reliable due to competing intrégcalar hydrogen atom transfer leading to
various side-product€ When intramolecular hydrogen atom transfer from ahomeric protective

group is possible, the alkoxy radical fragmentai®disfavored as illustrated with the benzyl and
pivaloyl anomeric protective groups (Table 1, e#r®-10). Performing the reaction in acetonitrile
led to fragmentation in 81% vyield producing the réfiwed 4-acetamido derivative by a Ritter

reaction between the intermediate oxonium ion aedsblvent (entry 10).

Under reductive conditions, the alkoxy radical fragmentation caw dchieved by treatment of
anomeric nitrates oiN-phthalimido glycosides with B&nH and AIBN to produce alditols

shortened by one carbon atom (Table 2).

Table 2.Reductive alkoxy radical fragmentation using:8oH and AIBN.

Yield (%)
R=CHO R=H

Entry Substrate Substituents Product

R
\(OJWOFM R, = NO,, R, = TBDMSO o 79 185
|- R = NPht, R=TBDMSO g~ 0 42 38960
2 R =NO, R, = CN 6R - 83°

OAc
O, ONPht OR
4 L AcOW\ NHAC - 47960
AcO' "NHAc OAC OAc
OAc

O._~ONPht TBDPSO
.0 L e
O\

o

/
\

WN -

4(5 A(o
6 Oy ORs R = NO, RO 33 18°
7 o ""OTBDMS R = NPht o oteoms 04 37

A(o A(o

O.
8 ONPht R=H "Q 8g*
ol st
9 R,O o)( R = Me HOASJI%( ot
MeO o

& After hydrolysis of the formate and silyl protexti
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To avoid the formation of toxic tin byproducts dwgithe fragmentation, (M8i);SiH can replace
BusSnH, however in slightly lower yieldd.Introduction of theN-phthalimido group and the nitrate
ester can easily be accomplished from the correpgralcohol under Mitsunobu conditions or by
employing LINGY/(CRCO),0 %2 respectively.

Partial hydrolysis of the resulting formate is oftebserved, and under reductive conditions, the
degree of hydrolysis depends on the substrate lendetction time (Table 2, entry 1 and 2). The
methodology requires fully protected carbohydrales,tolerates functional groups like nitriles and
acetamido groups, the latter however in moderatéd yientry 3 and 4). 2-Deoxy substrates are
easily fragmented giving 1-deoxyalditols (entry %). general,N-phthalimido derivatives react

faster than the corresponding nitrate esters, aiedtal instability of the latter compounds in some

cases (compare entries 6 and 7), the two diffexpptoaches complement each other well.

Recently, the reductive alkoxy radical fragmentatisas used to prepare I1CRisopropylidene-
B-L-threose in 55% overall yield in three steps fraadily available 1,2:5,6-dD-isopropylidene-

D-glucofuranose thereby providing a very efficieppeoach to an otherwise inaccessible sdyar.

In the case oprimary N-phthalimido glycosides, the alkoxy radical fragiadion competes with
intramolecular hydrogen atom transfer, and unexuiyt Sartillo-Piscil and co-workéYsfound
that formation of internal hydrogen bonds may hawkastic effect on the fragmentation of primary
alkoxy radicals. The primary alkoxy radical deriviedm theN-phthalimido derivative in Table 2,
entry 8 can achieve a stabilizing internal six-mered hydrogen bond interaction with the free C3
alcohol leading to fragmentation, whereas in the m&hoxysubstrate (entry 9) no such six-
membered interaction is possible resulting in miwkecular hydrogen atom transfer followed by
reduction regenerating the parent alcohol. In gbgdrogen bond accepting solvents like THF,
increased amounts of the hydrogen atom transfaitugte were observed at the expense of the
fragmentation producfg.

2.1.4PCC-induced shortening gfazido alcohols
In addition to the alkoxy radical fragmentation kl&1, entry 6 and 7), aldononitriles can also be
produced by a recently developed PCC-induced axelalegradation of primarfy-azido alcohols

(Table 3)% The oxidation is performed under very mild coratig using two equivalents of PCC in
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DCM at room temperature. Good yields are obtaimedfotected 2-azido-2-deoxyalditols, and in
contrast to alkoxy radical fragmentation, the ateti@ functionality is tolerated without reducing
the yield (Table 3, entries 1-2). Also furanoseidgives with terminap-azido alcohol side-chains
can be oxidized to their corresponding nitrilestifer8), whereasecondary$-azido alcohols are
inert, andp-azido hemiacetalsare oxidized to their 2-azidolactones instead &ihg shortenef’
The incompatibility of the PCC-induced degradatafr-azido alcohols with anomeric substrates
renders the oxidative alkoxy radical fragmentati@ection 2.1.3) a more widely applicable

approach to aldononitriles.

Table 3.Oxidative degradation d¥-azido alcohols using PCE.

Entry Substrate Product Yield (%)
OBn OBn
1 "N308n OBn
BnO - BnO 64
OH CN
OBn OBn
OBn OBn
N3
2 Bno —OBn BnO CNOBn 67
AcHN OH AcHN

O NC O

HO Slo) o)
3 5 )( [ )( 75
0 BnO 0

The mechanism for the PCC-mediated degradatigirazfido alcohols is believed to procead a
2-azidoaldehyde generated by PCC-oxidation followgdantramolecular attack of the azide on the
carbonyl group giving a hydroxy-triazole derivativehich is subsequently oxidized by PCC

affording the aldononitrile with loss of carbon noaite and nitrogef®

2.2 Methods for extending the carbon chain in carbohydates

2.2.1The Kiliani ascension

The Kiliani ascension is one of the longest knowald to elongate carbohydraf@shut it has
primarily been used on aldoses due to low accdisgibi ketoses and difficulties separating the
formed epimers. The Fleet group has recently apphe Kiliani ascension on different ketoses
thereby accessing a range of different branchelbobgdrate building blocks (Table %y%° After

10
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subjecting ketoses to aqueous sodium cyanide anb rtmmperature, hydrolysis of the nitrile
functionality by heating to reflux afforded epimepairs of chain elongated lactones. Treatment of
the crude product with sulfuric acid and acetoneregaéhe corresponding diisopropylidene
derivatives, which could easily be separated btatlzation. Although the yields are moderate,
the procedure constitutes a very easy and convenjgmroach to Z-branched sugars in high
purity. Further manipulation of thesga reduction to the corresponding alditols gives asc®

several 5¢-branched carbohydrate scaffolds by microbial akitteand isomerizatiofY,

Table 4.0ne-potKiliani ascension and diisopropylidene protectidmoprotected ketoses.

i) NaCN, H,0
i) Me,CO, H* 2-C-branched

ketose aldonolactone

2-C-Branched Yield

Entry Ketose aldonolactone (%)
L
1 D-fructose o) O=0 5§
“‘CHon
o__0
e
_lq
0 ~O=0
2 L-sorbose cHon 17
o__0
el
Lo
o} o
3 D-tagatose  CH,OH 44
o__0
et
L
. O O O
4 D-psicose \ Lchon 38
o__0
el

The one-pot Kiliani ascension and diisopropylidgmetection ofD-fructose gave 51% vyield of
2-C-hydroxymethyl-2,3:5,6-dB-isopropylidenem-mannono-1,4-lactone (Table 4, entry 1), which
could be converted into the formal Kiliani produadt the inaccessible sugarpsicose in 42%
overall yield in only three steps by inversion wbtstereocentef¥. With this Kiliani ascension of
D-fructose, a range of different@branched derivatives ai-mannose has become available after

only a few synthetic transformatioffs.

11
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The diacetonide of Z-hydroxymethylL-gulonolactone (Table 4, entry 2) could be obtaifrech
L-sorbose in 17% vyieldvithout chromatography, which despite the low yield illagts the
simplicity of the procedure even on a moderateescallagatose ant-psicose can similarly be
converted into the correspondingC2ranched acetonides and crystallized in 44 and $i&dd,
respectively (entry 3 and 4). The one-step Kiliascension and isopropylidene protection of
aldose®’ and ketoses followed by isolation of the majorduets by simple crystallization is a

convenient improvement of the classic procedtire.

The problems associated with separation of epiave recently been addressed by Herbert and
co-workers by applying Stition exchange column chromatography. Separatioth@fepimeric
mixture of D-ribose andb-arabinose produced from the Kiliani ascensionbedrythrose could
readily be achieved on a preparative scale by rtfethodology, and the column could be used

repeatedly without recharging or cleanifig.

-0 (R)-PaHNL oH
o>< HCN, 'Pr,0 o
o o><

13: L-glycero 14: L-threo 99% (82% de)
15: D-glycero 16: D-erythro  85% (60% de)

Scheme 4Enzymatic Kiliani ascension of isopropylidene priéel glyceraldehydek3 and15.

Recently, the first stereoselectivanzymaticKiliani ascension of a sugar aldehyde was repdrted
2,3-0O-Isopropylidene-glyceraldehydds and 15 were converted into tetrononitrildgl and 16 in
excellent yield and moderate to good stereoselgctiy treatment with R)-hydroxynitrile lyase
from  Prunus amygdalus((R)-PaHNL) (Scheme 4). R)-PaHNL afforded 99% yield of
3,4-O-isopropylidene--threononitrile 14) in 82% de from 2,3:0O-isopropylidene--glyceraldehyde
(13), whereas 3,8-isopropylidenen-erythrononitrile 16) was produced in 85% yield and 6@
from the corresponding-glyceraldehyde derivativé5. The enzymatic Kiliani ascension is a new
possibility for enantioselective synthesis of degircyanohydrins in high vyield thereby

circumventing tedious separation of epimers.
2.2.2The Sowden homologation

Together with the Kiliani ascension, the Sowden blogatior? is one of the classical ways to

obtain one-carbon elongated sugars. Both methomsoguffer from moderate selectivities and

12
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difficulties separating the formed epimers. Theidfil ascension is usually preferred, but the
Sowden protocol is often used when the latter mroeeis impeded by tedious separation or fails to
give the desired epimé?. Recently, Dromowicz and Koll reported an improveghthesis of
D-idose frombD-xylose by means of the Sowden homologation (Scheni&The separation of the
epimeric 1-deoxy-1-nitro-alditols produced by thi&raaldol condensation (Henry reaction) was
improved by multiple fractional crystallizations)dathe desired isomé@i7 could be isolated in 75%
yield. By performing the subsequent Nef reactfamder an argon atmosphere, an increased vyield
compared to the literature procedure was obtaiheddD-idose could thereby be isolated in 51%

overall yield over two steps.

o NO, -0
i MeNO, HO i) NaOH HO
OH NaOMe/MeOH OH i) H,SO,
20 °C 10-20 °C OH
HO
—_— HO ———  Ho
OH 75% OH 68% OH
OH OH on
D-xylose 17 D-idose

Scheme 5Improved Sowden homologation bfxylose by Dromowicz and Kol

2.2.3Chain elongation by means of the Baylis-Hillmanctean

Over the last five years, the application of the/IBaHillman reaction in carbohydrate chemistry
has received considerable interest in particulfndyn the group of Krishna, who has recently
reviewed the field® The chirality of carbohydrates enables stereotietedransformations, and
sugars have lately been applied in the Baylis-Hilinreaction as electrophilic aldehydé&&’
activated alken&&® and chiral auxiliarie€>*° Different applications of the Baylis-Hillman
reaction as a tool to elongate carbohydrates aversiin Table 5. The reaction of ethyl acrylate,
methyl vinyl ketone or acrylonitrile with protecteahd partially protected sugar-derived aldehydes
occurs in good yield with low to moderade (entries 1-4).""® Double asymmetric induction using
both a sugar-based acrylate and a sugar aldehydiead to excellent stereoselectivities, however
often in moderate yields (entry 5). The existenéematched and unmatched pairs of chiral
aldehydes and acrylates leads to obsedesl ranging from excellent to poor as illustrated in
entries 6 and 7. Proper selection of the sugalatergan improve the stereoselectivity significgntl
but finding suitably matched pairs may be time con®g. As observed for aldehyde
2,3:4,6-diO-isopropylidene--sorbose (entries 8 and 9), very good yields d&sl can be achieved
with non-chiral activated alkenes in some casesth@favailable activated alkenes, ketones and

13
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nitriles generally give higher vyields than the esponding esters, whereas the best
stereoselectivities are achieved with nitrilesdoléd in turn by ketones and estér&®

<
Table 5.Chain elongation of carbohydrates by the Baylidrifiin reaction. \2;
O
Sug = %o
o EWG DABCO OH EWG S
+
R)kH ﬁ Rﬁ( O7Q
. Yield de
Entry Aldehyde Substituents EWG Product (%) (%)
1 0 R, =OMe,R=H COEt OH 737° 36
2 L. R=0OMe,R=H  COMe  ewc o 82" 53
3 )( R =OMe, R=H CN A )( 76" 60
4 Rz R, © R =H, R=0H CN Ry R, (o] 88 76
5 R =OMe, R=H CO-Sug 4%  >05
<
? OH O
6 ><o 2~ 2R3S CO-Sug 0 o 0 7% >05
(VAN 2S3R CO-Sug >< ", 7% 33
3 (@] -0
O7k
O
>< o 9 >€ o OH .
8 CN EWG 85 90
9 0 COEt (¢ 80  >95
O7L Q 07/\
OBn
10 COMe  gno = 5g81.82
OBn
OAc OH O
BnO/\‘/'\/\H cl
OAc o] OBn
11 COMe BnO = = 7581,82
OAc (6]

2DABCO was replaced by M8-TiCl, at 0 °C for 15 min> DABCO was replaced by M8-TiCl, at 0 °C
for 6-9 h.

a,p-Unsaturated aldehydes derived from sugars canasilyebe used in the Baylis-Hillman
reaction, however, in the presence of,BleTiCl, at 0 °C, moderate yields can be obtained (Table 5,
entry 10). Side-reactions leading to chloro-subtdd byproducts is a major problem (entry 11),
and the reaction has to be stopped before full emmn to afford the initial Baylis-Hillman

product®>8?
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Even stereoselectiventramolecular Baylis-Hillman reactions giving rise to the copesading

chain elongated lactones have been reported (Scl&m&he intramolecular Baylis-Hillman
reaction ofl8 occured with >95%le giving the desired lactornk9 as a single isomer in 71% yield
together with small amounts ofG-alkyl derivatives as byproducts (8% 28), when alcohols were

present as co-solvents.

f
0 DABCO o
o DCM/MeOH o )
HLO 0 o+ 0
0”07 7, 0”0”7,
| O/f/ rt oﬁ/ O/‘/

18 19 20
71% 8%

Scheme 6Intramolecular Baylis-Hillman reactio.

Recently, sugar-derived activated alkenes havelssn used in the Baylis-Hillman reaction as a
synthetic route to 2- or B-branched carbohydrates (Table 6). Of a rangearhatic and aliphatic
aldehydes, the best results were achieved withtrefecpoor aldehydes, however, excellent
stereoselectivities were achieved in most casespendently of the nature of the aldehyde (entries

1-4).

Table 6.Baylis-Hillman reaction of sugar acrylates.

Aldehyde Yield de
Entry Acrylate R-CHO Product (%) (%)
OAc OAc
O (0]
1 AcO'- 0 R=pNOyPh aco( )=0 75° 82
OH
R
OPiv OPiv
2 R =Ph 2% >908
3 o R=pNOPh /A . 8% >98
4 0=__/"OPr R =CH(CH,), — 858 >98
HO

If the Baylis-Hillman reaction is combined with omdysis, fully hydroxylated higher carbon
sugars can be obtained in relatively few steps. O4ytyceroD-altro-heptose derivativ@4 was

isolated in 13% overall yield as the major isonmesik steps fronp-ribose as illustrated in Scheme
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7. A few synthetic manipulations of 2(sopropylidened-ribose 1) afforded the suitably
protected aldehyd22, which was reacted with ethyl acrylate in the Baidillman reaction giving
23in 30%de The diastereomers could easily be separatedudrsdguent ozonolysis and reduction
afforded the fully hydroxylated heptose derivatB&in 60% de Similarly, diaceton®-mannose

could be converted into four diastereomeric octierévatives in nine steps in a 7:3:2:1 réflo.

1) LiAlH,
HO 2) 2,2-dimethoxy- >(

o OH propane, p-TsOH o O
3) (COCI),, DMSO, EtzN \—Q_/\ ethyl acrylate, DABCO

38% (4 steps)

O)<O O><O (30% de)
21 22
Q P oH 1) Og Q P oH
MCOZB 2) NaBH, \—k_/'\rCOZEt
(5><b 65% (60% de) (5><b OH
23 24

Scheme 7Synthesis of higher sugars by the Baylis-Hillmaact®on®®

2.2.4Chain extension based on the aldol reaction

The aldol reaction is one of the most frequentlyplryed methods for C-C bond formation in
carbohydrate chemistr{y. Aldol reactions can be performed on protected e as unprotected
sugars, and the reaction is particularly well-sliter the synthesis of ketoses, aldonic acid esters
and ulosonic acid derivativé$?® Diastereoselective aldol reactions have been sixely studied,
and under non-chelating conditions, several models asymmetric induction have been
proposed*® Under chelating conditions, thermodynamic contteads to threo products
exclusively, whereas under kinetic contrfélandZ enolates predominantly gitareo anderythro
products, respectivefRf:*

During the last 10 years, stereoselectmganocatalyticaldol reactions of 1,3-dihydroxyacetone
derivatives have appeared as a powerful tool testcoct polyhydroxylated compounds’” The
methodology has recently been used in the syntioésigange of ketopentoses and -hexoses from
C, and G building blocks?®? Very recently, the organocatalyzed aldol reacti@s applied on
protectedd-ribosé®? andD-arabinos&” to give fully hydroxylated 2-octuloses (Scheme).the

use of §-proline and Zert-butyl-2-methyl-1,3-dioxan-5-one9), the protected-ribose26 could
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be elongated by three carbon atoms to give thespondingd-glycereD-manne2-octulose27 in
good yield and excellemte together with small amounts of the dehydrated ypco2i8.

L e K
gg Ho

OBn (S)-proline (0.3 eq.)
o LiCl (1 eq.), DMSO "

o_o * bbbt —oBn
% OB>< 5°C, 48 h L o L 5
o *05}( *05}(

25 26 27 28
69% (92% de) 8%

Scheme 80rganocatalytic aldol reaction on proteciedibose®

More importantly, MacMillan and co-workers have dimped a procedure for enantioselective
assembly of aldohexoses in only two steps frethydroxy acetaldehydes by employing two
subsequent aldol reactiotf§!** Organocatalyzed dimerization of protected-hydroxy
acetaldehydes affords fully hydroxylateddehydo tetroses, which after Lewis acid catalyzed
Mukaiyama aldol reaction with a second protecaidd/droxy acetaldehyde afford hexoses in good
yields and excellent stereoselectivities. Furtheemthe preparation of hexoses from two different
C, building blocks conveniently enables orthogonaitgetion of the hydroxy groups, which is

particularly useful for further synthetic manipudats.

Enzymaticaldol reactions have also been extensively studied are emerging as attractive
reactions even on a preparative s¢ald@y the reaction of pyruvate with various aldosgdplases
have been utilized to produce a range of 3-deoxie2enic acids without the requirement of
protective groupd®*°’ This has for example been achieved by chain et@gaf L-threose to
give 3-deoxyt-lyxo-hept-2-ulosonate2@) in 70% yield and >98%le (Scheme 9%

CO,

(¢}

O .OH o KDG-aIgoIase H H
SJM + )k 50 °C OH
nd oH COoz 70% (>98% de) OH

HO

OH

L-threose pyruvate 29

Scheme 9Enzymatic aldol reaction on unproteciethreose™*®
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2.2.50rganometallic addition to sugar aldehydes and laemiials

The addition of organometallic reagents to varipustected carbohydrates in their hemiacetal or
aldehydoform is one of the most studied methods for extemdhe carbohydrate chaih.The
organometallic addition to C1 or Céldehydosugars generally follows the known models for
asymmetric induction during nucleophilic attack @arbonyl groups e.g. the Felkin-Anh and the
Cram chelate modet8®*** whereas organometallic addition to free hemiasetaimore complex
and dependant on the substrate and the reactiaditioms?°**? Addition of vinylic reagents to
sugar hemiacetals or aldehydes followed by eittremolysi¢*>** or dihydroxylation*>**°is a
widely applied methodology to obtain higher carlsogars possessing a fully hydroxylated carbon

skeleton.

Most organometallic additions require fully proesttcarbohydrate substrates, but in the early
1990's tin*’ and, more efficiently, indium® were found to mediate allylation of unprotectedass

in aqueous media. With unprotected carbohydrahesyagaction most often occurs with chelation
favoring the threo configuration between thex-hydroxy group and the newly formed
stereocentet’® Indium-mediated allylation of unprotected sugaas heceived considerable interest
in particular in combination with ozonolysis andhylilroxylation to produce chain elongated

carbohydrates like the 3-deoxy-2-ulosonic acids KBRO andN-acetyl neuraminic acitf®*+2%-2?

The methodology has been extended to carbohydeasieed allylic bromides by Lubineau and co-
workers*?32* As shown in Table 7, 2~ and 4C-branched sugars can be formed this way, and by
subsequent dihydroxylation, the saturated sugars b accessed in good vyield. Unprotected
hydroxy groups in the allylic bromides are toledatieut so far only protected sugar aldehydes have

been employed in the reaction.
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Table 7.Indium-mediated allylation of aldehydes in aqueseolsition using sugar-derived allylic bromides.

Allylic Aldehyde Yield
Entry bromide R-CHO Product (%) R/S
1 o5 0:1

(

R =Ph
v'kﬁ HQ R OH 424
R= 3 0 9 1.0
BnO '0)( %
0Bn OEt
3 R= Bno% 55% 1:1
BnO

OBn
HO L on
R = Ph SNSRI 1:0

OH
OH OH
HO
5 Brg R =Ph m 5912 01
OEt OEt

@ Together with 13% of the 2-branched product.

Excellent yields and diastereoselctivities can btained (Table 7, entries 1-2), but with slower
reacting aldehydes (entry 3), indium-promoted eietion of the ethoxy group by Vasella-type
fragmentatiof’>*?®of the allylic bromide becomes an increasing probleducing the yield of the
desired product?* With the p-anomer of the allylic bromide (entry 4), the yietd considerably
lower, and the stereoselectivity is reversed dusddc repulsion between indium and the anomeric
ethoxy group. With the bromide in a pseudo-equakoposition, thea-anomer led to the
4-C-branched product in 57% yield together with sraatiounts of the Z-branched product (13%)
(entry 5), whereas thg-anomer primarily gave the @-branched product, however in low yield

(not shown):?3

Recently, Palmelund and Madsen employed 3-brom@mypacetate and benzoate in indium-
mediated allylation of unprotected sugars to obhallly hydroxylated carbohydrates elongated with
two carbon atoms (Table 8 Following allylation, deesterification of the crideaction mixture

gave two diastereomers, which were separated dndcsed to ozonolysis to afford heptoses and

octoses in good overall yield.
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Table 8.Sequential indium-mediated allylation and ozonaysfi unprotected sugafs.

1) In R
R Br~ > 0Bz R OH
o] OH OH HO
HO OH  Acparatonof MO O Mess 0
diastereomers HO OH
HO  OH HO OH OH 79-97%
HO  OH
. Major Yield o
Entry Substrate Substituents diastereomer (%) Selectivity
7
HO—
1 D HO—| :
-galactose L on go 3.5:1
HO—
HO—
—OH
—OH
Z
HO—
HO—
2 D-xylose R=H | on 75 45:1
3 D-glucose R = CKDH HO— 78 3.5:1
—OH
—OH
R
=
—OH
—OH
4 D-lyxose R=H HO— 60 8.5:1
5 D-mannose R = C}OH HO— 7F 3:1
—OH
—OH

R

?Isolated as the peracetate after treatment witi©Axyridine.

The allylation developed by Palmelund and Madsercusc with moderate to good
diastereoselectivity favoring thigxo configuration at the reducing end, and the proceds a
convenient improvement of previously reported nstdfp preparations of heptoses based on the
indium-mediated allylation®® Kosma and co-workers recently allylated unprogctdyxose in
aqueous ethanol in the presence of indium andbadighide to give an 8:threderythro mixture**

This result is in accordance with the stereseldgtiobserved by Palmelund and Madsen when
usingD-lyxose and 3-bromopropenyl benzoate (Table 8yeftr Following allylation of_-lyxose,

the corresponding 1,2,3-trideoxygalactooct-1-enitol could be isolated in 75% yield after
peracetylation, and it was subsequently convenieal 3,4,5,6,7-pent@®-acetyl-2-deoxy--galacte
heptose in 47% overall yield fromlyxose after dihydroxylation of the double bondlaxidative

cleavage of the diol with sodium periodaté.
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Reductive fragmentation ab-haloglycosides developed by Bernet and Va¥elfd® produces
aldehydosugars containing a terminal alkene, which carlbegated by organometallic addition to
the carbonyl group. Since the development of effitiing-closing olefin metathesis catalysts'*

the Vasella-fragmentation has been extensively ietudn combination with elongation by
organometallic addition to produce carbohydrateveer a,w-dienes. This has elegantly been
accomplished by Madsen and co-workers in a zincied tandem reaction where
w-iodoglycosides 30) are converted inta,w-dienes 82) in one pot (Scheme 163 Zinc-
mediated reductive fragmentation of a protecietdoglycoside30 generates an aldehyd,
which can be alkylated immediately by iansitu formed organozinc species thereby extending the
carbohydrate chain by one, two or three carbon std@ne carbon atom elongations can be
achieved with diiodomethane in the presence ofwid.@cid and catalytic Pb&lintroduction of
two carbon atoms can be effected by vinylation, éwav, divinyl zinc cannot be forme situ and
has to be preformed, whereas the addition of altythdes facilitates three-carbon homologations.
The resulting diene82 (a,w-dienitols) can be subjected to ring-closing olaefietathesis, and by
choosing either a pentose or a hexose in combmatith the above mentioned homologations,
carbocycles33 with different ring sizes can easily be acces3é@. methodology has recently been
reviewed® and has successfully been applied in the syntldésisnumber of natural products from
readily available carbohydrate precursors.

(e} OR
30 31
N/ ring-closing
metathesis
RO—=Q), © ) - RO )
RO OH RO OH
32 33

Scheme 10Zinc-mediated tandem fragmentation-alkylatiomweibdoglycosides80 and subsequent ring-closing
metathesis to produce carbocycdas*>**

2.2.6Chain elongation by olefination
Both phosphorane (Wittig olefination) and phosphendides (i.e. the Horner-Emmons olefination)

have found numerous applications in the chain eitenof carbohydrate substrat@slthough the
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Wittig chain extension has been known on unprotectgbohydrates for more than 40 yeafshe
formation of complex product mixtures results indemte yields of the desired chain elongated
products. With stabilized ylides34), both open chain3b) and different cyclized products are
produced due to spontaneous intramolecular Michddition givingC-glycosides 86 and37), or

addition to the carbonyl group giving lacton@8)((Scheme 113°

OH
/

o

L

COR COR

/OH P 36

o OH / HO
PPhs=CHCOR (34) OH W

L)MOH I o

HO< OH W\COR
OH L HO™©
OH 37

35

HO_ -~ O o
Sy

38

Scheme 11Wittig reactions on unprotected sugars usually gimaplex product mixtures.

As a result, the Wittig and the Horner-Emmons agphes to higher carbon sugars are primarily
performed on protected sugars possessing a freehyald or hemiacetal functionality.
Dihydroxylation of the resulting double bond is amomon way to produce fully hydroxylated
sugars, and this methodology has recently beencgmblby Ohira and co-workers to synthesize
the naturally occurring 2-ulosonic acid KDO frawglucose-*®

With unprotected sugars, the formation of the Mathadducts36 and 37 can be partially
suppressed by addition of cupric acetafdzurthermore, Railton and Clive recently found thgt
using bulky ester-stabilized phosphoranes, the &&thaddition can be completely suppressed
giving open chaim,f-unsaturated este8s with highE selectivities:*°
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Table 9.Sequential Wittig reaction and dihydroxylation t@guce elongated sugars.

aldose _PPhy=CHCO,Bu _ unsaturated ester 950, MO higher sugar
Unsaturated . Yield E/lZ Higher Yield o
Entry Aldose ester Substituents (%)  selectivity sugar (%) Selectivity
CO,'Bu CO,Bu
1 D-glucose _ R=CkOH 66 1.0 HO— 76* 5:1
—OH 141
2 D-glucose OH R = ChDH | oH 68
HO ]
3 D-xylose OH R=H oxft 10 o7 on 534 6:1
o]
4 D-xylose il : R=H [—OH 63141
R
CO,'Bu CO,'Bu
_ —OH
5 D-arabinose g2° 1:0 HO— 69* 71
HO HO—]
6 D-arabinose oH —OH P34
OH —OH
OH —OH
CO,'Bu CO,'Bu
7 D-galactose R=H % 1:0 —OH g5 8:1
OH —OH
8 D-galactose  H° R=H HO—| Vo
D-glycero OH —OH
9 D-galacto OH R=CHOH 52 1:0 —OH 54141 5:1
heptose R R

?|solated as the 1,4-lactorfdsolated yield of the major isomer after one-pattMy-dihydroxylation reaction.

As depicted in Table 9, Wittig reactions of unpobéel sugars using stabilizedrt-butyl ester
phosphoranes are more efficient for pentoses (éhaagd 5) than for hexoses (entry 1 and 7) and
heptoses (entry 9). However, in all casesBEhensaturated ester is formed exclusively. Subsdquen
dihydroxylation gives fully hydroxylated sugars mef@mted with two carbon atoms in good yield.
The dihydroxylation follows Kishi's rufé® giving good diastereoselectivities for 2tBeo
configured sugars, and the Wittig-dihydroxylati@ysence is therefore most efficient for formation
of higher sugars containing thgalacto configuration at the reducing end. The Wittig-
dihydroxylation sequence can even be carried owt ase-pot procedure (entries 2, 4, 6 and 8),

which is more convenient and give higher yieldsittie corresponding two-step procedtife.
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Railton and Clive’sE-selective procedure has recently been used by dChad Paquette in an
approach towards the highly hydroxylated polykeadgphidinol 3. In this case, the Wittig reaction
between thdert-butyl-stabilized phosphonium ylide PREEHCO,'Bu and the partially protected
3,4-0-isopropylideneB-D-ribopyranose afforded tHeisomer exclusively in 90% yiefd?

Recently, Sasaki and co-workers synthesized aliteighexoses by elongation of each of the two
protectedL-tetroses39, which are available in six and seven steps fteascorbic acid (Scheme
12) 1415 jittig reactions on tetrose®9 using the stabilized phosphorane ylide RRIHCO:Et
gave somewhat pod#/Z selectivities ranging from 2:1 to 10:1, and indteéhe Horner-Emmons
approach using the corresponding stabilized phasgtkoylide affordedH)-a,B-unsaturated esters
40 in excellent stereoselectivity. By applying thellSthodification*® of the Horner-Emmons
reaction, the two 4)-configured unsaturated ested® were obtained exclusively. Subsequent
asymmetric dihydroxylation of each of the four unsated esterd0 and 42 afforded the eight
L-hexose ester derivativdd and43, which were further manipulated to produce theesponding

45
L-aldoses-
CO,Et CO,Et
= 0s0, OH
(DHQD),PHAL OH
OBn or (DHQ),PHAL OBn
o
EtO),P(0)CH,CO,Et - - o
(F10)P(0)CH,CO, >3 70-90% (90-98% de)  >< 0
HO o
How ~ON=0 67 steps z (E/Z = 98:2) 40 41
\/\g _6-7 steps oBn
o
HO  OH ><
o \ CO,Me
L-ascorbic acid 39 KN(TMS), Z>Cco.Me 0sO, OH
(CF3CH,0),P(0)CH,CO,Me 2 (DHQD),PHAL o
(E/Z < 1:99) OBn or (DHQ),PHAL

O OBn

><5 65-90% (68-88% de) o

><5

42 43

Scheme 12Schematic representation of Sasaki and co-workeusé to all eight -hexoses fronw-ascorbic acid?®

One-carbon homologation of sugars by formationeaitke dithioacetalgia Peterson and Horner-
Emmons olefination has been achieved by Mlynarski Banaszek (Table 10). Transformation of
sugar lactones4d) into ketene dithioacetalgd®) using the Peterson olefination only works fpto
configured aldonolactones (Table 10, entry 1). Buéhe basicity of the reagent, there is a great
tendency top-eliminate an alkoxy substitueht, and application of the Peterson olefination on
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arabino andribo configured aldonolactones either resulted in dgmusition, or led to formation of
unsaturated lactones, which upon exposure to exgesgent gave the corresponding
a,B-unsaturated ketene dithioacetals in low y#fdOn the other hand, the Horner-Emmons
approach is more generally applicable (entries, i6)vever, due to the competifieelimination,

the yields of the desired ketene dithioacet&isre strongly dependant on the configuration of the
aldonolactone44).

Table 10.0One-carbon homologation of sugar lactovies ketene dithioacetals.

R

Peterson? or Q

Horner-EmmonsP® a) NBS, MeOH RO -;ofﬂgzMe
olefination 79-92%
s RO
46
<: >R, . base
:> b) 1) LiBH,, TMSCI
2)NBS,3)CHN, R
——_5260% o
RO COo,Me

RO
47

Yield of ketene

Entry  Sugar lactone 44 Substituents dithioacetal 45
(%0)

1 ol R =TBS,R=H 780148

2 148
2 0 R=TBS,R=H 80"
3 R,O (0] =Bn,R=H 72_82,148,149
4 B R = Bn, R = CH,OBn 5p1%0

2

BnO
o} — — ,148,149
5 Bno?;):o R =0Bn,R=H 62
6 Ry" R =H, R =0Bn 3pee

2 Peterson olefination was carried out with BuLi &d TMS,” Horner-
Emmons olefination was carried out with KHMDS and=RP(O)(OCHCF;)s.

As with the Peterson olefination, the Horner-Emmi@action gave best results fgrko andmanno
configured aldonolactones (Table 10, entries 2€hnversion of the ketene dithioacetals into
2-ulosonic acid derivatives has been accomplislyeoiimlation and hydrolysis @f5in methanolic
solution giving 3-deoxy-2-ulosonic acid$ (Table 10, path a), or by reduction of the douided
followed by hydrolysis of the dithiane affordingetiC-glycosidic 2,3-dideoxy ulosonic acids’
(Table 10, path b)***°By this procedure KDO and severaB2-2-N- and 20-glycosides of KDO
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have been prepared by hydrolysis of ketene ditli@de45 in the presence of thiols, azides and

sugar-derived primary alcohols, respectivéfy->°1>!

In an efficient two-step sequence, proteabethannoand D-arabino hemiacetal€l8 and51 have
been converted into one carbon atom elongated Ryelldonolactone0 and 53 via ketene
dithioacetals by Peterson olefination (Scheme TBg key step in the protocol is the cyclization of
the ketene dithioacetal functionality 49 and52 with the free hydroxy group, and by subsequent
deprotection of the resulting thioacetal, chainnghlited lactones are produced. This procedure
constitutes an improved route to the 2-ulosonida®&DO and DAH since the produceemanno

andp-arabino configured lactoneS0 and53 are known intermediates in their synthesfs.

«7L0 o 1) NaH ﬂLO OH 1) PPTS, 1t ?(o

o OH 2 MeS><SMe 0 SMe 2) CaCO3 H,0
Li SiMe3 /)—~SMe then I, o
- (0] - o e}
0><0 92% 89%

~\Yo

48 49 50
1) NaH
2) OBn
BnQ S__s P or s/\> 1) DCM, refl
O. reflux
OH > ' Q
Li” “SiMes . S 2) CaCO3 H,0, I,
K(_Z' ———————— BnO / ——— BnoO e
BnO OBn 93% BnO 74% B
n
51 52 53

Scheme 130ne carbon atom homologatiuia ketene dithioacetals using the Peterson olefindtfon

2.2.7Radical based approaches to chain elongated sugars

The alkoxy radical fragmentation, which is usualghain shortening process (see section 2.1.3),
can be coupled to a three carbon atom extensioa bgndem radical fragmentation-allylation
reaction. Alkoxy radical fragmentation dfphthalimido glycoside®4 and57 in the presence of
allyltri- n-butyltin and AIBN generates an intermediate radiba or 58), which is intermolecularly
trapped by allyltrin-butyltin to produce the corresponding hept-1-dgi&&b and 59 (Scheme 14).
The presence of a carbamate at &4 (lecreases the electron density at this positiohesmables a
faster and higher yielding reaction with the elewctrich allyltri-n-butyltin species (2 h, 81% yield)
compared to the diisopropylidene etB&r(3.5 h, 65%)>2 By this one-pot reaction, aldoses are first

shortened by one carbon atom followed by a threleoraatom extension thereby producing two-
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carbon elongated ald-1-enitols, which may be usefiermediates in the synthesis of

polyhydroxylated compounds.

TBDMSO o TBDMSO  OCHO TBDMSQ_~ OCHO /
ONPht  allyltri-n-butyltin, AIBN
benzene, reflux : \
. *° :
R

O ° y°
R R
54:R=0 55:R=0 56:R=0 8106°
57: R = Me, Me 58: R = Me, Me 59: R = Me, Me 65%2

Scheme 140ne-pot alkoxy radical fragmentation and allylatafiN-phthalimido glycosides. Partial hydrolysis of the
formate occurs during the reaction (~10%%).

Synthesis of-butyrolactones by Smimediated radical coupling of aldehydes and acegla well-
known in organic chemistry*1*> Recently, this reaction was successfully appliedaosugar
aldehyde for the first time. The samarium(ll)-inddcreductive coupling of diisopropylidene
D-arabinoses0 and ethyl acrylate was achieved in THF in the gmee of small amount d8uOH

to give a 68:32 epimeric mixture gfuco andmannoconfigured 2,3-dideoxy-octono-1,4-lactones
61 in 74% vyield (Scheme 15). Only moderate sterecteiy was obtained, but the octose
derivatives61, which are intermediates in previously reportedtisgses ofjluco- andmanneKDO,

could easily be separated by chromatography.

/7LQ_ P Sml,, 'BUOH ’7LO; o
o} CO,Et THF, -78 °C o ¥ N0
+ r _—
"o | 74% (68:32) “0
07L 07L
60 61

Scheme 15Samarium(ll)-mediated coupling of protectedrabinose&0) and ethyl acrylat&?®

The formation of 22-branched sugars by transition metal mediated ahdiddition of malonates to
glycals has been achieved by Linker and co-worEable 11)*>” By treatment of malonate&3
with either Mn(OAc} or CAN, malonyl radicals are formed. These camtraath glycals 62) in a
highly regioselective process to give an anomexitical that is oxidized to a glycosyl cation, which
is finally trapped by the solvent to produc&branched sugar$4). The reaction is sensitive to

sterics, and the malonyl radicals predominantlgckitrans to the 30-acetyl substituent. Similarly,
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steric effects, and probably also neighboring grpagicipation of the malonyl substituent, leads to
a stereoselective attack of the solvieahsto the newly incorporated malonyl substituent aékt of
the malonyl radicatis to the 30-acetyl group leads to small amounts of the 2-epori®/products
(0-14% vyield), and in the CAN-mediated reactioreptare of the glycosyl cation by nitrate from
the oxidizing agent instead of by the solvent é®mpeting side-reactioii’*>®

Table 11.Transition metal mediated radical addition of maili@s to glycals.

(0]
o CO,R; Mn(OAC)4/AcOH? N
\~ N+ or CAN/MeOHP AcO ‘/ﬁ/ORZ
AcO = <COzR1 COZRl
CO,R;
62 63 64
. Products A B
Entry ritaatglrri]agl Substituents A: B: Yield Yield rg{i[z)
glycoside ortho ester (%) (%)
) Ra
1 Rs R, ='Pr, R = Ac, R = OAc o 57158 8:92
2 pco o Ru='Pr,R=Me, R=0Ac"Y oR 681%° 0:1
3 AcOA__= R ='Pr,R=Me, R=H COR. 75158 3:97
4 R.=Me,R=Me, R=H o, - 818 5:95
AcO O le} OMe 158
5 = R, = Me MCO e 89 92:8
2
AcO Ao OA¢ coMe
OAC
AcO
6 Ao OAC R =Me, R=H Ao O o 788811 o Q1
7 o Ri=Me, R=CONH , o AcO R, 70°%%° 0
8 AON_=R; R =Me,R=COMe 3 OMe \1e0,c S 7 76;2
— — 2 "
9 R, =Me, R=CN meo,c N MeO™ oy 0 80

2Mn(OAc) (2-4 eq.), AcOH, KOAc, 95 °C,CAN (2-6 eq.), MeOH, 0 °C.

With Mn(lll), 95 °C are required for the reaction proceed (Table 11, entry 1), and the
2-C-branchedyluco derivative can be obtained in good yield and dizsiselectivity. CAN, on the
other hand, is capable of mediating the reactiafeumild conditions (0 °C), which leads to higher
yields and increased diastereoselectivities as aomaipto Mn(OAQ) (entry 2). Pentals give higher
yields than the corresponding hexals (entries 23ndnd by using the more sterically demanding
isopropyl malonate (as compared to the methyl na&n slightly higher diastereoselectivities can
be obtained at the expense of the yield (compareesr8 and 4). Arabinal and galactal (entry 5 and
6), which only have substituents on one side of giggnoid ring, react with malonyl radicals

exclusively from the3- anda-face of the ring, respectively, and ois byproducts with respect to
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the 30-acetyl group are observéd. With electron-withdrawing substituents at the ardmcenter
(entries 7-9), the oxidation potential of the proed anomeric radicals changéand with esters
and nitriles this leads to cyclic ortho estershesrhain products due to intramolecular capturdef t

anomeric radical by the malonyl carbonyl oxygenrato

This transition metal mediated radical reactioraifighly efficient way to obtain €-branched
sugars64 from easily available glycal62, and the methodology has recently been used in the

synthesis of>-glycosylated glycine derivatives in few synthetteps-®

Also ald-1-enitols react with malonyl radicals retpresence of Mn(OAg)In this case the malonyl
group is attached to C1 of the ald-1-en#8| however in low vyield (<25%})%*! Instead, it has
been found that in the absence of dimethyl malgraatetate can be added to the double bond to
producey-butyrolactones in excellent yield (Scheme 16).eAfbheating to 90 °C for 60 h, the
epimeric two-carbon extended 2,3-dideatyco- andmanneoctono-1,4-lactone66 were formed

with moderate stereoselectivity in favor of thannoisomer®*

OAc OAc M”A(C%AJ)SK (S‘Aifl-) OAc OAc
AcO AF 90 °C, 60 h AcO . OO
OAc 90% ((2:1) OAc
65 66

Scheme 16Manganese-mediated radical addition of acetatepio@@ctedd-gluc-1-enitol §5).**

2.2.8Formation of C-glycosides by the Knoevenagel cosalion

Chain elongation of protected or unprotected sugatts malonester derivatives by a non-radical
mechanism, i.e. the so-called Knoevenagel condensat aldehydes and ketones has been used to
elongate carbohydrates during the last 40 y&aRecently, Lubineau and co-workers found that
condensation of unprotected carbohydrates with ge2pt-dione in alkaline aqueous solution
resulted in formation ofi-glycosidic ketones in excellent vyield (Table 1%).As a result of

thermodynamic control, th& C-glycosides are formed exclusively in most cases.
D-Glucose, D-mannose and the disaccharidecellobiose are cleanly converted into their

correspondingB-C-glycosides (Table 12, entries 1, 2 and 5) usingtg@,4-dione. Lipophilic
B-diketones result in lower yields due to decreaseldbility (entry 3), whereas unsymmetrical
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B-diketones give 1:1 mixtures of the correspondifi@-glycosidic ketones with no selectivity in the
elimination step (not showr§? In the case oR-acetylD-glucosamine (entry 4), equilibration at C2
occurs to produce a 2:3 epimeric mixture of the responding I3-C-D-glucose and
1-8-C-D-mannose derivatives in 83% combined yield. Epiration is also observed in the case of
N-acetylD-mannosamine, whereaacetylb-galactosamine gives a single iso&rp-Glycero
D-manngeheptose gives a majority of thkeglycosidic ketone (entry 6), but after equilibeatiof the
2:1 o/p-mixture, 65% of the desirefrisomer could be isolated as its peracetylatedvaevie1®°
D-Xylose gives a 2:%/B-mixture in 97% vyield (entry 7), whereasribose predominantly gives the
furanoid product as a 1:2 anomeric mixture (notwstd®® Surprisingly, a bicyclic branched
2-octulose was isolated in 27% yield when the reactonditions were applied tp-fructose

(entry 8).

Table 12.0ne-step Knoevenagel condensation of unprotecigarswvithp-diketones in agueous NaHgO

Entry Substrate Diketone Substituents Product Yield B/f‘
(%) ratio
1 D-glucose R= H, R = OH, R = CH; 96-99°41%%  10:1-1:0
2 D-cellobiose 0o o0 =p-D-glc, R, = OH, R = CH; 9342 1:0
3 D-glucose o A R H, R = OH, R = (CHp)sCHz RiO7 75163 1:0
N-acetyl- _ _ _ 164 X
4 D-glucosamine R;=H, R=NHAc, R =CH; 83 1.0
5 D-mannose R=H WA 95-97%21%  20:1-1:0
D-glycero HO/&/TV
6 D-manne R, = CH,OH HO (65%p)>1%°  1:2
heptose
O O 0 5 ]
7 D-xylose I HO \ 97° 5:2
o)
0
o o
8 D-fructose AL 0 OH 2%
HO OH
OH

2Formed as a 2:3 mixture with the C2 epinie85% of theB-isomer was isolated as the pentaacetate aftelileqtion
of the initially formedo/B-mixture with NaOMe/MeOH and subsequent treatmattt wc,O/pyridine.

The applicability of this one-step procedure onromgxrted carbohydrates in water with excellent
stereocontrol is a major improvement of previousichelongation procedures based on the
Knoevenagel condensation, and the forrigd-glycosidic ketones can easily be transformed into
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other functionalities e.g. conversion into the esponding 13-C-formyl-glycosides in few steps
(Scheme 17). By this procedure acetyl protecteen@l6/drob-glycerob-gulo-heptoses8 has been
prepared in five steps in 59% overall yield frorglucose'°®**°Both thep-C-glycosidic ketoné7

and the 2,6-anhydrohepto8®are conveniently set up for further chain elorgatieactions e.g. the

aldol condensatioh’?

OH OAc

0 1) Ac,0, pyridine 0
HO 2) TMSCI, pyridine, Nal AcO
HO AcO =
OH OAc
o] OTMS
67
OAc OAC
O OH
DMDO, K,CO,4 A‘ﬁm NalOg, Ao R
OAc 8 ¢ OAc

68
59% from D-glucose

Scheme 17Transformation of B-C-glycosidic ketoné7 into 2,6-anhydrd>-glyceroD-gulo-heptoses8.®

The condensation of unprotected sugars B4thcarbonyl compounds to produce polyhydroxylated
furans is known as the Garcia-Gonzalez reactiothitas usually performed under relatively harsch
reaction condition$’* As a result of increased attention on the prejmaradf -C-glycosidic
ketones from suganrda the Knoevenagel cndensation, the Garcia-Gonzéleztion has also been
improved. As shown in Scheme 1B;glucose and penta-2,4-dione can be converted anto
polyhydroxylated furan derivativeé9 in 95% vyield under solvent free conditions usiragabytic
amounts of CeGland Nal:'**"

o}

oH o o CeClz * 7H,0 (0.3 eq.) OH
HO Q + Nal (0.3 eq.), SiO,, 50 °C /\
HO M HO ; O
OH™*oH 95% 6H OH
D-glucose 69

Scheme 18Improved protocol for the Garcia-Gonzalez reachetweerD-glucose and penta-2,4-dioHé.
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2.2.9Synthesis of exo glycals
C-Glycosides having amxo double bond at the anomeric centexq glycals) are interesting
synthetic intermediates towards varidiglycosides. The presence of the ring oxygen nexhé
double bond enables transformation of these ehergtinto a variety of useful functionalities. The
synthesis oexoglycals has recently been described in two revig@avsvhich the reader is referred
for a more thorough discussidh:"
Exo glycals are most frequently accessed from sugdoras, although efficient transformation of
sugar lactones intexo glycals mainly has been limited to the Tebbe raatfeBy this procedure
only disubstituteag@xoglycals can be produced, and tri- and tetrasuldstiexoglycals are harder to
access. Olefination reactions based on the Wigagction suffer from poor reactivity of sugar
lactones, and quite harsh reaction conditions @4M-°C) are required giving almost 1&3Z
173

selectivity:"” Recently, Xie and co-workers found that perbertegdl,5-lactone30 and 72 react
with stabilized phosphonium ylides to give excletywthe Z isomers71 and 73 in good yield

74,175
(Scheme 19’
BnO BnO
fo) Ph3P=CHCO,Et O CO,Et
BnO o toluene, reflux BnO —

BnO OBn BnO OBn
70: D-gluco 71: D-gluco 87%
72: D-galacto 73: D-galacto  90%

Scheme 19Perbenzoylated six-membersdgar lactones give exclusively thexoglycals by Wittig reaction with
stabilized ylides

Alternatively, carbohydrates carrying a phosphonydicke at the anomeric carbon can be employed
to produce tri- and tetrasubstitutecto glycals'’® An improved protocol for the formation of

anomeric phosphonium ylides has recently been tegday Lieberknecht and co-workers, and by
refluxing methyl glycosides with PRhand HBE in acetonitrile, the corresponding anomeric

phosphonium salts are formed in excellent yield single step’®
Also the Ramberg-Backlund rearrangement of anonsettioxides can be employed to prodec®

glycals}’"1"°Base-mediated rearrangement of anomeric sulfoxXiti®s which are easily available

from thioglycosides{4) by oxidation, predominantly gives exoglycals {6) (Scheme 20). This
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procedure has recently been employed in the syistbé€-disaccharide$®'®and aC-glycoside
of an amino acid®

% Q S Oxone o 9 KOH, cCl, Q_ R
¢ o )ps e, ——
R,0 R, R,0 R,0

74 75 76

Scheme 20The Ramberg-Backlund approachetmglycals?’’

Very recently, Gueyrard and co-workers appliedXhka olefination on sugar lactones producing a
number of di-, tri- and tetrasubstituteBoglycals (Scheme 21§ For trisubstitute@xoglycals,
the E/Z selectivity is good foarabino configured lactones (e.d@~7, which favors theée exoglycal

78), whereagjluco configuredlactones are less selective giving 1:1 mixtures.

BnO
o o i) LiIHMDS BnO o OTHP
N ii) ACOH _
A + H—S0,(CH2),O0THP iii) DBU
BnO OBn S N

63% (E/Z 9:1) BnO OBn

7 78

Scheme 21Formation ofexoglycals by the Julia olefinatiofi?

2.2.10Chain extension by coupling of two sugars

Several strategies for extending the carbohydratencby coupling of two suitably derivatized
sugars have recently been exploited. A detailedudsion of such approaches is outside the scope
of the present chapter, but the available methadkide nitrile oxide cycloadditiolf> Baylis-
Hillman type condensatiofi®'®’ cross metathest&® aldol condensatiotf’** hetero Diels-Alder
reaction’® Wittig and Horner-Emmons reactiofs,'®® and tin-mediated allylation of

aldehydeg?697

2.3 Concluding remarks

Several different methods for shortening and extenthe carbon chain in sugars exist, each with
its own specific advantages and drawbacks. The mottworthy advantage is the ability to
modulate sugars without protective groups e.g. ribeent advances within indium-mediated
allylation, the Wittig reaction and the Knoevenagehdensation. In addition, the fact that the
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stereochemical outcome can be predicted and ctedrolakes such processes extremely attractive
routes for elongation of carbohydrates. Togethétha available methods constitute a diverse tool
box for construction of carbohydrate-based polybysgitated compounds, which is particularly

useful in synthetic chemistry given the importan€esugars in chemistry and biology as discussed

in chapter 1.
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3 Chain shortening of aldoses by rhodium-catalyzedecarbonylation

3.1Introduction

As mentioned in chapter 2, a number of differenthods for shortening protected carbohydrates
are availablé® although not many of these are applicablerprotectedsugars. The most notable
methods for shortening unprotected carbohydratedher Ruff degradation (section 2.1.1), which
converts salts of aldonic acids into aldoses witk ess carbofl;** and the Humphlett degradation,
which produces aldonic acids from the correspontiigher aldose§®*°Recently, homogeneous
transition metal mediated transformations have graev become an extremely powerful tool in
synthetic organic chemistf)® and transition metals have also found numeroudicagions in
carbohydrate chemist’y. In 1988, Andrews and Klaeréhh used Wilkinson's reagefit
(RhCI(PPR)3) to shorten unprotected aldoses by one carbon hyomeans of a decarbonylation of
the aldehyde functionality to produce the corresiiog lower alditol (Scheme 22).

_0O
ﬁOH 1 eq. RhCI(PPhy)s Pg:
OH EE——
NMP, 130 °C R

R

Scheme 22Decarbonylation of aldoses using stoichiometnmants of Wilkinson’s reageAt*

However, the decarbonylation reaction developedihgrews and Klaeren requires stoichiometric
amounts of rhodium, and as a result, the procedkineot convenient except for small scale
synthesis. As we shall see in section 3.2.2 betbe/ rhodium-mediated decarbonylation of simple
alkyl and aryl aldehydes has improved consideraligng the last few years, and it can now be
performed with catalytic amounts of rhodium. Basedhese recent developments, the objective of
this project is to improve the decarbonylation nprotected carbohydrates to become catalytic with
regards to rhodium thereby providing a procedureshorten unprotected sugars, which is

complementary to other existing methods.

3.2 Literature background
3.2.1Rhodium-mediated decarbonylation
The rhodium-mediated decarbonylation of aldehydas initially discovered by Tsuiji and OH1®

in an attempt to find a more efficient decarbonglatcatalyst than metallic palladium. At that time
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palladium on carbon was known to decarbonylate bédehydes and acyl halides catalytically at
temperatures exceeding 200 °C (Schemé&¥%3).

X = H, halide
R = alkyl, aryl
M = transition metal species

Scheme 23Transition metal mediated decarbonylation of ajdiels and acyl halides.

It was found that square-planar RhCI(BRIcould mediate the decarbonylation of a range of
aliphatic,a,p-unsaturated, and aromatic aldehydes under mildittons at room temperature or in
refluxing solvents like benzene and toluéffeThe decarbonylation was stoichiometric in rhodium
due to formation of RhCI(CO)(PBh, which is very stabf@ and cannot lose carbon monoxide to
regenerate the active decarbonylation spetfes.couple of years later, Tsuji and Ohno reported
that catalytic decarbonylations with RhCI(CO)(BRH"** or RhCI(PPH)5* could be achieved at
higher temperatures. In fact, temperatures abov@® %D were required in order for catalytic
decarbonylation to occdf® Due to increasing decomposition and unwanted rEeetions of
aliphatic aldehydes (aldol condensations) at etsl/&&mperatures, the catalytic version was only

applicable to aromatic aldehydes possessing na fithetional groupg?®-208:209

Tsuji and Ohno also discovered that acyl halideslccde catalytically decarbonylated using
Wilkinson’s reagent®>?°®?%®ith acyl halides, the corresponding shortenefirdlare formed as a
result of facile-hydrogen elimination, whereas in the absendglmydrogens, alkyl or aryl halides
are formed insteat?®*'°Later it was found that also ketones could be bergylated in specialized
cases. There are only a few examples in the literatbut a- or p-diketone$™ as well as
biarylketone$'? can be decarbonylated catalytically employing \M#lon’s reagent, however in
low to moderate yields with relatively high catdlysadings. For example acetylacetone is
converted into methyl ethyl ketoA¥, and 4,4’-dimethylbenzophenone is converted into
4,4'-dimethylbiphenyl*? by this procedure. Also various carboxylic acidrivtives like acid
anhydride§'*#“and acyl nitrile" can be decarbonylated by Rh(l)-species.

Other transition metals than rhodium have also beemd to facilitate the decarbonylation of

aldehydes. In addition to Wilkinson’s reagent, gt@metric amounts of [RugPPhE}$)3], can be
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applied in homogeneous decarbonylation at 80-98®€° whereas catalytic decarbonylation can
be achieved homogeneously with [IrCI(CODP)in the presence of phosphine ligands at
101-120 °C,#%!7 or heterogeneously with metallic Pd, Pt, Rh andaNitemperatures above
200 °C?® |n contrast to Wilkinson’s reagent, the above noered metals generally produce the
corresponding decarbonylated olefins as the majodyzrts, and alkene-alkane mixtures are often
observed. Furthermore, Ir gives rise to alkene &vimation even at low temperatdré.In any case,

until recently, RhCI(PPJ)s was the most efficient reagent for decarbonylatibaldehyde$?®?%°

The rhodium-mediated decarbonylation of aldehydessensitive to steric hindrance, and for
aliphatic aldehydes the order of reactivity is mim > secondary > tertiafy’?°®?'8 Primary
aldehydes are readily decarbonylated at room tesyoey, whereas secondary aldehydes generally
require heating*® Sterically hindered secondary and tertiary aldelydare not easily
decarbonylated, but when excess of Wilkinson’s eeags used more sterically demanding
substrates can be decarbonylated in good yieldse(Se 2471922

2.2 eq. RhCI(PPhy);

NBoc
xylene, 130 °C CH302C
77%

Scheme 24The decarbonylation reaction is sensitive to steindrance, and bulky tertiary aldehydes requirexaess
of Wilkinson’s reagent*®

Rhodium-mediated decarbonylation is stereospecditd both alkene geometry and the
configuration of a stereocenter next to the aldehydoiety are rigorously retainéd2%18

However, under catalytic decarbonylation at forcoogditions (160-260 °C), alkene isomerization
can be observed. Walborsky and Allen found thatindurdecarbonylation of 2-substituted
cinnamaldehydes, up to 26% double bond isomerizatidghe more stablé&)-isomers occurred®

The alkene isomerization is rather thermal thardilmo-mediated’® but as a result, substituted
a,f-unsaturated aldehydes cannot conveniently be biecglated catalytically, and instead

stoichiometric amounts of Wilkinson’s reagent atdéo temperatures are required.

* During the preparation of this thesis, an effitiprocedure for decarbonylation of various aldelsyidegood yield
(63-94%) using commercially available [IrCI(COBR}b%) and PPh(5%) for 24-48 h in refluxing dioxane (101 °C)
was reported (Iwai, T.; Fujihara, T.; Tsuji, Them. Commur2008 6215). Compare with the catalytic decarbonylation
mediated by rhodium(l), which will be describedsection 3.2.2.
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3.2.2Catalytic decarbonylation

Due to the inconvenience of using stoichiometricoants of costly rhodium complexes,
considerable effort has been put into making tread®snylation catalytic with regards to rhodium.
In 1978, Doughty and Pignolet speculated that natichodium(l) complexes containing chelating
phosphine ligands should bind carbon monoxide séssgly. This would enable decarbonylation
and subsequent loss of carbon monoxide at lowepédestures than required with Wilkinson’s
reagent?! Cationic metal carbonyl complexes are less eladiih than their corresponding neutral
metal complexes, and this results in a decrease@®h back-donation making carbon monoxide
more weakly bound to the mefaf. Doughty and Pignolet rationalized that the lowkcton
density on the metal complex combined wittrans rhodium-phosphorous stereochemistry would
bind carbon monoxide less strongly and place canmomoxide in an equatorial position in a
distorted trigonal bipyramidal structure as depidte Figure 1*?* This structural composition had
earlier been firmly determined by X-ray crystallaghy of the analogues iridium complex
[Ir(CO)(dppe)] *CI",?** which is known to reversibly bind carbon monoxideolution?**

PPh,
PhoP.,,
“"Rh—CO
«f’|
PPh,

Ph,P

Figure 1. Proposed distorted trigonal bipyramidal structureationic Rh(l)-complexes containing two bidentate
phosphine ligands and carbon monoxte??

Doughty and Pignolet screened the rhodium(l)-comgsdeof four different bidentate phosphine
ligands: dppm, dppe, dppp and dppb (Figure 2). IG@atadecarbonylation was achieved at
115-178 °C for all four rhodium(l) complexes, bbetreaction rate was very dependant on the
chelate ring size and the bite antfléThe reaction rate increases when going from fowrsix-
membered chelate rings obtaining the best resutts Rh(dppp)Cl. Further increase to the seven-
membered chelate ring of Rh(dpgb) results in much lower catalytic activit§”
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PPh, PPh, PPh, PPh,
) dppm dppe dppp dppb
Bite angle 72° 85° 91° 98°

Figure 2. Structures and bite angfé%of bidentate phosphine ligands tested by DoughtlyRignolet?

The catalytic activity was found to be independainthe identity of the counterion, and identical
results could be obtained using” Gind BR metal complexes. Several different aliphatic,
a,p-unsaturated and aromatic aldehydes could be dawgdied catalytically with Rh(dppg]! at
more useful temperaturés:?>> However, Rh(dpppf! is not commercially available thereby
limiting the utility of the procedure compared talkihson’s reagent. In an attempt to address this
problem, Meyer and Kruse formed Rh(dpyH)in situ by heating Wilkinson’s reagent together
with 2.2 equivalents of dppp in xylene at 80 °C fdr min. Subsequent addition of different
aromatic aldehydes followed by heating to reflux 18-24 h gave the decarbonylated products in
82-95% yields with 1-4%in situ formed Rh(dpppCl.?*® Boeckman and co-workers later
successfully formed the catalysin situ from dppp and another rhodium(l)-complex,
[RhCI(COD)L.?*" However, since the introduction of Rh(dpg)by Doughty and Pignolet, its use
in the decarbonylation reaction has remained soratVimited. In fact, it may not be completely
reliable as experienced by McCague and co-workedms, failed decarbonylating a dialdehyde with
catalytic Rh(dppel| and Rh(dpppkl, and had to turn to stoichiometric amounts oflkikison’s
reagent insteatf® Also Hansson and Wickberg unsuccessfully appladlgtic Rh(dppp)Cl to the
decarbonylation of a vinylic aldehyde, and justlikicCague and co-workers, they had to use
Wilkinson’s reagent instead’ As a result of these unsuccessful attempts tdRigeppp)Cl, most
applications of rhodium-mediated decarbonylatiorsymthesis have employed the more reliable

Wilkinson’s reagent in stoichiometric amouft$22%:230:231

In a search for a more widely applicable mild cgtaldecarbonylation procedure, O’Connor and
Ma realized that additives capable of abstractiagh@an monoxide from rhodium would enable
catalysis at low temperatuf& They found that stoichiometric amounts of diphehgsphoryl
azide (DPPA) together with catalytic RhCI(RRBhin THF decarbonylated a range of different
primary aldehydes in excellent yield at room terap@e. By addition of DPPA, carbon monoxide
is abstracted from the initially formed RhCI(CO){BR by formation of diphenylphosphoryl

isocyanate with loss of nitrogen gas. However, #pplication of DPPA to abstract carbon

39



Rune Nygaard Monrad — Ph.D. Thesis

monoxide is limited to primary aldehyd&$,and attempts to apply the procedure to aromatic
aldehydes failed®

At the same time, it was found that catalytic dboaylation could be achieved using the dimeric
rhodium(l)-species [RhCI(CO)(PMg, during continuous purging with argdtf. The rate of
decarbonylation with [RhCI(CO)(PMg. at 100 °C was comparable to the rate of Rh(dppp)
developed by Doughty and Pignofét***Crabtree and co-workers later used a tridentatepifine
ligand in the metal complex [Rh(CO)(triphos)]Sh®#hich reversibly binds a second molecule of
carbon monoxidé®® In this way, they successfully decarbonylated phbnylcarboxaldehyde in
refluxing dioxane at 100 °C, but the reaction wasyvslow. After 94 h, only 34% vyield was
achieved with 5% catalyst loading. However, inciegghe temperature to 162 °C in refluxing
diglyme enabled simple primary and aromatic aldelytb be decarbonylated in 43-100% vyield
after 45-48 h, whereas more sterically demandimghatic aldehydes gave low conversion. In
addition to reasonably slow conversion, the catatgguires several steps to prepare, and as a

result, it has only found very little practical use

A major improvement was provided by our group whenlers Palmelund found that Rh(dpgp)
could be prepareith situ form commercially available Rhgt 3H,0 and dppp>® Testing a number

of different solvents showed that the polyethewail diglyme with a boiling point of 162 °C was
very suitable for the decarbonylation. A screerohgumerous bi- and tridentate phosphine ligands
revealed that metal complexes containing ligandk bite angle€* between 91 and 96° were very

reactive giving quantitive conversion of 2-naphtiediyde into naphthalene within 3%.

0 = > 1
PPh, Ph,P Ph,P Ph P
2
o Ph,P Fe Fe  "NMe,
oh,p —
dppp BINAP dppf (Rp,R)-Taniaphos |
Bite angle 91° 92° 96°

Figure 3. The four most reactive metal complexes employedrate phosphine ligands with bite angles betwéen 9
and 96%423°

Metal complexes of BINAP and dppp were found tothee most reactive (Figure 3), and due to
lower cost, dppp was chosen for further optimizati®est results were obtained with two
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equivalents of dppp compared to Rh€BH,O, and a range of aromatic aldehydes were smoothly
decarbonylated with 0.4-10% catalyst in 74-94% atal yield. Also primary and secondary
aliphatic aldehydes were easily decarbonylated, elvew with sterically demanding tertiary
substrates, no decarbonylation was achieved. Toeegure tolerates many functional groups such
as ethers, esters, nitriles, chlorides, substit@ednes and amides as well as alkenes, and it
constitutes a very general and convenient procedumatalytic decarbonylation of aldehydéSs.

3.2.3Mechanism

In 1982, Doughty and Pignolet suggested a mechafasthe rhodium-catalyzed decarbonylation
of aldehydes using bidentate phosphine ligandscbasedeuterium labeling, kinetic isotope effect,
reaction kinetics and analysis of reaction interiates (Scheme 258)° They believed that the
square-planar Rh(dppp)(79) was the catalytically active species and theappsed mechanism
consisted of five elementary steps: coordinatiothefaldehyde t@9, oxidative addition to giv8l,
migratory extrusion of carbon monoxide givir82, liberation of the product by reductive

elimination and finally loss of carbon monoxiderégenerat&9.

a) co R b)
PN T
R—H
% Rh'(dppp), 0" "H PEZP,,,,RhI/L OJ\H
79 Ph,p”  CO
0 83
Rh'(dppp), co
H
R—H
3 | PhoP, | 3 PhoPi, L
c Rh!(dppp); " c C Rl
PhP” | TR Ph,P o
co 80 £l
n-Rh"(dppp) H
R\ 85 0w R
PPh, o R RDS k j/
N ﬁ/“l RDS PP, | L
82 1~Rh!"(dppp), Ph( B
2
PPh, 81 84

Scheme 25Proposed catalytic cycles for the rhodium(l)-cately decarbonylation of aldehydes. a) Doughty and
Pignolet’'s mechanism consists of five elementagpstcoordination of the aldehyde, oxidative additimigratory
extrusion, reductive elimination and loss of carbmmoxide??® b) The mechanism proposed by Fristatjl. consists

of four elementary steps: coordination of the ajaieh oxidative addition, migratory extrusion anduetive

elimination’

However, mechanistic studies in our group by Riset al. by means of experimental Hammett
studies and kinetic isotope effect as well as cdatmnal DFT (density functional theory)

calculations suggest a catalytic cycle based owrabalytically active species Rh(dppp)(COJ83),
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where L is a spectator ligand (Scheme Z8bYhe identity of the ligand L may be either a seton
molecule of carbon monoxide or another dppp coaitthg as a monodentate ligand as suggested
by Doughty and Pignolét> but calculations showed that coordination of ateayde to the square-
planar Rh(dppp) (79) is highly unfavorablé®’ As a result, the square-planar Rh(dppp)(CO)L
(83) is more likely to be the catalytically active sjsss.

The mechanism proposed by Fristet@l. is based on experimental and computationdiesuvith
benzaldehyde and phenylacetaldehyde, and it censfigour elementary steps: coordination of the
aldehyde td3 with loss of the carbon monoxide ligand, oxidatagglition producind4, migratory
extrusion of carbon monoxide to gi\85 and finally reductive elimination. The experimdiyta
determined kinetic isotope effects were in excellagreement with computational values
suggesting that the reaction mechanism is the $anmth substrates, and that migratory extrusion
(84 — 85) is the rate-determining stép. This is in contrast to Doughty and Pignolet's msed
mechanism where oxidative additioB0(— 81) was believed to be rate-determinfig,but the
comprehensive experimental study supported by ctatipnal calculations performed by Fristrup

and co-workers strongly suggests a mechanism aogota Scheme 25b.

3.2.4Recent synthetic applications

The impact of the decarbonylation of aldehydesymttsetic organic chemistry can be illustrated by
the following recent applications. In these examaglee rhodium-mediated decarbonylation of an
aldehyde has been used in combination with a numibether reactions to achieve more than one

transformation in a single pot.

Intramolecular trapping of aryl-rhodium speciesdueed from their corresponding aldehydes have
been achieved by Kampmeier and co-workers to parfearbocyclizations (Scheme Z85.
Insertion of rhodium into the aldehydic C-H bond 2{allylbenzaldehyde 8¢) followed by
decarbonylation and intramolecular capture by tkeree led to indane8{) in a 4:1 ratio with the

decarbonylation product.
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O
©i) 17% [RhCI(PPhy),]
DCM, rt ©i>
80%
86 87

Scheme 26Intramolecular capture of rhodium-aryl speciesradpce carbocycleS?

Tandem Oppenauer-decarbonylation reactions cacchievaed usingn situ generated Rh(dppgs)!
at 170 °C thereby removing a hydroxymethyl groupnmfra primary alcohol (Scheme Z75.
Applying 2% of the hydrogen transfer catalyst [Q1}b]. in the presence of KOs together with
4% of thein situ generated decarbonylation catalyst afforded 73%dydd p-xylene from
2-(4-methylphenyl)ethano8g).

2% [CP*IrCly],, K,CO;4

OH
/@N 4% RhCl; » 3H,0, 8% dppp /©/

benzophenone, 170 °C
73%

88

Scheme 27Tandem Oppenauer-decarbonylation reaction.

Aldehydes can be used as alkene equivalents inDieés-Alder reactiorf>® Performing a
BF; « ELO catalyzed Diels-Alder reaction followed by quenchof the Lewis acid, addition of
Rh(dppp)CIl and heating to 162 °C lead to good yields oflatyexene products, which are not
available by a direct Diels-Alder reaction betwéle@ diene and ethylene (Scheme 28). In this way,

the carbonyl group can be used as a removable dénaodhtrolling both reactivity and
regioselectivity.

1) 6% BF3 » OEt, 1t

i H
QK p |
| 2) 0.3% Rh(dppp),Cl

diglyme, 162 °C
81%

Scheme 28Tandem Diels-Alder — decarbonylation sequefice.
This concept of using the carbonyl group as a rehnlevsteering group to enable specific chemical

reactivity has also been achieved very recentlyalpne-pot 1,4-addition of a boronic acid to the

a,p-unsaturated aldehyd89 followed by decarbonylation to produce enantiocsdly pure
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1,1-diarylethane90 (Scheme 295 The one-pot reaction could be achieved with dimeri
[Rh(ept(—)-dolefin)ClL, complexes in low yield, but addition of an additmhodium(l)-catalyst

(1.5% each) to facilitate the decarbonylation waseassary to achieve a reasonable yield.

O 1) PhB(OH),, 1.5% [Rh(epi-(-)-dolefin)Cll, :

/@/\) KOH, MeOH/H,0, 50 °C ~
MeO 2) 1.5% [Rh(COD)CI];, 3.3% dppp MeO
p-cymene, 140 °C
70% (93% ee) Me_  ome

89 90 Ph

Me
Me

Me
epi-(-)-dolefin ligand

Scheme 29Sequential conjugate addition — decarbonylationeace®*®

Application of aldehydes as a source of carbon mini@oin differentcarbonylationreactions was
first envisioned by Morimoto and co-workéf3.The fact that carbonylation reactions are usually
carried out by the same kind of transition metablyats as the decarbonylation reaction has been
utilized in a number of rhodium-catalyzed Phausdrad reactions employing aldehydes as the
source of carbon monoxide (Scheme #6Y* Catalytic Phauson-Khand reactions using aldehydes
as the source of carbon monoxide has also recbetiy achieved with 5% of [IrCI(CODB)hnd
10% of BINAP by using a five-fold excess of theetigide®*

PH
Ph 5% [Rh(COD)CI], 11% dppp 2

EtOC - 2 eq. 2-naphthaldehyde EtOZC% o
EtO.C N\ xylene, 130 °C EtO,C
88%

91 92

Scheme 30Phauson-Khand reaction employing 2-naphthaldehgdmebon monoxide dondt

The Pauson-Khand reaction of eny@can even be performed with formaldehyde as thieocar
monoxide donof** In this case, the reaction is performed in aquédorsaldehyde in the presence
of the surfactant SDS together with dppp and theemwsoluble analogue TPPTS producing the
desired produc®2 in 97% yield with 5% catalyst loading.
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3.2.5Application on carbohydrate substrates

In carbohydrate chemistry, decarbonylation has meceived much attention, and only a few
decarbonylations of fully protected sugars usingckiometric amounts of Wilkinson’s reagent
have been reportéd>***Transition metal mediated decarbonylationunprotectedsugars was first
addressed by Kruse and Wrigitin 1978 and Kuriacose and co-workéfsn 1983. In two studies
investigating the hydrogenation bfglucose catalyzed by RuPPh)s in DMA, it was found that
the desired reaction was inhibited by a decarbdioylareaction. No carbohydrate products were
isolated, but three metal complexes were charae@ri as RuHCI(CO)(PRR,**’
RUCL(CO)(PPh)»(DMA) and cissRUCL(COL(PPh),,2*® and it was realized that-glucose had
underwent a decarbonylation reactf6hHowever, in 1988 Andrews and Klaeren reportedfitse
useful transition metal mediated decarbonylationunprotected sugafé® The reactions were
performed on a small scale (1pfol) with stoichiometric amounts of Wilkinson’s ggmt in NMP

at 130 °C producing the corresponding lower alditdlhe following year the procedure was
extended to a range of different aldoses includiegxyaldosed\-acetylaldoses and disaccharides,
which were synthesized in 37-87% isolated vyiéfds.As with simple aldehydes, the
decarbonylation occurred with complete retentionstfreochemistry. All attempts to make the

reaction catalytic in rhodium employing Rh(dpger Rh(dppp)" were unsuccessfat?

Andrews also applied the procedure to ketoses amaddf that in the case otfructose a complex
dehydration-isomerization mechanism occurred leadm intermediate 5-hydroxymethyl furfural
(93), which was decarbonylated to give furfuryl alcbtf®4) (Scheme 313°%° As with the
aldoses, the reaction was stoichiometric in rhodeun@94 was formed in 80% GC-yield.

o OH 0 OH OH
HOCF RhCI(PPhs); e 0
3 OH NMP, 130 °C L/ L
OH

D-fructose 93 94

Scheme 31Dehydration and decarbonylation@ffructose gives furfuryl alcohobg).?**2*°

Similar to O’Connor and Ma’s observations, Beck andvorkers found that the decarbonylation of
D-glucose could be achieved catalytically in thespree of additive$* Performing the reaction
with DPPA, sodium azide, urea or the bidentate phio® ligands dppe, dppb or dpph together
with 5-10% of RhCI(PP§)3; in NMP gave 30-52% HPLC-yield ab-arabinitol after 24 h at
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50-130 °C. The decarbonylations were rather slow,ia all cases full conversion was not achieved
resulting in considerable amounts of residpajlucose’>* which may be difficult to remove from
D-arabinitol. Based on these results, the decarlbtioyl of aldoses is not feasible on a preparative

scale emphasizing the need for a convenient catgdg@cedure.

3.3 Previous work on the decarbonylation project in thegroup

As a part of the studies on the decarbonylationalolehydes in our grou3®#"#*° Anders
Palmelund discovered that unprotectedirabinose could be decarbonylated catalyticallyh wi
preformed Rh(dppp®l in a closed vial in a microwave oven (Scheme 22jempts to generate
Rh(dppp)Cl in situfrom RhCk « 3H,0 or perform the reaction in an open system f&itéd.

1) 2% Rh(dppp),Cl OH

HO! - OH dioxane/H,0O OH

N 200°C, 2.5 h OH

HO OH 76% OH
D-arabinose erythritol

Scheme 32Rhodium(l)-catalyzed decarbonylationmfarabinose by Anders Palmelund employing microwave
heating?>?

3.4 Results and discussion

Because the evolution of a molecule of carbon mm®Rkas been found to inhibit decarbonylation
in a closed systeRt® and the application of microwave heating is lesavenient for general
synthetic use, it is desirable to be able to dewmaylate aldoses in an open system. As a result of
this, the initial decarbonylation experiments weagried out in an open system. Due to Anders’
failed attempts to use the situ generated catalyst on unprotected sugaeformedRh(dppp)CI

was used for the initial experiments brglucose. (For experiments with situ generated catalysts,

see section 3.4.3).

Rh(dppp)Cl was synthesized in two steps in excellent yiedthg a slightly modified literature
procedure (Scheme 3%)>%*Reduction of Rh(lll) to Rh(l) with 2-propanol follved by exchange
of the dummy ligand COE with dppp gave Rh(dp@b)in 91% yield over two steps. The metal
complex is not sensitive to air when stored at rommmperature, but in solution at elevated
temperatures, a strict inert atmosphere is negessabtain constant catalytic activity
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COE, H,0
2—prolpEagol dppp, toluene
t, . L
RhCl; * 3H,0 r Rh(COE),Cl reflux, 1.5 h Rh(dppp),Cl
92% 99%

Scheme 33Synthesis of Rh(dppgl}l from RhC} ¢ 3H,0.

3.4.1Solvent system

Not many solvents can be used in the decarbonglagaction due to the hydrophobic nature of
Rh(dppp)ClI in contrast to the hydrophilic carbohydrate drdises. In addition, a sufficiently high
boiling solvent system is required in order for thaction to proceed at a reasonable rate. Andrews
and co-workers employed NMP as the solvent forchtometric decarbonylation of sugaf$?*°

and such amide solvents are uniquely capable sblisig both metal complexes and unprotected
carbohydrates. However, the disadvantage of usiNP® Ns the difficulties associated with its
removal in the purification step. From the reswltssimple aryl and alkyl aldehyd&¥,diglyme,
which might have a stabilizing effect on the pasly charged metal complex, was found to be a
suitable solvent, but since carbohydrates are alotbke in pure diglyme, a number of different

solvent systems were screened (Table 13).

Table 13.Decarbonylation ob-glucose intd-arabinitol using different solvent systems.

OH

OH
10% Rh(dppp),Cl HO
OH solvent, reflux OH . co
" 9-16 h OH
HO OH OH
D-glucose D-arabinitol
Reflux temperature Conversiorf
Entry Solvent ( OCF)) (%)
1 diglyme 162 decomposition
2 H,O 100
3 diglyme/H0 (40:1) 152 100
4 diethyleneglycolmonoethylether 202 100
5 diglyme/NMP 162 100
6 diglyme/DMA 162 100

2 Conversions are based on TLC analysio conversion was observed within 64 h.

The use of pure diglyme led to decompositionbeflucose due to poor solubility (Table 13,
entry 1). Performing the reaction in water at 1@0dave no conversion within 64 h (entry 2),
whereas diglyme/water mixtures were found to predatiomogeneous reaction mixture. However,
diglyme and water forms an azeotrope (bp 99 °Q)ltiag in no conversion. With low amounts of
water (diglyme/water = 40:1 — 20:1), a high reatttemperature (152 °C) could be maintained
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leading to full conversion in 18 h producibearabinitol as the main product (entry 3). Howesr,
reducing the amount of water, decomposition becamieacreasing problem. A diglyme/water ratio
of 40:1 was found to be optimal on a small sca@®(ihgD-glucose), but on a larger scale this led
to poor conversion due to the decreased reactiopdrature. Diethyleneglycolmonoethylether
dissolves both the metal complex and the carbolgdbat the solvent is very difficult to remove
after the reaction (entry 4). Extraction of thedurot into an aqueous phase is not possible, and due
to a high boiling point (bp 202 °C), the solventmmat be removed by evaporation. Additionally,
glycosylation with the solvent thereby deactivatihg substrate towards decarbonylation might
take place during the harsh reaction conditionsndg8IMP (bp 202 °C) or DMA (bp 165 °C) as
co-solvents enabled full conversion without subistdrdecomposition (entries 5 and 6). The
reaction can easily be performed in pure DMA, Htlicugh it is easier to remove than NMP, the
amount of DMA should be minimized. Using a 7:1 gige/DMA ratio gave consistently good
results. Initially, the purification was performég reverse phase column chromatography eluting
with water, but residual DMA was not efficientlymmeved due to co-elution witb-arabinitol.
Other workup procedures were therefore attemptedb-8®-bulb distillation at 50-90 °C neither
removed DMA nor diglyme, but the latter could bengbetely removed as an azeotrope with water
by steam distillation. However, only traces of DMauld be removed by steam distillation for 2 h.
Instead, it was found that residual DMA could benoged effectively by normal column
chromatography eluting with DCM/MeOH{B = 65:25:4. A control experiment revealed that no

silica gel was dissolved by the polar eluent duthmgcolumn chromatography.

3.4.2Formation of 1,4-anhydr@-arabinitol

Decarbonylation ofb-glucose in refluxing diglyme/DMA with 10% of Rh(dp)xCl gave the
desired produab-arabinitol in 71% yield in 9 h. To our surpris€92 of 1,4-anhydra-arabinitol
(95) was isolated as a byproduct in addition to thardd product (Scheme 34).
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OH OH
10% Rh(dppp),Cl HO O
OH diglyme/DMA OH .
" reflux, 9 h OH o om
OH
D-arabinitol 95
D-glucose 71% 20%

Scheme 34Rhodium(l)-catalyzed decarbonylation@glucose producel-arabinitol together with the byproduct
1,4-anhydrop-arabinitol 95).

1,4-Anhydrob-arabinitol 95 is formed to a much larger extent than 2,5-anmpderabinitol 96
(1,4-anhydrop-lyxitol) (Scheme 35). Althougl®5 was isolated in 20% yieltd,96 could only be
detected in trace amounts by NMR spectroscopy. Aswll see later in section 3.4.5 (Table 17),
the exclusive formation of 1,4-anhydroalditols isngral for the decarbonylation of aldoses. In
addition, only 1,4-anhydroalditols with retentioh stereochemistry at C4 are observed, which
suggests an activation of the C1 hydroxy groupfedd by displacement by the secondary alcohol
at C4 (Scheme 35, green). The formation of 2,5-drdglditols would require displacement of the
C5 hydroxy group by the secondary alcohol at Ché8w 35, red).

OH
O.
HO  OH
95
1 0oH 1,4-anhydro-
HO D-arabinitol
OH
41—0OH
OH
OH
D-arabinitol ksiz
HO OH

96
2,5-anhydro-D-arabinitol
(1,4-anhydro-D-lyxitol)

Scheme 351,4-Anhydrob-arabinitol @5) is formed exclusively (green), whereas only adraf 2,5-anhydro-
D-arabinitol ©6) can be observed (red). The formatior®6irequires activation of the C1 hydroxy group folEnhby
nucleophilic displacement by the C4 hydroxy group.

* The identity of05 was rigorously established by conversion intodtyeesponding triacetate (see section 8.2 for
experimental details).
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To test if rhodium is responsible for the formatwinl,4-anhydroalditolsh-glucose was heated in
refluxing diglyme and DMA for 24 h without any rhodh present, and, as expected, no
anhydroarabinitols were formed. In additiamarabinitol was heated to reflux in diglyme/DMA
together with 5% of Rh(dppg}! for 32 h, and neither 1,4- nor 2,5-anhydr@rabinitol were
formed. This clearly indicates that the formatioh 194-anhydroalditols is rather mediated by
rhodium than a result of a thermal dehydration.atidition, since no 2,5-anhydroalditols are
formed, the formation of 1,4-anhydroproducts mi&ly occurs while rhodium is still bound to the
C1 of the alditol. We tried to avoid the formatioh95 by reducing the reaction temperature and by
adding a small amount of water to the reaction anestbut it was still formed in 20% yield. Since it
was formed in quite large amounts, it was attempaedirect the decarbonylation process towards
this product, because it might be an interestingathbuilding block for organic synthesis.
However, treatment ab-glucose with 1% of the catalyst at 162 °C for 7#iked to produce the
anhydroproduct in a reasonable yield. Insteadrabinitol and95 were isolated in less than 30%
combined vyield indicating that the degree of decositpn is more pronounced for prolonged

reaction times.

3.4.3Catalyst system

After the successful decarbonylation mglucose in diglyme/DMA with preformed Rh(dpp@)
(Table 14, entry 1), other catalysts were screeasdwell. As mentioned in section 3.2.2,
rhodium(l)-complexes of BINAP and dppp were fouadée equally reactive in the decarbonylation
of simple aryl and alkyl aldehydes (Figure*%)and it was decided to test Rh(BINAE) in the
decarbonylation of sugars. Rh(BINAE) was synthesized by ligand exchange of Rh(GOEn
82% vyield, but in the decarbonylation a-glucose, it reacted considerably slower than
Rh(dppp)CI (entry 2).

Rh(COE)CI is known to decarbonylate 2-naphthalene cataii, but it reacts much slower than
Rh(dppp)CI.>>? Therefore, it was attempted to generate Rh(c@ph situ from Rh(COE)CI and
dppp (Table 14, entry 3). However, the decarboiomabccurred slowly and full conversion was

observed only after more than 17 h using 7.5% ysttédading.

After testing these stable Rh(l)-complexes (Table dntries 1-3), it was attempted to develop a
simple procedure to generate the catalytic speflirestly from Rh(lll). Preparation of Rh(dppg)l
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in two steps from Rh@le 3H,O and dppp (Scheme 33) is not difficult, but duethe time-
consuming precipitation of the intermediate Rh(C&)it would be more convenient to be able to

prepare the catalyst situfrom commercially available precursors.

Table 14.Decarbonylation ob-glucose using different rhodium catalysts.
OH

10% catalyst OH
o diglyme/DMA HO
HO' OH additive OH
reflux OH
HO OH OH
D-glucose D-arabinitol
Entry Catalyst Additive T('E;e Yield
1 Rh(dppp)CI - 9 71%
2 Rh(BINAP)CI - 6 <10% conversion
3 Rh(COE)CI + 2 dppp - 17 >90% conversfon
4 RhCL * 3H,0 + 2 dppp - 16 decompositfbn
5 RhCL * 3H,0 + 2 dppp 20% PhCEHO 16 trac8
6 crude Rh(dppptTl - 2 decompositioh
7 crude Rh(dpppll 20% PhCHCHO 3 9%°

37.5% catalyst loading was us8d-Glucose dissolved in DMA was added after 20 min.

It was attempted to generate the cataiyssitu by heating RhGle 3H,O, dppp and-glucose in
diglymeZ?*® however, the reaction mixture turned black andadium mirror could be observed.
The same result was achieved in diglyme/DMA. Altijowdppp is usually responsible for reduction
of Rh(Ill) to Rh(l), it was realized thab-glucose also acts as a reducing agent resulting in
formation of Rh(0). This means thatglucose has to be addatter formation of the catalytically
active species. However, additionmfjlucose in crystalline form or dissolved in®ior DMA to a
preheated solution of Rh{x 3H,0, dppp and diglyme only resulted in decomposi{idable 14,
entry 4).

In another approach, the catalyst was fornmmedsitu using 20% of phenylacetaldehyde as an
additive together with Rhgk 3H,O and dppp followed by addition af-glucose dissolved in
DMA. In this case, traces af-arabinitol were observed (Table 14, entry 5). Mikgly not all the
Rh(lll) is reduced to Rh(l) when the catalyst ismgeatedin situ, and the presence of Rh(lll)
together withD-glucose in the reaction mixture probably leadguiher reduction to Rh(0) and

decomposition.
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Since Wilkinson’s reagent can be formed in one &t@am RhCk « 3H,0 in the presence of PPhy
reduction in ethanolic solutiof? it was anticipated that Rh(dpp@) could be prepared in the same
way. When refluxing RhGls 3H,O and dppp in a solution of 96% EtOH for 30 miroéor change
from dark red to orange could be observed indigateduction of Rh(lll) to Rh(I). Removal of
EtOH in vacuoto prevent possible sugar glycosylation gavrede Rh(dppp)Cl. The crude
Rh(dppp)Cl has been successfully used in a one-pot DialeA+ decarbonylation reaction in our
group by Esben Taarnify® Crude Rh(dpppL! readily dissolves in cold diglyme whereas
preformed Rh(dppp)CIl is completely non-soluble in cold diglyme. In détbn, subjecting
D-glucose to the crude catalyst at 162 °C leadtoptete decomposition within 2 h (Table 14,
entry 6). These observations suggest that cruddd@pgCl might not have the same composition
as preformed Rh(dppg}l. Analysis of the crude catalyst by IR spectrggcrevealed a weak band
at 2168 cnt, which might indicate the presence of a carbonghrid?® arising from the
decarbonylation of acetaldehyde produced by oxadawf EtOH during formation of crude
Rh(dppp)Cl. Benzaldehyde, on the other hand, could read#ydecarbonylated using crude
Rh(dppp)Cl,>*° and after the reaction, the catalyst was predgitaand analyzed by IR
spectroscopy. In this case, strong bands were wébat 2101, 1971 and 1718 ¢nindicating that
carbon monoxide and benzaldehyde are present asdbg Based on these data, the crude
Rh(dppp)CIl most likely only contains very small amountscafbonyl ligands, and the difference
in reactivity between the crude and the preformadlgsts is probably a matter of purity rather than

identity.

Using the crude Rh(dpps8)! together with 20% of phenylacetaldehyde as atitizd followed by
addition of D-glucose dissolved in DMA leads to full conversianthin 3 h giving 9% of
D-arabinitol (Table 14, entry 7). This result canlgably be improved, but it would require a lot of
work with no foreseeable success in the near fuiline preformed catalyst was therefore selected

for further optimizations.

3.4.40ptimization of the decarbonylation procedure

A series of experiments were performed to optintieeconditions as shown in Table 15. Reducing
the catalyst loading from 10 to 1% (entries 1-3uteed in considerably longer reaction times and
lower yields. With 5% catalyst, 40% ofarabinitol could be isolated (entry 2), whereathwli%

catalyst full conversion could not be achieved with6 h (entry 3).
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Table 15.Optimization of the decarbonylation procedure.

Rh(dppp)Cl OH
diglyme/DMA HO
additive OH
reflux OH
HO OH OH
D-glucose D-arabinitol
Catalyst - Time Isolated Reflux temperature
BNty oading Additive ) Yield (°C)
1 10% - 9 71% 162
2 5% - 14 40% 162
3 1% - 16 <20% conversion 162
4 10% 20% dppp 16 16% 162
5 5% 10 eq. KD 18 50% 152
6 5% Ar-bubbling 13 52% 155
7 5% 15% AcOH 9 51% 162
8 5% 13% pyridine 9.5 58% 162

820% of 1,4-anhydr®-arabinitol @5) is formed as well. The amount @5 has not been determined
for the other entrie$.A slightly higher yield (44%) could be achieved$tgpping the reaction
before full conversion (11 h), however, this wasoimvenient due to the tedious separation of
D-glucose andb-arabinitol.® The reaction was performed by bubbling a contirgitsam of argon
through the reaction mixture.

With longer reaction times decomposition becomesnareasing problem, and in order to reduce
the degree of decomposition, the evolution of carbwnoxide during the course of the reaction
was measured (Figure 4). In this way, the progoésise decarbonylation can be monitored, and the
reaction can be stopped when no more carbon moaaexidroduced. From Figure 4 it is clear that
the decarbonylation ab-glucose proceeds faster with 10% catalyst (gréeam) with 5% catalyst
(black).

During decarbonylation af-glucose, Beck and co-workers found that the aaldlitif dppp together
with Wilkinson’s reagent had a favorable effect gibly forming Rh(dpppC! in situ®** When
D-glucose was decarbonylated in the presence of dpdpRh(dppp)kl, only 16% ofb-arabinitol
was formed (Table 15, entry 4) showing that thes@nee of phosphines is not desirable when the
preformed catalyst is used. Addition of small ameuof water (diglyme/pO = 40:1) (entry 5)
improved the yield ob-arabinitol, but required 18 h to reach full corsren due to a lower reflux
temperature. When argon was bubbled through theioeamixture in an attempt to remove carbon

monoxide®** 52% yield could be obtained (entry 6).
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A D-Xylose, 10% Rh(dppp)}Cl
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Figure 4. Carbon monoxide evolution during the course ofdéearbonylation. The figure shows carbon monoxide
evolution curves for decarbonylation of 2.78 mmidbae in a diglyme/DMA solution with different Rhgpp),Cl
loading and additives. At room temperature (25 #@) conversion corresponds to formation of 68 @0. See section
8.2 for further experimental details.

The reaction rate for the decarbonylation of cayldoates is much lower than for simple aldehydes.
D-Glucose requires 9 h to reach full conversion @igii% preformed Rh(dpps8)!, whereas only

3 h are needed to decarbonylate 2-naphthaldehydg 5%oin situ generated catalyst. The reaction
of sugars is limited by an unfavorable hemiaceldéfayde equilibrium (Scheme 36), and in the
case ofD-glucose, less than 0.02%of the sugar is present as the free aldehyde irecasp
solution®>?® Both acids and bases are known to catalyze therotign via the open-chain
aldehydoform?’ and small amounts of acetic acid and pyridine weerefore added to the
reaction mixture (Table 15, entries 7 and 8). Badllitives were found to decrease the reaction

time, and as a result, increased yields were odxdain

* In agueous solution at 82 °C and pH ©8jlucose exists as a mixture of the free aldeh@dg10%), the hydrated
aldehyde (0.022%), two furanose forms (1.29%) avadgyranose forms (98.6%) (Maple, S. R.; Allerhafd). Am.
Chem. Socl987 109, 3168).
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O

=~
OH
HO
OH
OH
OH

Scheme 36Hemiacetal — aldehyde equilibrium fdrglucose.

A series of experiments with acetic acid and pyediwere performed, and it was found that
pyridine gave slightly better results than acetitlgTable 16, compare entries 1-3 with 4-6). The
effect of added pyridine can be visualized in taedbon monoxide evolution curve (Figure 4, red).
Using an excess of pyridine resulted in a conshllgribwer yield (Table 16, entry 7). A catalyst
loading of 8 or 10% together with pyridine (6%l @ full conversion in 8 and 7.5 h, respectively
(entries 8 and 9), and it was decided to reduceakayst loading to 8% using 6% of pyridine as an
additive.

Table 16.0ptimization of the decarbonylation procedure witid and base.

Rh(dppp),Cl OH
diglyme/DMA HO
additive OH
reflux OH
HO  OH OH
D-glucose D-arabinitol
Catalyst . Time Isolated
Entry loading Additive ) vield
1 5% 15% AcOH 9 39%
2 5% 7% AcOH 9.5 51%
3 5% 3% AcOH 9.5 39%
4 5% 13% pyridine 9.5 58%
5 5% 6% pyridine 9.5 55%
6 5% 1% pyridine 10.5 40%
7 5% 4 eq. pyridine 18 18%
8 8% 6% pyridine 8 71%
9 10% 6% pyridine 7.5 67%

3.4.5Extension of the procedure to other aldoses

Having successfully developed a catalytic decarladion procedure, it was applied on a range of
aldoses (Table 17). Of the hexosbgglucose and-mannose gave similar results (entries 1-4),
whereasD-galactose was decarbonylated in lower yield (eat-6). In addition to the desired
D-arabinitol, D-galactono-1,4-lactoneq) and 1,4-anhydr@-lyxitol 96 (2,5-anhydraa-arabinitol)

were formed as an inseparable mixture in 34% ydlding decarbonylation ob-galactose
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(entry 5). The reason for oxidation @fgalactose to produc®’ in approximately 19% yield cannot
be rationalized.D-Galactose is less soluble in DMA thamglucose andb-mannose, and
decarbonylation ob-galactose in pure DMA gave 27% ofarabinitol accompanied by significant

decomposition.

The pentoses (Table 17, entries 7-12) react sjigaiter than the hexoses, and the evolution of
carbon monoxide from the decarbonylationDekylose can be seen in Figure 4 (Figure 4, blue).
Although it is more soluble in DMA, the 6-deoxy sugL-rhamnose, (Table 17, entries 13-14)
requires slightly longer reaction times than thkeothexoses. However, the desired product, 5-
deoxy+i-arabinitol, is isolated in comparable yields. Asntioned earlier in section 3.4.2,
1,4-anhydroalditols are formed as the only byprésluc the decarbonylation reaction, and the
amount of 1,4-anhydroalditols produced from eachbdaydrate is shown in Table 17.

1,4-Anhydroalditols are formed both in the absesmo@ in the presence of pyridine.

Table 17.Application of the procedure on different aldoses.

Rh(dppp).Cl
diglyme/DMA . .
C,aldose @~—  » Cp.1 alditol  +  C,.1 1,4-anhydroalditol
reflux
a Time . Yield : Yield
Entry Aldose Method ) Alditol (%) 1,4-Anhydroalditol (%)
- 1,4-anhydro-
1 D-glucose A 9 D-arabinitol 71 p-arabinitol ©5) 20
2 D-glucose B 8 D-arabinitol 71 n.d.
3 D-mannose A 9 D-arabinitol 69 n.d.
. 1,4-anhydro-
4 D-mannose B 8 D-arabinitol 72 p-arabinitol 05) 20
. 1,4-anhydro-
5 D-galactose A 9 D-arabinitol 39 D-lyxitol (96) 15°
6 D-galactose B 8 D-arabinitol 56 n.d.
7 D-arabinose A 9 erythritol 68 n.d.
8 D-arabinose B 6.5 erythritol 70 n.d.
9 D-ribose A 8 erythritol 71 n.d.
10 D-ribose B 6.5 erythritol 76 n.d.
. 1,4-anhydro-
11 D-xylose A 8 D-threitol 70 D-threitol ©8) 13
12 D-xylose B 7.5 D-threitol 74 n.d.
13 L-rhamnose A 11 =-deoxy- 66 n.d.
L-arabinitol
) 5-deoxy- 1,4-anhydro-5-deoxy-
14 L-rhamnose B 10 L-arabinitol 1 L-arabinitol ©9) 1

& The experiments were performed according to timeige decarbonylation procedure A (10% Rh(dpPp)
or B (8% Rh(dppp)Cl and 6% pyridine), see section 8 Eormed as an inseparable 3:4 mixture with
D-galactono-1,4-lacton®7) (19%).
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Decarbonylation oN-acetylb-glucosamine required reaction times of around 16alling to 28
and 34% yield of 1l-acetylamino-1-deoryarabinitol (00) in the absence and in the presence of
pyridine, respectively (Table 18, entries 1 and Zhe slow decarbonylation oN-acetyl
D-glucosamine was also observed by Andrews and caessf*® and can be explained by
coordination to rhodium with thi-acetyl group. In addition to the desired produ@d, a complex
mixture of unidentified byproducts was formed. Bditle addition of small amounts of water and
increasing the amount of pyridine were found tofdoeorable, however, the decarbonylation still

occurred in low yield (entries 3-4).

Table 18.Decarbonylation oN-acetylD-glucosamine to produce 1-acetylamino-1-dedxgrabinitol (L00).

OH
NHAc
agymeoma MO

HO!» OH OH

o reflux OH

HO NHAc OH

N-acetyl-D-glucosamine 100

a - Time Yield
Entry Method Additive () (%)
1 A - 16 28
2 B - 155 34
3 A 10 eqg. HO 16 42
4 B - 14.5 40

& The experiments were performed according to tineige
decarbonylation procedure A (10% Rh(dpjy) or B (8%
Rh(dppp)Cl and 6% pyridine), see section 8Zhe amount

of pyridine was increased to 15%.

3.4.6Decarbonylation of other substrates

Attempts to decarbonylate-glucurono-6,3-lactone101) which would produce the rare and
expensive sugar-lyxose by subsequent reduction were unsuccesStlgme 37). The lactord®1
was consumed very rapidly, and only 14% of therdd®-lyxono-1,4-lactonel02 was produced.

In addition, 5% ofL-gulono-1,4-lactonel03 (formed by reduction ofl01) was isolated as a
byproduct. The reaction mixture turns completelgckl upon heating and the development of gas
occurs very quickly (Figure 4, orange). Performthg reaction at 125 °C resulted in recovery of
72% of the starting material after 7 h, and neithedition of small amounts of water or pyridine

nor changing the substrate to fiezglucuronic acid improved the yield.
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HQ 10% Rh(dppp),Cl HQ HO
:810)“ diglyme/DMA OH m
o OH ————= © + 0 OH
(6) L reflux, 2.5 h (6) e} /
OH OH OH

102 103
101 14% 5%

Scheme 37Decarbonylation ob-glucurono-6,3-lactonelQ1).

Although D-fructose andL-ascorbic acid do not possess an aldehyde fundtipnghey were
subjected to the decarbonylation conditions to ifeeteresting products could be formed from
these cheap and readily available carbohydratesnésioned in section 3.2.5, Andrews and co-
workers reported that furfuryl alcohd@) was formed as the main product following treattr@n
D-fructose with Wilkinson’s reagent (Scheme 3¥y**However, treatment ai-fructose with 10%

of Rh(dppp)CI surprisingly afforded 21% of 1,4-anhydbearabinitol @5) after 5.5 h. When
L-ascorbic acid was subjected to the decarbonylat@mrditions at 162 °C, decomposition was a
major problem, and it was not possible to detegt@rbohydrate products. At lower temperatures
L-ascorbic acid was not consumed as rapidly, and @B#fee starting material could be recovered
after 23 h at 125 °C. No other products could bkaisd.

3.4.7Decarbonylation of unprotected cyclodextrins

To test the scope of the rhodium-catalyzed decathbaon reaction, it was attempted to
decarbonylate aldehydes derived from cyclodextrifSyclodextrins are composed of
D-glucopyranose residues connected in a ring streicivith o(1,4)-glycosidic linkage&>® The

a-, B- andy-cyclodextrins contain six, seven and eight glucassdues, respectivefy® and their
structure can be represented by a ‘bucket’ with Higdroxy groups positioned on the outside
(Figure 5). As a result, cyclodextrins have a hpthitic surface and a hydrophobic cavity.The
latter is known to form complexes with small orgaand inorganic compounds thereby resembling

the pocket of an enzynfé®

In fact, Bols and co-workers have recently used ifrestia- and p-cyclodextring® as artificial
enzymes catalyzing the oxidation of anilines torafienzeng§® and benzylic alcohols to
aldehyde®? in the presence of hydrogen peroxide. The innameter varies from 5.7 to 9.5 A
when going fromu- to y-cyclodextrin®® and by choosing different cyclodextrins as tenglane

can design artificial enzymes with different prdpes. The ability to bind organic molecules in the
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hydrophobic cavity combined with a high solubility water make cyclodextrins well suited for
biologically important applications like drug dediy or artificial enzyme&>® Due to an increasing
interest in cyclodextrins, it is important to belealto perform selective modifications on
cyclodextrins without protective group manipulasonHowever, despite their well-defined
structure, the selective modification of cyclodedris not an easy task due to the presence of a

large number of hydroxy groups,

OH
(0]
HO (0] 3 O/%
H™ Ho~"o
O (OH);
3 OH H
OH

OH
° -
O O
HO HO
(e}
oH HO |
(e}
OH OH (OH)14
O—_\"OH ond®lo

O HO

(0]
OH

HO

B-cyclodextrin (104)

Figure 5. Two representations @fcyclodextrin (04). The primary hydroxy groups are positioned onupper part of
the ‘bucket’ (right), whereas the secondary hydrgsgups are on the bottoft.

In the following it was attempted to remove a hygmoethyl group from unprotected
B-cyclodextrin (04 using an oxidation — decarbonylation sequencéd®e 38). Following the
procedure of Bieniarz and co-workéP3 104 was oxidized to the monoaldehyd85 using two
equivalents of Dess-Martin Periodinane (DMP)daDMSO. As described by Bieniaf?® the
reaction can be followed byH NMR spectroscopy by comparing the developing &ligii a new
anomeric proton at 4.93 ppm with the remaining a@aerprotons at 4.82 ppm. A 1:6 ratio between
these signals indicates full conversion to the nadohehydel05 and depending on the quality of
the DMP reagent, the reaction requires 2-4 h anrtmperature. However, analysis of the product
by MALDI TOF MS revealed the presence of unreactéd as well as trace of the di- and tri-
aldehydes. If the reaction was performed with lgrgaction times or with a larger excess of DMP,
considerable amounts of the di- and tri-aldehydesewformed. Using IB¥* for the oxidation
instead of DMP also led tb05 contaminated by the di- and tri-aldehydes as aelinreacted04.

The problems of obtaining a pure product in thism@e oxidation illustrates the difficulties
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associated with selective reactions on cyclodesfrihand as a result, slightly impure samples of
105were subjected to the decarbonylation conditions.

DMP or [BX DMA, reflux
(OH) — =" R G (OH)
DMSO, rt ‘

104 105 OH

106

Scheme 38Attempted decarbonylation @tcyclodextrin monoaldehydd Q5). The desired product was not formed,
but instead a complex mixture presumably consisifinglycosylated and acetylat@ecyclodextrins106 was observed.

Using 10% of Rh(dppp! in pure DMA' led to significant decomposition. Only approxinate
20% of the material could be isolated presumablyaasixture of glycosylated and acetylated
B-cyclodextrins106 The reaction mixture turned black within 5 mimdaalmost no gas was
developed during the reaction. It was impossiblefditow the reation by TLC orH NMR
spectroscopy due to formation of product mixturés wery similar structure and polarity. Analysis
of the crude product by MALDI TOF MS showed a miegtwf four major compounds separated by
162 Da, which is indicative of a glycosylation ptyclodextrin with up to three glucose residues.
In addition, minor compounds corresponding to thesses of the before-mentioned glucosylated
products plus 42 and 2 x 42 Da were observed. Thsergation of (M + 42 Da) and
(M + 2 x 42 Da) indicates that acetyl groups amorporated on the glycosylat@dcyclodextrins
(see Table 34 in Appendix | for further details).

The crude product was peracetylafedising acetic anhydride, DMAP and pyridine, andmplex
mixture of glucosylatedB-cyclodextrins were obtained after flash column oohatography.
Analysis of these peracetylated products by MAL@IA MS revealed a mixture of 13 compounds
separated by 288 Da indicating peracetylgieryclodextrins containing up to 12 peracetylated
glucose residues (see Table 35 in Appendix | fah&r details). Surprisingly, in both cases the MS

data fits very well with derivatives of3-cyclodextrin (04) rather than B-cyclodextrin

* B-Cyclodextrin is completely insoluble in diglymeytldissolves readily in DMA.
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monoaldehydel(05). This suggests thd05 may not be stable to the reaction conditions, mzh
decomposition ofLl05 glucose residues or smaller fragments might lbeéd, which glycosylate
the more stabl@é04. The observation of acetyl groups in ttrade product can only be rationalized
by decomposition of the solvent DMA during the téat leading to acetylation. Based on these

results, it was decided not to attempt further demaylations on cyclodextrins.

3.4.8Hydroacylation of alkenes

Intramolecular hydroacylation of 4-alkendl87 to produce cyclopentanon&88 can be catalyzed
by rhodium(l)-complexes (Scheme 38j.The procedure has been limited to the synthesiwef
membered rings due to competing decarbonylationglwleduces the yield of the hydroacylation
product?®’ This was experienced by Gable and B&habtaining a moderate yield of the desired
cyclohexanone in a rhodium-catalyzed intramolectigdroacylation of a carbohydrate-derived
5-alkenal. On the other hand, Kampmeier and co-erstk utilized the competing decarbonylation
to convert the 5-alkenal 2-allylbenzaldehy®®)(into indane §7) rather than the corresponding

cyclohexanone produced by hydroacylation (see Setgh

(e} o
) cat. Rh(I)L, )L
107 108

Scheme 39Rhodium(l)-catalyzed intramolecular hydroacylatf6i®’

Recently, several research groups have attempteéxtend the method tantermolecular
hydroacylation of alkenes. However, this has prodéficult, and it can only be achieved by
addition of amines to generate an imine with tlielydein situ,?®° or when either the aldehyd&

or the alken&! possess a functional group capable of chelatinchealium thereby preventing
decarbonylation. Although several examples of hgdytation of alkenes have been reported
recently, there is no precedence for direct hydragion with carbohydrates in the literature. The
presence of several hydroxy groups might enableoteidrates to react as chelating aldehydes, and
it was therefore attempted to hydroacylate styrandh D-glucose using Rh(dppgl. The
formation of a carbon-carbon bond at the anomesider by direct hydroacylation would thereby

constitute a new route to chain elongated carbatgdr
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When D-glucose was subjected to Rh(dp@H)in the presence of five equivalents of styreme,
coupling productl09 could be isolated within 23 h. Instead of hydrdatgn, decarbonylation
occurred to give 45% db-arabinitol and 28% of 1,4-anhydmmarabinitol ©5) (Scheme 40). The
development of carbon monoxide during decarborgatf D-glucose in the presence of styrene
can be seen in Figure 4 (purple). The formatiothefusual decarbonylation products indicated that
direct hydroacylation of alkenes with carbohydratesuld require considerable experimentation

with the reaction conditions, and as a resulthiydroacylation was not pursued further.

8% Rh(dppp)Cl OH

OH 6% pyridine
diglyme/DMA
Qo - reflux, 23 h Q
HO! OH + /\© X HO!
--------------- - / OH
nd  om HO  ©OH

D-glucose
\ OH OH
HO O
OH +
OH

HO OH
OH
D-arabinitol 95
45% 28%

Scheme 40Attempted intermolecular hydroacylation of styravith D-glucose.

3.4.9Synthesis af-threose by chain shortening Dfglucose

L-Threose is often employed as a chirab@ilding block in synthesi&?’4?"®put it is not available
from nature. By using two consecutive chain shangmeactions, it is possible to synthesize
L-threose in a few steps from-glucose by employing the rhodium-catalyzed decaylation
reaction as the key step (Scheme 41Jhreose can be formed by decarbonylation of aeptetl

D-xylo-dialdosel 10, which is readily available from diactoneglucdgd by periodate cleavage.

fo) O
O-oH e >< L 0 0
/ f— Q f— o e —_—> HO" OH
HO  OH )( )( 4
Ho  © HO  © HO  OH
L-threose 110 111 D-glucose

Scheme 41Retrosynthetic analysis ofthreose.
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Diisopropylidene protectet-glucose 111, which is readily available fronb-glucose in 96%
yield *"”
procedure developed by Wu and $t/(Scheme 42). Unfortunately, only 42-50% yieldl&6 could

be achieved using 1.5-3 equivalents ofi®4 in dry ether at 25-40 °C. Instead, the terminal

was selectively deprotected and oxidatively cleausing HIOg following the one-pot

isopropylidene protective group dfil was removed to producEl? in quantitative yield using
aqueous acetic acid.Subsequent sodium periodate clea¥agave the one carbon atom shortened
aldehydel10 in 91% vyield. The aldehydELO crystallizes as the diméfd4 (Scheme 43), but slowly

equilibrates to the monom##tO0 in aqueous solution.

OH
Q I2 acetone, rt >< AcOH, H,0, rt
HO" OH .,
/! 100%
HO OH 96%"""
D-glucose
ether, rt
50%
HO o
NalO4 H,O
. (o) 4,712 [ 2% Rh(dppp).Cl
HO' 10 MeOH, 0 °C 050 diglyme, 162 °C
HG "o)( 91% HG "o)( 86%
112 110
oL o ONroH
AcOH, H,0, 100 °C /
>/_\/., ‘OH
HO O)( 99% HO
113 L-threose

74% overall yield

Scheme 42. Synthesis of -threose fronD-glucose by employing the rhodium(l)-catalyzed dboaylation reaction as
the key step.

The decarbonylation 0f10 with Rh(dppp)Cl proceeded smoothly in 86% vyield using only 2%
catalyst loading (Scheme 42). Attempts to useirtretu generated catalyst were unsuccessful and
led to decomposition of the carbohydrate and pretipn of the catalyst. In contrast to unprotected
monosaccharides, thglo-pentodialdosd10 is not in equilibrium with cyclic hemiacetals, atie
addition of pyridine is unnecessary. In additidme partially protected 10 is readily soluble in

organic solvents and the reaction can be perfoimedre diglyme.
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1\

o //( OH
(e}
e ~ o
A0 o 0
> (@) -
HO O/x(/ o) ,f,/

110 114

Scheme 43The aldehydd 10crystallizes as the diméi4, but slowly equilibrates to the mononfkQin solution.

Final deprotection of 13 using aqueous acetic atitlaffordedL-threose in an overall yield of 74%
for the five-step sequence framglucose. The current synthesisLethreose employing rhodium-
catalyzed decarbonylation is the shortest and imgstyielding route ta-threose fronD-glucose

to date. Synthesis af-threose fronD-glucose can also be accomplished by employingltkexy
radical fragmentation of a nitrate ester developgdSuaréz and co-workers as the key step (see
section 2.1.3), however in this casethreose is produced in lower yield than in thespre
synthesis?®

3.5 Concluding remarks

A catalytic procedure for decarbonylation of unpatéd carbohydrates using Rh(dpgp)has been
developed (Scheme 44). In contrast to simple arglakyl aldehydes, the aldehyde functionality of
unprotected carbohydrates is masked as a hemiaweakdhg it less available. Prolonged heating at
162 °C is therefore required for the reaction teuocand decomposition of the carbohydrate
substrate becomes an increasing problem. Howekeraddition of small amounts of pyridine
facilitates mutarotation making the aldehyde fummlity more available. As a result, slightly
shorter reaction times and lower catalyst loadiags possible in the presence of pyridine. The
procedure has successfully been used to converanger of different aldoses into their
corresponding shortened alditols in 70-75% vyielsh &ddition to the desired alditols,

1,4-anhydroalditols are also formed as byproductdi20% yield.

R OH
B t. Rh(dppp),Cl oH

HO on & Rn(dppp), OH
diglyme/DMA OH

HO  OH R

Scheme 44Rhodium-catalyzed decarbonylation of aldoses.
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Requiring only catalytic amounts of expensive riaodicomplexes, the developed decarbonylation
procedure is a major improvement compared to thevipusly reported stoichiometric
decarbonylation using Wilkinson’s reagéfit>>* Application of the rhodium-catalyzed
decarbonylation as the key step in a short andieffi synthesis of-threose fromb-glucose
illustrates that the catalytic decarbonylation d¢iates a general procedure for shortening
unprotected and protected carbohydrates by onewcatiom.

3.6 Outlook

In an industrial view, carbohydrates are a renesvablirce of energy, and as a result, considerable
effort has recently been invested in the conversfdsiomass into hydrogefi:?*2*>%"*#%roduction

of hydrogen can be performed by steam reformingsofars like glucose, sorbitol and
glycerol?>?328 and since alditols are more easily converted mydrogen than aldosés,the
decarbonylation might become useful in combinatith steam reforming. Furthermore,
ruthenium-mediated dehydrogenation of secondamhals to produce ketones and hydrogen has
recently been reportéd'?®?and based on these results, further developmeheafecarbonylation
reaction in combination with such dehydrogenatiatakysts might enable direct degradation of
sugars into hydrogen and carbon monoxide. In thae ccarbohydrates might even be used for
asymmetric hydrogenation of double bonds, since ditho(l)-species are well-known
hydrogenation catalystS® At present the efficiency of the rhodium-catalyzitarbonylation of
carbohydrates is not sufficient to enable suchiegipbns, but it might become relevant once more

potent decarbonylation catalysts are developed.
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4 Synthesis of calystegine Ay chain elongation ofb-glucose

4.1 The calystegine alkaloids

The calystegine alkaloids are a family of naturalbcurring iminosugar mimetié&® They were
isolated fromCalystegia sepiunin 19882%* and the first structure elucidations were repoited
19902%>%% Since then a total of 14 different calysteginesehbeen isolated from various plants

(Scheme 453%’

OH R oH OH OH OH
HO NH NH HO NH HO \PNH
HO HO oH R
R HO -
R R
Az R=R=H AsR=R'=H Ag Az R=H
By: R=H,R =OH By R=OH,R =H B4 R=OH
By;R=OH,R' =H C,R=R =0OH
Cy:R=R =0OH
OH
OH OH NH, oH Me
\PNH HO NH HO
HO HO
_OH HO
HO R
Bs N, N-Methyl B,: R = H

N-Methyl C1: R = OH

Scheme 45Naturally occurring calystegine alkaloitf.

The calystegines all share a polyhydroxylated, dicynortropane ring system possessing a tertiary
hydroxy group as part of an interesting bridgehaaghoketal functionality. They are divided into
four groups according to the number of hydroxy gourhe A calystegines contain three hydroxy
groups, whereas four and five hydroxy groups aesqmt in the B and C calystegines, respectively.
The bridgehead hydroxy group has been exchangédawiamino group in calysteging,Nvhich is

the only discovered calystegine with an aminal fiemality.*®’

Many of the calystegine alkaloids have been founblet potent glycosidase inhibit6¥$2**making
them interesting pharmaceutical lead compoundscesfyein relation to cancer, viral infection and
diabetes?® Calystegine Ais a moderately potent inhibitor of various glyidases. CalysteginesA
inhibits pig kidney trehalaseCaldocellum saccharolyticurf-glucosidase, almonfl-glucosidase

and green coffee beangalactosidase witK; values of 5.3, 12, 20 and 201, respectively®92%*
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Due to scarcity of calystegines from natural sosiredficient chemical syntheses are necessary in
order to establish their full potential as drugdidates>’

The synthetic efforts towards the calystegine alkisl were pioneered by Lallemand and co-
workers in the early 1990°8>2% put since then several syntheses have been rdpd@fethe
naturally occurring calystegines only,&®?%° A, 3% B, 297:298,:301-306g 304,306 554 B3043%haye heen
made by chemical synthesis, but also a number @bgoes have been synthesized and tested for

glycosidase activity>>%"13

OH
Q OH
NH
3 st HO!.. H,, Pd/C HO
o
NHg*CI- HO NHCbz
115 rac-116 rac-117

Scheme 46The synthesis of racemic calysteging(A17) by Lallemand and co-workef&

The first synthesis of calysteging £L17) was reported in 1992 by Lallemand and co-worleers
gave racemicll?7 in nine steps from the hydrochloride of 4-amindoliexanol {15 (Scheme
46)2% In 1995 Johnson and Bis synthesized both enantioofecalystegine A(117) in 18 and 20
steps respectively from cycloheptatrieriel® (Scheme 473%° However, the identity of each
enantiomer was not established, and as a resaltaltbolute configuration of naturally occurring
calystegine A is still not known, although it is believed to @xh the same configuration as

naturally occurring calystegine;Bsee Scheme 45 abové&).

OH NaOH, D,0 OH

HO NH « HCI pH > 11 HO NH
HO EE—— HO
decomposition

119 117

17 or 19 steps
- 5 +

118
NaOH, D,O

NH ¢ HCI o1t NH
HO OH P> HO OH
HO decomposition HO
120 ent-117

Scheme 47Synthesis of both enantiomers of calystegiggl47) by Johnson and BfS° Due to decomposition of the
product in the final step, the absolute configuraibf each enantiomer was not determined.
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In addition, the synthesis by Johnson and Bis veafopnedvia the hydrochloride of calystegine
A3 (119 and120), and upon conversion into the natural produchgistrong base (pH > 11), the
compound could not be recovered, and only NMR detie reported (Scheme 47§.As a result, it
is still necessary to establish a short and rediayhthesis of calystegine; Aor further biological

evaluation.

The objective of this project is therefore to apglye fragmentation-allylation-metathesis
methodology developed by our group to the syntheksisalystegine A This methodology might
provide the shortest synthetic route to enantiocadyi pure calystegine Awhich would enable the
absolute configuration of calysteging # be determined. In addition to this, the aimhaf project

is also to determine the stability of calystegingrAbasic solution.

4.2 Synthesis of natural products by chain elongationfow-iodoglycosides

As mentioned earlier (section 2.2.5), a variatidrthe chain elongation of carbohydrates is the
reductive elimination (fragmentation) of a methyliodoglycoside followed by a one-, two- or
three-carbon elongation of the carbohydrate chaineither olefination (CHhly), vinylation or
allylation, respectively>® This sequence gives afw-diene, which is conveniently set up for ring-
closing olefin metathesi$to produce carbocycles. The strategy has sucdgsseen used by our
group to synthesize a number of natural producysiophellitol®* 7-deoxy pancratistatitt’
conduritolst*3*3ingsitols’ and quercitof$® as well as the calystegines, B; and B,.3°*3%
Other research groups have also used this methpgdtosynthesize natural produé¥se.g. the

recent synthesis of calystegine By Csuk’s laborators®

allylation

|
o) Zn mediated Q or N ing-closi
( OMe  fragmentation { /N ] RNH, and allylation o/ metathesis RO
n ( o B n _
RO " OR
RO ' OR rd OHNHR RO OHINR,
30 31 121 122
Scheme 48Formation of carbocycles from-iodoglycosides.
The synthetic methodology is well described in literature’®13°1%¢and the overall strategy will

only be discussed briefly (Scheme 48). The keyssiaplude the conversion of a protected or
unprotected methylw-iodoglycoside 80) into an wunsaturated aldehyddl by Vasella
fragmentatiof?>*?*®employing zinc as the metal of choice. Other nsdi&é indium and manganese
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have also been found to facilitate the reductivieniehtion, however, the use of indium is
limited 13¢31431831%9nd manganese requires a co-catalyst/oxitfafhe subsequent Barbier type
allylation of the aldehyd@&1 or the corresponding imine can either be condueted one-pot
fragmentation-allylation with zinc, or by allylaticof the aldehyde or imine with other metals like
indium or magnesiunt*3%31431°The resulting diend@21 can subsequently be subjected to ring-
closing olefin metathesi$'*® to produce a carbocycl@22 which can be used for further

manipulations.

4.3 Retrosynthetic analysis of calystegine A

Retrosynthetically (Scheme 49), the bicyclic amigtak of calystegine Ais expected to be formed
by cyclization of aminoketond23 during hydrogenolysis similar to the racemic swsik of
calystegine Aby Lallemand and co-workers (see the conversiohléfto 117 in Scheme 46). The
aminoketone123 may be formed by hydroboration and oxidation ofsatably protected
cycloheptend 24, which is available from the corresponding dié2& by ring-closing metathesis.
The required diend&25 can be produced from the protectedodoglucopyranosidd26 by zinc-
mediated fragmentation and allylation. Removalhe& secondary alcohol in the 2-position of the

D-glucopyranoside can either be performed befowter the fragmentation-allylation sequence.

oH ] PGO.
HO NH PGO:..
HO p— — e—
Pco” Y “NPG
PGO NPG, R 2
117 123 124
[
A\ OH
/" Zn Q
PGO. PGO HO Q
- PGO - Po
PGO" T 'NPG, PGO 5pg OH *OH
R
125 126 D-glucose

+

BnNH, BT

Scheme 49Retrosynthetic analysis of calysteging A
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4.4 Previous work on the calystegine project in the grap
The current project is based on previous work @endélystegine alkaloids in our group. Philip R.
Skaanderup’s synthesis of calysteging i® shown in Scheme 58**° whereas the previous

synthetic efforts towards calysteging By Charlotte B. Pipper are summarized in Schem&’51

1
OH ' i) Zn, TMSCI, ))) N /7
o 1) I,, PPhs, imidazole o i) BnNHy, BnOr..
HO 2) CCI3C(NH)OBn, TfOH BnO iii) allyloromide 6
HO BnO _ > BnO b NHBn
HO 62% BnO 85% 5Bn
OMe OMe (6R/6S = 5/1)
127 128 129
0
1) BHg » THF , OH
1) CbzCl, KHCO3 BnO:. ther)l NaOH, H,0,  BnOw. 1) Hp, PA(OH), HO NH
2) Grubbs' 2" gen. cat. 2) DMP iy HCI HO
BnO" I “NBn T BnO® : 'NBn HO
75% OBn ébz 81% (3:1 ratio) OBn ‘Cbz 90%
130 131

Scheme 50Synthesis of calystegine,131) by Philip R. Skaanderu3®>%

In Philip’s synthesis of calystegine ,,B iodination and benzyl protection of methyl
a-D-glucopyranosidd 27 furnished the protected methyl 5-deoxy-5-iado-glucopyranosidd 28
for the key tandem sequence involving zinc-mediatexhmentation, imine formation and
allylation. The dienel29 was isolated in good diastereoselectivity (5:1)famor of the desired
(6R)-isomer. Noteworthy, the stereochemistry couldusther improved if the imine allylation was
carried out as a separate step replacing zinc widlgnesium (16:1) or indium (1:0). After
protection of the amine, ring-closing metathesid awidation, the final deprotection-cyclization
step was performed by hydrogenolysisl80 using Pearlman’s catalyst in acidic THF/water iieeg

the natural product31in excellent yieldf®®

In Charlotte’s synthetic efforts towards calystegifs, she was following the same strategy as
Philip, but using different protecting groups irder to selectively deoxygenateglucose in the
2-position after performing the fragmentation-alybn reaction (Scheme 51, pathway A). Methyl
a-D-glucopyranoside 127) was therefore selectively trityl- and PMB-proettin the 6- and
2-positions, respectively, which after benzylatienabled selective transformations at these

postitions. The removal of the trityl group and imation to givel33 was followed by the zinc-
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mediated fragmentation and subsequent imine atylaffording134 in excellent yield and good
diastereoselectivity (5.3:1) in accordance withliplsi observations during the calysteging B

synthesis.
OoTr OH
o) a, b
— HO HO 0
HO 62% Ho
PMBO HO
OMe OMe
132 127
A . 1
[ i) Zn, TMSCI, ))) \ / 1
ii) BANH,, MS BnO:.. i) (Im),CS ,
c.d Bno/&' iii) allylbromide  BnO":- e fg ii) AIBN, BugSnH  ©n©” Q
BnO - 6 — 7 O PR
8% PMBO [\ 90% BnO” Y “Nmpn 92 BnOsZ NN 23% BnO NBn
(6R/BS = 5.3/1) OPMB Cbz Cbz
133 134 135 136
steps
B Ly
1) NaH, CS, | ¥
otr then Mel o
h, (o] steps
_g» B“O/m 2) AIBN, BusSnH BRO Br?a(%o p’
48% BnO HO 8% BnO 64% ....... - 117
OMe OMe
137 139

Scheme 51Synthetic efforts towards calysteging 317) by Charlotte B. Pippef? Reagents: a) TrCl, pyridine, b)
Bu,SnO, BuNI, PMBCI, ¢) NaH, ByNI, BnBr then HSQ,, d) |, PPh, imidazole, €) CbzCl, KHC{f) Grubbs’ 2
gen. cat., g) DDQ, h) NaH, BNI, BnBr, i) H,SO,.

However, after Cbz-protection, ring-closing metateeand removal of the PMB-group, Charlotte
encountered unexpected problems regarding the guéstremoval of the C5 secondary alcohol of
135 After numerous attempts to deoxygenBs® including hydride displacement of a triflate and
several variations of the Barton-McCombie radicabxygenatiori>*>3* the desired cycloheptene
136 could be isolated in only 23% yield over the tweps. Charlotte therefore decided to try the
deoxygenation ofb-glucopyranosidel37 in the 2-positionbefore the fragmentation-allylation
sequence (Scheme 51, pathway B). The standardrBsit€ombie radical deoxygenation worked
well on this substrate producing the desired 2-glebxglucose derivativel38 which was
transformed into the-iodoglucopyranosidé39 for fragmentation and allylatiofi? At this point,

the project was handed over to the author of tiesis.
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4.5 Results and discussion

4.5.1Initial strategy towards calysteging A

Initially, the work was directed towards removal tbe C2 hydroxy group ob-glucosebefore
fragmentation and allylation (Scheme 51, pathway®arting from the trityl- and PMB-protected
methyl a-D-glucopyranosidd 32, the C3 and C4 hydroxy groups were benzyl prot&tten good
yield followed by removal of the @-PMB-group with DDQ to givd.37in excellent yield applying
standard conditiori&® (Scheme 52).

oTr oTr oTr
o NaH, BnBr o DDQ CS,, NaH, THF
HO Bu,NI, DMF BnO DCM/H,0 BnO Q then Mel
HO — BnO — BnO -
PMBO vte 82% PMBO L\ 97% Ho | 89%
132 140 137

OoTr |

0 AIBN, BugSnH H,SO I, PPhy 0
220,
B"Eﬁ% _ toluene _ BnO MeOH  Bno |m|dazo|e THF B%Oo
o) BnO BnO n

A OMe 86% OMe 93% 93% OMe

141 138 142 139

Scheme 52Synthesis of the protected 2-deoxy-6-iodoglucopgsadel39for zinc-mediated fragmentation.

The Barton-McCombie radical deoxygenaffdnusing NaH, imidazole and G%roduced the
intermediate methyl xanthat&4l in 89% vyield, and the following AIBN-initiated B8nH
reduction ofl41to 138 occurred in 86% yield. The removal of the tritybgp using sulfuric acid in
methanol and the introduction of iodine occurreexaellent yield producing the protected methyl
2,6-dideoxy-6-iodax-D-glucopyranosidel 39 for the fragmentation-allylation sequence. Notably
the more sensitive glycosidic linkage in the 2-deghucosidel38 was not affected by the reaction

conditions used for removal of the trityl group.

4.5.2Fragmentation-imine formation-allylation

Subjectingl39 and freshly activated zif to sonication at 40 °C in THF resulted in fragnaéioh

to produce the desired aldehyii43 (Table 19). Addition of benzylamine to trag3 as the imine
144 followed by drowise addition of allyloromide gasediastereomeric mixture of the two dienes
145 and 146 in 94% vyield (Table 19, entry 1). In contrast tbilip and Charlotte’s results
employing the 29-Bn and the 29-PMB substituted imined47 and 148 (Table 19, entries 2
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and 3), almost no stereoselectivity was observedi145and146were formed in a 4,6-syn/4,6-anti
(6R/6S) ratio of 1:1.13 favoring the undesired 4,6-ambquct146 (Table 19, entry 1). The identity
of each diastereomer was later established by @egiion and ring-closing metathesis followed

by comparison with material synthesiaed strategy A (see section 4.5.7 below).

Table 19.Zinc-mediated tandem fragmentation-allylation seuge

OBn NHBn
1 IS 4,6-syn
AN 56syn
OBn R (6R)
[ 145: R = H
129: R = OBn
Q zn, ) oen g o8n jen Zn, ). 134: R = OPMB
BnO TMSCI W BnNH, W allylboromide
BnO - o T e - +
R THF OBn R OBn R
OMe OBn NHBn
139:R=H 143:R=H 144:R=H LIS 4,6-anti
128: R =0Bn 147: R = OBn 7Y s N 56-and
133: R = OPMB 148: R = OPMB OBn R (6S)
146: R =H
Yield Selectivit
Entry R o y
(%) (6R/6S)
1 H 94 1:1.13
2% OBn 85 5:1
3% OPMB 90 53:1
Diastereomer ratios were determined iy NMR
spectroscopy.

It was attempted to improve the selectivity of Hilylation by varying the metal and the reaction
conditions (Table 20). The fragmentation 189 was performed with zinc metal in THF under
sonication followed by addition of benzylamine tapt aldehydd 43 as iminel44. Zinc salts were
removed by filtration followed by evaporation ofettsolvent, and the crude imirfet4 was
subsequently redissolved in different solvents alhdated with allyloromide and the metals zinc,

indium and magnesium.

Both indium and magnesium are known to allylatechglation too-alkoxy substituents:®306:330
and in such cases a non-polar solvent might imptbeedegree of chelation of the metal in the
transition state thereby enhancing the stereosétgciike-wise addition of excess metal saltsain
polar solvent can be used to inhibit the organolietpecies from coordinating @ or B-alkoxy
substituents thereby reversing the stereochentistrfiavoring non-coordinating pathwa3<.Both

a polar (THF) and a non-polar solvent (toluene/DEMt:1) were therefore used, however, no
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significant improvement of the diastereoselectivitgs observed, although indium and magnesium
seem to be slightly more selective towards the sinelé 4,6-anti isomet46than zinc (Table 20).

Table 20.Imine allylation with different metals.
QBn NHBn

! N}/‘s\/\ 4,6-syn

(6R)
| 1) Celite filtration OBn
o zn,))) QBn ? BNnNH, OBn "\‘B” removal of solvent 145
BnO ™SC | _~ A~ aAmS o~ A | 2M)) alyibromide

BnO H : +
OBn OBn solvent

THF
OMe 0Bn NHBn
1% 4,6-anti
N X
139 143 144 M= Zn, In. Mg T (65)
146
Metal Yield Selectivity (8R/6S) Selectivity (6R/6S)
(%) THF Tol/DCM = 4:1
Zinc 85 1:1.13 1:1.27
Indium 73 1:1.38 1:1.44
Magnesium 71 1:1.33 1:1.38

Diastereomer ratios were determined iy NMR spectroscopy.

Initial 1:1 diastereoselectivities for organometalladdition to aldehydes have previously
successfully been improved in our group by varratd solvent polarity, additives such as metal
salts as well as the identity of the metal countett***” But with no indication of success after

these initial variations of metal and solvent (BaB0), it was decided to abandon this strategy.

4.5.3Stereochemical considerations

Usually the Felkin-Anh mod&®**°and Cram’s chelate mod&l are used to predict thefacial
selectivity of nucleophilic addition te-alkoxy aldehydes. By analogy these models can ladéso
used fora-substituted imine3>° and by applying these models to the allylatiorthef 20-Bn and
the 20-PMB protected imine447 and148 (Table 19, entries 2 and 3), the 5,6-anti prodvmild

be expected under non-chelating conditions (th&if-@inh model, Scheme 53a), whereas the
5,6-syn isomer would be produced under chelatiartrob (Cram’s chelate model, Scheme 53b).
Good diastereoselectivities (5,6-syn/5,6-anti =),5vthich may be explained by chelation, were
observed by Philip and Charlotte with the 2-alkexypstrated447 and148 (Table 19 , entries 2 and
3).
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a) Felkin-Anh TS

BnO
=__. NBn OBn NHBn
: R 5,6-anti
BnG OR | — M/\ (6S)
7 H OBn OR
OBn I‘\IBn
~ : z b) Cram's chelate TS
OBn OR
S zn
147: R=Bn BnO o\ OBn NHBn
148 R = PMB s BNOR LA~ 56y
\/g_dﬁﬁ Y N N e
AN OBn OR
BnO | H\
129: R =Bn
134: R = PMB

Scheme 53Predominant transition states during allylatiorm@flkoxy iminesl47 and148 according to a) the Felkin-
Anh modet®®*'%and b) Cram’s chelate modét.

With B-alkoxy aldehydes and imines lacking aralkoxy substituent, the Felkin-Anh and Cram
chelate models can no longer be used. $ualkoxy aldehydes are known to preferentially adfor
the anti products regardless of chelating or naglating conditions (Scheme 54a and b), however,
product mixtures with low selectivity are most oftebserved******'The anti relationship between
the B-alkoxy substituent and the newly formed sterecaerdan either be rationalized by

chelatiort'33!

(Scheme 54a) or by minimizing steric and elecatstnteractions with th@-alkyl
and -alkoxy substituents as depicted for the 2-geammine 144 in Scheme 54b in a transition state

model proposed by Evans and co-worKérs.

a) Chelation control

H‘// \
= I‘\BD—IZH
z N’
/ o H Bn \
OBn NBn OBn NHBn _
R | 1M 4’6-antl
v 6S
7Y b) TS suggested by Evans 6Bn5 6S)

OBn \
NBn /
=z
144 H:i ;H QH 146
H OBn OBn

Scheme 54Predominant transition states during allylatior-aflkoxy imine144a) under chelation controf**'and
b) as recently suggested by Evans and co-worRers.
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As shown in Table 19 (entry 1), the 2-deoxy substt&89, gave a 4,6-syn/4,6-anti ratio of 1:1.13
when zinc was used for the allylation. With indi@md magnesium, which are known to react by
chelation'®3%®33%the 4 6-anti isomell46 was obtained as the major product in slightly kigh
diastereoselectivity than with zinc (Table 20).hsligh the general trend in reactivity from Table
20 is consistent with the reported models for asgtniminduction inB-alkoxy aldehydes (Scheme
54)3411933the stereoselectivity is poor, and the 4,6-syn thed4,6-anti isomer$45 and 146 are

formed in almost equal amounts.

Evans and co-workers recently reported that nutidopattack ona,B-bisalkoxy aldehydes under
non-chelating conditions is more complex than wdsat be explained by the Felkin-Anh motfel.
a,B-Anti bisalkoxy aldehydes seem to give good diasiselectivities favoring an anti relationship
between the-alkoxy substituent and the newly formed stereamenthereas foa,-syn bisalkoxy
aldehydes, which are less selective, it is dificalpredict whether the anti or the syn produdt wi
dominate® These trends suggested by Evans are in accordaititeprevious results from our
group in the synthesis of calysteging, B; and B, whereD-glucose and-galactose derived
imines @,B-syn configuration) gave lower stereoselectivitiban the corresponding-mannose
derived imine ¢,B-anti configurationf°® As a consequence of these recent observatioiss nitt
completely clear, whether the observed 5:1 5,65@rdnti ratio for allylation of the 2-alkoxy
substituted imined47 and 148 (Table 19, entries 2 and 3) is a result of chehatr a complex

relationship between the nature of the alkoxy stuesits and the organometallic reagent.

4.5.4Formation of diastereomeric carbocycles

The completion of pathway B with both isomé#b and146 required Cbz-protection of the amine
followed by ring-closing metathesis using Grubbd® Zjeneration catalyst (Scheme 55).
Protection of the amine is necessary because wgbeot amines are known to coordinate to
ruthenium thereby hampering the ring-closing meisith reaction®**? The Chz-protective group
was chosen since it is readily removed by hydrotienan the final steff>® With the introduction

of the Cbz-group, a broadening of the peaks in Bbthand **C NMR spectroscopy could be
observed due to the presence of rotamers theretmplmating analysis by NMR spectroscopy.
Protection of the diastereomeric amirdgd and146 with CbzCl to producd49 and150 occurred

in 91 and 93% vyield, respectively, and the subseiguieg-closing metatheses both gave 97% yield
of 136and151, respectively.
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\ / \ / . BnO:..
BnO".. CbzCl, KHCO4 BnO:.. Grubbs' 2™
DCM/H,0 gen. cat.,, DCM R
R —_— R - - BnO X
BnO

R R

145:R=NHBn,R'=H 91% 149: R =NBnCbz, R'=H 97% 136: R = NBnCbz, R'=H
146: R = H, R'= NHBn 93% 150: R = H, R" = NBnCbz 97% 151: R =H, R"=NBnCbz

Scheme 55Formation of seven-membered carbocyd@é and151from the diastereomeric nonadierig and146.

The conversion of the diastereomeric nonadidd&sand150into the corresponding cycloheptenes
136 and151 enabled direct comparison with the cyclohept&Bé synthesized by pathway A (see
section 4.5.7 below), thereby determining the idgnof each diastereomer. The lack of
stereocontrol in the fragmentation-allylation setpee produced the desired nonadidd® as the
minor isomer in less than 50% yield in the key stmpd this disfavors pathway B as a synthetic
route to calystegine A As a result, the synthetic efforts towards calgste A were focused on
optimization of the low-yielding Barton-McCombie alg/genation of the 5-hydroxy-cycloheptene
135(Scheme 51, pathway A).

4.5.5Revised strategy towards calystegine A

Since the difficult deoxygenation df35is late in the synthesis, it was necessary toyaaut the
first steps on a large scale (20-30 grams). Theg fubtected intermediat&40 was deprotected at
the 6-position using sulfuric acid in MeOH/toluefadlowed by iodination with iodine, PRland
imidazole in THF in 98 and 93% yield, respectivélycheme 56). This gave access to the

2,3,40-protected methyl 6-deoxy-6-iodeb-glucopyranosidd 33 for the fragmentation-allylation

sequence.
OoTr OH I i) Zn, TMSCI, THF, )))
o H,SO, MeOH o I, PPh3 o ii) BANH,, MS
BnO toluene BnO imidazole, THF  BnO iii) allylbromide
BnO _ BnO - . BnO o
PMBO Sme 98% PMBO e 93% OMe 85%
(6R/6S = 5.3/1)
140 152 133
1
BnO > { ChzCl, KHCOs > { Grubbs' 2 BnO DDQ  BnO
‘. nO:.. nO:.. .
] DCM/H,0 gen. cat.,, DCM DCMIH,0
BnO” Y “NHBn  92% BnO” Y “NBn 98% BnO” T "NBn  ggop BnO i NBn
OPMB PMBO Cbz PMBO Cbz Cbz
134 153 154 135

Scheme 56Synthesis of cyclohepterd85via pathway A.
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Applying the conditions previously used on thifOZRMB protected substrat233 gave two
diastereomeric dienes in 85% yield in a 5.3:1 r&imring the desired §-isomer134' (Scheme
56). This result was in accordance with Philip &itarlotte’s observations (Table 19, entries 2
and 3), and the stereochemical outcome was latefirc@d by completing the synthesis of

calystegine A (see section 4.5.7).

The major (R)-isomer 134 was subsequently Cbz-protected affording the désitienel53 for
ring-closing metathesis. The dieh®3was successfully cyclized with 5% of Grubb&® generation

catalyst®

in DCM to produce the seven-membered carbocydigeson of calystegine Ain
almost quantitative yield. Subsequent deproteabiothe PMB-protected secondary alcolié¥ to

give 1350ccurred in 88% yield.

4.5.6Deoxygenation
Due to the previous difficulties with the deoxygeom, a number of different deoxygenation
strategies were considered. Barton-McCombie dematins?*3?® are usually performed by

reduction with BgSnH, but also other hydrogen sources likP&>3*

and a range of different silyl
hydrides including (MgSi)sSiH*** and PhSiH,**® have been developed primarily due to lower
toxicity. Displacement of leaving groups like suldes with hydrides was also considered.
Mesylates and tosylates of primary alcohols cadilg®e displaced by various hydride reagents,
but with secondary substrates, the reaction ofééindue to competing attack on sulfur thereby
regenerating the starting alcofidi:>*® This problem can be avoided using,RBH,, which is a
useful reagent for the reduction of triflates of@edary alcohold® However, since Charlotte had
no success with such triflate displacements, the ¢tlassical Barton-McCombie deoxygenation
variations using 1,1'-thiocarbodiimidazdfé or CS** together with BgSnH and AIBN were

attempted (Scheme 57).

* The desired (B)-isomerl34is the 5,6-syn product according to the nomenodatd Table 19.
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BnO:..
Q AIBN (0.4 eq.) BnO/..
BusSnH (4 eq.)

BnO H ’\\an
O  Cbz toluene, reflux BnO NBn
Sa\ 3h Cbz
R
155: R = imidazolyl 27% 136
156: R = SMe 43%

Scheme 57Initial Barton-McCombie radical deoxygenation. Tthecarbonyl derivativel(55or 156) (40 mg) was
degassed and heated to reflux in toluene. To theio was added a mixture of AIBN and fnH in toluene over a
period of 30 min.

Of the available thiocarbonyl derivatives, meth@nihates are known to be the most reactive
species with respect to the deoxygenation ¥fepnd indeed the methyl xanthat&6 gave an
encouraging yield of 43% in the initial deoxygenatiexperiments. Based on this result, it was
decided to optimize the deoxygenation using thehgietanthate approach. However, having
decided to use the G®rotocol, the formation of methyl xanthal®&6 proved difficult, because a
bicyclic side-productl57 was formed as the major product in 62% yield ustfigequivalents of
CS as depicted in Table 21 (entry 1). The side-prod&@ results from intramolecular attack of
the alkoxy anion on the carbonyl functionality b&tCbz-group instead of intermolecular attack on
CS.

Table 21.Formation of methyl xanthat6.

CSz) NaH ,
BnO:.. imidazole Bno:. BnO:.
THF, rt +
BnO BnO™ T NBn
o\<

Bn0” Y “NBn > NBn

= then Mel O Chz
Ot Coz A o)
SMe
135 156 157
Entry NaH CS, Yield of 156 Yield of 157
(eq.) (eq.) (%) (%)
1 3 20 22 62
2 3 200 64 26
3 3 500 66 19
4 3 1000 39 34
5 5 500 72 16
6 4 1000 78 13

The reactions were performed by dropwise additicthe alcoholl35 dissolved
in THF/CS to a suspension of NaH and imidazole in.CSlo THF was used.

Increasing the amount of @& 200 equivalents gave the desired methyl xaettt as the major
product in 64% vyield (Table 21, entry 2). Only agist improvement was observed using
500 equivalents of GSand performing the reaction neat resulted in @asicterably lower yield
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(entries 3 and 4). Changing the amount of NaH ftbrae to five equivalents was found to have a
favorable effect (entry 5), and combining this fimglwith an even larger excess of %000 eq.),
gavel56in 78% yield (entry 6).

Thorough degassing of both the reaction mixture #n@dreagents to exclude oxygen is of vital
importance in order to prevent side reactions ighlyi functionalized substrates during the
deoxygenation steff! The thiocarbonyl derivative is usually added taefluxing solution of
BusSnH in toluene to ensure an excess ofSiH compared to the thiocarbonyl derivatit&3?

and in contrast to the earliest reported radicakggenations?*>%°

a catalytic amount of AIBN is
often used to increase the reaction rate and repioitity.>****?In addition, it seems advantageous
to add the thiocarbonyl derivative together withBAIl to a refluxing solution of BiSnH to
maintain a constant amount of radicals throughbetreaction. Taking the above parameters into

consideration, an initial screening of the reactionditions was performed according to Table 22.

Table 22.Deoxygenation of methyl xanthat®6— screening of conditions.

BnO:..
AIBN, BusSnH B”O“Q

BnO Y NBn toluene, reflux
o & —_— BnO NBn
S%\ ‘ ébZ
SMe
156 136
Conversiorf
Entry AIBN BuaSnH Conditions after 90 min
(eq.) (eq.) 0
(%)
1 0 3 ~40
2 0.2 3 156was added to BSnH and AIBN ~75
3 0.2 3 AIBN andl56 were added to B$nH >95
4 0.2 1.5 AIBN andl56were added to B$nH ~90
The deoxygenations were performed by dropwise maddf 156 (100 mg) in toluene to freshly

distilled Bu;SnH in refluxing toluené. Conversions are based on TLC analysis.

As can be seen from Table 22, the highest convessithin 90 min was achieved by addit§6
together with AIBN (0.2 eq.) to a refluxing solutiof BusSnH (3 eq.) in toluene (entry 3). Notably,
when no AIBN is used (entry 1), the conversion ischnlower than in the presence of AIBN. This
illustrates that AIBN efficiently generates radssabnd in order for the deoxygenation to occur
without AIBN, a much longer reaction time is recepair
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Choosing the conditions described in Table 22,yeBfrthe reaction was scaled up and optimized

with respect to reaction time as can be seen iteTz®below.

Table 23.Deoxygenation of methyl xanthat®6— optimization of conditions.

Entry AIBN Bus;SnH Scale Time Yield of 136
(eq.) (eq.) (mg) (min) (%)
12 0.4 4 40 180 43
2 0.2 3 100 90 56
3 0.2 3 200 60 74
4 0.2 3 500 50 72

The deoxygenations were performed by dropwise madif 156 and AIBN
in toluene to BSnH in refluxing tolueng:. Bu;SnH and AIBN in toluene
were added dropwise to a refluxing solutiorl&6in toluene.

Increasing the scale and at the same time redubmgeaction time gave a gratifying 74% vyield
(Table 23, entry 3) in the light of previous failattempts to optimize this reaction. From Table 23
it is also obvious that radical reactions are gemsto the scale. On a small scale it is moredift

to produce a sufficient amount of radicals for teaction to proceed, and small scale reactions

therefore constitute a higher risk of failure.

4.5.7Calystegine Aend game

The completion of the deoxygenation sequence pemtiusaterial to establish the identity of the
two cycloheptene$36 and151 synthesizedia strategy B, and as mentioned previously, the minor
isomer 136 from strategy B was identical in all respects e tycloheptend 36 produced by

strategy A.

Having successfully optimized the Barton-McCombaelical deoxygenation o35 we looked
forward towards the end game of the calystegigieyiithesis. The next step was the hydroboration-
oxidation sequené® (Scheme 58), which was performed with borane-THRmex followed by
oxidation with alkaline hydrogen peroxide to proeuen isomeric mixture of four alcohols. The
crude alcohols were directly oxidized using DMPptoduce a 2:1 mixture of the isomeric ketones
158 and159in 76% yield. The selectivity in the hydroboratiams a bit lower than the 3:1 ratio

observed by Philip in the similar calysteginesgstent ® but the desired isomer was still favored.
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1) BHs » THF, then OH
BnO. NaOH, H,0, H,0  Bno Hz, PO(OH), HO NH
2) DMP, DCM HO
BnO NB
BnO BN . o0 THF/H,0: 81%
Cbz 76% (2 steps) Cbz dioxane/H,0: 84%
136 2:1 ratio 158 2 117
+
o

BnO:..

BnO NBn
Cbz
159

Scheme 58Synthesis of calystegine;A117).

The final deprotection and cyclization to the biay@aminoketal was performed by hydrogenation
using Pearlman’s catalyst followed by acidificatiaith hydrochloric acid to facilitate the ring
closure as developed by Phifi{s.Initially, THF/H,O was used as the solvent, but after leaving the
reaction mixture for a prolonged time (36 h) undmsidic conditions, small amounts of
1,4-butanediol resulting from unexpected ring opgndf THF could be observed. The diol was
difficult to remove from the natural product by Bedex LH-20 column chromatograpfy,and it
was found that by performing the reaction in die¥&hO, the side-reaction could be avoided. In
addition, dioxane/kD gave a slight improvement of the yield from 818#% as compared to
THF/H,O. However, these differences are subtle on sushmal scale and are probably within

experimental error.

(0]

OH _Me
N
—_— —_— oligomers

NHMe
160 161

Scheme 59Aminoketal — aminoketone equilibrium of physopenevil 60).3*

Physoperuvine160), which represents the general nortropane skelewists as an equilibrium
mixture between its bicyclic aminoketdb0 and the corresponding aminocycloheptandgé
(Scheme 59 Even though the naturally occurring calystegines faund exclusively in their
bicyclic form in nature, it is reasonable to assuthnat the calystegine alkaloids also exist in
equilibria between their aminoketal and aminoket@rens in which the number and position of

oxygenated substituents are decisive for the pwsitf the equilibriunt’>?°® The formation of
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oligomers of certain unnatural calysteginga the monocyclic aminoketone as experienced by
Lallemand and co-workers under acidic conditfdfi§®was therefore a concern prior to the final
deprotection-cyclization step producing calystegiae This concern was amplified by difficulties
producing calystegine #from its hydrochloric salts as experienced by donrnand Bi§° (Scheme
47) and by Philip’s observation that epimers of Bs and B were not well-defined compountfs.
However, despite those concerns, calystegin&vds formed in good yield in accordance with the
data reported for the natural prodéf&tOur work-up proceduf€® utilized ion exchange resin IRA
400 OH thereby avoiding the problems associated withhgfdrochloric salt of the natural product,
and it is therefore a major improvement to the pdure by Johnson and BfS.

NHCbz

NHCbz

. AcO OH
Amano P-30 lipase steps
isopropenyl acetate ) 5 —_— both enantiomers of
HO OH —mMm 163: or ! — calystegine Ag
50 °C, 91% NHCbz
162
HO OAc

Scheme 60The desymmetrization step in the synthesis of tadyse A by Johnson and Bis was performed
enzymatically, but the absolute configuration & firoduced acetaf63was not established’?%°

The structure of calystegine;Avas reported in 1998°?*®however, no specific rotation was given
in the literature until 1995. At that time Asanadato-workers reportedi]p —17.3%° Even though
calystegine A had already been synthesized twice; racemic byem@nd and co-workers in
1997%° (Scheme 46) and both enantiomers by Johnson asdnBL995%° (Scheme 47), the
absolute configuration has remained unknown umtiv.nSince both enantiomers of calysteging A
synthesized by Johnson and Bis were produced byneatic acetylation of a single hydroxy group
in the prochiral diol162 the absolute configuration of the resulting ateef®63 could not be
determined (Scheme 60). As a result of this, deatity of each enantiomer of calystegingwas

not established leaving the absolute configuratioralystegine Aunknown?®"#%

With the current synthesis of calysteging ffom D-glucose, the absolute configuration can finally
be determined. The specific rotation was measwdd]& —13.6, which is in accordance with the

value reported by Asano and co-workéfsand as expected, the absolute configuration afraby

occurring calystegine Aresembles that of calystegine. B

84



Chapter 4 Synthesis of calystegingldy chain elongation af-glucose

4.5.8Isomerization of calystegine; o As

Drager has previously suggested that calystegin@ 27) might be involved in the biosynthesis of
calystegine A (166) by a base-mediated isomerizatioia 164 and 165 as depicted in Scheme
612%" Calystegine A has been isolated frofyoscyamus nigét° andLycium chinensé® and in
both cases together with calysteging?X It is therefore reasonable to suspect that cajirsteAs
might be derived from calysteginesz Ay simple isomerization. Based on the instabiluy
calystegine Aobserved by Johnson and BiSjt was therefore decided to investigate the stgbil

of calystegine Ain basic solution with focus on possible isomdi@ato calystegine &

Q HO, HO

OH
HO NH HO'.. base (0] HN OH
HO —_— HO
117 164 165 166
oligomers

Scheme 61Proposed base-mediated isomerization of calyste&ir{@17) to A (166).2%

Base-mediated isomerization of sugars is most giemfiormed with bases like KOH, Ca(QH)
EtsN or pyridine?® Usually, isomerization and anomerization of cagabhtes is achieved under
slightly basic condition&® and refluxing pyridine is frequently us&8:*** However, also stronger
alkaline media like agueous KOH at pH > 11 has bsadied in detail and facilitates a range of
isomerization$*® Since the isomerization of carbohydrates is dependn pH?® both a weak
(pyridineds) and a strong (Ca(Ob)) base were chosen for the attempted isomerizabion
calystegine Ato calystegine A(Table 24).

Initially, calystegine A was dissolved in pyridinds and left at room temperature for 14 days to
investigate its stability in weak base (Table 2dire 1). Surprisingly, no conversion could be
observed neither by TLC ndH NMR, and calystegine Acould be recovered in >80% vyield.

Calystegine Awas even stable in pyridirdg-at 100 °C for up to 24 h, after which slow degteata

was indicated by TLC analysis (entries 2-4).
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Table 24.Attempted base-mediated isomerization of calystegin(117) to As (166).

Temperature

Entry Base e Time Observations
1 pyridineds 25 14 days No conversion. Recoverylaf
2 pyridineds 100 1h No conversion. Recoveryldf7
3 pyridineds 100 4h No conversion. Recoveryldf7
4 pyridineds 100 24 h No conversion. Recoveryldf7
5° 1M ag. Ca(OH) 25 14 days  Slow degradatibore than one spbt
6° 1M ag. Ca(OH) 100 1h Residue df17
7° 1M ag. Ca(OH) 100 4 h Trace of17. More than one spbt
8° 1M aqg. Ca(OH) 100 24 h More than one sfot

2 Slow degradatior?. The reaction mixtures were inhomogeneous andrstiwas applied® Slow
broadening of the peaks 1H NMR when the reaction was performed isCD® After workup TLC
analysis revealed more than one spp0(13 for the most intense new spot), a complexyeb
mixture was observed B} NMR, and no calystegines&ould be isolated. TLCs were eluted with
1-propanol/AcOH/HO = 4:1:1 R 0.42 for calystegine 4.

In stronger base however, calysteging gxoved to be less stable. When calysteginewas
dissolved in IM aqueous Ca(OH)pH >12) at room temperature, slow degradation elaserved
accompanied by development of a weak spot with alenk: than calystegine A(Table 24, entry
5). Performing the same reaction inm1Ca(OH) in D,O resulted in broadening followed by slow
disappearance of the signals'th NMR spectroscopy. The broadening of the signaf4ii NMR
spectroscopy can either be explained by a beginemigierization of the stereocenters or by
deuterium exchange with the solvent due to thelfilgasic conditions. In addition, it may also be a
result of partial oligomerizatioff**®which would give a less well-defined spectrum.ehfétirring

for 14 days at room temperature (entry 5), no ¢atyae A could be recovered just as experienced
by Johnson and Bis treating calystegingwith 2 M NaOH in 30.2° Heating calystegine Ato
100 °C in the presence of M aqueous Ca(OH)revealed almost complete degradation of
calystegine A within 4 h (entries 6-8). However, a new spot dobk seen by TLC analysis, but
after workup and Sephadex LH-20 column chromatdgra@m complex product mixture was
observed byH NMR spectroscopy.

In summary, calysteginesAs stable to weak base even at elevated tempesatout it is quickly
degraded under strong alkaline conditions. Furtbbeemon the basis of the failed attempts to
isomerize calystegine 40 As under several different conditions, it is reasd@ab conclude that
calystegine A is in fact an individual natural product and nastja base-mediated isomerization

product of calystegine fas speculated by Drag@.
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4.6 Concluding remarks

Enantiomerically pure calystegine; Aas been synthesized by elongation of the carbam cof
commercially available methyla-D-glucopyranoside 127) by two different routes. By
deoxygenatingd-glucose in the 2-position before the key zinc-ragxti tandem fragmentation-
allylation, almost no diastereoselectivity was ated in the allylation reaction, and calysteging A
was produced in 14 steps and 5.3% overall yielan®eal of the secondary C2-hydroxy group of
D-glucoseatfter the fragmentation-allylation sequence gave risé.486 yield of calystegine An
14 steps. However, combined with the work perforntsd Charlotte B. Pippef? we have
developed a 13 step synthesis of calysteginen8.3% overall yield. To close this project, tino
parallel routes to calystegine; £117) developed in the group are shown in their entinetScheme
62.

The current work constitutes the shortest synthalsenantiomerically pure calysteging £ date
and proves the absolute configuration of naturatigurring calystegine A Calystegine Ais stable
in weak base, but is quickly degraded in strongeblisvas not possible to isomerize calystegige A
to As, which indicates that calysteging & a natural product itself in contrast to an isoization

product of calystegine A
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' o B d,97% ( o1
b 6796 (~ 7 R1=THRp=H 137: Ry = OTr, Ry = OH 149: R = Cbz
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OPMB Cbz
152:R=0H 134:R=H ‘R=
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133:R =1 153: R = Cbz 135 R = OH
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156: R = OC(S)SMe
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OH
BnO:.. I,m BnO:.. n HO NH
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BnO NBn e 6% BnO NBn 84%
lratio
Cbz with 159) Cbz
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Scheme 620verview of the two routes to calysteging (A17) developed by our group. Reagents and condit@ns:
TrCl, pyridine, 90 °C, b) B1snO, BuNI, PMBCI, MeCN, reflux, c) NaH, BjNI, BnBr, DMF, 0 °C— rt, d) DDQ,
DCM, H,0O, rt, ) NaH, Cg imidazole, THF, rt, then Mel, f) BBnH, AIBN, toluene, reflux, g) }$0;, MeOH, HO,
rt, h) I, PPh, imidazole, THF, 40 °C, i) Zn, TMSCI, ))), THF, 4G, then BnNH, then allylbromide, j) CbzCl,
KHCOs;, DCM, H,0, 0 °C— rt, k) 5% Grubbs’ i gen. cat.,, DCM, rt, I) B§ THF, -40 °C— rt, then NaOH, EO,,
H,0, rt, m) DMP, DCM, rt, n) K Pd(OH)Y/C, dioxane, HO, rt, then HCI, o) NaH, BiNI, BnBr, DMF, 0 °C— rt, then
H,SO,, MeOH, HO, rt.
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5 Synthesis of gabosine A by chain elongation bfribose

5.1 The gabosines

The gabosines are a family of polyhydroxylated oaycles possessing a
cyclohexanone/cyclohexenone skeleton (Figure 63y Tere first isolated in 1974 as secondary
metabolites fromStreptomycestrains. Since then a total of 14 different gabesihave been
isolated®*®3*° The gabosines do not possess any significant diib activity, but Thiericke and

co-workers found that many of the gabosines exhibik DNA binding propertie¥?

0 0 o} o} o)
Ho,, Me HO,, Me  HO R Ho\éﬁR Ho\ij,lvle
HO HO HO HO" ™ HO™

OH OH OH OH OH

A B

C:R=0H D: R = OAc F
N:R=H E:R=0OH
o} o o) o
HO. Ho,,,it\V Ho:ij:OH HO. Me
K R K OH
HO' HO" ™Y HO Me HO
OH OH OH
G:R = OAc J L o
H:R=H
I:R=0OH

Figure 6. Naturally occurring gabosines. The structure ofogatie K is at present unknown since the initialgpgosed

structuré®® turned out to be wrong*

The biosynthesis of the gabosines occuis a pentose phosphate pathway by cyclization of
sedoheptulose 7-phosphate by an aldol condensafi@hemical syntheses have been reported for
gabOSineS &’53,354 B,351'354 C,355_360 D,354 E,354'356 G,361 |,361,362 N363 and 03.63,364 GabOSine A has
been synthesized by Banwell and co-workers in 23@hd Shinada and co-workers in 23023
The shortest synthesis was provided by Banwell ssicg gabosine A in six steps from
cis-1,2-dihydroxycatecholl68 (Scheme 63), which is available in a single stgpebzymatic

dihydroxylation of iodobenzer&®
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OH
OH OH 1) OsO,4, NMO =

H TBDPSCI = 2) 2,2-dimethoxy-  TBDPSO,, -~ I

HOMQ/' imidazole TBDPSOI'.Q/' propane, p-TsOH ,Q/
97% 83% o
A(O

168 169

O (0]

1) FeCl3, MeMgCl
(cocl), TBDPSO,,, I 2) HCl then HO,,
DMSO, Et;N (Me,N)3S* F,SiMes”
o HO
90% ,Avo 80% OH
1

70 171

Scheme 63Synthesis of gabosine A71) by Banwell and co-workers?

Selective silyl protection of a single hydroxy gpowof 168 followed by dihydroxylation and
isopropylidene protection affordelb9, which was subsequently oxidized to cyclohexenbne
Displacement of the iodide by a methyl group andradiction gave gabosine A7) in 58%
overall yield from168 The synthesis by Shinada and co-workers, on therdand, required
12 steps from (-)-quinic acidl{2 affording gabosine A in approximately 8% overgikeld
(Scheme 643>*3%°

OH (0]

CO,H
HO,, 52 MeO, o, MeO, o, HO,,
' OH 4 steps j ' SPh 4 steps j ' 4 steps :
- iy - > iy . —_—
HO Meo® O Meo® O ‘OMOM HO
OH OTBDMS OTBDMS OH
172 171

Scheme 64Synthesis of gabosine A1) by Shinada and co-worket¥:3%°

None of the above mentioned syntheses take adwantdgthe convenient stereochemical
configuration of abundant carbohydrates, and the @i the current project is to apply the well-
established fragmentation-allylation-metathesis ho@blogy (section 4.2) to the synthesis of

gabosine A fronb-ribose.
5.2 Retrosynthetic analysis of gabosine A

The synthetic strategy towards gabosine A is vamnylar to the synthesis of calysteging,Aand the

retrosynthesis of gabosine A is shown in Schemelb. cyclohexenone skeleton can be accessed
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by ring-closing metathesis of dierferd The required diend74 could be provided by chain
elongation of a suitably protecteetiodoribofuranosidel75 by zinc-mediated fragmentation and
allylation**>*3*By employingD-ribose as the starting material, two of the steeeters in gabosine
A are conveniently set from chiral pool, and theatstgy enables preparation of both gabosine A

and its epimer, gabosine N.

Br/W/\OBz

\ Zn +
HO" O —— PGO" OBz — | HO
A o OPG o
< OH

Ho“(' OH PGO  OH

171: S S i :

173 R 174 PGO OPG HO OH
175 D-ribose

Scheme 65Retrosynthetic analysis of gabosinesl&1) and N (73).

5.3 Previous work on the gabosine project in the group

Several people from the group have been workingtt@n synthesis of the gabosines. Mette
Fanefjord successfully completed the synthesis atfogine N°® whereas Flemming Gundorph
Hansen prepared small amounts of gabosifi&’ Ahe work towards gabosine A and N performed

by Mette and Flemming is summarized in Schem&%&2

3S/3R=2:1

“Vogve , 27 V) d
I Grubbs' 2"
Br ~ OBz - e o 4 steps 39% e
/ﬁ/\ \/O\ OBz gen. cat. (@) OBz P (0} HO O
Sz SV —_— N N
) \/\O OH EE—— HO  ©OH
o_ O OH 97%

177:35,4S
176 . 178 3R/4S 181 173

X i) Tf,O, pyridine
if) NaNO,

41%

N\ 1
e OB 3 steps 6%
\/o\ - V4 O\--<:§OBZ —p> HO\-<:§:O
o "on 7T = -
\/\0 OH HO OH

179: 35,4R
180: 3R 4R 182 17

85%

Scheme 66Synthesis of gabosine N 73 by Mette Fanefjortf®**®and synthetic efforts towards gabosinel&1) by
Flemming Gundorph Hansen and Mette Faneffofd®®
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The initial strategy was to use the known methyB-Q;isopropylidene-5-deoxy-5-iodo-
B-D-ribofuranosidel 76°*° as a common intermediate. The iodid6 is available fronD-ribose in
two steps in 77% vyield® and metal-mediated fragmentation-allylation wouyltbduce the
diastereomeric @- and (&R)-dienes {77-180 conveniently set up for the synthesis of both
gabosines A and N. However, zinc-mediated fragntiemallylation only produced the
diastereomeric @-dienes 177 and 178 and after several failed attempts to synthesiez t
(4R)-dienes179 and 180 for gabosine A by zinc and indium mediated aligiaf®’ it was decided
to invert the C4 secondary alcoholX81 instead. However, this proved difficult and in aiah to

this, the following steps occurred in very low gdéaving the synthesis of gabosine A unfinished.

5.4 Results and discussion

5.4.1Stereochemical considerations

The synthesis of gabosine N by Mette Fanefjord pexformed with the major &4S)-isomerl77
from the allylation as shown in Scheme 67. Theesteemistry at C4 was rigorously established

by completing the synthesis, but the configuratb3 has not been unambiguously established.

1

\ 5 steps
o é“OBz - HO" (0]
\/\O\; “OH HO'  oH

177 173

Scheme 67Mette’s synthesis of gabosine N employed only tlagom(3S,49)-isomer177.3

In order to determine the absolute configuratiorihef allylation producii77 at C3 (Scheme 67),
the diol 183 derived from the major isomek77 was subjected to 2,2-dimethoxypropane and

catalytic amounts of CSA at room temperature (S&hé8).

2,2-dimethoxy-
propane, CSA
o “'"OH rt, 40 min o e}
\/\o\ bH 73% \/\d ,o/\/

183 184

Scheme 68.
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The diol 183 reacted smoothly to produce the diisopropylideeevdtive 184 in 73% yield within
40 min, and this indicates @s relationship between the hydroxy groups in questidowever,
since aransfused bicyclic system is not impossible (espegiatit when the six-membered ring is
slightly flattened by the double bond), the reattiof the minor isomef78 was also investigated
(Scheme 69).

1 Grubbs' 2™

\ gen. cat.,, DCM NaOMe
MeOH
o 0Bz — = o OBz
S 74% R 86%
O “0H O OH

178 185

2,2-dimethoxy-

propane, CSA
o OH r,3h o o]
\/\O\\ OH 29% \/\o“ "o/\/

186 187

Scheme 69.

After ring-closing metathesis 0178 (which will be discussed in section 5.4.2 below)da
deprotection, thérans diol 186 was subjected to 2,2-dimethoxypropane and CSA eUmgntical
conditions as with theisisomerl83 no conversion was observed, and only after 3rigus larger
excess of 2,2-dimethoxypropane, any conversion aghseved. The diisopropylidene protected
compoundl187 could be isolated in 29% yield together with 35%cuareacted starting material.
Although these data strongly support the propose@schemical configuration§C NMR data for
the acetal carbons were compared for the two digytidene compounds. According to Buchanan
and co-worker¥? cis fused isopropylidene acetals have a slightly loaleemical shift tharrans
fused isopropylidene acetdlsThe cis fused substraté84 showed acetat’C chemical shifts of
110.4 and 110.3, whereas tinens fused derivativel87 showed acetaC chemical shifts of 111.2
and 109.9 for the two isopropylidene groups. Togettihe reactivities of the two isomeric didi33
and 186 with 2,2-dimethoxypropane and thi NMR data of the corresponding diisopropylidene

* Isopropylidene acetals which ais fused to a pyranoid or cyclohexane rings are tegdao have &°C chemical shift
of 108.1-111.4 ppm for the acetal carbon, wheteass fused isopropylidene acetals hd¥@ chemical shifts of 111.8-
112.3 ppm for the acetal carbon. (Buchanan, J.Bdgar, A. R.; Rawson, D. |.; Shahidi, P.; Wightma, H.
Carbohydr. Res1982 100, 75).
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derivativesl84 and187 provide evidence for the proposed stereochemiistiiye allylation reaction
(Scheme 66).

The obtained $)-configuration at C4 can be rationalized by thékiiReAnh modet®*°(Scheme
70), and it is in accordance with previous obseowstin a similar allylation in the synthesis of
conduritol D3'® In contrast to allylation of,$-syn bisalkoxy imined47 and148in the synthesis of
calystegine A (see section 4.5.2 and 4.5.3), the stereocherpigmlome from allylation of the
a,p-anti bisalkoxy aldehydel88 (generated by zinc-mediated fragmentation 136) can be
explained by the Felkin-Anh model although the teas were performed under identical

conditions.

Felkin-Anh TS
1

0 R oH \
S \\_@; — M5 1 0"&082
7H

O OBz S
\/\O 4OH

188 4,5-anti, (4S) gg gg

Scheme 70The observed stereochemical outcome in the albfiadf aldehydd 88 can be rationalized by the Felkin-
Anh model[-%%11°

The observation that thef-anti bisalkoxy acetonid&88 reacts according to the Felkin-Anh model
and produces the 4,5-antiSdproduct (77 and178) is in accordance with recent results from the
Evans group, which suggest that acetonide protegpelisalkoxy aldehydes predominantly afford
anti relationships between thealkoxy substituent and the newly formed sterecaemtespective
of the configuration of th@-alkoxy substituent® The decreased conformational flexibility of the
isopropylidene protected aldehyd88 decreases steric and electrostatic interactionseagt the
B-substituent and the incoming nucleophile, andniffig@cial stereoselectivity can thus be predicted
by the Felkin-Anh model.

5.4.2Ring-closing metathesis

As shown in Scheme 69, ring-closing metathesid & using Grubbs’ % generation catalyst
occurred in 74% yield. Earlier, Mette only obtainedmaximum of 47% vyield for ring-closing
metathesis 0fl78 using P(CHOH); at 40 °C for 24 h to quench the cataffjStAlthough

372

P(CH,OH); has been reported to remove ruthenium byproddfitseatly,”’ the product may not
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be stable to these conditions. Instead, it wasdahat by purifying the product directly by flash
column chromatography, a considerably higher yald85 could be achieved. The 74% vyield for
the ring-closing metathesis d78is in contrast to Mette’s nearly quantitative gief 9798 for the
diastereomeric dient77.3®® Generally, ring-closing metathesis of 2,2-disubgtid alkenes occur in
slightly lower yield than monosubstituted alkefi€ut since both substrat&g7 and178 contain

a disubstituted double bond, an explanation foir ttiéferent reactivity could not be rationalized.
However, significant differences in the reactivinf diastereomeric dienes in ring-closing
metathesis reactions have previously been obsémvibe literatur€®>"*3"and it can therefore be
concluded that the reactivity of dienes in ringsitg metathesis is highly dependant on the nature

and the configuration of the substituents.

5.4.3Synthesis of gabosine A

In order to synthesize gabosine A, the unprotetigttoxy group ofl81 needs to be inverted.
Usually the Mitsunobu reactidff would be employed to invert secondary alcohols,ithis case
the substrate is probably too sterically hindeged instead triflic anhydride in pyridine followed
by treatment with sodium nitrit€ in DMF was used (Table 25, entry 1). Triflates banformed in
almost quantitative yield, whereas the displacem®ntnitrite may often be accompanied by
significant decomposition or byproduct formatioadeng to moderate overall yields. In this case,
182 was isolated in 52% vyield froi81, and competing E2 elimination of the triflet89 might be
responsible for the moderate yield. No single bgipat could be identified, since a complex

mixture of byproducts was observedyNMR spectroscopy.

In Table 25, the observed 52% vyield 182 is compared with Mette and Flemming’s previous
attempts to invert the secondary alcohol18fl (entries 2-5Y°7*°® From these results it seems
important to keep the reaction time of the nitnatediated triflate displacement low to prevent

decomposition and side reactions.

* In this case the catalyst was removed by treatmithtactivated carbon. (Cho, J. H.; Kim, B. Mrg. Lett.2003 5,
531).
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Table 25.Inversion of the secondary alcoholX#1

Tf,0

ridine, DCM

o wosz P - o +1OBz NaNO,, DMF o +10Bz
0°C,15h R 25 9

\/\O OH \/\O oTf ®) OH

181 189 182

Entry Base Tf,O NaNO, Time Yield of 182

(eq) (eq) (h) (%0)
1 pyridine 15 4 5.5 52
2 pyridine 1.4 4 16 33
3 pyridine 5 10 16 41
4 EgN 2 5 16 13
5 pyridine 1.4 7 16 40

Entries 2-5 were performed by Mette and Flemnifig>®
# NaNG,/DMF was replaced by BNNO,/toluene.

Completion of the synthesis of gabosine A was a@teby protective group manipulations and
allylic oxidation as shown in Scheme 71. Direcylal oxidation with DDQ, PDC or Mn@in the
presence of an unprotected homoallylic alcohol pesviously been found to occur in low
yield 3°®%7and a protective group for the homoallylic alcobbll82 is therefore necessary. The
tetrahydropyranyl (THP) grodff was chosen since it can be removed together Withatetonide
under acidic conditions. However, analysis by NMPearoscopy was complicated by the

introduction of the THP group, since the additiosteireocenter affords two diastereomers.

DHP, PPTS NaOMe
o 10Bz DCM o OBz  MeOH o OH
\/\ 85% \/\ 90% \/\

o OH 9) OTHP o OTHP
182 190 191
PDC <:§: <:§:
DCM o 0 AcOH, H,0 HO" o
86% \/\o‘" oTHP 96% HO' Yon
192 171

Scheme 71Synthesis of gabosine AT1).

The THP group was introduced in 85% yield, and sgbent deprotection df90 under Zémplen
conditions®® afforded191 in 90% vyield. Oxidation of the allylic alcohd91 with PDC and final
deprotection ofl92 with acetic acid afforded gabosine A with analgtidata in accordance with the

natural product?*®3°>3
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5.5 Concluding remarks

To conclude the gabosine project, gabosinelR3(and A (71) have been synthesized from
D-ribose in eight and nine steps, respectively togretwith Mette Fanefjord and Flemming
Gundorph Hansen (Scheme 72). The key steps in yhtheses are the chain elongation of
2,3-O-isopropylidene-5-deoxy-5-iodp-D-ribofuranoside 176 by zinc-mediated fragmentation-
allylation and subsequent ring-closing olefin ma¢sis to producel81 Due to unsuccessful
attempts to control the stereochemical outcomehefdilylation reaction, an additional step was
required to invert the homoallylic alcohol @81 to obtain182 for the synthesis of gabosine A.
Gabosine N was prepared in 16.5% yield, whereassgad A was synthesized in 13.9% overall
yield from D-ribose. The work has very recently been publisineBuropean Journal of Organic

Chemistry
S.IR=21
|
o OMe \ } .
& . o foBz
N 85% o 97%
< ° o
176 177
g
o “‘ORl [ > o “‘ORl
52%
O OR, 0 OR,
181:R; =Bz, Ry = H 182: R, =Bz, R, = H
¢, 75% C ¢, 85% (
193: R, =Bz, R, = THP 190: R, = Bz, R, = THP
d, 83% ( d, 90% (

194: R; =H, R, = THP 191: R; = H, R, = THP

e e
71% 86%

wes

R,0 sz

Rlo\ v (e}

R0 OR,

195: Rl, Rl = Mezc, R2 =THP 192: Rl, Rl = M62C, RZ =THP
reew ( r,96% (

173:R; =R, = H 171: R, =R, =H
Scheme 720verview of the syntheses of gabosinelM3) and A (L71) from our group. Reagents and conditions: a)
Zn,))), THF, HO, 40 °C, thenH)-BrCH,C(CHs;)=CHOBz, b) 10% Grubbs™gen. cat., DCM, 40 °C, c) DHP, PPTS,
DCM, rt, d) NaOMe, MeOH, rt, e) PDC, DCM, rt, f) &8¢, H,O, 40 °C, g) T{O, pyridine, DCM, -20 °C- rt, then
NaNGQ,, DMF, rt.
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The present synthesis of gabosine A cannot compittethe synthesis developed by Banwell and
co-workers®™ but together with the synthesis of calysteging(¢hapter 4) and previous reports
from our group:>630439631431%¢ jllystrates that carbocyclic natural producte @asily available

from carbohydrates by chain elongation and subsequyelization.
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6 Interaction between plasma protein and acyl gluawnide drug metabolites

This part of the thesis describes the work cargatlduring a six months stay at the Chemistry
Research Laboratory at University of Oxford. Theeaach was performed under the supervision of
professor Benjamin G. Dauvis in collaboration witie tyroup of professor Andrew V. Stachulski at
University of Liverpool. The project involves theetabolism of nonsteroidal anti-inflammatory
drugs (NSAIDs) with particular focus on their acglucuronide (AG) metabolites and the

interaction of these with human plasma protein.

6.1 Introduction

The NSAIDs are among the most widely used drugsthen market, and include drugs like
acetylsalicylic acid, ibuprofen and diclofenac. himmans, the NSAIDs function by inhibiting
cyclooxygenase 1 and 2, which are enzymes resgerfsibthe production of prostaglandins from
arachidonic acid. Whenever the body is ‘threatergda trauma, an infection or introduction of a
foreign object, the synthesis of prostaglandirgtiimulated. The liberation of prostaglandins induce
pain, inflammation and fever, and the inhibition ayfclooxygenase 1 and 2 by NSAIDs lead to

analgesic, anti-inflammatory and fever reducingef'>**

The metabolism of relatively non-polar drugs lik&eADs primarily takes place in the liver,
whereas polar drugs, on the other hand, are excretihe kidney. Non-polar drugs are metabolized
by phase | and Il reactions in the liver to inceediseir water solubility and enable subsequent
urinary excretionvia the kidney (Figure 7%*'* The phase | reactions include oxidation,
hydroxylation, dealkylation, deamination and hyglstd to make the drug more polar. Some drugs
can be excreted after phase | metabolism, but ndangs including the NSAIDs require further
conjugation in phase Il metabolism to be excre@uoke of the most important phase Il reactions is
glucuronidation, in which UDP-glucuronosyltransfega coupled-glucuronic acid to the drud.
Other phase Il reactions include sulfonation angpting of the drug to glutathione. As a result of
increased water solubility, the metabolites aregparted to the kidney or the gallbladder and

excreted in urine or faeces, respectivélyt
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Phase | metabolism

- oxidation

- hydroxylation

' - dealkylation
transport ' - deamination
to liver ' - hydrolysis

R—H - RRH —————— = R-OH —
| Cytochrom P450 Phase Il metabolism
monooxygenase conjugation primarily
with glucuronic acid,
but also with sulfates
or glutathione

Drug in
blood serum

OH

0
HO Q
HO O-R

OH
RO-conjugate
Liver

transport to
the intestine

excretion with faeces

transport to
the kidney
excretion with urine

Figure 7. Phase | and Il drug metabolism in the liv&}

Phase | metabolites are often more reactive andbmayore toxic than their parent drugs, whereas
the phase Il metabolites are generally inactivBhe NSAIDs are extensively metabolized to their
1-B-O-acyl glucuronides (AGs)” but in contrast to the unreactive glucuronidesalebhol and
phenolic drugs ¥96), the glucuronides of carboxylate drug®T) are highly reactive metabolites
(Scheme 735%° The increased reactivity of the AGS7 as compared to their parent drugs enables
reaction with nucleophiles, and such processes tie/potential to covalently modify endogenous
macromolecules like proteins or DNA (Scheme 73bydhdlysis to reform the parent drug and
transacylation to produc&98 occur by direct displacement of glucuronic acid &yack of
nucleophiles. Acyl migration producing 2-, 3- o4AGs (e.g.199), on the other hand, leads to
various N-glycosylation adducts such 260°%' 1-8-O-Acyl glucuronides are stable to acid, but
under basic or neutral conditions, migration occiarsproduce 2-, 3- or ®-AGs 3233 After
migration, the acyl group is less prone to hydnslys transacylation, and stable 2-, 3- dDAGs

can be isolatet? Both the transacylation and the glycosylation paiys are capable of covalently
modifying hepatic and plasma proteinsvivo, however, the resulting modified proteiri98 and

200 have not been fully characteriz&d.
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a)
OH

o) stable ether linkage
HO Q (
HO O—Drug
HO

196

b)
OH

e} labile ester bond )
o) ( o) Transacylation
HO
HO O% + Protein E——

HO Drug
197
Acyl
migration
OH
(¢} .
HO o) Glycosylation
O _O + Protein
Y HO OH
Drug

199

HO

Drug

(e}
Protein—Lys__ N)K

H Drug
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OH

O
(o]
o) N/LysfProtein
H

HO
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Scheme 73Reactivity of glucuronides. a) Glucuronides of &locband phenolic drugd96) are stable, whereas
b) glucuronides of carboxylate drud®{) may react directly with proteinga transacylation, or by initial acyl
migration to produce 2-, 3- or@-acyl glucuronides such 499 (only shown for the 3 position), which can
subsequently modifiy proteins Nglycosylation. Evidence for the glycosylation pa#ty has been made by trapping

experiments with a reducing agent like sodium cy@nohydride’

381
€

Around 25% of all drugs withdrawn due to severddibx are carboxylic acid containing drugfs;

387 and one of the mechanisms underlying the obseiwedity of NSAIDs is believed to be the

AG-derived covalent modification of endogenous eimg (Scheme 738§ Such protein

modification might be associated with immune resgsnand cellular dysfunction, and acyl

glucuronides constitute a major concern in drugdaliery and developmerit-*#-Evidence for

AG-induced toxicity is still lacking’®83893%t it has been shown that reversible binding of

other compounds (like diazepam or warfarin) to plagrotein is severely altered, when plasma

protein is modified by AGE™

AGs can be synthesized chemically in a number ofsw&lassical approaches mainly rely on the

coupling of fully protected glucuronic acids, whiehe typically produced in several steps from

glucosé®***or levoglucosan*>*to carboxylic acids under Mitsunobu conditidi&>*® In 1997

Juteau and co-workers found tha©Oe&allyl-D-glucuronate Z01) could be conveniently coupled to

carboxylic acids under Mitsunobu conditions withamty other protective groups (Scheme %3),

however this strategy suffers from pcmz&[fﬁ-selectivity.383*400
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O—/: o_/:
o RCO,H o
PPh; DIAD
HO Q 77 . HO ° o R
HO A0 (- HO
HO “OH 20-40% [-anomer HO Tg

Scheme 74Synthesis of AGs under Mitsunobu conditidiis.

Very recently Stachulski and co-workers reportesklective acylation strategy, which exclusively
produces acyl glucuronides as thg@anomers. In a three-step procedure HATU and NM&luesed

to couple partially protected glucuronic acii32 to carboxylic acids to produce the desired AGs
203in good yield (Scheme 75§-4%2

RCO,H
base PG-Br HO HATU NMM HO deprotectlon
43 82%

OH OH OH OH

D-glucuronic acid 202 203 204
PG = allyl, Bn or PMB

Scheme 75Synthesis of B-O-acyl glucuronides by selective acylation of allyénzyl orp-methoxybenzyl protected
glucuronic acid2024°*4%2

1-8-O-Acyl glucuronides211-216 derived fromp-bromobenzoic aci@05 ponalrestaP06 and four
ibuprofen analogueg07-210 (Figure 8) were available in small quantities fraone Stachulski
group in Liverpoolvia the above mentioned acylation strategy (Schemep?Bjomobenzoic acid
(205 resembles a model NSAID, whereas ponalrem (is a known aldose reductase inhibitor,
which has been used in the treatment of diatétég® In contrast to R)- and §-ibuprofen
(208and209), which are used as an NSAID worldwide, ibufen2@7] was withdrawn from the
U.K. market in 1968 due to hepatotoxicify.

102



Chapter 6 Interaction between plasma protein agbghecuronide drug metabolites

R
Br N7
|
u
Br F o
Drug: 205 206 207: Ry =R, =H
(R=0H) 208: R;=H, R, = CH,
209: Rl = CH3, RZ =H
210: R; =R, = CHy
Acyl glucuronide: 211 212 213: Ry =R, =H
(R =GlcA) 214:R;=H, R, = CHy
215: R, = CH3, R, =H
OH 216:R; = R, = CHj
° (6]
GlcA= HO
HO O\r‘_‘.\
HO

Figure 8. Available AGs 211-216) of carboxylate drugs and analogu28%210) from the Stachulski group.

As a result of the potential toxicity of acyl gluonides, the assessment of the degree of protein
modification by NSAID-derived acyl glucuronides iswportant in both drug monitoring and
development. The objective of the present projsctoi investigate, if such drug-derived acyl

glucuronide metabolites modify plasma protein uraterditions encountered in therapy.

6.2 Results and discussion

6.2.1Purification of HSA

With plasma concentrations in the range of 30-3Q gman serum albumin (HSA) is the most
abundant protein in blood plasrifa*®®It is monomeric and consists of 585 amino acids/oith

59 are lysine8®*! HSA has a molecular mass of 66438 Da and thesiprig held together by
17 disulfides'®®*2 The protein is produced in the liver, and it hesesal different roles such as
buffering of pH and transport of various compouirdblood plasma®** In addition to transport of
drugs and other compounds in serum, HSA has bgmnteel to participate in drug transport into
the brain across the blood-brain barfigr*'*It has also shown esterase activity and has hmerdf

to convert acetyl salicylic acid into salicylic dethereby increasing the activity of the dfty.
The first objective of the project was to obtainAl&s a single protein species. Albumin isolated

from humans contains several post-translationalifisations of which glycosylation (lysines 199,
281, 439 and 525)°**®oxidation of Cys34 by binding to NO or a free ejse, as well as loss of
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Asp-Ala from the N-terminus and loss of Leu frone tB-terminus are the most comnfhMS
analysis of commercial HSA isolated from humansead®d an approximately 1:1 mixture of
unmodified HSA and Cys34-cysteine modified H5/Separation of these by preparative HPLC
proved very difficult. Some purification could behgeved, but it was very dependant on the
amount of protein injected, and in most cases nmdigation was obtained. Instead, purification of
the protein was achieved by reduction of the Cysateine disulfide bond with 1,4-dithiothreitol
(DTT).*94° The disulfides were reduced by treatment of consiaeHSA with 13mm DTT at

pH 8. Excess reducing agent and free cysteine vaam®ved by size-exclusion chromatography,
and the protein was refold&din atmospheric air in the presence of @2DTT. Refolding to a
different secondary structure than the native H3#icture is not believed to occtff This
purification process gave a single protein spectggaminated with trace amounts of glycosylated
and acetylated HSA. Attempts to perform the dislelfreduction on a large scale (500 mg) resulted
in denaturation and precipitation of the proteind aonly 5% of the reduced protein could be
recovered. As a result, the DTT reduction was paréal batch-wise on a smaller scale (50-100 mg)
to minimize denaturation of the disulfide-reducedtgin. Concentration of the protein solution was
either achieved using Vivaspin or Amicon filtratiorhe latter method gave the best results, since
protein material was lost by adhesion to the Vivagitter. When Amicon filtration was employed,

more than 95% of the protein material could be veoed.

6.2.2Methods for modification of lysines

The reactivity of acyl glucuronides is expecteb®between an activated ester and an anhydride,
and they are expected to react with amino grougdgsirie residues by transacylation. Because of
low availability of the acyl glucuronide11-216 model studies with other lysine modifying

reagents were performed.

Several different techniques for modification ddilye residues exist. Some of the most widely used
protein glycosylation methods are the direct regrechmination of an aldehyde and a lysine amino
group with sodium cyanoborohydrid®, and the reaction of 2-imino-2-methoxyethyl
thioglycosides (IME reagent&17) with lysine amino group&? The sequential attack of a primary
amine and a lysine residue on diethyl squifafé*as well as the reaction between a lysine amino

group and acyl azidéé> mixed anhydride$® or activated esters liks-hydroxysuccinimide esters

* Protein solutions were analyzed by LC/MS and/orlNBATOF MS (see section 9.2 for experimental dejail

104



Chapter 6 Interaction between plasma protein agbghecuronide drug metabolites

(NHS esters218),**" are all well-established methods for protein miodifon. Most of the above
mentioned methods are applicable to protein glyedisy as well as modification with non-
carbohydrate substrates, but they are all unseée@nd the lysine residues are more or less
randomly modified. To be able to obtain uniformlypdified protein species, the development of
site-selective protein modification techniques (mharelying on the presence of a single cysteine
residue) has received increasing interest in regeats’ 243

Acyl glucuronides 204) are expected to react with lysine residues mo@controlledmanner, and
the non-selective IME reagen®l7 and NHS ester218 were therefore chosen as model
compounds to get a feel for the biochemical tealmesgbefore incubating the acyl glucuronides
with HSA (Figure 9).

oM OH o o
Q §/o NH (4 P
HO -
Hg&/o\fo R/\/A/S\)ko’we R'/\\<N O R

R O

204 217 218

Figure 9. General structures of acyl glucuronid284) and model compound217and218).

6.2.3Madification of HSA with IME reagents

The IME reagents2(L7) were developed by Lee and co-workér§* more than 20 years ago. Since
then IME reagents have been widely used to cougiars to protein§?***and the Davis group
have shown their selectivity for lysine side chaimssmaller peptidé¥' and used them for virus

% and drug delivery*

modificatior!
It was chosen to synthesize thegalactose (Gal-) antll-acetylb-glucosamine (GIcNAc-) IME
reagent223 and 229, since Gal- and GIcNAc-modified proteins (the dattvhen converted into
LacNAc) are suitable starting materials for enzymsialylation. Following the route developed by
Stowell and Leé® Gal- and GIcNAc-IME reagent23 and 229 were synthesized in five steps
according to Scheme 76 and Scheme 77, respectively.
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HOOH AcOOAC AcOOAC

Ac,0 HBr, AcOH
Q pyridine 0 DCM Q
HO AcO OAc AcO
HO ™OH 100% AcO 100% AcO
Br
D-galactose 219 220
AcOOAC CICH,CN
thiourea o K,CO3, Na,S,05 AcOOAC
acetone acetone/H,0 o)
AcO S _NH, _—
97% AcO Y 87% AcO S._CN
NH,* Br- ACO
221 222
HOOH HOOH
NaOMe
S +
HO 0o OMe HO No S._CN
223 224
57% 43%

Scheme 76Synthesis of Gal-IMEZ23) following the procedure developed by Stowell e ***

Peracetylation ob-galactose, introduction of bromine at the anomeosition and subsequent
displacement of bromine by thiourea proceeded tekent yield to give221 Attachment of the
cyanomethyl group occurred in 87% vyield, and thalfdeprotection 0222 and nucleophilic attack
by methoxide on the nitrile gave a 4:3 mixture o&l-BME (223 and the corresponding
deacetylated cyano-compouBd4. Gal-IME 223 was thereby synthesized in 48% overall yield, and

the mixture o223and224 was used directly for the coupling reactions WithA.

Similarly, GIcNAc-IME 229 was synthesized in 19% overall yield (Scheme Thg bromination
of peracetylatedN-acetylb-glucosamine 225 only occurred in 47% vyield, which is probably due
to loss of material during the workup, and a direne-step acetylation and chlorination using
acetylchloride might therefore be a more conven@oproach. Displacement of bromine and
introduction of the cyanomethyl group proceededand yield, and GIcNAc-IME229 was formed

as a 5:3 mixture with the corresponding deacetglay@no-compound30.
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OH OAc OAc
o Ac,0 HBr, AcOH
HO pyridine AcO Q DCM AcO Q
HO . AcO AcO
AcNH "OH 100% AcNH *OAc 47% AcNH
Br
N-acetyl-
D-glucosamine 225 226
OAc CICH,CN
thiourea o K5CO3, Na,S,05 OAc
acetone AcO acetone/H,O o
_ AcO S NH, - ~ s> AcO
88% AcNH W 71% AcO S._CN
NH," Br - AcNH
227 228
OH OH
NaOMe
_— HO S + HO S CN
AcNH OMe AcNH 7
229 230
63% 37%

Scheme 77Synthesis of GIcNAc-IMEZ29) following the procedure developed by Stowell dee 3

When IME reagents are used for protein modificatioydrolysis by water is a competing side
reaction, and the choice of pH is important to dvbydrolysis of the coupling reagent. With
smaller peptides, it was found that IME reagents rapst reactive at pH > and in order to
remain close to physiological pH, HSA was incubatéth the Gal- and GIcNAc-IME reagents
223and229at pH 9 (Table 26).

Table 26.Modification of HSA with Gal- and GIcNAc-IME reages23and229.

OH PBS buffer OH
/\/&/ NH C e pH 9, 16 h, 25 °C o NH
R S\)kOMe R/\/A/s\)LN/Lys HSA
H n
Eq. per Ciysine Average number of modifications
lysine (mM) Gal-IME GIcNAc-IME

1 4 26.0 15.9
25 4 37.4 26.4

5 4 43.0 35.1

16 4 48.9 44.9

25 4 49.4 46.7

16 29 50.3 47.5

As can be seen in Figure 10, the degree of motiitancreases rapidly with the number of
equivalents of IME reagent per lysine residue, 451&%0 lysines can easily be glycosylated by using
a 16-25 fold excess of the IME reagent. Howevethvwmore than 45-50 modified lysines, the
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conversion cannot be further improved by increadimg number of equivalents or the lysine
concentration. The protein is probably very crowdadd the remaining lysine side chains are

therefore less reactive due to decreased surfackalnity.

Effect of equivalents of IME reagent

60

50

ol o
. 4,‘/-/

20

—— Gal-IME

—&— GIcNAc-IME
10

number of lysines modified

0 5 10 15 20 25 30

equivalents/lysine

Figure 10.Degree of HSA-modification with Gal- and GIcNAc-IMEagent223and229at pH 9 by varying the
number of equivalents (see Table 26 for furtheaitit

After modification of HSA with the Gal-IME reageB®3 it was attempted to sialylate the modified
protein by the use of various enzymes. Glycoprsteontaining a terminal sialic acid residue as
well as polysialylated cell surfaces are found @vesal mammals including humati$**® The
protein bound, lineaw(2,8)-polysialic acid polymer has been found touperegulated in leukemia
and breast cancer ceff§, and polysialylated cells are receiving increasttdngéion as potential
markers in cancer diagnosti®8:**' As a result of this, the synthesis and structimaéstigation of

polysialylated surfaces is an important researeh.ar

Gal-modified HSA231(76.4 kDa, 42.5 galactose units on average) wasbated with CMP-sialic
acid anda(2,3)-SiaT*? at 37 °C, but even though additional reagents veeled, almost no
conversion to232 (approximately 5%) was achieved within 48 h (Sceerg8). The same result
(<10% conversion) was obtained with two other $aigg enzymes, Cstll antirypanosoma cruzi
(T. cruz) transsialidasé&*****a(2,3)-SiaT and Cstll employ CMP-sialic acid as ¢ftycosyl donor,

whereasT. cruzitranssialidase transfers sialic acid from one pmote another. Sialic acid is

thereby transferred to the desired carbohydraten ffetuin, which is a protein covered with
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tetrasaccharides in which sialic acid is the teahiesidue'*® The activity of bottu(2,3)-SiaT and

T. cruzitranssialidase was confirmed by simple sialylatiohdi- and tetrasaccharides in solutfon.

OH
HOOH sialic acid donor HO co,H HOOH
enzyme, 37 °C 2
0 NH N H\ o o 0 NH
NG
HO S\)LN/Lys HSA N\ AC s\)kH,Lys nHSA

Ho H 425 HO HO HO

231 232

Scheme 78Attempted enzymatic sialylation of Gal-modified H281 The enzymes(2,3)-SiaT and Cstll were used
together with CMP-sialic acid, where&@scruzitranssialidase employed the protein fetuin as e @cid donor. Less
than 10% conversion was achieved in each case.

a(2,3)-SiaT and other sialyl transferases are ugudliibited by the liberation of CMP, and alkaline
phosphatadé’ can therefore be added to the reaction mixtureléave CMP to phosphate and
cytidine thereby pushing the reaction forward. Aligh no alkaline phosphatase was used in these
enzymatic reactions, this is not the reason forféliled sialylations since the enzymes are usually
not inhibited until a reasonable concentration MFCis achieved. Because all three enzymes
usually transfer sialic acid to LacNAc (as opposed-galactose), the low conversion might
instead be explained by a high degree of subsseeificity. It may also simply be a matter of
steric effects since the glycosyl acceptor is nitenable and available when it is bound to HSA as
thedisaccharideLacNAcC.

OH
o) NH UDP-galactose HOQH & o
HO B(1,4)-GalT, 37 °C 0 o NH
HO S\)kN/Lys HSA HO HO S\)k -Lys7—HSA
AcNH H 16% conversion HO AcNH N
475 H n
233 234

Scheme 79Attempted enzymatic synthesis of LacNAc-modifiedAfBom GlcNAc-modified HSA. Only 16%
conversion could be achieved.

Instead of coupling sialic acid tb-galactose, it was attempted to synthesize LacNAdified
HSA 234 by attachingbd-galactose to GIcNAc-modified HS&33 (79.5 kDa, 47.9N-acetytD-
glucosamine units on average) by uspti;,4)-GalT** as shown in Scheme 79. The reaction was

very slow, and addition of morp(1,4)-GalT as well as alkaline phosphatase to prewDP

* The activity assays of (2,3)-SiaT, cruzitranssialidase ar{1,4)-GalT (the latter will be discussed below) aver
performed by Wei-Chun Liu, Sarah Allman and Sungi'YAong, respectively.
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inhibiting the galactosyltransferase did not immrdke conversion, and only 16% conversion could
be achieved within 48 h. The enzymatic synthesikamNAc-modified HSA234 and subsequent
sialylation would have been attempted more thorbydbut due to lack of time, the focus was

concentrated on the acyl glucuronide incubatiorsclvwill be discussed in section 6.2.5.

6.2.4Modification of HSA with NHS esters
N-Hydroxysuccinimide activated esters (NHS est@ds) are well-known to react with primary

amines to produce amides with liberation shydroxysuccinimidé?#®

NHS esters react readily
with lysine residues in peptid@5**®and proteiné?’ and they constitute a simple and convenient
way to form amides in aqueous solution at physickigpH. The reactivity of NHS esters is
expected to be similar to acyl glucuronides (tragkdion), and the NHS esters are therefore
believed to be a better AG model system than the ibagents217). p-Bromobenzoic acid205
was chosen as a model NSAID, godbromobenzoic acid NHS est2B86 was synthesized by a
DCC coupling*®**° betweenN-hydroxysuccinimide 235 and205 in both DCM (81%) and DMF
(94%) (Scheme 80). In DCM, column chromatographys wequired to remove the byproduct,

dicyclohexylurea, whereas in DMF it could readify femoved by filtration.

¢ 9 0
T DCC
N-OH + HO/U\©\ _DMF,25°C | N-O
R R
o Br 0 Br

235:R=H 205 236:R=H 94%
237: R =SO3Na 238: R=SO3Na 92%

Scheme 80Synthesis of NHS esters by DCC coupling.

Initial incubation of HSA with 50 equivalents @86 per lysine showed that only a few lysines
could be modified (Table 27, entries 1-5). As ogubt the IME reagents, a slightly acidic pH is
optimal for NHS esters (Figure 11a). Hydrolysid\¥S esters is more facile under neutral or basic
conditions, and as a result, no protein modificattould be obtained at pH 9. In order to mimic
physiological conditions (pH 7.4) and still get@asonable degree of protein modification, pH 6

was chosen for the remaining experiments.
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Table 27.Modification of HSA with236 at 5.0mM lysine concentration.

0
QNO)@ +  HSA PBS buffer HSA Lys/u\©\
0 Br 16h Br
236 n
Eq. per Temperature Average number
Entry lysine pH (°C) of modifications
1 50 9 25 0
2 50 7.4 25 2.6
3 50 6 25 4.3
4 50 5 25 6.5
5 50 4 25 5.5
6 0.02 6 25 0.6
7 1 6 25 2.0
8 16 6 25 3.3
9 1 6 37 3.0
10 16 6 37 4.3
11 50 6 37 10.7
a) Effect of pH b) Effect of equivalents
7
. 6
T 64 -
o S ¢
:é i /_\ :§ 5 .
5 4l * E 4
g g _—
= < 3
> 34 . 2
u— — 24
5 2 g
E 21
=] 1 5 L
2 . | | \ | 2, ‘ ‘ ‘ ‘ ‘ ‘
0 10 20 30 40 50 60
3 4 5 6 7 8 9 10

equivalents/lysine

Figure 11.Degree of HSA-modification witB36 by varying a) the pH and b) the number of equivisl¢see Table 27
for further details).

As depicted in Figure 11b, the conversion doesmptove significantly by increasing the number
of equivalents. The low conversion might be a rtestilow solubility of 236 in aqueous solution,
and to improve the solubility, 10-20% of DMSO, MeGd DMF were used as co-solvents.
However, HSA only tolerates small amounts of orgasvlvents and precipitation of the protein
was observed. Instead, it was decided to synthesimere water soluble coupling reagent thereby
mimicking the high polarity of the acyl glucurongland at the same time avoiding the use of co-
solvents. The sulfonated NHS esg38 was therefore synthesized by a DCC couffihin 92%
yield (Scheme 80).
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Due to a greater solubility in aqueous solutior, shifonated NHS est@88is more reactive than

236, and a high degree of modification can be achievigd relatively few equivalents (Table 28).

The degree of modification increases almost ligearith increasing equivalents (Figure 12a),

whereas a much smaller effect can be seen whemyahe lysine concentration (Figure 12b).

40
35
30
25
20
15
10

5

0

number of lysines modified

Table 28.Modification of HSA with238at pH 6.

o

O
QNO)K@ + hsA PBS buffer
Nao;s™ W Br 6h

238

(0]
HSA Lys)K@\
Br
n

Entry Eq. per Ciysine Temperature Average number
lysine (mM) (°C) of modifications
1 0.02 5 25 1.4
2 0.17 5 25 7.7
3 0.51 5 25 22.0
4 1 5 25 334
5 50 5 25 precipitation
6 0.17 1 25 6.6
7 0.17 4 25 7.1
8 0.17 9 25 8.2
9 0.17 27 25 9.3
10 0.17 5 37 7.5
a) Effect of equivalents b) Effect of lysine concentration
10 4
_— 5 8 /"_/__’
/ IS *
prad g
d 2
pd .
ol E 2
nd =,

0 10 20 30 40 50

equivalents/protein

60 70

5 10 15 20 25 30

concentration of lysine (mM)

Figure 12.Degree of HSA-modification witB38at pH 6 by varying a) the number of equivalemd b) the lysine
concentrations (see Table 28 for further details).

With more than one equivalent @38 per lysine (Table 28, entry 5), the modified protei

precipitates out during the reaction presumablg essult of the increasing number of hydrophobic

* Note, the X-axis in Figure 12a has a different timn in Figure 11b.
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aromatic groups on the surface. The degree of iprot@dification with236 and 238 seems to
increase slightly when the temperature is increds®ed 25 to 37 °C, however, the results are not
unambiguous (compare Table 27, entries 7 and ®d818, 3 and 11 and Table 28, entries 2 and
10).

To map the sites of modification, the modified H8&s digested with trypsin and the resulting
tryptic peptides were analyzed by LC-coupled MS/Mfalysis. Two lysines (Lys137 and Lys212)

could be identified as selective sites for modifima with 236 (see Appendix Il for further details).

6.2.5Incubation of HSA with acyl glucuronides

After the successful reaction of HSA with the solited NHS este?238 using a relatively low
number of equivalents, the six drug-derived acylcgtonides211-216 (Figure 8) were incubated
with HSA. The incubations of AGs with HSA were pmrhed at 37 °C in phosphate buffered saline
at pH 7.4, and the concentration of HSA was chdedpe within the level of albumin in human
serum (33 g/Lf%” AGs are generally thought to be rapidly excretedt substantial plasma
concentrations, sometimes exceeding their paramg, dare often foun®%*** In order to mimic
conditions encountered in therapy, an AG conceantradf 0.5 mM resembling the peak plasma
concentration of drug achieved in chronic cystirdsis patients treated with ibuprofen was USéd.
In addition, high-concentration experiments usin@rbv of AG were also performed. The results
of the incubations of acyl glucuronid2$1-216 with HSA are shown in Table 29 (see Scheme 73b

for a generalized reaction scheme).

In the case of the acyl glucuronide pbromobenzoic acid2(L1), a N-glycosylation adduct was
observed (together with unmodified HSA) at both &8 5.0nM of AG in 58 and 59% conversion,
respectively (Table 29, entries 1 and' 2pcubation ofb-glucuronic acid with HSA as a control
experiment gave no conversion under identical d¢mmd. Although HSA isnot modified by
D-glucuronic acid alone, acyl glucuronides are sidfitly activated to cause extensive protein
modification as shown in Table 29.

* The observed mass of the glycosylation addu2tlafand HSA (found 66798, expected 66797) conldrinciple be
a result of double transacylation (expected 66884jyvever, this is very unlikely since no adductsresponding to
single or triple transacylation could be observed.
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Previously, evidence for the formation of sidtglycosylation adducts from proteins and AGs have
only been achieved by trapping the adducts witkeducing agent like sodium cyanoborohydride
(reduction of the formed iminé§>3°-*>3%or at very high concentrations of the AG comparethe
protein3834°345Ag 3 result, this is the first time a stable glation adduct has been isolaiad
vitro under conditions encountered in therapy. The ftonaf stable glycosylation adducts in the
absence of a reducing agent was surprising, butigteconversion even at O:8v clearly indicates
that irreversible glycosylation of endogenous precan occur during treatment with AG

metabolizing drugs.

Table 29.Selectivity and conversion after incubation of H&#h AGs.

Selectivity

Entry AG Concer;;ratlon (Transacylation/ Con\é/ersmn
(mh) Glycosylation) (%)
1 211 0.5 <5:95 58
2 211 5.0 <5:95 59
3 212 0.5 55:45 4
4 212 5.0 72:28 24
S) 213 0.5 60:40 16
6 213 5.0 61:39 44
7 214 0.5 64:36 5
8 214 5.0 63:37 23
9 215 0.5 44:56 9
10 215 5.0 55:45 24
11 216 0.5 - 0
12 216 5.0 34:66 8

Incubation of HSA (33 g/L) with AG211-216for 16 h at 37 °C
and pH 7.4. Selectivities between the transacyladiod glycosylation products
and conversions (% modified HSA) are based on ped#hts in respective
deconvoluted mass spectra.

As mentioned eatrlier, the acyl group of 2-, 3- eD-4cyl glucuronides is less prone to direct
hydrolysis or displacement by nucleophiles as vesll further migration due to the lack of a
neighboring electron withdrawing ring oxygéfi.Since the migration is catalyzed more readily by
base than acid, it was attempted to perform thabation of211 with HSA at pH 6 to observe

whether the acyl migration pathway was suppressatb As expected, the glycosylation was in
fact inhibited, and no glycosylation occurred, hwer no transacylation occurred either

(0% conversion).
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66439
66439
66442
66635
216
WMWMM«AJWNWJWVWMMMAMNV\VVM
66625/66801
AAAMANAA it W\/L'\/\J\/\J\WMM
. 66627
MWMMWWWWMMWM
66787
66957 213
/
0= P T T T T T T T T . Mass
64000 65000 66000 67000 68000 69000 70000
AG Transacylation Glycosylation
Found (Da) Expected (Da) Found (Da) Expected (Da)
213 66610 66612 66787 66788
214 66627 66626 66802 66802
215 66625 66626 66801 66802
216 66635 66640 66813 66816

Figure 13.Mass spectra (LC/MS) of HSA (33 g/L) incubated wfibhprofen analoquezl3-216at 5.0mM for 16 h at
37 °C and pH 7.4. Unmodified HSA is the major peedill cases (found 66440, 66442, 66439 and 66439 D
expected 66438 Da).
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With the acyl glucuronide of ponalrest&l@), only 5.0mm AG concentration (Table 29, entry 4)
led to formation of adducts (24% conversion). Iis tbase both transacylation and glycosylation
could be observed in a 72:28 ratio. The ibuprofeal@ues (entries 5-12) also gave mixtures of
transacylation and glycosylation adduttand the degree of modification can be visualizethe

combined mass spectrum2if3-216(Figure 13).

Ibufenac, R)- and §-ibuprofen AGs 213-215) are reasonably reactive with conversions of &4, 2
and 24% respectively, whereas the dimethyl analdji@ (only 8% conversion) is much less
reactive (Table 29, entries 6, 8, 10 and 12). Iditemh to the individual transacylation and
glycosylation adducts, small amounts of dual adsl(jmtoduced by simultaneous transacylation and
glycosylation) could be observed @12-215 The type (transacylation or glycosylation) arté sf
modification was further analyzed by tryptic digésdtowed by MS/MS analysis (Table 30).

In the case of incubation of HSA with ibufenac &3 seven different lysines were found to be
modified (Table 30}.* As expected from the data in Table 29, both treylasion (lysines 195,
436, 525 and 534) and glycosylation (lysines 138, 205, 525) were observed. (For a sequence
map of HSA, see Figure 14 in Appendix II). Lys52Z5the only residue, which exhibits both
transacylation and glycosylation reactivity. Theldeactivity of this residue is in accordance with
previously reported results, stating that Lys52®ne of the major non-enzymatic glycosylation
sites of HSA responsible for approximately 33% ofer@ll non-enzymatic glycosylatiom
vivo. %47 In order to investigate the correlation betweendification sites and accessibility,
relative solvent accessibilities for each individamino acid residue were calculated using the
computer program Nacce&8. However, a direct correlation between AG-modifizatsite and
calculated accessibility could not be found. (Féh@ough discussion of surface accessibilities and

site of modification, see Appendix II).

* The observed mass of theglycosylation adduct of ibufenac A% 3 (observed 66787, expected 66788) conld
principle be a result of double transacylation (expected86% However, the observed dual reactivity of the
structurally similar ponalrestat A&L2 (72:28 ratio) as well as the presencdath transacylation anil-glycosylation
adducts in the MS/MS analysis of tryptic peptidesrf ibufenac-modified HSA (see Table 30) rendensbi®
transacylation in place of glycosylation extremehjikely.

** Data for tryptic peptides of HSA modified wifti1and212 can be found in Appendix IlI.
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Table 30.Tryptic peptides of HSA modified with ibufenac A33

Retention m/z m/z . Modified e

. ) X Residues Sequence : Modification

time (min) predicted observed lysine
33.49 704.1 704.1 137 - 144 K(+)YLYEIAR K-137 Glycosylation
24.36 921.8 921.4 191 -197 ASKLAH)QR K-195 Transacylation
27.80 621.6 621.6 198 — 205 KI+)CASLQK K-199 Glycosylation
27.80 621.6 621.6 198 — 205 LKCASKQ®+) K-205 Glycosylation
24.16 450.5 451.2 433 - 439 V&E)CCK K-436 Transacylation
22.07 652.7 651.4 525 - 534 K(+)QTALVELVK K-525 Transacylation
18.86 740.7 741.1 525 - 534 K(+)QTALVELVK K-525 Glycosylation
22.07 652.7 651.4 525 -534 KQTALVEIR+) K-534 Transacylation

Modified protein was hydrolyzed with trypsin folled by LC-coupled MS/MS analysis. The amino acid
sequence of HSA was derived from the RCSB protata Bank: DOI 10.2210/pdb1bm0/pttbResidues are
numbered for this sequence of 585 amino acids.

Based on the results in Table 29, it can be corecdutat in all cases excgpibromobenzoic acid
AG 211, the amount of adduct formed is considerably lotin unmodified HSA indicating a
much lower reactivity olkyl as compared taryl AGs. Furthermore, both the nature and extent of
protein modification with alkyl AGs are highly depant on the degree afsubstitution. When the
a-substitution is varied from unsubstitutétl 2 and213) through monosubstitute@14 and215) to
disubstituted AGs216), the preference for formation of transacylatioiaacts slowly changes to a
preference for glycosylation. This is in fact ait@ observation, because a higher degree of
a-substitution constitutes an increased steric laince disfavoring direct displacement following
the transacylation pathway. Acyl migration, on tb#her hand, is not affected by increased
a-substitution to the same extent, and glycosylasidducts are therefore predominantly formed for
highly a-substituted AGs like the dimethyl analogR&6 (Table 29, entry 12). In addition to the
different type of reactivity (transacylation or gbsylation), alkyl AGs with na-substitution are
more reactive than mono- and disubstituted alkysA&hd AGs of drugs withoatsubstitution are
therefore more likely to modify endogenous protemsivo than AGs ofa-substituted drugs. The
observed reactivity of alkyl AGs with respectdeubstitution is also reflected in their half-lives
Half-lives of less than 1 h for unsubstituted (zpimac 0.45 h, diclofenac 0.51 h), 1-4 h for
monosubstituted §-naproxen 1.8 h,§-ibuprofen 3.3 h) and from 7 to more than 40 h for
disubstituted (clofibric acid 7.3 h, gemfibril 44 hlkyl AGs have previously been fourftt. As
indicated by short half-lives (probenecid 0.40 ifipdisal 0.67 h¥** and supported by the reactivity
of 211, aryl AGs are very reactive with respect to protein rficdiion, but they seem to be too

hindered for transacylation to occur, and glycasytaadducts are therefore formed exclusively.
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6.3 Concluding remarks

In the present study, HSA has initially been madifby the well-known IME reagent2243 and
229 and NHS esters286 and 238. The dependency of pH, the number of equivalentthe
coupling reagent, the lysine concentration andtémeperature has been determined for the NHS
esters. The techniques have been used to incuiate-acyl glucuronide®11-216 with HSA to
investigate the reactivity of phase Il metabolisdSNSAIDs with respect to potential modification
of plasma protein in humans. For the first timéhas been found that arylft©-acyl glucuronides
form stable glycosylation adducts with HSA at cdiadis encountered in therapy. In contrast to aryl
AGs, alkyl AGs, which are slightly less reactive, exhibit bdthnsacylation and glycosylation
reactivity. A rationalization of AG-reactivity bagen structure has been established, and this may
become a useful tool for development of new carboxgcid containing drugs as well as in
monitoring and assessment of potential toxicityeafsting drugs. The increased reactivity of
ibufenac AG213 compared toR)- and §)-ibuprofen AGs214 and215due to the lacking-methyl
substituent is striking, when keeping in mind thepatotoxicity led to withdrawal of ibufena20({)
from the U.K. market 40 years ago am}-(and §)-ibuprofen @08 and209 are still extensively
used. The current work strongly supports that A@4sed modification of plasma protein during
treatment with carboxylic acid containing drugdikely to take place thereby potentially initiating
adverse drug reactions.
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7 General concluding remarks

The importance of carbohydrates in glycobiologychsal building blocks in organic chemistry,
and as renewable resources cannot be over-empthasibe investigation of their roles in
biological processes and the development of newhsyic methodologies, which can be applied to
carbohydrates are therefore key research areasrfderstanding and utilizing nature’s most
abundant biomolecules in chemistry, biology and ioied. The present research has dealt with
different areas of carbohydrate chemistry mainiguing on the development and application of

transition metal mediated transformations for strartg and extending the carbohydrate chain.

A new rhodium-catalyzed procedure for shorteningratected aldoses by one carbon atom has
been developed. Aldoses are decarbonylated todbeiesponding shortened alditols by employing
Rh(dppp)Cl as the catalyst. The developed catalytic decgillation reaction is an improvement of
a previously reported stoichiometric procedure, @ndonstitutes an interesting alternative to
classical methods for shortening unprotected carbh@ites. The general applicability of the
procedure has been illustrated by a concise systledsthe unnatural sugar-threose in 74%
overall yield in five steps fromd-glucose. At present, the method is limited to a&dy and more
challenging substrates like uronic acid lactones amprotected cyclodextrins led to disappointing
results. Initially, the rhodium-catalyzed decarblatipn of carbohydrates was envisioned to be
potentially relevant to the production of hydrogemm renewable resources, but the catalyst is not

yet efficient enough for such applications.

Carbocyclic natural products often possess integesbiological activities, which make them
potential pharmaceutical lead compounds. A zinciated fragmentation-allylation sequence has
been used to elongateglucose andd-ribose by three carbon atoms, and by subsequegt ri
closing metathesis, they have been converted imeacérbocyclic natural products calysteging A
and gabosine A. The synthesis of the glycosidakibitor calystegine A constitutes the shortest
enantioselective route to the natural product, iafidnly establishes the absolute configuration of
naturally occurring calysteginesAThe synthetic route to gabosine A representditsiesynthesis
from a carbohydrate precursor. Together with prnevieyntheses of carbocyclic natural products
developed in the group, the present syntheseslydtegine A and gabosine A illustrate that such

compounds are conveniently synthesized from cartiratgs.
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During an external stay at University of Oxforde tmetabolism of NSAIDs has been investigated.
Carboxylate drugs like NSAIDs are extensively metaled to 1B-O-acyl glucuronides, and it has
been found that such metabolites are highly reacind may lead to potentially toxic protein
adducts in man. By incubation of human serum albumiih acyl glucuronides of several ibuprofen
analogues, it has been found that transacylatidngiytosylation adducts are formed. The product
ratios and the degree of protein modification carrdtionalized by the degree @fubstitution in
the acyl group, and this information may provideseful tool in the monitoring, interpretation and

assessment of the potential toxicity of existinghoaylic acid containing drugs.
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8 Experimental work performed at DTU

8.1 General experimental methods

Diglyme, DMA and pyridine were distilled before ugCM was dried by distillation from CaH
while MeOH and DMF were dried over 4 A moleculaevss. All reagents were obtained from
commercial sources and used without further puwiitn. All sonications were performed in a
Branson 1210 sonic bath. For reproducibility, satians were performed in flat-bottomed conical

flasks using 2% liquid detergent in water as baguliai™°

Reactions were monitored by TLC using
aluminum plates precoated with 0.25 mm silica gel@ompounds were visualized by dipping in a
solution of (NH)sM07024 * 4H,O (25 g/L) and Ce(S£» (10 g/L) in 10% aqueous,BO, followed

by heating. Flash column chromatography was peddrmn silica gel 60 (particle size 0.035 —
0.070 mm). Machery-Nagel Silica gel 6@s@particle size 0.055 — 0.105 mm) was used fornsa/e
phase column chromatography. NMR spectra were dedoon a Varian Mercury 300 instrument.
Chemical shifts § are given in ppm employing residual solvent peaksinternal references
according to literatur&’ High resolution mass spectra were recorded ab#partment of Physics
and Chemistry, University of Southern Denmark. Mamalyses were performed at the
Mikroanalytisches Laboratorium at Universitat Wi€ptical rotations were measured on a Perkin-
Elmer 241 polarimeter while IR spectra were recdrde a Bruker Alpha FT-IR spectrometer. IR

absorptions are given in émMelting points are uncorrected.

8.2 Compounds referred to in chapter 3

Rhodium(l)bis(cyclooctene)chloride

Following a literature procedufé? degassed solutions of 2-propanol (50 mLYPH12 mL) and
cyclooctene (8.6 mL, 67 mmol) were added to RRGAH,O (2.52 g, 9.55 mmol) under an argon
atmosphere. The suspension was stirred at roomeratope for 20 min and then left without
stirring for 15 days under an argon atmosphere.réhetion mixture was filtered, and the crystals
were washed with EtOH (150 mL) and driéd vacuoto give orange-red crystals (2.95 g).
Additional crystals (0.19 g) could be obtained hyttier crystallization of the remaining liquids
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followed by filtration, washing with EtOH and drgrin vacuo This gave Rh(COELI (3.14 g,
92%) as orange-red crystals. IR (KBr): 3448, 3,7, 2920, 2845, 1465, 1448, 1355, 952, 899.

Rhodium(I)bis(1,3-diphenylphosphinopropane)chloride

Following a modified literature procedu® a suspension of Rh(COE) (2.95 g, 8.2 mmol) and
dppp (7.80 g, 18.9 mmol) in freshly distilled tohee(150 mL) was thoroughly degassed under high
vacuum and then stirred under an argon atmospheedlax for 1.5 h. The solution was cooled to
room temperature, and the reaction mixture wasrétl. The solids were washed with toluene (150
mL) and driedin vacuoto give Rh(dppplCl (7.83 g, 99%) as yellow crystals. IR (KBr): 3410
3047, 2909, 2848, 1477, 1433, 1095, 743, 700, 652.

Rhodium(I)bis(BINAP)chloride

A suspension of Rh(COEJI (108 mg, 0.30 mmol) anec-BINAP (467 mg, 0.75 mmol) in freshly
distilled toluene (10 mL) was thoroughly degasseden high vacuum and then stirred under a
nitrogen atmosphere at reflux for 1 h. The solutiwas cooled to room temperature, and the
reaction mixture was filtered. The solids were vemkkvith toluene (20 mL) and dried vacuoto
give Rh(BINAPXCI (343 mg, 82%) as pale, brown crystals. IR (KB%47, 3050, 1481, 1434,
1116, 818, 740, 695.

General procedures for decarbonylation of unprotead aldoses

General decarbonylation procedurA: To the aldose (400-650 mg, 2.78 mmol) were added
Rh(dppp)Cl (267 mg, 0.28 mmol), DMA (3 mL) and diglyme (20QL). The mixture was
thoroughly degassed under high vacuum and theredtat reflux (162 °C) under a nitrogen
atmosphere until TLC showed full conversion to teeresponding alditol (8-16 h). The solution
was cooled to room temperature followed by addiodiH,O (50 mL). The mixture was washed
with DCM (4 x 50 mL) and the combined organic plsasere extracted with @ (2 x 10 mL).
The combined aqueous phases were concentratedv@mdsidue co-concentrated with EtOH. The
resulting residue was purified by either flash eotuchromatography (DCM/MeOHAD = 4:1:0 —

65:25:4) or reverse phase column chromatograpbh®)H
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General decarbonylation procedud8: To the aldose (400-650 mg, 2.78 mmol) were added
Rh(dppp)CI (214 mg, 0.22 mmol), DMA (3 mL), diglyme (20 mihd freshly distilled pyridine
(14.5pL, 0.18 mmol). The mixture was thoroughly degasseder high vacuum and then stirred at
reflux (162 °C) under a nitrogen atmosphere uritiC Bhowed full conversion to the corresponding
alditol (6-15 h). The solution was cooled to rooemperature and the product was isolated as
described in general decarbonylation procedure A.

General procedure for measurement of CO evolutianflask containing aldose (2.78 mmol),
Rh(dppp)CI (0.14 — 0.28 mmol), pyridine (0 — 0.14 mmol)glgme (20 mL) and DMA (3 mL)
was equipped with a condenser connected to a buiitd with water. The bottom of the burette
was further connected to a water reservoir witargd surface area. A three-way valve was placed
between the condenser and the burette enablingiaac and purge with nitrogen. The reaction
mixture was thoroughly degassed and then stirragfatx (162 °C) in a preheated oil bath. The
measurement of developing carbon monoxide wasestd% min after the reaction flask was placed
in the oil bath. The amount of carbon monoxide pomdi was measured as the amount of water
depleted from the burette. At room temperature®@5 full conversion of the aldose corresponds to

formation of 68 mL of carbon monoxide.

Attempted decarbonylation ofD-glucose usingn situ generated Rh(dppp)Cl

Following the literature procedure for decarborighatof simple aldehydes® a mixture of RhGle
3H,O (15 mg, 0.06 mmol), dppp (47-59 mg, 0.12-0.15 mmadiglyme (10 mL) and
phenylacetaldehyde (34., 0.12 mmol) was thoroughly degassed under higluwan and heated to
reflux (162 °C). The solution quickly turned yellamd homogeneous. A degassed solution-of
glucose (100 mg, 0.56 mmol) in DMA (1 mL) was addedhe reaction mixture after 20 min at
reflux. The color of the reaction mixture slowlyastged from yellow-orange to black. The reaction

was followed by TLC analysis but only tracespeérabinitol were formed within 16 h.

Decarbonylation of D-glucose usingcrude Rh(dppp).Cl1%2°

RhCk ¢ 3H,O (73 mg, 0.28 mmol), dppp (229 mg, 0.56 mmol) BEtOH (96 % ag., 12 mL) were
mixed, and the solution was thoroughly degassecmuhayh vacuum and then stirred at reflux
under a nitrogen atmosphere for 30 min. The reachixture was cooled to room temperature and
the solvent was removed under high vacuum to g yellow-orange crystals. IR (KBr): 3448,
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3052, 2917, 2168 (weak), 1483, 1434, 1097, 742, 696. The crude Rh(dpp®l was used
directly for decarbonylation af-glucose. To the crude product were added phengaethyde (46
uL, 0.42 mmol) and diglyme (20 mL), and the solutimas thoroughly degassed under high
vacuum. The solution was heated to reflux underiteogen atmosphere and after 20 min, a
degassed solution ofglucose (500 mg, 2.78 mmol) dissolved in DMA (3)mtas added. After 3

h at reflux, the reaction mixture was cooled tomotemperature, diluted with & (20 mL), and
washed with DCM (5 x 30 mL). The aqueous phase @msoncentrated with EtOH, and the
residue was purified by flash column chromatografB¢M/MeOH/H,O = 65:25:4) to giveD-

arabinitol (39 mg, 9%) as a colorless oil. Speciopsc data are given below.

When crude Rh(dppgll was used for decarbonylation of benzaldehyderalatg to the procedure
developed by Esben Taarnifitj,a crystalline metal complex could be isolatedrafite reaction
and an IR-spectrum of the crystals was recordedKER): 3421, 3043, 2938, 2101 (strong), 1971
(strong), 1718 (strong), 1434, 1270, 1097, 752, 703

D-Arabinitol

OH
HO

OH

OH

OH

White crystalsRr 0.49 (acetone/BuOHAD = 5:4:1). fi]% —10.3 ¢ 0.2, MeOH) (lit**® [a]X —12
(c 1, MeOH)). mp 98 — 99 °C (MeOH) (fit? mp 101 — 102 °C (EtOH)JH NMR (300 MHz, BO):
53.86 (dddJ = 2.0, 5.3, 7.3 Hz, 1H), 3.77 (dd,= 2.7, 11.5 Hz, 1H), 3.68 (ddd,= 2.7, 6.2, 8.8
Hz, 1H), 3.58 (m, 3H), 3.50 (dd,= 2.0, 8.3 Hz, 1H)"*C NMR (75 MHz, DO): 5 72.3, 71.8, 71.7,
64.5, 64.4. NMR data are in accordance with liteetvalue$®®4* Anal. calcd for GH1.Os: C,
39.47; H, 7.95. Found: C, 39.55; H, 7.65.

1,4-Anhydro-D-arabinitol (95) and 2,3,5-tri-O-acetyl-1,4-anhydrob-arabinitol (239)
OH OAcC
(0) (0]
and

HO  OH AcO  OAc
95 239

1,4-Anhydrob-arabinitol @5) was isolated as a byproduct from decarbonyladion-glucose om-
mannose as a slightly yellow o 0.68 (acetone/BUOHA® = 5:4:1).2*C NMR (75 MHz, DO): &
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86.5, 78.9, 77.8, 73.8, 62.6C NMR data are in accordance with literature vaf§&§he anhydro
compound95 was peracetylaté® by addition of freshly distilled pyridine, acetmhydride and a
catalytic amount of DMAP followed by stirring atam temperature under an argon atmosphere
overnight. The solvent was removéa vacuo and the residue was purified by flash column
chromatography (EtOAc/heptane = 1:9 — 1:4) to gi89 as a slightly yellow oil.Rs 0.14
(EtOAc/heptane = 1:4)a]3 +13.7 € 0.5, MeOH).*H NMR (300 MHz, BO): 3 5.27-5.24 (m,
1H), 5.08 (d,J = 3.7 Hz, 1H), 4.40-4.06 (m, 5H), 2.12 (s, 3H), 2(§16H).2°*C NMR (75 MHz,
D,O): & 174.0, 173.1, 173.1, 81.5, 78.1, 77.9, 71.6, 63@®5, 20.3, 20.3. NMR data are in
accordance with literature valu&8.Anal. calcd for GiH107: C, 50.77; H, 6.20. Found: C, 50.59;
H, 6.34.

1,4-Anhydro-D-lyxitol (96) and D-galactono-1,4-lactone (97)

OH HO
0. (¢}
N O
and HO

HO  OH HO  OH
9% 97

An inseparable 3:4 mixture &6 and97 was isolated in 34% combined yield as byprodudmf
decarbonylation ob-galactoseR; 0.68 (acetone/BuOHA®D = 5:4:1).**C NMR (75 MHz, DO):
96: 581.6, 72.1, 72.1, 71.8, 61.97: 5 172.7, 80.5, 74.9, 73.8, 69.6, 62'&€ NMR data are in

accordance with literature valu&g.

Erythritol

OH
OH
OH
OH

White crystalsR; 0.47 (acetone/BuOHAD = 5:4:1). mp 116 — 117 °C (MeOH/heptane)*ffitmp
120 — 121 °C)*H NMR (300 MHz, BO): & 3.74-3.65 (m, 2H), 3.62-3.49 (m, 4HJC NMR (75
MHz, D,O): & 73.3, 64.0%°C NMR data are in accordance with literature vaffeénal. calcd for
C4H1004: C, 39.34; H, 8.25. Found: C, 39.05; H, 8.00.
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D-Threitol

OH
HO
1o
OH
White crystalsR; 0.52 (acetone/BUOHA® = 5:4:1). f]% —7.5 € 0.5, MeOH) (lit*** [a]% —7.0 ¢
0.9, MeOH)). mp 89 — 91 °C (MeOH) (fit® mp 90 — 91 °C (BuOH)}H NMR (300 MHz, DO): &

3.69-3.51 (m, 6H)C NMR (75 MHz, DO): & 72.9, 63.9NMR data are in accordance with
literature valueg®®*®*Anal. calcd for GH1¢04: C, 39.34; H, 8.25. Found: C, 39.19; H, 8.05.

1,4-Anhydro-D-threitol (98) and 2,3-di-O-benzoyl-1,4-anhydrob-threitol (240)

o o)
\ ( and \ <
HO OH BzO OBz
98 240

1,4-Anhydrob-threitol (98) was isolated as a byproduct from decarbonylatibib-xylose as a
slightly yellow oil. R; 0.76 (acetone/BuOHA®D = 5:4:1),"H NMR (300 MHz, DO):  4.24 (d,J =
3.5 Hz, 2H), 4.00 (ddJ = 3.5, 10.5 Hz, 2H), 3.74 (d,= 10.4 Hz, 2H)**C NMR (75 MHz, DO):

5 77.2, 73.81°C NMR data are in accordance with literature vafi&¥he anhydro compour@s
was cooled to 0 °C and perbenzoylated by additidreshly distilled pyridine and benzoylchloride
followed by stirring at room temperature under agoa atmosphere overnight. The reaction was
guenched by addition of EtOH, diluted with DCM amdshed with sat. ag. NaHG@nd brine. The
organic phase was dried (Mg9Qfiltered and concentratad vacuoto give a residue, which was
purified by flash column chromatography (EtOAc/lem = 1:9— 2:8) to afford240 as a white
crystalline materialR; 0.31 (EtOAc/heptane = 1:4H NMR (300 MHz, CROD): & 8.06-7.98 (m,
4H), 7.58-7.48 (m, 2H), 7.46-7.36 (m, 4H), 5.54 Jds 4.2 Hz, 2H), 4.27 (dd) = 4.3, 10.6 Hz,
2H), 3.97 (d,J = 10.7 Hz, 2H)*C NMR (75 MHz, CRQOD): & 166.9, 134.6, 131.7, 129.6, 79.2,
72.8.m/z(ESI") CigH1605 190 (M — GHsCO,HY]).

5-Deoxy+i -arabinitol

OH
OH
HO
HO

Colorless syrupR; 0.68 (acetone/BuOHAD = 5:4:1). ] +11.7 ¢ 3.8, MeOH). fi]%? +13.1 €
0.5, HO) (reported for the enantiontéf[a]T —10.6 (HO)). *H NMR (300 MHz, RO): & 3.85-
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3.74 (m, 2H), 3.64-3.53 (m, 2H), 3.38-3.28 (m, 1H),7 (d,J = 6.4 Hz, 3H).**C NMR (75 MHz,
D,0): & 74.6, 70.7, 67.1, 63.1, 18.3. NMR data are in atmuce with literature valuéé® Anal.
calcd for GH12,04: C, 44.11; H, 8.88. Found: C, 43.85; H, 8.59.

1,4-Anhydro-5-deoxy+ -arabinitol (99)
and 2,3-di-O-acetyl-1,4-anhydro-5-deoxyk -arabinitol (241)

i / and > /

99 241
1,4-Anhydro-5-deoxy--arabinitol ©@9) was formed as a byproduct from decarbonylation -of
rhamnoseR; 0.76 (acetone/BUOHAD = 5:4:1).3°C NMR (75 MHz, BO): 5 82.6, 81.6, 77.6, 72.7,
18.1. The anhydro compour@d was peracetylatétf by addition of freshly distilled pyridine,
acetic anhydride and a catalytic amount of DMARofekd by stirring at room temperature under
an argon atmosphere overnight. The solvent wasvedia vacuoand the residue was purified by
flash column chromatography (EtOAc/heptane = 1194} to afford241 as a colorless oiR; 0.17
(EtOAc/heptane = 1:4fH NMR (300 MHz, CDCJ): & 5.13 (dt,J = 1.6, 4.4 Hz, 1H), 4.85 (d, =
3.4 Hz, 1H), 4.05-3.84 (s, 3H), 2.09 (s, 6H), 1(883H).°C NMR (75 MHz, CDCJ): & 170.4,
170.2, 82.4, 80.2, 78.7, 71.8, 21.1, 21.0, 18.6 M9Rcalcd for GH14OsNa [M + Na] nvz
225.0739, founan/z 225.0733.

1-Acetylamino-1-deoxyb-arabinitol (100)

NHAc
HO

OH

OH

OH

100
White crystalsRs 0.49 (acetone/BuOHA® = 5:4:1). f]T +23.5 € 0.5, HO) (lit.**® [a]Z +23
(H,0)). mp 142 — 143 °C (MeOH) (8 mp 146.5 — 147.5 °CJH NMR (300 MHz, DO): 5 3.81
(t, J = 6.7 Hz, 1H), 3.67 (dd] = 2.6, 11.4 Hz, 1H), 3.57 (ddd,= 4.4, 7.8, 7.7 Hz, 1H), 3.48 (dd,
= 6.2, 11.5 Hz, 1H), 3.32 (d,= 8.5 Hz, 1H), 3.25-3.11 (m, 2H), 1.85 (s, 3tAC NMR (75 MHz,
D,O): & 175.4, 71.7, 71.7, 69.1, 63.9, 43.3, 22.8. NMRadate in accordance with literature
values®*® Anal. calcd for GH1sNOs: C, 43.52; H, 7.83; N, 7.25. Found: C, 43.67; 1367 N, 7.18.
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D-Lyxono-1,4-lactone (102)

HO
O _o

HO OH
102

Following general decarbonylation procedure pAglucurono-6,3-lactone1Q1) (489 mg, 2.78
mmol) was decarbonylated. The solution turned blatkin 45 min. Based on TLC analysis and
the amount of carbon monoxide developed, full cosiea was achieved within 2.5 h. Workup and
flash column chromatography (DCM/MeOH = 4:1) ga@? (58 mg, 14%) as a colorless di:
0.75 (acetone/BuOHA®D = 5:4:1)."H NMR (300 MHz, DO): d 4.72-4.68 (m1H), 4.62-4.56 (m,
1H), 4.55-4.51 (m1H), 3.90-3.85 (m, 2H)**C NMR (75 MHz, BO): & 179.0, 82.4, 71.3, 70.3,

60.6.13C NMR data are in accordance with literature vafiés

L-Gulono-1,4-lactone (103)

HO
(o)

HO\/ﬁO

HO OH
103

L-Gulono-1,4-lactonel03 was isolated as a byproduct from decarbonylatiob-glucurono-6,3-
lactone (01) (25 mg, 5%) as a colorless dit: 0.66 (acetone/BUOHHD = 5:4:1)."H NMR (300
MHz, D,0): & 4.58-4.50 (m, 1H), 4.11-4.02 (m, 1H), 3.92-3.60 &H). *°C NMR (75 MHz, RO):

5178.8, 82.2, 71.7, 70.9, 70.4, 62°8.NMR data are in accordance with literature vafiés

B-Cyclodextrin monoaldehyde (105)

Following a literature procedufé® a solution of Dess Martin Periodinane (1.12 g, @ol) in
anhydrousds-DMSO (9 mL) was added to a solution tyclodextrin (04 (1.5 g, 1.3 mmol) in
anhydrousdg-DMSO (15 mL) and stirred at room temperature. Tégction was monitored by
NMR spectroscopy and after 3.5 h, the reaction unéxtvas poured into a beaker and the product
was precipitated by addition of acetone (400 mld aooling to -10 °C. The solution was filtered,
washed with cold acetone (100 mL) and diiedacuoto give105 (1.5 g, 100%) as an inseparable
mixture with the di- and tri-aldehydes as well asaactedL04 White crystalsR; 0.76 (MeOH/HO

= 10:1). IR (KBr): 3331, 2926, 1734 (weak), 16142Q, 1339, 1136, 1020, 94*H NMR (300
MHz, de-DMSO): 6 9.69 (s, (HO), 4.93 (s, H1 of residue containing CHO), 4.83qsx H1).
MALDI TOF MS calcd for GoHggOzsNa [M + NaJ m/z 1155.4, foundn/z1155.6.
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p-Cyclodextrin monoaldehyde (105)

Following a literature procedufé IBX (320 mg, 1.1 mmol) was added to a solutionpef
cyclodextrin (04 (1.0 g, 0.88 mmol) in anhydrous DMSO (29 mL) astifred at room
temperature. After 3 h, the solution was poured mbeaker, and acetone (350 mL) was added to
facilitate precipitation. The solids were washethvacetone (150 mL), redissolved inGH(90 mL)

and stirred at 50 °C for 1 h to remove complexedSaM After cooling to room temperature, the
product was precipitated by addition of acetone0(8fL) and cooling on ice. The solution was
filtered, washed with acetone (100 mL) and driedvacuoto give 105 (764 mg, 77%) as an
inseparable mixture with the di- and tri-aldehydsswell as unreactelD4. Spectroscopic data are

given above.

Attempted decarbonylation of -cyclodextrin monoaldehyde

Following general decarbonylation procedure A, dutsan of 105 (1.5 g, 1.3 mmol) and
Rh(dppp)Cl (128 mg, 0.13 mmol) in DMA (10 mL) was heatedeflux. The solution turned black
within 5 min. After 11 h the reaction mixture wasoted to room temperature (neutral pH) and the
solvents were evaporated at 70 °C using high vacUima resulting black syrup was dissolved in
DMSO, cooled to -10 °C and precipitated by addinbacetone (350 mL). The black crystals were
filtered, washed with acetone (100 mL) and driedvacuo The crude product (640 mg) was
peracetylate®® by addition of freshly distilled pyridine (10 mL}c,O (10 mL) and a catalytic
amount of DMAP followed by stirring at 60 °C oveght. The reaction was quenched by addition
of ice (40 g). The mixture was filtered, and thadil crystals were washed with cold@and dried

in vacuo The residue was purified by flash column chromgedphy (acetone/heptane = 2:84:1)

to give a mixture of glycosylatgéicyclodextrin products (approximately 540 mg) astevhrystals.
For MALDI TOF MS data of both crude and peracesthproducts see Table 34 and Table 35 in
Appendix I.

Attempted hydroacylation of styrene withD-glucose

Following general decarbonylation procedure Bs;glucose (500 mg, 2.78 mmol) was
decarbonylated in the presence of styrene (1.6 13L9 mmol). Full conversion was achieved
within 23 h, and workup and flash column chromaapiyy (DCM/MeOH/HO = 65:25:0—
65:25:2) gaveD-arabinitol (188 mg, 45%) and 1,4-anhydrearabinitol @5) (103 mg, 28%).

Spectroscopic data are given above.
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1,2-O-Isopropylidene-a-D-glucofuranose (112)

1,2:5,6-DiO-isopropylidenea-D-glucofuranose 111) (10.0 g, 38.4 mmol) was dissolved in 60%
aqueous AcOH (150 mL) and stirred at room tempegdar 21 h*® The liquids were evaporatéul
vacuoand remaining AcOH was removed by co-evaporatidgh t#,0 to givell2(8.44 g, 100%)
as white crystals} 0.18 (EtOAc/heptane = 4:10]% —12.0 € 1.0, HO) (lit.*** [0]% —12.2 (BO)).
mp 153 — 154 °C (D) (lit.*”° mp 159 — 160 °CYH NMR (300 MHz, DO): 5 5.90 (d,J = 3.7 Hz,
1H), 4.58 (d,J = 3.7 Hz, 1H), 4.20 (d] = 1.9 Hz, 1H), 3.98 (dd] = 2.5, 9.0 Hz, 1H), 3.80 (] =
6.1 Hz, 1H), 3.70 (ddd] = 1.3, 2.7, 12.0 Hz, 1H), 3.53 (ddd= 1.3, 6.0, 12.1 Hz, 1H), 1.41 (s,
3H), 1.26 (s, 3H)**C NMR (75 MHz, DO): 8 113.5, 105.6, 85.3, 80.6, 74.5, 69.3, 64.4, 2264).
NMR data are in accordance with literature vaftié§’?Anal. calcd for GH1¢0s: C, 49.09; H, 7.32.
Found: C, 48.87; H, 7.09.

1,2-O-Isopropylidene-a-D-xylo-pentodialdo-1,4-furanose (110)

To a solution of diol112 (1.00 g, 4.54 mmol) in MeOH (30 mL) at 0 °C wagled! a cooled
solution of NalQ (0.97 g, 4.54 mmol) in $D (10 mL) dropwise over 5 mifi. The solution was
stirred at 0 °C for 1 h and then filtered. Theefitake was washed with DCM (3 x 20 mL) and the
combined liquids were evaporategdvacuoto give the crude aldehyde as a semi-crystallisgloe.
Further purification was achieved by dissolving tesidue in HO (20 mL) and extracting with
DCM (8 x 30 mL). The combined organic phases weleddMgSQ), filtered and concentrated
vacuoto give a residue, which was purified by flashuooh chromatography (EtOAc/heptane = 1:3
— 3:1). This afforded 10 (780 mg, 91%) as a mixture of the free aldehyddé)(and its dimerl14

as white crystalsR 0.35 (EtOAc/heptane = 4:10]% +13.1 (immediately). —22.3 (after 24h)q
4.0, HO) (lit.*”® [a]F -25.7 (monomerg 0.5, HO)). [0]% +17.5 ¢ 3.3, CHCY) (lit.*"* [o]2
+27.8 (dimerc 0.3 CHC})). mp 78 — 86 °C (EtOAc/heptane) (it mp 162 — 164 °C (monomer,
H,0)) (Iit.*”* mp 181 — 182 °C (dimer, EtOAc/hexane)). IR (KB40, 2988, 2938, 1735 (weak),
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1636 (weak), 1457, 1377, 1219, 1165, 1074, 1018, B5NMR (300 MHz, BO): 6 6.00 (d,J =
3.6 Hz, 1H), 5.09 (dJ = 7.5 Hz, 1H), 4.66 (dJ = 3.6 Hz, 1H), 4.25 (d] = 2.6 Hz, 1H), 4.00 (dd]

= 2.7, 7.5 Hz, 1H), 1.49 (s, 3H), 1.32 (s, 3 NMR (75 MHz, DO): 5113.8, 105.6, 89.0, 85.6,
83.7, 74.5, 26.6, 26.1. Anal. calcd fogHz.Os/C16H24010: C, 51.06; H, 6.43. Found: C, 50.77; H,
6.43. HRMS calcd for GH»40:0Na [M + NaJ m/z 399.1267, founa/z 399.1284.

1,2-O-Isopropylidene-a-D-xylo-pentodialdo-1,4-furanose (110)

Following a modified literature procedute],2:5,6-diO-isopropylidenes-D-glucofuranose (11)
(2.00 g, 7.68 mmol) was added to a solution gifd (2.63 g, 11.5 mmol) in freshly distilled ether
(30 mL) under an argon atmosphere. The solution stia®d at room temperature for 20 h. The
reaction mixture was filtered and the sticky préeaie was washed with dry ether (3 x 20 mL). The
combined liquids were evaporated vacuo and the residue was purified by flash column
chromatography (EtOAc/heptane = 1:1) to gi/&0 (716 mg, 50%) as a mixture of the free

aldehyde 110) and its dimed 14 as white crystals. Spectroscopic data are giveneb

1,2-O-Isopropylidenef3-L-threofuranose (113)

O

S5%

HO
113

To aldehydell0 (500 mg, 2.66 mmol) were added Rh(dp@b)(51 mg, 0.053 mmol) and a
degassed solution of diglyme (10 mL). The mixtur@swhoroughly degassed and then stirred at
reflux (162 °C) in a preheated oil bath for 26 heBolvent was removed under high vacuum at 70
°C to give a black residue, which was purified lgsh column chromatography eluting with
ether/pentane = 2:3> 4:1 to afford113 (366 mg, 86%) as white crystal®.0.35 (EtOAc/heptane =
3:2). [0]% +13.1 € 0.8, acetone) (It"®[a]p +13 € 1, acetone)). mp 80 — 81 °C (ether) it ®mp

84 — 85 °C (ether/hexanejd NMR (300 MHz, CROD): & 5.78 (d,J = 3.7 Hz, 1H), 4.35 (d) =

3.7 Hz, 1H), 4.04 (d) = 2.8 Hz, 1H), 3.92 (dd] = 2.9, 9.8 Hz, 1H), 3.68 (dd,= 1.0, 9.8 Hz, 1H),
1.32 (s, 3H), 1.19 (s, 3H)*C NMR (50 MHz, CQOD): 5 112.7, 106.7, 86.4, 75.9, 73.9, 27.1, 26.4.
NMR data are in accordance with literature vafifesnal. calcd for GH1,04: C, 52.49; H, 7.55.
Found: C, 52.79; H, 7.47.
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L-Threose

O\ .~OH
no o
Compoundl13 (100 mg, 0.62 mmol) was dissolved in 30% aqueoc®HA (10 mL) and heated to
reflux for 4 h?”® The liquids were removeid vacuoand the residue was purified by reverse phase
column chromatography eluting with,® to give L-threose (74 mg, 99%) as a colorless oill

consisting of a 14:11:5 mixture of the- and B-furanose forms and the hydratB 0.57
(acetone/BUOH/BD = 5:4:1). p]T +12.3 € 2.0, BO) (lit.2® [o]p +12 € 1, H0)). *H NMR (300
MHz, D;0): 6 5.33 (d,J = 4.2 Hz, H1B-anomer), 5.17 (dJ = 1.1 Hz, Hlo-anomer), 4.94 (d) =
6.3 Hz, H1 hydrate), 4.50-3.36 (m, 4KC NMR (75 MHz, DO): a-anomer:3 103.4, 81.9, 76.4,
74.3; B-anomer:d 97.9, 77.4, 76.1, 71.8; hydratd:91.0, 74.5, 72.1, 64.2. NMR data are in
accordance with literature valu®3:*">4"®Anal. calcd for GHgO4: C, 40.00; H, 6.71. Found: C,
40.74; H, 6.72. HRMS calcd for,8g04Na [M + Na] nvz 143.0320, founavz 143.0327.

8.3 Compounds referred to in chapter 4
Activation of Zn3®

Zn dust (<10 micron, 50 g) was suspended i@ KILOO mL) and 41 aqueous HCI (100 mL) was
added. After stirring under an argon atmosphereatn temperature for 15 min, the suspension
was filtered and washed with,8 (2 x 20 mL), MeOH (20 mL) and ¥ (20 mL). The finely

dispersed Zn powder was drigdvacuoby heating with a heat gun for 10 min.

General procedure for imine allylation using different metals

A suspension of activated Zn (140 mg, 2.14 mmol) 489 (100 mg, 0.214 mmol) in freshly
distilled THF (4 mL) was sonicated at 40 under an argon atmosphere in a flat-bottomedcabni
flask. TMSCI (13.5uL, 0.107 mmol) was added in two portions, afterab@d 20 min of sonication.
When NMR revealed full conversion to the aldehytl® ), flame-dried, powdered 4 A molecular
sieves (50 mg) were added followed by dropwise tamidiof BnNH, (117 uL, 1.07 mmol). When

NMR revealed full conversion of the aldehyde to itnéne (1 h), the solution was cooled to room

* A small part of the characterization of the intethiates towards calysteging vas performed by Charlotte B.
Pipper.
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temperature, filtered through a plug of Celite, mext with anhydrous ED (20 mL) and
concentratedh vacuo

The crude iminel44) was redissolved in freshly distilled solvent (THFtoluene/DCM = 4:1), the
metal (Zn, In or Mg, 0.64 mmol) was added and that®n was sonicated at 4@ under an argon
atmosphere. Allyloromide (59L, 0.68 mmol) was added dropwise to the solutiord after an
additional 2-3 h of sonication, the solution wasled to room temperature, diluted with,@t(60
mL) and HO (20 mL) and filtered through a plug of Celite.eTbrganic phase was washed with
H.O (3 x 20 mL) and brine (20 mL), dried {BO;), filtered and concentratdd vacuoto give a
colorless oil, which was purified by flash columirematography (EtOAc/heptane 1:6 1:2) to
afford a diastereomeric mixture d45and146

Methyl 3,4-di-O-benzyl-2-O-p-methoxybenzyl-6O-trityl- a-D-glucopyranoside (140)

OTr

(0]
BnO
BnO
PMBO

OMe
140

To a solution of dioll32 (31.5 g, 56.6 mmol) and NaH (19 mg, 50%, 0.40 mmpmwashed with
heptane) in anhydrous DMF (600 mL) af®© was added BiI (2.1 g, 5.7 mmol) followed by
dropwise addition of BnBr (21.7 mL, 183 mmol). Tiheaction mixture was left at ambient
temperature overnight while it warmed to room terapge. The reaction mixture was quenched by
addition of MeOH (60 mL), diluted with ED (600 mL) and washed with,® (700 mL). The
aqueous phase was extracted withOE2 x 500 mL), and the combined organic phaseg waed
(MgSQy), filtered and evaporated on Celite. Dry columncwan chromatograpAY/
(EtOAc/heptane = 1:5) affordeidiO (34.4 g, 82%) as a white foafk.0.47 (EtOAc/heptane = 1:2).
[a]% +10.9 € 1.0, CHCY). IR (KBr): 3061, 3030, 2926, 1612, 1513, 14494921159, 1072, 1036,
1028, 755, 703'H NMR (300 MHz, CDC)): & 7.41-7.35 (m, 6H), 7.30-7.06 (m, 19H), 6.83-6.74
(m, 4H), 4.86 (dJ = 10.7 Hz, 1H), 4.71 (dl = 10.7 Hz, 1H), 4.69 (d} = 11.8 Hz, 1H), 4.62 (dl =

3.7 Hz, 1H), 4.57 (dJ = 11.1 Hz, 1H), 4.61 (dl = 9.0 Hz, 1H), 4.20 (d] = 10.4 Hz, 1H), 3.86 (1]

= 8.8 Hz, 1H), 3.76-3.68 (m, 1H), 3.73 (s, 3H),3%49 (m, 2H), 3.41 (d] = 10.0 Hz, 1H), 3.36
(s, 3H), 3.10 (ddJ = 4.7, 9.9 Hz, 1H)™C NMR (75 MHz, CDCJ): & 159.5, 144.1, 138.8, 138.0,
130.5, 129.8, 128.9, 128.6, 128.3, 128.3, 128.2,9.2127.8, 127.7, 127.0, 114.0, 98.1, 86.4, 82.4,
79.9, 78.2, 76.1, 75.1, 73.1, 70.3, 62.7, 55.41 5BIRMS calcd for GgH4sO/Na [M+Na] m/z
759.3292, founan/z759.3257.

133



Rune Nygaard Monrad — Ph.D. Thesis

Methyl 3,4-di-O-benzyl-6-O-trityl- a-D-glucopyranoside (137)

OTr

(0]
BnO
BnO
HO

OMe
137

To a solution of fully protected40 (14.8 g, 20.1 mmol) in DCM/$D (19:1, 350 mL) was added
DDQ (6.84 g, 30.1 mmol). The atmosphere was exahmgth argon and the reaction mixture was
stirred at room temperature for 2.5 h. The soluti@s diluted with DCM (700 mL) and quenched
by stirring with sat. agueous NaHE@(00 mL) for 1.5 h. The aqueous phase was exttagith
DCM (2 x 500 mL) and the combined organic phaseseeweashed with brine (200 mL), dried
(NaSQy), filtered and evaporated on Celite. Purificatlon dry column vacuum chromatography
(EtOAc/heptane = 2:1) gaviE37 (12.0 g, 97%) as a colorless d#. 0.49 (EtOAc/heptane = 1:1).
[a]F +71.5 € 1.0, CHCY). IR (KBr): 3448, 3060, 3029, 2929, 1490, 1449%68,11125, 1047, 745,
698.'"H NMR (300 MHz, CDC}): & 7.51-7.45 (m, 6H), 7.41-7.15 (m, 17H), 6.87 (d¢ 1.8, 7.7
Hz, 2H), 4.91-4.81 (m, 3H), 4.67 (8= 10.4 Hz, 1H), 4.29 (dl = 10.4 Hz, 1H), 3.84-3.62 (m, 4H),
3.53 (dd,J = 1.8, 10.1 Hz, 1H), 3.47 (s, 3H), 3.22 (dds 4.6, 10.0 Hz, 1H), 2.17 (d,= 7.4 Hz,
OH). **C NMR (75 MHz, CDCJ): & 144.1, 138.7, 137.9, 128.9, 128.6, 128.3, 128,11, 127.9,
127.7,127.1, 99.3, 86.5, 83.6, 78.0, 75.7, 783®,770.7, 62.6, 55.1. HRMS calcd foggB8400sNa
[M+Na]* m/z639.2717, founan/z639.2734.

Methyl 3,4-di-O-benzyl-2-O-(methylsulfanylthiocarbonyl)-6-O-trityl- a-D-glucopyranoside
(141)

OTr
(o]
BnO
BnO

P oM
sA e
SMe
141
To NaH (1.65 g, 50%, 34.4 mmol, prewashed with et were added imidazole (374 mg, 5.5
mmol) and a solution of alcoh@B7 (7.06 g, 11.4 mmol) in G13.8 mL, 22.8 mmol) and freshly
distilled THF (140 mL) under a nitrogen atmosphéfee reaction mixture was stirred at room
temperature for 3.5 h after which Mel (3.6 mL, 5m6hol) was added. After an additional 1.5 h at
room temperature, the reaction mixture was evagpdraedissolved in DCM (300 mL), and washed
with H>O (2 x 100 mL). The aqueous phase was extractdd @M (50 mL) and the combined

organic phases were dried @$&)), filtered, evaporated on Celite followed by dgfuumn vacuum
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chromatography (heptare EtOAc/heptane = 1:19) to affoddil (7.2 g, 89%) as a yellow soliB
0.71 (EtOAc/heptane = 1:1)0(125’ +52.9 € 1.0, CHC}). IR (KBr): 3058, 3030, 2926, 1491, 1449,
1359, 1207, 1171, 1046, 740, 688, 630.NMR (300 MHz, CDCJ): & 7.51-7.46 (m, 6H), 7.32-
7.16 (m, 17H), 6.87 (ddl = 1.7, 7.7 Hz, 2H), 5.80 (dd,= 3.7, 9.9 Hz, 1H), 5.17 (d,= 3.7 Hz,
1H), 4.78 (dJ = 10.7 Hz, 1H), 4.72 (d] = 10.7 Hz, 1H), 4.68 (d] = 10.4 Hz, 1H), 4.30 (d] =
10.4 Hz, 1H), 4.16 (dd] = 8.7, 9.9 Hz, 1H), 3.90-3.83 (m, 1H), 3.76 (dcs 8.7, 10.1 Hz, 1H),
3.53 (dd,J = 1.5, 9.9 Hz, 1H), 3.43 (s, 3H), 3.24 (dds 4.5, 10.1 Hz, 1H), 2.60 (s, 3HJC NMR
(75 MHz, CDC§): 6 216.1, 144.0, 138.2, 137.8, 128.9, 128.5, 12&38,2, 128.1, 128.0, 127.9,
127.8, 127.1, 96.2, 86.5, 81.6, 80.4, 78.2, 7582,770.4, 62.5, 55.1, 19.6. HRMS calcd for
C42H4206S,Na [M+Na]' m/z729.2315, foundn/z729.2330.

Methyl 3,4-di-O-benzyl-2-deoxy-60-trityl- a-D-glucopyranoside (138)

OTr

(0]
BnO
BnO

OMe
138

The methyl xanthat241(10.3 g, 14.6 mmol) was dissolved in anhydrouseé(190 mL) under a
nitrogen atmosphere and heated to reflux. A salutibAIBN (239 mg, 1.46 mmol) and BsnH
(8.9 mL, 33.6 mmol) in anhydrous toluene (60 mL)svealded dropwise to the reaction mixture
over a period of 1 h. The solution was stirrededlux for 6 h, cooled to room temperature and
evaporated on Celite. The product was purified tyyadlumn vacuum chromatography (heptane
EtOAc/heptane = 1:19) to affodB8(7.53 g, 86%) as a white solig. 0.55 (EtOAc/heptane = 1:2).
'H NMR (300 MHz, CDCJ): & 7.49-7.37 (m, 6H), 7.39-7.07 (m, 17H), 6.83 (dd; 2.0, 7.2 Hz,
2H), 4.84 (dJ = 2.5 Hz, 1H), 4.67 (d] = 10.5 Hz, 1H), 4.59-4.56 (m, 2H), 4.26 (& 10.5 Hz,
1H), 3.92-3.81 (m, 1H), 3.71 (dd,= 3.3, 9.8 Hz, 1H), 3.57-3.48 (m, 1H), 3.47-3.41, (H), 3.30
(s, 3H), 3.17 (ddJ = 4.8, 9.9 Hz, 1H), 2.25 (dd,= 5.0, 12.9 Hz, 1H), 1.70 (ddd~= 3.6, 11.7, 13.0
Hz, 1H).'3C NMR (75 MHz, CDCJ): 5 144.2, 138.8, 138.3, 129.0, 128.5, 128.3, 12879,
127.8,127.7,127.6, 127.0, 98.4, 86.4, 78.8, 7769, 72.2, 70.9, 63.1, 54.5, 35.8. HRMS calcd for
CaoHagOsNa [M+Na]" m/z623.2768, founan/z623.2764.
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Methyl 3,4-di-O-benzyl-2-deoxye-D-glucopyranoside (142)

OH

(0]
BnO
BnO

OMe
142

A suspension ofi38 (7.5 g, 12.5 mmol) in 1% %0, in MeOH (550 mL) was stirred at room
temperature under an argon atmosphere for 2.5 éarddction mixture was neutralized by stirring
with N&CO; (10 g), filtered and evaporated on Celite. Puaiftn by dry column vacuum
chromatography (EtOAc/heptane = 19 1:4) gavel4d?2 (4.15 g, 93%) as a colorless d#. 0.38
(EtOAc/heptane = 1:1}H NMR (300 MHz, CDCY): & 7.39-7.24 (m, 10H), 4.95 (d,= 11.1 Hz,
1H), 4.80 (dJ = 3.2 Hz, 1H), 4.72-4.60 (m, 3H), 4.05-3.94 (m,)18185-3.72 (m, 2H), 3.68-3.60
(m, 1H), 3.55-3.47 (m, 1H), 3.30 (s, 3H), 2.29 (dd 5.0, 13.1 Hz, 1H), 1.95 (s, OH), 1.66 (ddd,
= 3.6, 11.5, 13.0 Hz, 1H}*C NMR (75 MHz, CDCY): 5 138.7, 138.5, 128.5, 128.5, 128.1, 127.9,
127.7, 127.7, 98.6, 78.2, 77.6, 75.0, 71.9, 7123,654.7, 35.6. HRMS calcd for,{,60sNa
[M+Na]* m/z381.1672, founan/z381.1693.

Methyl 3,4-di-O-benzyl-2,6-dideoxy-6-iodoa-D-glucopyranoside (139)

Q
BnO
BnO

OMe
139

Alcohol 142 (4.4 g, 12.2 mmol), PRK5.1 g, 19.4 mmol) and imidazole (2.0 g, 29.4 mmatre
co-evaporated with toluene (2 x 125 mL) and thessalved in freshly distilled THF (250 mL)
under an argon atmosphere. The solution was héateflux and a solution of in freshly distilled
THF (0.17 mmol/mL) was added dropwise to the reactnixture until a permanent color change
was achieved (79.4 mL, 13.3 mmol). Full conversims confirmed by TLC analysis, and the
reaction mixture was cooled to room temperatuteréd, washed with a little THF and evaporated
on Celite. The product was purified by dry colunatwum chromatography (EtOAc/heptane = 1:49
— 1:9) to afford139 (5.33 g, 93%) as a colorless d# 0.53 (EtOAc/heptane = 1:2). IR (film):
3030, 2933, 2901, 1496, 1453, 1366, 1213, 11300,11047, 955, 741, 698H NMR (300 MHz,
CDCly): 8 7.32-7.15 (m, 10H), 4.93 (d,= 11.0 Hz, 1H), 4.75 (dl = 3.0 Hz, 1H), 4.64 (d] = 11.0
Hz, 1H), 4.58 (dJ = 11.5 Hz, 1H), 4.51 (d} = 11.5 Hz, 1H), 3.93 (ddd,= 5.1, 8.3, 11.5 Hz, 1H),
3.52-3.20 (m, 4H), 3.28 (s, 3H), 2.23 (dds 5.1, 13.1 Hz, 1H), 1.62 (ddd,= 3.6, 11.6, 13.1 Hz,
1H). *C NMR (75 MHz, CDCJ): & 138.5, 138.4, 128.6, 128.5, 128.1, 127.9, 12788,982.2,
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77.3,75.4, 71.8, 69.9, 55.1, 35.5, 8.7. HRMS cébecdC,;H2510,Na [M+Na]” m/z491.0690, found
m/z491.0698.

(3R,4R,6R)- and (3R,4R,6S)-6-[(N-Benzyl)-amino]-3,4-bis(benzyloxy)-nona-1,8-diene

(145 and 146)
& &
BnO:.. BNO:..
and
BnO BnO “NHBn
145 146

A suspension of activated Zn (140 mg, 2.14 mmad) iadide139 (100 mg, 0.214 mmol) in freshly
distilled THF (4 mL) was sonicated at 40 under an argon atmosphere in a flat-bottomedcabni
flask. TMSCI (13.5uL, 0.107 mmol) was added in two portions, afterab@ 25 min of sonication.
When NMR revealed full conversion to the aldehytién (15 min), BnNH (117 uL, 1.07 mmol)
was added dropwise to the solution. When NMR reagedlll conversion of the aldehyde to the

NHBn

imine (45 min), allyloromide (55.4L, 0.64 mmol) was added dropwise to the solutiofierAan
additional 2 h of sonication, the solution was edoto room temperature, diluted with,@t(60
mL) and HO (20 mL) and filtered through a plug of Celite.eTbrganic phase was washed with
H>O (3 x 20 mL) and brine (20 mL), dried {BO;), filtered and concentratdd vacuoto give a
colorless oil, which was purified by flash columir@matography (EtOAc/heptane 1:4) to afford a

separable 1:1.13 diastereomeric mixturé4%and146 (89 mg, 94%) as colorless oils.

Data for the minor isomeir45 R; 0.20 (EtOAc/heptane = 1:20]5 +6.7 € 2.0, CDCh). IR (film):
3064, 3029, 2925, 2861, 1496, 1454, 1353, 12062,10969, 1027, 995, 918, 735, 69A. NMR
(300 MHz, CDC}): 7.28-7.09 (m, 15H), 5.74 (ddd= 7.5, 10.6, 17.1 Hz, 1H), 5.68-5.53 (m, 1H),
5.27-5.17 (m, 2H), 5.01-4.92 (m, 2H), 4.66 & 11.5 Hz, 1H), 4.55 (d] = 12.0 Hz, 1H), 4.41 (d,
J=11.5 Hz, 1H), 4.29 (d] = 12.0 Hz, 1H), 3.83 (ddl = 5.6 Hz, 7.4 Hz, 1H), 3.61 (s, 2H), 3.58-
3.50 (m, 1H), 2.62 (pJ = 6.3 Hz, 1H), 2.18-2.06 (m, 1H), 2.04-1.93 (m,)1H62-1.54 (m, 2H).
13C NMR (75 MHz, CDCJ): 5140.8, 138.7, 138.6, 135.5, 135.3, 128.4, 128.8,112127.9, 127.6,
127.6, 126.8, 119.0, 117.5, 82.2, 79.0, 72.9, 76%8, 51.1, 38.3, 35.3. HRMS calcd for
CaoH3sNO2 [M+H]* m/z442.2741, founan/z442.2733.

Data for the major isomet46 R; 0.27 (EtOAc/heptane = 1:2)a]5 +32.5 ¢ 1.0, CDC}). IR
(film): 3064, 3028, 2918, 2859, 1495, 1453, 135%1, 1207, 1089, 1065, 1027, 993, 913, 733,
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696.'H NMR (300 MHz, CDCY): & 7.44-7.27 (m, 15H), 5.94-5.75 (m, 2H), 5.41-5.81, @H),
5.19-5.10 (m, 2H), 4.82-4.64 (m, 2H), 4.49J&; 11.4, 1H), 4.46 (d] = 12.0, 1H), 3.96 (J = 6.6

Hz, 1H), 3.90-3.80 (m, 2H), 3.65 (d,= 12.9 Hz, 1H), 2.96-2.86 (m, 1H), 2.32 (dds 6.9, 14.5
Hz, 2H), 2.04 (bs, NH), 1.70-1.62 (m, 2HjC NMR (75 MHz, CDCY): & 140.8, 138.8, 138.6,
135.4, 135.3, 128.5, 128.4, 128.3, 128.2, 128.1,8,227.5, 127.4, 126.9, 118.9, 117.4, 82.6, 78.6,
73.4, 70.6, 52.9, 50.5, 38.7, 35.6. HRMS calcdGeiHzsNO, [M+H]™ m/z 442.2741, foundn/z
442.2728.

(3R,4R,6R)-6-[(N-Benzyl)-(N-benzyloxycarbonyl)-amino]-3,4-bis(benzyloxy)-nond:,8-diene
(149)

&
BnO:..

BnO NBn
Chz

149
KHCO; (109 mg, 1.09 mmol) was added to a solution ofn@ndi45 (80 mg, 0.18 mmol) in
DCM/H,O (1:1, 10 mL) at ®C. Then CbzCl (28.L, 0.20 mmol) was added under vigorous
stirring, and the reaction mixture was slowly alemivto reach room temperature. After 1.5 h, the
solution was diluted with DCM (20 mL) and washedhMt,O (10 mL) and brine (10 mL). The
combined aqueous phases were extracted with DOML{5and the combined organic phases were
dried (K:CO;), filtered and concentrateth vacuo Purification of the residue by flash column
chromatography (EtOAc/heptane 1:9) gatd9 (95 mg, 91%) as a colorless oiR 0.54
(EtOAc/heptane = 1:2)0]5 —16.5 € 3.0, CDCY). IR (film): 3086, 3064, 2926, 2864, 1692, 1496,
1453, 1414, 1338, 1309, 1232, 1208, 1093, 10698,19023, 918, 734, 697H NMR (300 MHz,
CDCl3): 6 7.34-7.02 (m, 20H), 5.77-5.53 (m, 1H), 5.49-4.86 BH), 4.85-4.66 (m, 2H), 4.59-4.09
(m, 6H), 4.01-3.67 (m, 2H), 3.38-3.20 (m, 1H), 2265 (m, 4H)*C NMR (75 MHz, CDCJ): &
157.3, 139.1, 138.7, 138.5, 136.8, 135.3, 135.8,6,2128.4, 128.4, 128.2, 128.0, 127.9, 127.7,
127.2, 127.0, 118.9, 117.1, 81.4, 78.5, 72.7, 76/0, 55.2, 48.7, 37.5, 33.9. Only the major
rotamer reported. HRMS calcd fogdBl.:NOsNa [M+Na] m/z598.2928, founan/z598.2918.
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(3R,4R,6R)-6-[(N-Benzyl)-(N-benzyloxycarbonyl)-amino]-3,4-bis(benzyloxy)-cycloeeptene
(136)

BnO NBn
Cbz

136
A solution of dienel49 (53 mg, 0.092 mmol) and Grubbs™yeneration catalyst (3.9 mg, 4.6
umol) in freshly distilled DCM (15 mL) was degasd®dbubbling nitrogen through the solution for
5 min. The solution was protected from sunlight &ftstirring at room temperature for 48 h. The
reaction mixture was concentrated vacuq and the residue was purified by flash column
chromatography (heptare EtOAc/heptane = 3:17) to givi86 (49 mg, 97%) as a colorless d#.
0.45 (EtOAc/heptane = 1:2)a]5 —10.6 ¢ 2.0, CDCH). IR (film): 3087, 3063, 3029, 2961, 2927,
2857, 1693, 1496, 1453, 1413, 1357, 1305, 12593,12390, 1070, 1027, 801, 733, 643.NMR
(300 MHz, CDC}): 6 7.32-7.00 (m, 20H), 5.64-5.51 (m, 2H), 5.18-4.81 2H), 4.66-4.19 (m, 6H),
4.00-3.80 (m, 2H), 3.43-3.18 (m, 1H), 2.35-1.83 ¢Hl). **C NMR (75 MHz, CDCJ): & 155.7,
138.9, 138.7, 136.6, 133.0, 128.5, 128.3, 127.9,8,2127.6, 127.5, 127.4, 127.1, 81.9, 79.2, 73.0,
72.6, 67.2, 53.9, 47.9, 39.6, 33.0. Only the meptmer reported. HRMS calcd fogdE3/NOsNa
[M+Na]* m/z570.2615, foundn/z570.2633.

(3R,4R,69)-6-[(N-Benzyl)-(N-benzyloxycarbonyl)-amino]-3,4-bis(benzyloxy)-nond:,8-diene
(150)

{5
BnO:..

BnO "NBn
Cbz
150

KHCO; (214 mg, 2.14 mmol) was added to a solution ofn@i46 (157 mg, 0.36 mmol) in
DCM/H,O (1:1, 10 mL) at ’C. Then CbzCl (55.L, 0.39 mmol) was added under vigorous
stirring, and the reaction mixture was slowly alemvto reach room temperature. After 1.5 h, full
conversion was not yet achieved and additional Ct2%uL, 0.18 mmol) was added. After stirring
at room temperature for 40 min, the phases weraratgal and the organic phase was washed with
H2>O (20 mL) and brine (20 mL), dried §K0;), filtered and concentrated vacuo Purification of

the residue by flash column chromatography (EtO&gfane 1:19— 3:17) gavel50 (190 mg,
93%) as a colorless ol 0.56 (EtOAc/heptane = 1:2)a]5 +30.6 € 3.0, CDC}). IR (film): 3066,
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3030, 2928, 2866, 1695, 1496, 1454, 1413, 13376,12816, 1089, 1070, 1028, 994, 919, 735,
698.H NMR (300 MHz, CDCJ): & 7.32-7.03 (m, 20H), 5.67-5.28 (m, 2H), 5.23-4.7, 6H),
4.61-4.10 (m, 7H), 3.66-3.49 (m, 1H), 3.34-3.23 (tH), 2.33-1.93 (m, 2H), 1.74 @,= 12.5 Hz,
1H), 1.44 (t,J = 12.6 Hz, 1H)*C NMR (75 MHz, CDCJ): & 157.9, 139.2, 138.9, 138.6, 136.8,
135.4, 135.0, 128.5, 128.4, 128.3, 128.2, 128.0,92127.8, 127.7, 127.6, 127.5, 127.2, 127.0,
119.0, 117.2, 82.5, 78.2, 73.8, 70.5, 67.2, 5442547.5, 38.7, 34.3. Only the major rotamer
reported. HRMS calcd for£H41NO;Na [M+Na]” m/z598.2928, founan/z598.2906.

(3R,4R,6S9)-6-[(N-Benzyl)-(N-benzyloxycarbonyl)-amino]-3,4-bis(benzyloxy)-cycloeptene
(151)

BnO "l‘\an
Cbz
151

A solution of dienel50 (87 mg, 0.15 mmol) and Grubbs™2jeneration catalyst (7 mg, &nol)

in freshly distilled DCM (10 mL) was degassed bybling argon through the solution for 10 min.
The solution was protected from sunlight and l¢ftring at room temperature for 36 h. The
reaction mixture was concentrated vacuq and the residue was purified by flash column
chromatography (heptane EtOAc/heptane = 3:17) to givib1 (80 mg, 97%) as a colorless d#.
0.46 (EtOAc/heptane = 1:2)a]5 —106.1 ¢ 2.0, CDCH). IR (film): 3088, 3054, 3027, 2930, 2878,
2857, 1687, 1495, 1451, 1413, 1361, 1304, 1229),10970, 1027, 969, 735, 696 NMR (300
MHz, CDCL): & 7.32-7.06 (m, 20H), 5.77 (ddd,= 4.5, 7.8, 11.6 Hz, 1H), 5.63 (dd#i= 1.9, 5.5
11.4 Hz, 1H), 5.17-5.03 (m, 2H), 4.59-3.88 (m, 8818 (d,J = 16.3 Hz, 1H), 2.69-2.57 (m, 1H),
2.36 (t,J = 12.5 Hz, 1H), 2.25-2.03 (m, 1H), 1.91Jt 12.6 Hz, 1H)**C NMR (75 MHz, CDCJ):

0 156.9, 139.1, 138.7, 136.8, 131.5, 130.7, 1223,5, 128.4, 128.3, 128.0, 127.6, 127.5, 127.1,
76.6, 76.2, 70.9, 70.8, 67.1, 50.7, 49.0, 34.40.3@nly the major rotamer reported. HRMS calcd
for CagHa7NOsNa [M+Na]' m/z570.2615, foundn/z570.2602.
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Methyl 3,4-di-O-benzyl-2-O-p-methoxybenzyla-D-glucopyranoside (152)

OH

(0]
BnO
BnO
PMBO

OMe
152

Compoundl140 (33.9 g, 46.0 mmol) was dissolved in 1%3@, in MeOH (1 L) and toluene (200
mL), and stirred at room temperature for 2 h 15.nfine reaction was stopped by stirring with
NaCOs (63 g) until pH > 7 followed by removal of the gehtin vacuo The residue was dissolved
in DCM (500 mL), washed with ¥ (2 x 100 mL) and the combined aqueous phases were
extracted with DCM (2 x 100 mL). The combined orgaphases were dried (MgQR filtered,
concentratedn vacuoand purified by dry column vacuum chromatograpBOAc/heptane = 1:9
— 3:1) to givel52 (22.3 g, 98%) as a slightly yellow olR; 0.30 (EtOAc/heptane = 1:1)al%s
+20.3 € 2.2, CHCY). IR (film): 3475, 3063, 3030, 2925, 1700, 161386, 1512, 1496, 1456,
1359,1303, 1251, 1093, 913, 822, 735, 7BLNMR (300 MHz, CDCY): & 7.41-7.25 (m, 12H),
6.87 (d,J = 8.3 Hz, 2H), 4.99 (d] = 10.8 Hz, 1H), 4.89 (d} = 10.9 Hz, 1H), 4.83 (d] = 10.9 Hz,
1H), 4.75 (dJ = 11.8 Hz, 1H), 4.64 (d = 11.8 Hz, 1H), 4.60 (dl = 11.7 Hz, 1H), 4.52 (d] = 3.5
Hz, 1H), 4.00 (tJ = 9.2 Hz, 1H), 3.81 (s, 3H), 3.79-3.62 (m, 3HR733.46 (m, 2H), 3.37 (s, 3H).
3C NMR (75 MHz, CDCJ): & 159.5, 138.9, 138.2, 130.3, 129.9, 128.6, 1228,2, 128.1, 128.0,
127.7, 114.0, 98.4, 82.1, 79.7, 77.5, 75.9, 7522,770.7, 62.0, 55.4, 55.3. HRMS calcd for
CogH340/Na [M+Na] m/z517.2197, founan/z517.2198.

Methyl 3,4-di-O-benzyl-6-deoxy-6-iodo-29-p-methoxybenzylw-D-glucopyranoside (133)

(o]
BnO
BnO
PMBO

OMe
133

A mixture of alcoholl52 (21.7 g, 43.9 mmol), PRI{18.4 g, 70.1 mmol) and imidazole (6.8 g, 99.9
mmol) was co-evaporated with toluene (2 x 300 md dissolved in freshly distilled THF (500
mL). The solution was briefly evacuated and purgeth argon 3 times. The solution was then
heated to reflux and a solution gfith freshly distilled THF (0.50 mmol/mL) was addeépwise to
the reaction mixture until a permanent color changes achieved (113.0 mL, 56.5 mmol). Full
conversion was confirmed by TLC analysis. The lieaanixture was cooled to room temperature,
filtered, washed with a little THF and evaporatad ©elite. The product was purified by dry
column vacuum chromatography (EtOAc/heptane = 1518:7) to afford133 (24.7 g, 93%) as a
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colorless oil, which slowly crystallized upon stargl R; 0.68 (EtOAc/heptane = 1:1)a]% +27.2

(c 2.1, CHCY). IR (KBr): 3030, 2916, 2906, 2838, 1613, 15145341358, 1300, 1245,1171, 1112,
1088, 1073, 1047, 1030, 1012, 735, 635NMR (300 MHz, CDCJ): & 7.39-7.25 (m, 12H), 6.86
(d,J = 8.7 Hz, 2H), 4.99 (d] = 10.8 Hz, 1H), 4.94 (dl = 11.0 Hz, 1H), 4.79 (dl = 10.8 Hz, 1H),
4.74 (d,J = 11.8 Hz, 1H), 4.68 (dl = 10.9 Hz, 1H), 4.59 (d] = 11.8 Hz, 1H), 4.55 (d] = 3.6 Hz,
1H), 4.00 (ddJ = 8.8, 9.5 Hz, 1H), 3.81 (s, 3H), 3.54-3.42 (m,) 38141 (s, 3H), 3.37-3.25 (m,
2H). **C NMR (75 MHz, CDCJ):  159.4, 138.5, 137.9, 130.0, 129.7, 128.5, 1287,9, 127.8,
127.6, 113.8, 98.1, 81.5, 81.4, 79.6, 75.7, 7530,769.2, 55.5, 55.2, 7.7. HRMS calcd for
CagH33l06Na [M+Na]' m/z627.1214, founan/z627.1191.

(3R,4S,5S,6R)-6-[(N-Benzyl)-amino]-3,4-bis(benzyloxy)-5-methoxybenzyloxy-nona-1,8-diene
(134)
N/
’ 6
BnO H NHBn
OPMB
134

Freshly distilled THF (100 mL) was added to aciéehZn (29.1 g, 0.45 mol) and iodid83 (26.5
g, 0.044 mol) divided into five flat-bottomed coaldlasks. The atmosphere was exchanged with

BnO:

argon and the solutions were sonicated af@0TMSCI (2.8 mL, 0.022 mol) was added in two
portions, after 10 min and after 20 min of sonmatiwhen NMR revealed full conversion to the
aldehyde (2 h), BnNKH(24.3 mL, 0.22 mol) was added dropwise to the temis. When NMR
revealed full conversion of the aldehyde to thenien{1 h), allyloromide (11.6 mL, 0.13 mol) was
very carefully added dropwise to the solutions.eAfin additional 4 h of sonication, the solutions
were cooled to room temperature, combined andetilwith E;O (1 L). HO (500 mL) was added
to precipitate the zinc salts followed by filtratidthrough a plug of Celite. The organic phase was
washed with brine (2 x 250 mL), which led to formatof a white precipitate which was removed
by filtration. The combined aqueous phases wereaeted with EfO (2 x 100 mL) and the
combined organic phases were driedGR)), filtered and evaporated on Celite. Dry column
vacuum chromatography (EtOAc/heptane 1:4) gaveparable 5.3:1 diastereomeric mixturel@4

and its C6 epimer (21.5 g, 85%) as a colorless oil.
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Data for the major isomdr34 R; 0.42 (EtOAc/heptane = 1:2H NMR (300 MHz, CDCJ): & 7.38-
7.15 (m, 17H), 6.82 (d] = 8.6 Hz, 2H), 5.92 (dddl = 7.6, 10.4, 17.7 Hz, 1H), 5.69-5.54 (m, 1H),
5.25 (ddJ = 1.9, 10.4 Hz, 1H), 5.20 (dd= 1.4, 16.9 Hz, 1H), 5.06-4.96 (m, 2H), 4.78J¢; 10.9
Hz, 1H), 4.76 (dJ = 11.2 Hz, 1H), 4.66 (dJ = 11.2 Hz, 1H), 4.51 (dl = 11.9 Hz, 1H), 4.50 (dl =
10.8 Hz, 1H), 4.08 (d) = 11.9 Hz, 1H), 3.93 (dd, = 3.2, 7.6 Hz, 1H), 3.82 (d,= 13.1 Hz, 1H),
3.79-3.75 (m, 2H), 3.78 (s, 3H), 3.69 (dds 3.1, 7.7 Hz, 1H), 3.43 (d,= 13.0 Hz, 1H), 2.46-2.35
(m, 2H), 2.32-2.16 (m, 1H)**C NMR (75 MHz, CDCJ): & 159.1, 141.1, 138.9, 138.2, 136.5,
136.4, 131.6, 129.4, 128.7, 128.6, 128.4, 128.8,312128.2, 127.7, 127.5, 126.9, 118.4, 116.9,
113.7, 83.6, 80.6, 79.7, 75.4, 74.5, 70.2, 56.54,550.9, 35.2. HRMS calcd for3§H,3NOsNa
[M+Na]* m/z600.3084, foundn/z600.3112.

(3R,4S,5S,6R)-6-[(N-Benzyl)-(N-benzyloxycarbonyl)-amino]-3,4-bis(benzyloxy)-
5-p-methoxybenzyloxy-nona-1,8-diene (153)

@
BnO:..

BnO H NBn
PMBO  (pz

153

To a solution of amind 34 (19.9 g, 0.034 mol) in DCM/®O (1:1, 700 mL) at CC was added
KHCO; (26.0 g, 0.26 mol), and under vigorous stirrindgpzCl (6.7 mL, 0.048 mol) was added
dropwise to the solution over a period of 20 miheTeaction mixture was allowed to reach room
temperature, and after 2 h, the phases were sedanat the organic phase was washed wih H
(250 mL). The combined aqueous phases were extragtea DCM (150 mL) and the combined
organic phases were dried JB0s), filtered and evaporated on Celite. Dry columrcuan
chromatography (EtOAc/heptane 1:9) gayB3 (22.5 g, 92%) as a colorless o 0.49
(EtOAc/heptane = 1:2)a] 3 —4.9 € 2.0, CHCY). IR (film): 3062, 3031, 2923, 1950, 1879, 1810,
1696, 1641, 1612, 1585, 1514, 1497, 1453, 14071,1B200, 1248, 1173, 1078, 924, 915, 823,
735, 700H NMR (300 MHz,ds- DMSO, 60°C): & 7.36-7.16 (m, 20H), 7.12 (d,= 8.5 Hz, 2H),
6.87 (d,J = 8.6 Hz, 2H), 5.85 (ddd] = 7.6, 10.3, 17.5 Hz, 1H), 5.35-5.03 (m, 5H), 44885 (m,
2H), 4.70-4.60 (m, 1H), 4.58-4.02 (m, 9H), 3.9333(&, 1H), 3.75 (s, 2.7H), 3.73 (s, 0.3H), 3.52-
3.43 (m, 1H), 2.44-2.29 (m, 1H), 2.27-2.13 (m, 1HE NMR (75 MHz, CDCJ): & 159.1, 157.4,
138.6, 136.5, 135.9, 135.1, 134.8, 131.0, 129.9,412129.2, 128.5, 128.4, 128.3, 128.1, 127.9,
127.6, 127.5, 126.7, 118.5, 117.5, 113.7, 83.18,810.9, 75.4, 75.2, 70.8, 67.2, 56.5, 55.4, 53.6,
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35.2. Only the major rotamer reported. HRMS calmd G4eHs0NOs [M+H] ™ m/z 712.3633, found
m/z712.3614. Anal. calcd for&H49NOeg: C, 77.61; H, 6.94. Found: C, 77.56; H, 7.18.

(3R,4S,55,6R)-6-[(N-Benzyl)-(N-benzyloxycarbonyl)-amino]-3,4-bis(benzyloxy)-
5-p-methoxybenzyloxy-cycloheptene (154)

BnO" -  'NBn
PMBO (s

154
A solution of dienel53 (21.77 g, 30.6 mmol) in freshly distilled DCM (1L2 was degassed by
bubbling nitrogen through the solution for 15 nBrubbs’ 29 generation catalyst (1.3 g, 1.5 mmol)
was added to the solution under a nitrogen atmasphad the solution was protected from sunlight
and left stirring at room temperature for 48 h. Thaction mixture was evaporated on Celite and
purified by dry column vacuum chromatography (hepta» EtOAc/heptane = 1:3) to givE54
(20.4 g, 98%) as a colorless syrup, which briedisnéd into a white foam under vacuuR:.0.45
(EtOAc/heptane = 1:2)a]5 —19.1 € 2.1, CHCY). IR (film): 3064, 3031, 2921, 1950, 1881, 1813,
1700, 1612, 1586, 1514, 1496, 1456, 1355, 1246411073, 824, 734, 701H NMR (300 MHz,
CDCl3): 6 7.42-7.03 (m, 22H), 6.86-6.74 (m, 2H), 5.73-5.64 2H), 5.25-5.06 (m, 2H), 4.98-4.56
(m, 6H), 4.42-4.00 (m, 5H), 3.76 (s, 1.2H), 3.731(8H), 3.62-3.52 (m, 1H), 3.31 @,= 10.1 Hz,
0.6H), 2.94-2.78 (m, 0.4H), 2.58 (t= 12.9 Hz, 0.4H), 2.02-1.82 (m, 0.6HJC NMR (75 MHz,
CDCl): 6 159.1, 156.8, 139.0, 138.5, 138.2, 136.7, 13238,9, 129.7, 129.1, 128.5, 128.3, 128.1,
127.7, 127.7, 127.5, 127.3, 113.7, 84.7, 83.3,,7MRB, 75.0, 72.7, 66.9, 61.9, 55.3, 53.8, 30.0.
Only the major rotamer reported. HRMS calcd fagHGeNOs [M+H] ™ m/z 684.3320, foundn/z
684.3325.

(3R,4R,5S,6R)-6-[(N-Benzyl)-(N-benzyloxycarbonyl)-amino]-3,4-bis(benzyloxy)-5-hyrbxy-
cycloheptene (135)

BnO" :  'NBn

OH ébz

135
To a solution ofL54 (187 mg, 0.27 mmol) in DCM/#D (19:1, 15 mL) was added DDQ (165 mg,
0.73 mmol) followed by stirring at room temperatuneder an argon atmosphere for 3 h. The

reaction mixture was diluted with DCM (60 mL) andemched by washing with sat. aqueous
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NaHCQ; (30 mL) for 30 min. The aqueous phase was exiastieh DCM (2 x 30 mL) and the
combined organic phases were washed with brinenfRD The aqueous phase from the brine
washing was extracted with DCM (10 mL) and the cm@ath organic phases were dried {8@),
filtered and concentratenh vacuo Purification of the residue by flash column chedagraphy
(EtOAc/heptane = 1:4— 1:3) afforded 135 (136 mg, 88%) as a colorless ol 0.39
(EtOAc/heptane = 1:2)a] 5 —13.1 € 1.1, CHCH). IR (film): 3545, 3483, 3063, 3031, 2889, 1695,
1496, 1453, 1416, 1248, 1031, 734, 7L NMR (300 MHz, CDCJ): & 7.32-7.06 (m, 20H), 5.76-
5.51 (m, 2H), 5.16-4.99 (m, 2H), 4.97-4.22 (m, 5#)14-3.67 (m, 4H), 3.42 (8, = 7.7 Hz, 1H),
2.52-2.18 (m, 1H), 2.01-1.80 (m, 1HfC NMR (75 MHz, CDCJ): 5 156.4 138.9, 138.2, 136.7,
132.6, 130.6, 129.5, 128.7, 128.6, 128.5, 128.8,112127.9, 127.8, 127.4, 127.2, 84.0, 78.3, 75.3,
75.0, 72.3, 67.3, 60.0, 50.1, 30.2. Only the mappamer reported. HRMS calcd fordEl3sNOs
[M+H] " m/z564.2744, founan/z564.2773.

(3R,4S,55,6R)-6-[(N-Benzyl)-(N-benzyloxycarbonyl)-amino]-3,4-bis(benzyloxy)-
5-(methylsulfanyl)thiocarbonyloxy-cycloheptene (156

BnO f) NBn
S%SM Chz
156
To NaH (267 mg, 50%, 5.56 mmol, prewashed with &gt was added a solution of imidazole (47
mg, 0.69 mmol) in C5(42 mL, 0.69 mol) under a nitrogen atmosphereolyt®n of alcohol135
(773 mg, 1.37 mmol) in GS(42 mL, 0.69 mol) and freshly distilled THF (35 nwas added

dropwise to the reaction mixture under vigorousisty over a period of 1 h 15 min. After 3 h, Mel

e

(432 uL, 3.82 mmol) was added dropwise and the solutias wtirred at room temperature
overnight. The reaction mixture was evaporated aslit€€ and purified by flash column
chromatography (EtOAc/heptane = 1:6) to affafb (700 mg, 78%) and the byproduth7 (84
mg, 13%) as yellow oils. Data fd56 R: 0.50 (EtOAc/heptane = 1:2)a] —34.7 € 2.0, CDCY).

IR (film): 3087, 3063, 3029, 2923, 2865, 1697, 149453, 1229, 1202, 1118, 1055, 734, 697.
NMR (300 MHz, CDCJ): & 7.28-7.01 (m, 20H), 5.79-5.48 (m, 2H), 5.16-4.88 2H), 4.70 (q,) =
11.3 Hz, 1H), 4.57-3.91 (m, 8H), 3.82-3.65 (m, 1B)83-2.52 (m, 1H), 2.38 (s, 1.5H), 2.32 (s,
1.5H), 2.09-1.84 (m, 1H)*C NMR (75 MHz, CDCJ): & 215.0, 156.5, 138.5, 138.4, 138.2, 138.1,
130.7, 130.2, 128.8, 128.6, 128.5, 128.4, 128.8,22128.0, 127.9, 127.8, 127.7, 127.6, 127.2,
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84.6, 79.9, 76.2, 74.2, 72.4, 67.3, 58.9, 54.50,309.2. Only the major rotamer reported. HRMS
calcd for GgH3zoNOsS,Na [M+Na] m/z676.2162, foundn/z676.2182.

(Z,38R,7R,8S,8a5)-3-Benzyl-7,8-bis(benzyloxy)-3a,4,8,8a-tetrahydro-
3H-cyclohepta[d]oxazol-2(H)-one (157)

A
BnO é%NBn

O

157

Compoundl57was isolated as a byproduct during formatiod® from 135 Data forl57: R; 0.27
(EtOAc/heptane = 1:2)0]% —96.4 ¢ 0.5, CDCH). IR (film): 3063, 3030, 2924, 2857, 1753, 1496,
1454, 1416, 1352, 1131, 1086, 1065, 1027, 737, 'FONMR (300 MHz, CDCY): 6 7.31-7.18 (m,
13H), 7.05-6.99 (m, 2H), 5.77 (ddt= 1.8, 6.1, 12.2 Hz, 1H), 5.67 (dt= 4.1, 12.2 Hz, 1H), 4.73
(d,J=11.6 Hz, 1H), 4.56 (d = 11.6 Hz, 1H), 4.54 (d) = 15.3 Hz, 1H), 4.41 (d] = 11.6 Hz, 1H),
4.27 (d,J = 11.6 Hz, 1H), 4.20-4.13 (m, 3H), 3.92 (dds 2.8, 6.3 Hz, 1H), 3.86 (dd,= 2.8, 7.0
Hz, 1H), 2.62-2.51 (m, 1H), 2.05-1.92 (m, 1fC NMR (75 MHz, CDCJ): 5 158.6, 137.9, 135.8,
129.9, 128.9, 128.6, 128.5, 128.3, 128.1, 128.0,92127.8, 127.6, 127.2, 82.7, 82.6, 75.2, 72.9,
71.0, 52.6, 46.6, 33.4. HRMS calcd for8,0NO4Na [M+Na]' m/z478.1989, founan/z478.1980.

(3R,4R,6R)-6-[(N-Benzyl)-(N-benzyloxycarbonyl)-amino]-3,4-bis(benzyloxy)-cycloeptene

(136)

A solution of freshly distilled BssnH (243uL, 0.92 mmol) in freshly distilled toluene (6 mL)aw
evacuated for 15 min, purged with nitrogen and éubdbd reflux. To this solution were added
methyl xanthatel56 (200 mg, 0.31 mmol) and AIBN (10 mg, 0.061 mmal)fieshly distilled
toluene (4 mL) dropwise under a nitrogen atmospbesr a period of 20 min. Additional toluene
(1.5 mL) was used to transfer the material. Futhvassion was achieved after 50 min and the
solution was cooled to room temperature and conateatin vacuo The residue was purified by
flash column chromatography (DCM/heptane = 4:1gitee 136 (124 mg, 74%) as a colorless oil.

Spectroscopic data are given above.
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(3R,4R,6R)-6-[(N-Benzyl)-(N-benzyloxycarbonyl)-amino]-3,4-bis(benzyloxy)-cycloeptene

(136)

The (imidazolyl)thiocarbonyl derivativé55 (36 mg, 0.053 mmol) was co-evaporated with freshly
distilled toluene (2 x 5 mL), evacuated, purgednwatgon and subsequently dissolved in freshly
distilled toluene (3 mL). The reaction mixture weesated to reflux, and a solution of AIBN (4 mg,
0.024 mmol) and BsbnH (57uL, 0.22 mmol) in freshly distilled toluene (1 mL)aw then added
dropwise to the reaction mixture over a period 0fr8in. After 3 h, the reaction mixture was
allowed to reach room temperature and evaporatedCelite. Purification by flash column
chromatography (EtOAc/heptane 1:9) afforde6 (8 mg, 27%) as a colorless oil. Spectroscopic

data are given above.

(2S,3R,5R)-5-[(N-Benzyl)-(N-benzyloxycarbonyl)-amino]-2,3-bis(benzyloxy)-cycloeptanone
(158) and (R,4R,65)-6-[(N-benzyl)-(N-benzyloxycarbonyl)-amino]-3,4-bis(benzyloxy)-
cycloheptanone (159)

(0] O

BnO::. BnO:..
and

BnO NBn BnO NBn

Chz Cbz
158 159

Cycloheptenel36 (600 mg, 1.1 mmol) was dissolved in freshly distil THF (30 mL) under an
argon atmosphere and cooled to @0 BHs » THF (1M in THF, 2.30 mL, 2.3 mmol) was added
dropwise to the solution over a period of 20 mirfteA3 h at -40°C, the solution was allowed to
reach room temperature, and after 4 1 @queous NaOH (2 mL) and 35% aqueou®H4 mL)
were added to the reaction mixture. The solutios stared at ambient temperature for 1 h, diluted
with EO (70 mL) and washed with,B (3 x 10 mL) and brine (10 mL). The organic phases
dried (K.COg), filtered and concentratad vacuoto give an isomeric mixture of alcohols, which
were used directly in the next step.

The crude alcohols were dissolved in freshly dedilDCM (19 mL) and added to a solution of
DMP (929 mg, 2.2 mmol) in freshly distilled DCM (1BL). The reaction mixture was stirred at
room temperature for 1 h, after which,@t(100 mL) was added. The resulting white susp@nsio
was stirred for 30 min and then gravity filteredheTfiltrate was washed with sat. aqueousIxNas

(2 x 20 mL) and brine (30 mL), and the organic ghass dried (KCO), filtered and concentrated

in vacuo Flash column chromatography (EtOAc/heptane = &fQhe residue gave a separable 2:1
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mixture of the isomeric cycloheptanones (468 m@p ®®mbined yield) as colorless oil58 (308
mg, 50%) and.59 (160 mg, 26%).

Data for the major isomei58 R: 0.38 (EtOAc/heptane = 1:20]5 —4.5 € 1.0, CDCY). IR (film):
3088, 3063, 3031, 2930, 2869, 1696, 1496, 14545,14357, 1238, 1096, 1072, 1028, 736, 69B.
NMR (300 MHz, CDC}): & 7.37-7.00 (m, 20H), 5.21-5.02 (m, 2H), 4.59-4.4§ 6H), 4.07-3.38
(m, 3H), 2.69-2.41 (m, 1H), 2.26-2.12 (m, 1H), 2DZ5 (M, 4H)*C NMR (75 MHz, CDCJ): &
209.2, 155.7, 138.6, 138.0, 137.2, 136.4, 128.8,512128.4, 128.0, 127.9, 127.8, 127.7, 127.3,
126.9, 88.7, 79.4, 72.5, 72.2, 67.3, 55.4, 48.33,336.6, 30.5. Only the major rotamer reported.
HRMS calcd for GgHs/NOsNa [M+Na] m/z586.2564, founan/z586.2549.

Data for the minor isomer5g R 0.31 (EtOAc/heptane = 1:2)]5 9.9 € 2.0, CDCY). IR (film):
3087, 3063, 3030, 2930, 2871, 1695, 1496, 1454514352, 1246, 1095, 1071, 1028, 736, 69B.
NMR (300 MHz, CDCY): & 7.30-7.04 (m, 20H), 5.18-5.00 (m, 2H), 4.62-3.85 {H), 3.57-3.28
(m, 2H), 2.86-2.31 (m, 4H), 2.14-1.74 (m, 2FC NMR (75 MHz, CDCY): & 207.2, 155.8, 138.4,
138.2, 138.0, 136.5, 128.9, 128.8, 128.7, 128.@8,4] 128.3, 128.2, 128.1, 128.0, 127.9, 127.7,
127.3, 81.2, 79.3, 72.3, 72.3, 67.6, 50.6, 48.39,436.9, 29.9. Only the major rotamer reported.
HRMS calcd for GgHs/NOsNa [M+Na] m/z586.2564, founan/z586.2582.

(-)-Calystegine A (117)

OH

HO NH
HO

117

A solution of cycloheptanonts8 (39 mg, 0.069 mmol) in dioxanefd8 (9:1, 3.3 mL) was degassed
by bubbling nitrogen through the solution for 10nmiPearlman’s catalyst (8 mg, 7ufnol) was
added to the solution and: M/as bubbled through the solution for 10 min afich the solution
was stirred at room temperature under 1 atmospberd, for 15 h. TLC analysis revealed
disappearance of the protected cycloheptanonelam@queous HCI (0.7 mL) was added to the
solution, which was stirred at room temperatureenrid atmosphere of Hor an additional 32 h.
The reaction mixture was neutralized by additionAofiberlite IRA-400 OH filtered through a
plug of Celite and thoroughly washed with@H(15 x 10 mL). The filtrate was co-evaporated with
EtOH and purified by Sephadex LH-20 column chromeiphy (EtOAcC/EtOH = 4:1) to give
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(-)-calystegine A (117) (9.2 mg, 84%)R; 0.42 (1-propanol/AcOH/KO = 4:1:1). 1% -13.6 € 0.3,
D,0) (lit.2% [a]p —17.3 € 0.47, BO)). IR (film): 3382, 2954, 2929, 2857, 1635, 139987, 1259,
1088, 1056, 1026, 934 NMR (500 MHz, BO): 5 3.62 (ddd,J = 6.9, 8.5, 10.5 Hz, 1H), 3.45 (d,
J=6.6 Hz, 1H), 3.36 (dJ = 8.4 Hz, 1H), 2.06-1.90 (m, 3H), 1.53-1.43 (m,)3HC NMR (125
MHz, D,0): 5 93.4, 82.5, 72.7, 54.2, 42.6, 31.8, 29.3. The dtanshift of C1 (93.4 ppm) was
assigned by HSQC. NMR data are in accordance \iignature value&®® HRMS calcd for
C;H1aNOsNa [M+Na] m/z182.0788, founan/z182.0793.

(-)-Calystegine A (117)

A solution of cycloheptanonts8 (39 mg, 0.069 mmol) in THFA® (9:1, 3.3 mL) was degassed by
bubbling nitrogen through the solution for 10 nfdeariman’s catalyst (8 mg, 7ubnol) was added
to the solution and Hwas bubbled through the solution for 10 min aftéich the solution was
stirred at room temperature under 1 atmosphere offdd 15 h. TLC analysis revealed
disappearance of the protected cycloheptanonelamé@queous HCI (0.7 mL) was added to the
solution, which was stirred at room temperatureenrid atmosphere of Hor an additional 32 h.
The reaction mixture was neutralized by additionAofiberlite IRA-400 OH filtered through a
plug of Celite and thoroughly washed with@H(15 x 10 mL). The filtrate was co-evaporated with
EtOH and purified by Sephadex LH-20 column chromedaphy (EtOAC/EtOH = 4:1) to give
(-)-calystegine A (117) (8.9 mg, 81%). Spectroscopic data are given above

Attempted isomerization of calystegine A(117) to As (166)

Calystegine A (117) (2 mg, 0.013 mmol) was dissolved in pyridide€0.7 mL, pH = 8-9) or M
ag. Ca(OH) (0.7 mL, pH > 12). The reaction mixtures contagnida(OH) were inhomogeneous
and stirring was applied. The reactions were peréat at 25 or 100 °C and were followed by TLC
and*H NMR. Experiments in pyridines could be evaporated and the product recoveredtijirec
whereas experiments in aq. Ca(Qk)ere acidified with Im aq. HCI, neutralized with IRA-400
OH ion exchange resin, filtered through a plug ofit€ednd washed thoroughly with water. The
filtrate was concentrateth vacuoand the residue was analyzed by TLC aHdNMR. When
necessary, the crude product was purified on Sephiad-20 eluting with EtOAC/EtOH = 4:1.
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8.4 Compounds referred to in chapter 5

(3R,4R,5S,69)-3,4,5,6-Tetrahydroxy-3,4;5,6-diO-isopropylidene-1-methylcyclohexene (184)

723

184

To a solution of dioll83 (100 mg, 0.50 mmol) in 2,2-dimethoxypropane (8 r6k, mmol) was
added camphorsulfonic acid (7.3 mg, 0.31 mmol), dredreaction mixture was stirred at room
temperature under an argon atmosphere. Full caovemsas achieved after 40 min, and the
reaction was quenched by addition of a few drop&tgdl (pH > 7). The mixture was concentrated
in vacuoand the residue was purified by flash column clatmgraphy (heptane/EtOAc = 3:1)
furnishing184 (88 mg, 73%) as white crystak.0.45 (EtOAc/heptane = 1:2H NMR (300 MHz,
CDCl3): 6 5.54-5.49 (m, 1H), 4.53-4.47 (m, 1H), 4.38-4.29 @Hl), 1.84-1.81 (m, 3H), 1.45 (s,
3H), 1.42 (s, 3H), 1.36 (s, 3H), 1.35 (s, 3tC NMR (75 MHz, CDCJ): 5 135.1, 121.1, 110.4,
110.3, 74.7, 73.1, 72.6, 71.7, 27.2, 27.0, 26.6,28.0."°C NMR data are in accordance with two

cis fused isopropylidene acetdls.

(1S,2S,3R,6R)-3-Benzoyloxy-2-hydroxy-4,8,8-trimethyl-7,9-dioxacdtyclo[4.3.0]non-4-ene (185)

o\\-<:§‘OBZ
\/\d OH

185
A degassed solution of diedt&8 (34 mg, 0.10 mmol) and Grubbs™Zeneration catalyst (7.4 mg,
0.0087 mmol) in freshly distilled DCM (24 mL) wasopected from sunlight and stirred at reflux
under an argon atmosphere for 3 days. The reagtigture was evaporated on Celite and purified
by flash column chromatography (heptaneheptane/EtOAc = 4:1) to give the target compound
185 (23 mg, 74%) as a white solif 0.29 (EtOAc/heptane = 2:1)a5 —40.4 € 1.0, CDCH). IR
(film): 3459, 3066, 3036, 2985, 2924, 2855, 172452, 1380, 1268, 1235, 1110, 1047, 1031, 712.
'H NMR (300 MHz, CDCY): 5 8.11-8.06 (m, 2H), 7.59 (t§,= 2.1, 7.4 Hz, 1H), 7.50-7.42 (m, 2H),
5.84 (ddJ = 1.0, 8.1 Hz, 1H), 5.57 (dd,= 1.9, 3.3 Hz, 1H), 4.69-4.64 (m, 1H), 4.56 (dd¢; 0.7,
2.9, 5.6 Hz, 1H), 3.97 (d§ = 2.9, 8.1 Hz, 1H), 2.66 (d,= 8.1 Hz, OH), 1.78 (dd] = 1.3, 2.6 Hz,
3H), 1.43 (s, 3H), 1.40 (s, 3HY*C NMR (75 MHz, CDCY): 5 167.2, 134.6, 133.5, 130.0, 129.8,
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128.6, 124.1, 109.9, 75.9, 74.1, 73.1, 71.8, 2f6%, 19.2. HRMS calcd for;gH,gOsNa [M+Na]
m/z327.1203, founan/z327.1212.

(1S,2S,3R,6R)-2,3-Dihydroxy-4,8,8-trimethyl-7,9-dioxabicyclo[43.0]non-4-ene (186)

o
\/\d OH

186
The benzoatd 85 (15 mg, 0.049 mmol) was dissolved in 10% NaOMeammydrous MeOH (10
mL) and stirred at room temperature under an argwnosphere for 3 h. The mixture was
evaporated on Celite and purified by flash colurhromatography (heptane/EtOAc = 1:2) to give
186 (8.5 mg, 86%) as a colorless @#.0.04 (EtOAc/heptane = 1:2H NMR (300 MHz, CDCY): &
5.44-5.40 (m, 1H), 4.65-4.58 (m, 1H), 4.50 (dds 2.7, 5.8 Hz, 1H), 4.26 (bd,= 5.6 Hz, 1H),
3.68-3.60 (m, 1H), 2.45-2.36 (m, OH), 2.25-2.17 @H]), 1.86-1.83 (m, 3H), 1.37 (s, 6H).

(3R,4R,5S5,6R)-3,4,5,6-Tetrahydroxy-3,4;5,6-diO-isopropylidene-1-methylcyclohexene (187)

187
To a solution of dioll86 (8.5 mg, 0.042 mmol) in 2,2-dimethoxypropane @@I8 6.5 mmol) was
added camphorsulfonic acid (0.7 mg, 0.03 mmol), dredreaction mixture was stirred at room
temperature under an argon atmosphere. After henstarting material was still present as the
major spot and additional 2,2-dimethoxypropane (@lQ 8.2 mmol) was added. After stirring for
an additional 1 h, the reaction was quenched bytiaddof a few drops of EN (pH > 7). The
mixture was concentratad vacuoand the residue was purified by flash column clatmgraphy
(heptane/EtOAC = 3:1> 1:2) giving187 (3 mg, 29%) as well as 35% recovered starting nahi@
mg). R 0.51 (EtOAc/heptane = 1:2%4 NMR (300 MHz, CDCY): & 5.41-5.33 (m, 1H), 4.74-4.65
(m, 2H), 4.38 (bdJ = 8.3 Hz, 1H), 3.48 (ddl = 1.9, 8.8 Hz, 1H), 1.84-1.81 (m, 3H), 1.51 (s)3H
1.46 (s, 3H), 1.42 (s, 3H), 1.38 (s, 3C NMR (75 MHz, CDCJ): & 140.3, 120.1, 111.2, 109.9,
80.2, 75.1, 73.6, 70.7, 29.9, 27.0, 26.7, 24.87.17C NMR data are in accordance with aigand
onetransfused isopropylidene acetH.
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(1S,2R,3S,6R)-3-Benzoyloxy-2-hydroxy-4,8,8-trimethyl-7,9-dioxaxyclo[4.3.0]non-4-ene (182)

182
Following a modified literature procedut€,a solution of alcohal81(1.79 g, 5.9 mmol) in freshly
distilled DCM (40 mL) under a nitrogen atmospher@swooled to —20 °C followed by addition of
pyridine (2.14 mL, 26.5 mmol) and ;0@ (1.48 mL, 8.8 mmol). The reaction mixture wasnadjo
allowed to warm to room temperature and after 1tbehreaction was quenched wittv2HCI (85
mL). The phases were separated and the aqueous whasxtracted with DCM (2 x 25 mL). The
combined organic phases were washed with satueafedous NaHC{(45 mL), dried (MgSG@),
filtered and concentratedh vacuoto give trifluoromethanesulfonats89 (2.57 g, 5.9 mmol) as a
black residue, which was used directly in the retgp. The crude trifluoromethanesulfonag&9
was redissolved in anhydrous DMF under a nitrogeroaphere, NaN§(1.62 g, 23.5 mmol) was
added and the mixture stirred at room temperatur®.6 h. The reaction mixture was diluted with
H,0O (120 mL) followed by extraction with £ (5 x 50 mL). The combined organic phases were
dried (MgSQ), filtered and concentrateth vacuo The residue was purified by flash column
chromatography (EtOAc/heptane = 1:5 1:1) to give alcoholl82 (933 mg, 52%) as a slightly
yellow oil. R 0.49 (EtOAc/heptane = 1:10]%5 —12.0 € 2.0, CROD). IR (film): 3459, 3064, 3043,
2985, 2925, 2859, 1719, 1452, 1379, 1316, 12689,1P216, 1115, 1060, 1026, 979, 907, 740.
NMR (300 MHz, CDCY): 58.11-8.05 (m, 2H), 7.59 (tfl = 1.4, 7.4 Hz, 1H), 7.50-7.42 (m, 2H),
5.76-5.67 (m, 2H), 4.69-4.63 (m, 1H), 4.21 (dd; 6.3, 9.0 Hz, 1H), 3.98 (8, = 8.9 Hz, 1H), 1.77
(dd,J = 1.3, 2.7 Hz, 3H), 1.55 (s, 3H), 1.41 (s, 3tfC NMR (75 MHz, CDCJ): & 166.7, 139.1,
133.5, 130.0, 129.6, 128.6, 120.1, 110.6, 77.9,7R.7, 72.3, 28.4, 26.1, 18.9. HRMS calcd for
Ci7H200sNa [M+Na]" m/z327.1203, founan/z327.1216.

(1R,2R,3S,6R)-3-Benzoyloxy-4,8,8-trimethyl-2-tetrahydropyranylaxy-
7,9-dioxabicyclo[4.3.0]non-4-ene (190)

o "10Bz

\/\d OTHP

190
Following a modified literature procedut€, a solution of alcoholl82 (850 mg, 2.79 mmol) in
freshly distilled DCM (60 mL) was treated with DH®5 mL, 5.5 mmol) and PPTS (140 mg, 0.56
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mmol). The mixture was stirred at room temperaturder a nitrogen atmosphere overnight. The
reaction was stopped by addition of saturated asggp&®aHCQ (100 mL) followed by extraction
with DCM (3 x 50 mL). The combined organic phasesemried (MgSQ), filtered, concentrated
in vacuoand purified by flash column chromatography (heptBtOAc = 9:1- 4:1) to givel90
(925 mg, 85%) as a colorless oil and a mixturewad tliastereomerdk; 0.72 (EtOAc/heptane =
1:1). IR (film): 3063, 2983, 2938, 2868, 1722, 143380, 1317, 1265, 1247, 1217, 1162, 1119,
1062, 1029, 986, 966, 869, 7161 NMR (300 MHz, CDCJ): 58.12-8.03 (m, 4H), 7.59-7.53 (m,
2H), 7.48-7.40 (m, 4H), 5.81-5.67 (m, 4H), 5.21)(t 2.6 Hz, 1H), 4.83 (1) = 3.3 Hz, 1H), 4.68-
4.58 (m, 2H), 4.29 (dt) = 6.1, 8.3 Hz, 2H), 4.19-4.08 (m, 3H), 3.64-3.54 (LH), 3.46-3.37 (m,
1H), 3.23-3.14 (m, 1H), 1.78-1.70 (m, 8H), 1.628L(&, 4H), 1.55 (s, 9H), 1.40 (s, 3H), 1.39 (s,
6H). **C NMR (75 MHz, CDC}): 5 166.4, 166.2, 139.3, 138.1, 133.4, 133.1, 13(9,9, 129.8,
129.7, 128.7, 128.4, 120.9, 120.1, 110.2, 110.,9 .3, 78.5, 76.1, 75.6, 74.6, 73.0, 72.6, 72.6,
62.1, 61.3, 30.6, 30.5, 28.3, 28.1, 26.6, 26.54,225.3, 19.1, 19.0, 18.5. HRMS calcd for
CoHog0sNa [M+Na] m/z411.1778, founan/z411.1796.

(1R,2R,3S,6R)-3-Hydroxy-4,8,8-trimethyl-2-tetrahydropyranyloxy-
7,9-dioxabicyclo[4.3.0]non-4-ene (191)

o “1OH

\/\d OTHP

191

Fully protectedl90 (595 mg, 1.53 mmol) was dissolved in 10% NaOManhydrous MeOH (60
mL) and stirred at room temperature for 3 h. Thetane was concentrated vacuoand purified by
flash column chromatography (heptane/EtOAc = 4dlpive alcohol191 (393 mg, 90%) as a
colorless oil and a mixture of two diastereom&<$.51 and 0.63 (EtOAc/heptane = 1:1). IR (film):
3442, 3037, 2982, 2936, 2860, 1453, 1441, 1372319215, 1135, 1072, 1047, 1022, 1007, 975,
890.'H NMR (300 MHz, CDCJ): 5 5.54-5.45 (m, 2H), 4.79 (dd,= 2.6, 5.5 Hz, 1H), 4.62-4.50
(m, 2H), 4.40 (dJ = 1.7 Hz, 1H), 4.31 () = 5.8 Hz, 1H), 4.14-4.07 (m, 2H), 4.04-3.91 (m,)3H
3.87-3.80 (ddJ = 5.0, 8.5 Hz, 1H), 3.59 (§,= 8.5 Hz, 1H), 3.56-3.47 (m, 2H), 2.99 (& 8.5 Hz,
OH), 1.96-1.77 (m, 3H), 1.87-1.85 (m, 3H), 1.843L(®, 3H), 1.61-1.47 (m, 9H), 1.47 (s, 3H),
1.43 (s, 3H), 1.36 (s, 3H), 1.34 (s, 3C NMR (75 MHz, CDCYJ): 8 142.1, 138.2, 120.4, 117.3,
110.0, 109.7, 102.7, 99.4, 84.3, 76.7, 75.9, 7TRZ{, 71.1, 70.5, 65.6, 64.0, 31.5, 30.9, 28.52,28.

153



Rune Nygaard Monrad — Ph.D. Thesis

26.6, 26.1, 25.3, 25.1, 21.4, 20.4, 20.3, 19.0. KRMiIcd for GsH,40sNa [M+Na] m/z307.1516,
foundm/z307.1521.

(1R,2S,6R)-4,8,8-Trimethyl-3-0x0-2-tetrahydropyranyloxy-7,9dioxabicyclo[4.3.0]non-4-ene
(192)

o o}

\/\d OTHP

192
To a solution of alcohol91 (389 mg, 1.37 mmol) in freshly distilled DCM (65Linwere added
Celite (1.8 g) and PDC (1.8 g, 4.78 mmol), andrdeetion mixture was stirred at room temperature
under an argon atmosphere for 26 h. The mixture fill@sed through a plug of Celite, and
concentratedin vacuo to give a slightly yellow oil, which was purifiethy flash column
chromatography (heptane/EtOAc = 3:1) to affd@R (334 mg, 86%) as a colorless oil and a
mixture of two diastereomer®; 0.62 (EtOAc/heptane = 1:1). IR (film): 2985, 292886, 1698,
1453, 1380, 1371, 1240, 1219, 1167, 1125, 10631,1037, 966, 856'H NMR (300 MHz,
CDCl): 8 6.54 (dg,J = 1.5, 4.2 Hz, 1H), 6.50-6.46 (m, 1H), 4.98J)(t 3.3 Hz, 1H), 4.87 (] = 3.2
Hz, 1H), 4.80-4.74 (m, 2H), 4.54-4.41 (m, 4H), 4483 (m, 1H), 3.98-3.89 (m, 1H), 3.52-3.41
(m, 2H), 1.86 (tJ = 1.4 Hz, 3H), 1.85 (tJ = 1.4 Hz, 3H), 1.80-1.67 (m, 5H), 1.61-1.52 (m,),7H
1.52 (s, 3H), 1.47 (s, 3H), 1.43 (s, 3H), 1.403(d). **C NMR (75 MHz, CDCJ): & 197.2, 196.1,
137.5, 136.0, 135.8, 111.2, 111.1, 98.6, 97.8,,7B/57, 76.6, 71.7, 71.6, 62.2, 61.9, 30.4, 30.2,
28.1, 28.0, 26.7, 25.5, 25.4, 19.0, 18.7, 16.29.16RMS calcd for GH»,0sNa [M+Na]' m/z
305.1359, founan/z305.1368.

Gabosine A (171)

HO™ 0

HO' OH
171

Ketone192 (52 mg, 0.184 mmol) was dissolved in 80% acetid at H,O (3.0 mL) and stirred
under a nitrogen atmosphere for 9 h at 40 °C. €hetion mixture was cooled to room temperature
and co-concentrated with ,8 to give a residue, which was purified by flash ootu
chromatography (EtOAc) to afford gabosine WD) (28 mg, 96%) as a white crystalline material.

R 0.16 (EtOAC). 13 —125.4 ¢ 0.8, CROD) (lit.**® [a]% —132 € 1, MeOH), Iit®® [a]p —131 €
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0.27, MeOH). mp 56-60 °C (MeOH). IR (film): 3354955, 2924, 2862, 1684, 1448, 1236, 1139,
1092, 1028'H NMR (300 MHz, CROD): & 6.75 (dgJ = 1.5, 5.6 Hz, 1H), 4.41-4.36 (m, 1H), 4.32
(d,J = 10.0 Hz, 1H), 3.73 (dd, = 4.0, 10.0 Hz, 1H), 1.82 (dd,= 0.9, 1.3 Hz, 3H)**C NMR (75
MHz, CD;OD): & 200.4, 143.0, 136.9, 75.0, 73.9, 67.4, 15.6. NMiRadare in accordance with
literature value$**3**HRMS calcd for GH100sNa [M+Na]' m/z181.0471, foundn/z181.0472.
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9 Experimental work performed at University of Oxford

9.1 General experimental methods

All reagents were obtained from commercial souwigisout further purification. Water (#0) was
purified using a Milli-Q purification system. Pekn@fers to the fraction of petroleum ether in the
boiling range of 40-60 °C. TLC was carried out dum@anum plates precoated with 0.25 mm of
silica gel 60. The plates were developed by diping solution of (NH)sM07024° 4H,0 (25 g/L)
and Ce(SQ). (10 g/L) in 10% aqueous,BO, followed by heating with a heat gun. Flash column
chromatography was performed on silica gel 60 (@arsize 0.035 — 0.070 mm). NMR spectra
were recorded on a Bruker AV 400 instrument. Chatrsbifts §) are given in ppm and residual
solvents were used as internal refereffdedow resolution mass spectra were recorded on a
Micromass Platform 1 spectrometer using electroraysponization with methanol as carrier
solvent. Optical rotations were recorded on a PeBtmer polarimeter. IR spectra were recorded
on a Bruker Tensor 27 spectrophotometer and IRrptiens are given in cth Melting points are

uncorrected.

9.2 Protein methods

Protein mass spectrometry

LC/MS.The protein solutions were analyzed under dermgjuronditions by liquid chromatography
(Waters, Milford, MA) coupled to positive electraay ionization time of flight mass spectrometry
(ESI" TOF MS, Micromass, UK) using a Phenomenex Jupite€4 300 A 250 x 4.6 mm column.
The protein solution was injected and eluted atlYnmm using a 35 min linear gradient method
from solvent A (water/5% acetonitrile/0.1% formicid) and solvent B (acetonitrile/0.1% formic
acid), see Table 31. All solvents were degassesbhication for 15 min prior to use. The output of
the liquid chromatography was split 1:4 (mass spewotter/waste) and injected into the mass
spectrometer with a scan range of 300—-1800 m/4llaxgpvoltage 2500 V, cone voltage of 30 V,
source temperature of 80 °C, and desolvation teatyer of 200 °C. Albumin elutes at 13.5 min
and is visualized as a charge envelope from 93(r&® m/zrepresenting +69 to +41 charges. The
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spectrum was deconvolved to the uncharged paress osng MaxEnt 1 (Micromass). Myoglobin
(horse heart) was used as a calibration standaltbatest the sensitivity of the system.

Table 31.Chromatographic conditions for LC/MS.

T|me %A %B FIowre_lte
(min) mL/min
0.0 95 5 1
5.0 95 5 1
20.0 5 95 1
25.0 5 95 1
30.0 95 5 1
35.0 95 5 1

MALDI TOF MS.Analysis of proteins by MALDI TOF ESIMS was performed on a MALDI
micro MX (Micromass, UK). The sample was prepargddading 2uL of a solution of protein and
matrix to the MALDI plate followed by drying undemitrogen. Sinapinic acid or cyano-4-
hydroxycinnamic acid (10 mg/mL in 0.1% TFA in wdtaretonitrile = 60:40) were used as
matrices. The plate was analyzed using positivea@ion in linear mode with a 30 kDa — 140 kDa
scan range using the following parameters: souattage of 12000 V, pulse voltage 3000 V and
laser 150. BSA was used as a calibration standatdaatest the sensitivity of the system.

Tryptic digestion and MS/MS

Trypsin (10ug, 1 mg/mL in 50nm NH4HCO3) was added to 50L of a solution of modified HSA
(approximately 4 g/L) in NPHCO; (50 mM, pH 8.0) and incubated at 37 °C for 16 h. To the
resultant solution was added 1% ag. formic acigil(h and the mixture was analyzed by liquid
chromatography (Agilent) coupled to ESTOF MS (LTQ FT Ultra, Micromass, UK) using a
Phenomenex Jupiter 5u C18 300 A 150 x 0.5 mm coldfhe tryptic peptides were injected and
eluted at 15uL/min using a 90 min linear gradient method fronveat A (water/0.1% formic acid)
and solvent B (acetonitrile/0.1% formic acid), sd@able 32. The output of the liquid
chromatography was injected into the mass spectsnwith a scan range of 100-280@z
capillary voltage 3000 V, cone voltage of 35 V, mmutemperature of 80 °C, and desolvation

temperature of 200 °C.
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Table 32.Chromatographic conditions for LC-coupled MS/MS.

Tw_ne WA %B Flowrgte
(min) pl/min
0.0 95 5 15
5.0 95 5 15
30.0 60 40 15
60.0 5 95 15
70.0 95 5 15
90.0 95 5 15

Size-exclusion chromatography
Desalting and removal of excess reagents wereedaoit by PD10 size-exclusion chromatography
(10 kDa molecular weight cutoff). The PD10 columaswvashed with buffer or water (25 mL), the

protein sample (2.5 mL) was loaded and the coluras @uted with buffer or water (3.5 mL).

Determination of protein concentration
Protein concentrations were measured by UV absoebdrhe extinction coefficient for unmodified
HSA at 280 nMébgonm= 28730M™* cmi?) was calculated from the amino acid sequéfiessing the

following protein concentration calculater: http://www.mrc-

Imb.cam.ac.uk/ms/methods/proteincalculator.htidetermination of protein concentration using

Bradford assays with BSA as a standard agreeddbiyowith the concentration obtained bygA

The concentrations @hodifiedprotein solutions were estimated using Bradforéass

SDS-PAGE gel electrophoresis

To microcentrifuge tubes containing protein (Il was added sample loading buffer,B; Tris-

HCI (1.52 g), glycerol (20 mL), SDS (2 g) and brgrhenol blue (2 mg) dissolved in,@ (90 mL),
adjusted to pH 6.8 and made up to 100 mDHThe samples were heated to 100 °C for 5 min and
together with protein marker {8.) they were loaded to a 10 well Invitrogen NuPAGE®wex 4-
12% Bis-Tris gel, which was eluted for 45 min (200with running buffer [20x NUPAGE® MOPS
(40 mL), HO (760 mL)]. The gel was incubated in gel staing@assie Brilliant Blue R-250 (2.5
g), methanol (500 mL), glacial acetic acid (400 mt)O (100 mL)] on a rocking table for 30 min.
The gel stain was then replaced with gel destaigttianol (400 mL), glacial acetic acid (70 mL),
H,0 (530 mL)] and the gel was incubated on a rockafde overnight.
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Preparative HPLC purification of human serum albumin

Commercial HSA was purified by preparative hightpanance liquid chromatography using a
Dionex Ultimate 3000 HPLC. 2 mL of a solution of A$25 mg/mL) in water was injected into a
preparative HPLC column (Vydac, C18, 300 A) at rommperature. A linear gradient method of
solvent A (water/0.1% formic acid) and solvent Bdtnitrile/0.1% formic acid) was used (Table
33) and the fractions (Gilson FC204 fraction cdldecwere collected based on UV absorbance at
280 nm. The fractions were analyzed by LC/MS. Towecentration of the purified protein solution

was measured by UV absorption at 280 nm.

Table 33.Chromatographic conditions for preparative HPLC.

Tw_ne %A %B Flowra_lte
(min) mL/min
0.0 95 5 5
5.0 95 5 5
10.0 50 50 5
425 25 75 5
45.0 0 100 5
50.0 0 100 5
55.0 95 5 5
60.0 95 5 5

Purification of human serum albumin**42°

To commercial HSA (Lee BioSolutions, Inc., 50 mg;3umol) and EDTA (1.5 mg, imol) in aq.
phosphate buffered saline (5 mL, 281, pH 8.5) were added DTT (10 mg, g&ol) in phosphate
buffered saline (6@L), and the reaction mixture was stirred at roomgerature. The conversion
was followed by mass spectrometry and after 2 lh,réaluction of the Cys34-Cys disulfide was
achieved. Cysteine and excess reducing agent wasovesl by PD10 size-exclusion
chromatography eluting with a solution of EDTA M) and DTT (0.02nMm) in phosphate buffered
saline (20nm, ph 8.0). The solution was left for 48 h at 4 Sased to atmospheric air to refold.
The protein solution was purified by PD10 size-agan chromatography eluting with phosphate
buffered saline (2&Mm, pH 7.4) to give Cys34-Cys reduced HSA in morent®&% vyield. The
protein solution was concentrated using a YM10 Amicultrafiltration membrane to a
concentration of 42 g/L. The protein concentratwoas determined by UV absorbance. LC/MS:
found 66437, expected 66438.
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General protein modification methods

General procedure A: Modification of HSA with 24m2-methoxyethyl reagents

Modifying the procedure developed by Stowell ané % a solution of HSA (Gsine = 4-30mM) in
phosphate buffered saline (2041, pH 9) was added to the IME reage?23 or 229 (1-25 eq. per
lysine) as an approximately 1:1 mixture with theresponding cyanomethyl thioglycopyranoside
224 or 230. The reaction mixture was stirred very vigoroufdy 30 sec and was then left under
gentle stirring overnight at room temperature. Afté h, the protein solution was cooled to 4 °C
and purified by PD10 size-exclusion chromatographyting with water or phosphate buffered
saline. The glycoprotein was analyzed by SDS-PA@Eetgctrophoresis and/or mass spectrometry
(MALDI TOF MS).

General procedure B: Modification of HSA with N-hyxi/succinimide esters

To an ag. solution of HSA (gne = 0.8-27mM) in phosphate buffered saline (2, pH 4-9) was
added NHSester236 or 238 (0.017-250 eq. per lysine) either in crystallioenfi or dissolved in a
co-solvent. The reaction mixture was stirred veigowously for 30 sec and was then left under
gentle stirring overnight at 25 or 37 °C. After Athe protein solution was cooled to 4 °C and
purified by PD10 size-exclusion chromatographyiefutwith water or phosphate buffered saline.
The extent of modification was analyzed by SDS-PA@& electrophoresis and/or mass
spectrometry (LC/MS or MALDI TOF MS).

General procedure C: Incubation of HSA witl#-D-acyl glucuronides

To an ag. solution of HSA (33 g/L) in phosphateférgd saline (2ehMm, pH 7.4) were added acyl
glucuronides211-216 at a final concentration of 0.5 or 5. The reaction mixture was mixed
very vigorously for 30 sec and then gently shake®7a°C for 16 h. The protein solution was then
cooled to 4 °C and purified by PD10 size-exclusitbromatography eluting with water to remove

salts and excess reagent. The product was anabyzewhss spectrometry (LC/MS).

Incubation of HSA with D-glucuronic acid

As a control experimenp-glucuronic acid (0.5 or 5.ehM) was incubated with HSA (33 g/L)
according to general procedure C. Workup by sizgusiwon chromatography and subsequent
analysis by mass spectrometry (LC/MS) revealednapbetely unmodified spectrum of HSA.
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Gal-modified HSA (231)

Following general procedure A, HSA (100 mg, 880l lysines, gsine = 30mM) was incubated with
IME reagent223 (0.4 g, 0.5 mmol) as an approximately 1:2 mixtwith cyano compoun@24in
PBS buffer (3 mL) at pH 9. Workup gave a solutidrGal-modified HSA231 (42.5 Gal units on
average, 3.5 mL, approximately 32 mg/mL). MALDI T®FS: found 76.4 kDa.

Attempted a(2,3)-SiaT-catalyzed sialylatioA*’of Gal-modified HSA

To a mixture of sialic acid (5.2 mg, 16umol) and CTP disodium salt (8.8 mg, 1Gumnol) was
added a solution of CMP-sialic acid synthetase (10010 mg/mL, 0.04umol) in HEPES buffer
(50 mm ag. HEPES, 1@&wm MgCl,, pH 7.8). The resulting solution was diluted WHEPES buffer
(400puL), and the reaction mixture was gently shaken fiarmentor at 37 °¢*? After 1 h, solutions

of Gal-modified HSA231(76.4 kDa, 42.5 Gal units on average, 529 approximately 19 mg/mL,
approximately Gumol galactose) and(2,3)-SiaT (36QuL, 1 mg/mL in HEPES buffer, 0.00gmol)

in HEPES buffer were added to the mixture and tktierg of reaction was followed by mass
spectrometry (MALDI TOF MS). After 8 h, additionsblutions of CMP-sialic acid synthetase (100
uL, 10 mg/mL, 0.04imol) anda(2,3)-SiaT (36QuL, 1 mg/mL, 0.00umol) in HEPES buffer were
added to the reaction mixture, but after 24 h atithost no conversion was achieved. Precipitated
enzymes and reagents were removed by centrifugatidrto that solution was added a precipitate-
free solution of(2,3)-SiaT (0.5 mg, 0.018mol) and CMP-sialic acid [made from sialic acid .40
mg, 33.4umol), CTP disodium salt (20.0 mg, 376ol) and CMP-sialic acid synthetase (3009

10 mg/mL, 0.12umol)] in HEPES buffer. After an additional 24 h & °C approximately 5%
conversion was achieved. MALDI TOF MS: found 7708k

Attempted Cstll-catalyzed sialylation of Gal-modified HSA

To sialic acid (5.2 mg, 16.4mol) and CTP disodium salt (8.8 mg, 1eumnol) was added CMP-
sialic acid synthetase (1Q@, 10 mg/mL, 0.04umol) in HEPES buffer (5o aq. HEPES, 16w
MgCl,, pH 7.8). The resulting solution was diluted williEPES buffer (40Q.L) and was gently
shaken in a fermentor at 37 #& After 1 h, solutions of Gal-modified HS231 (76.4 kDa, 42.5
Gal units on average, 52@, approximately 19 mg/mL, approximatelyuénol galactose) and Cstll
(360 pL, 2 mg/mL, 0.01umol) in HEPES buffer were added and the extenteaiction was
followed by mass spectrometry (MALDI TOF MS). Aft8rh, additional solutions of CMP-sialic
acid synthetase (1Qf., 10 mg/mL, 0.04umol) and Cstll (36QuL, 2 mg/mL, 0.0lumol) in HEPES

162



Chapter 9 Experimental work performed at Universitpxford

buffer were added to the reaction mixture, butra®# h still almost no conversion was achieved.
Precipitated enzymes and reagents were removedrigifagation and to that solution was added a
precipitate-free solution of Cstll (1 mg, 0.0jihol) and CMP-sialic acid [made from sialic acid
(10.4 mg, 33.4umol), CTP disodium salt (20.0 mg, 37uenol) and CMP-sialic acid synthetase
(300puL, 10 mg/mL, 0.12umol)] in HEPES buffer. After an additional 24 h3t °C approximately
10% conversion was achieved. MALDI TOF MS: found67kDa.
Attempted T. cruz transsialidase-catalyzed sialylation of Gal-modifig HSA*>444

To a solution of Gal-modified HSA231 (76.4 kDa, 42.5 Gal units on average, 50D,
approximately 19 mg/mL, approximatelynol galactose) and fetuin (100 mg, 6ol sialic
acid) in HEPES buffer (5éam aq. HEPES, 1M MgCl,, pH 7.8) was added a crude batch of
T. cruzitranssialidase (2.5 mL, approximately O06ol) in sodium cacodylate buffer (2atv aqg.
sodium cacodylate, 2e:M MnCl,, pH 7.7), and the reaction mixture was shaken lgant a
fermentor at 37 °C. The reaction was followed bgsmspectrometry (MALDI TOF MS) and within
24 h approximately 6% conversion was achieved. MALDF MS: found 77.2 kDa.

GlcNAc-modified HSA (233)

Following general procedure A, HSA (18 mg, d@ol lysines, gsine = 29mM) was incubated with
IME reagent229 (156 mg, 0.25 mmol) as an approximately 1:1 mixtwith cyanomethyl
compound230in PBS buffer (55QiL) at pH 9. Workup gave a solution of GIcNAc-moddi HSA

233 (47.5 GIcNAc units on average, 3.5 mL, approximaglimg/mL). MALDI TOF MS: found
79.5 kDa.

B(1,4)-GalT-catalyzed galactosylatiof{ of GIcNAc-modified HSA

To a solution of UDP-galactose disodium salt (5 é7umol) in HEPES buffer (10QL, 50 mm
ag. HEPES, 1&M MgCl,, pH 7.8) were added solutions of GIcNAc-modifie8A233(79.5 kDa,
47.5 GIcNAc units on average, 2QQ, approximately 4 mg/mL, 0.pmol N-acetyl-glucosamine)
andp(1,4)-GalT (200uL, 1 mg/mL, 0.006umol) in sodium cacodylate buffer (2@@v aq. sodium
cacodylate, 2@hm MnCl,, pH 7.4), and the reaction mixture was gently shak a fermentor at 37
°C. After 24 h, a solution of additional UDP-gatzs# disodium salt (15.0 mg, 24uénol) and
B(1,4)-GalT (200uL, 1 mg/mL, 0.006umol) in sodium cacodylate buffer as well as allalin
phosphatase (10 mg, 13 U/mg, 130 U) were added tlandeaction mixture was stirred for an
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additional 24 h. The solution was centrifuged tmoge precipitated enzymes and reagents, and the
solution was analyzed by mass spectrometry (MALDFIMS) revealing 16% conversion (7.4 Gal
units were incorporated on average). MALDI TOF M&ind 80.7 kDa.

9.3 Organic synthesi$

1,2,3,4,6-Pentad-acetyl$-D-galactopyranose (219"

AcOOAC
(o]
AcO OAc

AcO

219
D-Galactose (1.0 g, 5.6 mmol) was added to dry pyid1l0 mL) and acetic anhydride (10 mL, 106
mmol) and stirred at room temperature under anraggmosphere overnight. The liquids were
removedin vacuoby co-evaporation with toluene to gi2d9 (2.2 g, 100%) as a semi-crystalline
syrup.R; 0.55 (EtOAc/petrol = 1:1)*H NMR (400 MHz, CDGJ): 85.72 (d,J = 8.3 Hz, 1H,_Hj),
5.49-5.47 (m, 1H, b), 5.33-5.31 (m, 1H, b}, 5.10-5.03 (m, 1H, k), 4.37-4.30 (m, 1H, ¥}, 4.18-
4.02 (m, 2H, He), 2.15 (s, 3H), 2.14 (s, 3H), 2.03 (s, 3H), 2.613H), 1.99 (s, 3H) (Ckx 5); *°C
NMR (100 MHz, CDCJ): 6 170.5, 170.3, 170.0, 169.1£O x 5), 89.8 (€l), 68.9, 67.5, 67.5,

66.5, 61.4 (€2,3,4,5,6), 21.0, 20.9, 20.8, 20.7HEX 5).

2,3,4,6-TetraO-acetyl-a-D-galactopyranosyl bromide (220%**

AcOOAC
(o]

AcO
AcO
Br

220
HBr (153 mL, 33% in acetic acid, 845 mmol) was atittea solution 0219 (30.0 g, 77 mmol) in
DCM (80 mL) at 0 °C, and the mixture was stirredcam temperature under an argon atmosphere
for 4.75 h. The reaction mixture was quenched kgitecsh of H,O (1 L) followed by immediate
extraction with DCM (3 x 250 mL). The combined angaphases were neutralized by washing
with sat. ag. NaHC®(1 L + 500 mL), dried (N&Oy), filtered and concentratdd vacuoto give
220(31.7 g, 100%) as a brown ot 0.73 (EtOAc/petrol = 1:1);d]% +212 (CHC4, ¢ 1.0), (lit*"®

* A small part of the characterization of the intethiates towards the Gal-IME reag@@Bwas performed by Oliver
Pearce.
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[0]p+227.4, CHCY, ¢1.7);*H NMR (400 MHz, CDCY): 86.70 (d,J = 4.0 Hz, 1H, H), 5.52 (d,J =

3.0 Hz, 1H, H), 5.41 (ddJ = 3.3, 10.6 Hz, 1H, ¥, 5.05 (dd,J = 3.9, 10.6 Hz, 1H, b}, 4.49 (t,J=

6.6 Hz, 1H, H), 4.15 (ddJ = 6.6, 11.4 Hz, 2H, kk), 2.16 (s, 3H), 2.12 (s, 3H), 2.07 (s, 3H), 2.02
(s, 3H) (Ch x 4); **C NMR (100 MHz, CDGJ): & 170.5, 170.2, 170.0, 169.9%0O x 4), 88.2 (C

1), 71.2, 68.1, 67.9, 67.1, 61.1-83,4,5,6), 20.9, 20.8, 20.7 K5 X 4).

2-5-(2,3,4,6-TetraO-acetyl$-D-galactopyranosyl)-2-thiouronium bromide (221§

AcOOAC
(0]

AcO S.__NH,
AcO

NH,* Br~
221

Bromide220 (5.73 g, 13.9 mmol) and thiourea (1.59 g, 20.9 mwere dissolved in acetone (40
mL) and heated to reflux. After 3 h, the reactioixtore was cooled to room temperature and the
product was crystallized by addition of petrol (1®0Q). The solution was filtered and the solids
were driedn vacuoto give221(6.62 g, 97%) as a sticky, white soli].0.03 (EtOAc/petrol = 1:1);
mp 169 — 171 °C (acetone/petrol) {fit.mp 169.5 °C);d]% +17 (EtOH,c 2.0) (lit.*"° [a]% +16.0,

EtOH, ¢ 1.6); 'H NMR (400 MHz,ds-DMSO): 5 9.34 (s, 2H), 9.13 (s, 2H) (N+k 2), 5.72 (dJ =
9.9 Hz, 1H, H), 5.38 (d,J = 3.2 Hz, 1H_H), 5.23 (ddJ= 3.4, 9.9 Hz, 1H, &), 5.10 (,J = 9.9 Hz,
1H, Hy), 4.45 (t,J = 6.2 Hz, 1H, k), 4.13-4.02 (M, 2H, k&), 2.13 (s, 3H), 2.07 (s, 3H), 2.00 (s,
3H), 1.94 (s, 3H) (Chix 4); **C NMR (100 MHz,ds-DMSO): 5 169.9, 169.8, 169.7, 169.4%0 X
4), 166.3 (GNH), 80.1 (G1), 74.4, 70.4, 67.1, 66.3, 61.2-833,4,5,6), 20.5, 20.4, 20,3z x 4).

Cyanomethyl 2,3,4,6-tetraO-acetyl{-D-thiogalactopyranoside (2223

AcOOAC
Q

AcO S CN
AcO ~

222
Thiouronium bromid€21(6.56 g, 13.5 mmol), N&Os (5.2 g, 27.5 mmol) and 05 (2.0 g, 14.8
mmol) were dissolved in acetone/water (1:1, 80 na)loroacetonitrile (3.4 mL, 54.0 mmol) was
added to the solution and the reaction mixture stissed at room temperature for 3 h. The reaction
mixture was concentrated to give a yellow-whitadsdb which ice-cold KO (200 mL) was added
to dissolve the salts. The mixture was filtered ardhed with water to giva22 (4.00 g) as yellow
crystals. Additional crystals of the target compmb{@.74 g) could be isolated by extraction of the
combined filtrate and washings with DCM (100 mLpedrystallization from hot MeOH gaz22
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(4.74 g, 87%) as white crystaR. 0.49 (EtOAc/petrol = 1:1); mp 92 — 94 °C (MeOH).{F* mp 95
— 97 °C); {15 -30 (CHCB, ¢ 0.8) (lit** [0]% -30.0, MeOH ¢ 5.02); IR (film): 2974, 2937, 2310,
1745, 1369, 1222*H NMR (400 MHz, CDCY): & 5.46 (d,J = 3.3 Hz, 1H_H), 5.25 (t,J= 9.9 Hz,
1H, Hy), 5.09 (ddJ = 3.3, 10.0 Hz, 1H, k), 4.70 (d,J = 9.9 Hz, 1H, _H), 4.21-4.10 (m, 1H, k),
4.01 (t,J= 7.0 Hz, 1H_H), 3.64 (d,J= 17.0 Hz, 1H, SCH’), 3.34 (d,J = 17.0 Hz, 1H, SCHH,
2.17 (s, 3H), 2.09 (s, 3H), 2.06 (s, 3H), 1.993d) (CH; x 4); *C NMR (100 MHz, CDGJ): &
170.5, 170.2, 170.0, 169.9 O x 4), 115.9 (®l), 82.4 (G1), 75.1, 71.6, 67.2, 66.9, 61.5-(C
2,3,4,5,6), 20.8, 20.7_(@ x 4), 14.6 (®,); m/z (ESI) CigHiNOsSNa 426 (M + Na] 94%),
Ca2Ha2N20185:Na 829 ([2M + Na] 100%).

2-Imino-2-methoxyethyl p-D-thiogalactopyranoside (223}

HOOH

&O@ iy
S
HO \/)LOME

HO
223

Cyano compoun@22 (2.0 g, 5.0 mmol) was added to a solution of s@d{g60 mg, 20.0 mmol) in
dry MeOH (80 mL). The solution was stirred at rot@mperature under an argon atmosphere for
72 h. The pH of the mixture was adjusted to 7-&dbgition of Dowex H followed by filtration and
thorough wash of the filtercake with dry MeOH. Ewgegttion of the liquids afforde@23in 57%
yield (1.26 g, 100% conversion, as a 4:3 mixturth\@R4) as a slightly orange gum, which turned
into a fine crystalline product while kept undegiivacuumR; 0.29 (EtOAc/MeOH = 4:1); mp:
the crystals decompose at ~45 °G}3 -43 (MeOH,c 2.0); IR (film): 3357, 2929, 2349, 2164,
1652, 1593, 1407, 1353, 1086, 1089;NMR (400 MHz, CROD): 58.54 (s, 1H, NH| 4.54 (d,J =
OCH), 1.90 (s, 2H, SCh; **C NMR (100 MHz, CROD): 5 170.5 (GNH), 118.8 (@), 87.1,
85.9 (G1 x 2), 80.9, 80.7_(2 x 2), 76.1, 76.0, 71.3, 71.2, 70.5, 70.4, 6B&5 (G3,4,5,6 x 2),
49.2 (OQH3), 24.2 (S®,); m/z (ESI) 223 CoHi/NOsSNa 290 (M + Na] 100%),224
CgH13NOsSNa 258 ([M + Na] 74%).
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2-Acetamido-1,3,4,6-tetra©-acetyl-2-deoxyp-glucopyranose (225}

OAc

AcO Q
AcO

AcNH “OAc
225

To N-acetylb-glucosamine (10.0 g, 45 mmol) was added dry pyed{62.5 mL) and acetic
anhydride (62.5 mL, 661 mmol), and the mixture wged at room temperature under an argon
atmosphere overnight. The liquids were remowedacuoby co-evaporation with toluene to give a
13:2a:f anomeric mixture 0225(17.6 g, 100%) as a white soli&.0.38 (EtOAc/petrol = 1:1); mp
121 — 123 °C (lif®* mp o-anomer 135 — 136 °G3-anomer 185 — 188 °C (EtOH))i> +74
(CHCls, ¢ 1.0) (Iit.**° [o]p a-anomer +89.4B-anomer +1.2, CHGJ ¢ 1); 'H NMR (400 MHz,
CDCly): 6.16-6.12 (m, 1H, NH), 5.92 (d,J = 9.3 Hz, 1H, NHp), 5.70 (d,J = 8.2 Hz, 1H, H-B),
5.67 (d,J = 2.6 Hz, 1H, H-a), 5.26-5.06 (m, 5H), 4.46 (dd,= 9.1, 10.6 Hz, 1H), 4.31-4.18 (m,
3H), 2.06 (s, 6H), 2.02 (m, 12H), 1.91 (s, 6H) (BH10); **C NMR (100 MHz, CDGJ): & 171.7,
171.1, 170.7, 170.2, 170.0, 169.5, 169.3, 169.8,71.62=0 x 10), 92.5 (€1-B), 90.7 (G1-a), 72.8,
72.6, 70.6, 69.7, 67.7, 67.5, 61.6, 61.5, 52.90 %¥d-. andp-C-2,3,4,5,6), 23.2, 23.0 (NHCOEG x
2), 21.0, 20.9, 20.7, 20.6, 20.5HEX 8).

2-Acetamido-2-deoxy-3,4,6-triO-acetyl-a-D-glucopyranosyl bromide (226§

OAc

AcO Q
AcO
AcNH

Br
226

HBr (95 mL, 33% in acetic acid, 525 mmol) was adt®@ solution o225 (17.5 g, 45 mmol) in
DCM (50 mL) at 0 °C, and the reaction mixture wagesl at room temperature under an argon
atmosphere for 4 h. The reaction mixture was quesdly addition of KO (500 mL) followed by
immediate extraction with DCM (3 x 200 mL). The daumed organic layers were neutralized by
washing with sat. aq. NaHG@3 x 250 mL). The combined aq. washings were et¢chwith DCM
(100 mL) and the combined organic layers were didaiSOy), filtered and concentrated vacuo

to give226 (8.73 g, 47%) as a yellow oil, which solidifiedarpstandingR; 0.58 (EtOAc/petrol =
1:1); mp 86 — 89 °C (C4€l) (lit.** mp 89 — 91 °C)*H NMR (400 MHz, CDCY): 56.52 (d,J =

3.6 Hz, 1H, H), 6.18 (dd,J = 6.0, 12.6 Hz, 1H, NH 5.45-5.04 (m, 3H), 4.39-4.04 (m, 3H)

119,00,
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176.3, 171.5, 170.6, 169.240 x 4), 91.1 (€1), 72.6, 70.8, 66.7, 61.0, 53.5-833,4,5,6), 23.0
(NHCOQHS,), 20.8, 20.7, 20.6 (85 X 3).

2-S-(2-Acetamido-3,4,6-tri-O-acetyl-2-deoxyp-D-glucopyranosyl)-2-thiouronium bromide
(227y31

OAc

o)
A%Oms NH
C 2
AcNH [
NH,* Br -

227
Bromide226 (8.28 g, 20.2 mmol), thiourea (2.31 g, 30.3 mnami)l acetone (190 mL) were heated
to reflux. After 4 h, the reaction mixture was cablto room temperature and the product was
crystallized by addition of petrol (650 mL). Thelion was filtered and the solids were driad
vacuoto give227 (8.62 g, 88%) as pale pink crystdRs.0.06 (EtOAc/petrol = 1:1); mp 145 — 147
°C (acetone/petrol)p(l]zg’ -8.1 (EtOH,c 1.0); IR (film): 3304, 3200, 1745, 1653, 1631, 131337,
1045;*H NMR (400 MHz,ds-DMS0): §9.15 (s, 2H), 9.03 (s, 2H) (N 2), 6.18 (d,J = 3.6 Hz,
1H, NHAc), 5.56 (d,J = 10.3 Hz, 1H, H), 5.47-4.71 (m, 3H), 4.21-3.96 (m, 3H){kk 564, 2.01,
1.98, 1.94, 1.80 (C¥ix 4); **C NMR (100 MHz,ds-DMSO):  170.8, 170.7, 170.4, 170.1%O X
4), 168.0 (ENH), 81.5 (G1), 75.7, 73.4, 68.7, 62.4, 52.1-3,4,5,6), 23.4 (NHCOE;), 21.4,
21.3, 21.2 (El3 x 3).

Cyanomethyl 2-acetamido-3,4,6-tri©-acetyl-2-deoxyg-D-thioglucopyranoside (228)*

Thiouronium bromide227 (8.3 g, 17.1 mmol), N&,Os (6.6 g, 34.7 mmol) and 40 (2.7 g, 19.5
mmol) were dissolved in acetone/water (1:1, 80 na)loroacetonitrile (4.3 mL, 67.8 mmol) was
added to the solution and the reaction mixture atgsed at room temperature for 4.5 h. The
product was precipitated by addition of ice (300)nfiltered and recrystallized from dry MeOH to
give 228 (4.86 g, 71%) as a white soliBs 0.13 (EtOAc/petrol = 1:1); mp 176 — 178 °C (MeOH)
(Iit.*** mp 181 — 182 °C);ol 5 76 (MeOH,c 0.7) (lit** [a]?? —80.8, MeOH ¢ 5.05); IR (film):
3331, 2957, 2251, 1739, 1657, 1527, 1401, 13768,12348;'H NMR (400 MHz, CD(CJ): 6 5.88
(d,J=9.2 Hz, 1H, Nb), 5.23-5.09 (m, 2H_ kl), 4.78 (d,J = 10.4 Hz, 1H,_H)), 4.28-4.14 (m, 3H,
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Ho66), 3.77 (dd,J = 4.7, 9.6 Hz, 1HHs), 3.67 (d,J = 17.0 Hz, 1H, SCH’), 3.32 (d,J = 17.0 Hz,
1H, SCHH), 2.10 (s, 3H), 2.05 (s, 3H), 2.04 (s, 3H), 1(873H) (CH x 4); **C NMR (100 MHz,
CDCl): §171.4, 170.8, 170.6, 169.4%0 x 4), 116.3 (Bl), 83.2 (G1), 76.4, 73.4, 68.1, 62.0, 52.9
(C-2,3,4,5,6), 23.3 (NHCOM3), 20.9, 20.8, 20.7 (@; x 3), 14.8 (Gl); m/z (ESI)
C1eH22N20sSNa 425 ([M + Na] 45%), £Ha4N4O165:Na 827 ([2M + Na] 100%).

2-Imino-2-methoxyethyl 2-acetamido-2-deoxy-D-thioglucopyranoside (229%**

Cyano compoun@28 (2.0 g, 5.0 mmol) was added to a solution of s@d{g60 mg, 20.0 mmol) in
dry MeOH (80 mL). The solution was stirred at rot@mperature under an argon atmosphere for
72 h. The pH of the mixture was adjusted to 7-&tigition of Dowex H followed by filtration and
thorough wash of the filtercake with dry MeOH. Egeggttion of the liquidsn vacuoafforded229in
63% vyield (1.5 g, 100% conversion, as a 5:3 mixtuite 230) as white crystals. When exposed to
air, the crystals turned into a guR.0.28 (EtOAc/MeOH = 4:1); mp 136 — 139 °C (MeOH)}F —

61 (MeOH,c 1.0); IR (film): 3282, 2927, 2250, 1651, 1563, 144875, 1313, 1063H NMR (400
MHz, CD;OD): 64.66 (d,J = 10.4 Hz, 1H, RIME), 4.59 (d,J = 10.4 Hz, 1H, NKCOCH), 4.47
(d, J = 10.4 Hz, 1H,_ HCN), 3.94-3.38 (m, 6H, ¥k 4566), 3.35 (s, 3H, OCH), 1.98 (s, 3H,
COCH), 1.90 (s, 2H, SCH; **C NMR (100 MHz, CROD): § 173.7 (GNH), 109.5 (Q\), 82.4
(C-1), 76.9 (G2), 71.9, 71.8, 62.9, 55.7 {&4,5,6), 49.9 (OH,), 22.9, 22.8 (SH,, CHs): m/z
(ESI) 229 C11H20N206SNa 331 ([M + Na] 100%R30 CioH16N20sSNa 299 ([M + Na] 66%).

p-Bromobenzoic acidN-hydroxysuccinimide ester (236%*°
O o
Seae
o) Br
236

A solution of p-bromobenzoic acid2Q05 (500 mg, 2.5 mmol) and DCC (510 mg, 2.5 mmol) in
DCM (10 mL) was stirred for 5 min at 0 °@-hydroxysuccinimide 235 (344 g, 3.0 mmol) was
added to the solution, and after stirring underaegon atmosphere for 10 min, the ice bath was
removed and the solution was allowed to reach roeemperature. After stirring for 3.5 h, the

solution was filtered through a plug of Celite, s@ids were washed with DCM (50 mL) and the
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combined liquids were concentrateéd vacuo followed by purification by flash column
chromatography (toluene/EtOAc = 9:1) to gi286 (603 mg, 81%) as white crystalB; 0.44
(toluene/EtOAc = 4:1); mp 228 — 230 °C (acetonie)f*{! mp 227 — 230 °C (acetone)); IR (KBr):
3080, 2988, 1772, 1727, 1589, 1402, 1377, 1234112078, 1066, 992, 847, 74H NMR (400
MHz, CDCL): 87.99 (d, J= 8.7 Hz, 2H, Ar Hx 2), 7.67 (dJ= 8.7 Hz, 2H, Ar Hx 2), 2.91 (s, 4H,
CH, x 2); **C NMR (100 MHz, CDGJ): $169.2 (N x 2), 161.4 (©0), 132.5, 132.1 (8-Ar x
4), 130.6, 124.2 (@\r x 2), 25.8 (®, X 2); m/z(ESI) C/H4O.Br 199 ([M — GH4O,N] 96%) and
201 ([M+2 — GH4O,N] 100%).

p-Bromobenzoic acidN-hydroxysuccinimide ester (236)*

N-Hydroxysuccinimide Z35) (286 mg, 2.5 mmol)-bromobenzoic acid205 (500 mg, 2.5 mmol)
and DCC (501 mg, 2.5 mmol) in dry DMF (8 mL) wetgred at room temperature under an argon
atmosphere overnight. The reaction mixture wasrgll and the solids were washed with EtOAc.
Concentration of the liquids vacuoand recrystallization from acetone g&a$6 (695 mg, 94%) as

white crystals. Spectroscopic data are given above.

p-Bromobenzoic acidN-hydroxy-sulfosuccinimide ester sodium salt (238§"443

O o
L0
NaO,S
3 o) Br
238

To N-hydroxy-sulfosuccinimide sodium sa237) (434 mg, 2.0 mmol)p-bromobenzoic acid205)
(402 mg, 2.0 mmol) and DCC (411 mg, 2.2 mmol) wadea dry DMF (5 mL), and the reaction
mixture was stirred at room temperature under goraatmosphere overnight. The mixture was
cooled to 4 °C for 4 h, then filtered and the solidere washed with dry DMF (5 mL). The
combined filtrate and washings were concentratestacuoto give a liquid residue, which was
crystallized by addition of EtOAc (25 mL). Filtrati and dryingn vacuoafforded238 (733 mg,
92%) as white crystals. Mp > 350 °C (decomposewlg)p IR (KBr): 3447, 2938, 1778, 1740,
1652, 1592, 1403, 1372, 1228, 1053, 989, 7WANMR (400 MHz,ds-DMSO): 58.03 (d,J = 8.4
Hz, 2H, Ar Hx 2), 7.87 (dJ = 8.5 Hz, 2H, Ar Hx 2), 4.12-3.97 (m, 1H, §3CH), 2.97-2.92 (m,
2H, CH,); *C NMR (100 MHz,d;-DMSO): 5 168.8, 165.4 (ON x 2), 161.2 (©0), 132.8, 131.9
(CH-Ar x 4), 130.0, 123.6 (&\r x 2), 56.3 (G,SOsNa), 31.0 (Hy); m/z(ESI) Ci1H/NO;SBr 376
(IM — Na] 86%) and 378 ((M+2 — Na] 100%).
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10.1Appendix | — MS data for cyclodextrin products

MALDI TOF MS data for the crude and peracetylateddoict mixtures formed by the attempted
decarbonylation of B-cyclodextrin monoaldehyde 105 following general decarbonylation
procedure A are shown in Table 34 and Table 35pedively. See section 8.2 for further

experimental details.

Table 34.MALDI TOF MS data of the crude product mixture frahe attempted decarbonylationfatyclodextrin

monoaldehyde.
Number of glucose Observed Mass (Da)
residues incorporated  zero Ac groups one Ac group  two Ac groups
0 1157.6 1199.6 1241.7
1 1319.7 1361.7 1403.7
2 1481.8 1523.8 1565.8
3 1643.9 1685.9 1627.9

Expected mass @Fcyclodextrin (04): 1157.4 Da.

The data in Table 34 fits well with incorporatiohup to three glucose residues (162 Da) and up to

two acetyl groups (42 Da).

Table 35. MALDI TOF MS data of the peracetylated product ranet from the attempted decarbonylation of

B-cyclodextrin monoaldehyde.

Npmber_ of glucose Observed Mass (Da)

residues incorporated

0 2040.4
2328.8
2618.2
2906.6
31954
3484.1
3772.8
4061.5
Expected mass of peracetylafedyclodextrin: 2040.1 Da.

~NOoO O~ WN P

The data in Table 35 fits well with incorporatiohup to seven peracetylated glucose residues (288
Da). In addition to these major compounds, minangounds corresponding to incorporation of up

to 12 peracetylated glucose residues could alszbberved.
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10.2 Appendix Il — Solvent accessibilities of HSA

Relative solvent accessibilities were calculatedefach individual amino acid residue of HSA using
the computer program Naccés3Solvent accessibilities were calculated for thénanacids 5-582

in the A strain of dimeric HSA'™® The B strain gave nearly identical values. Thatieé residue
accessibility of an amino acid X was calculated/asotal side-chain accessibility as compared to
that residue in the corresponding Ala-X-Ala tripdpt The solvent accessibility is thereby a
measure of the accessibility of a given amino acicklative to the same residue in the tripeptide
Ala-X-Ala, and accessibilities greater than 100%a unusual. In that case the amino acid X is
just more accessible in the protein than in the-)MAla tripeptide. The calculations were
performed using different probe sizes (1.0, 1.4 218dA, respectively), and as can be seen from the
reactive accessibility diagrams below, fewer amaad side-chains become accessible as probe

size increases.

Probe size: 1.0 A
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Probe size: 1.4 A
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Probe size: 2.8 A
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The relative accessibilities for the lysine ressluie HSA are given in Table 36. Based on these

data, it is anticipated that lysine residues withigher relative accessibility are more exposed and
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will therefore be more susceptible to electrophditack, however, no direct correlation between
AG-modification site and calculated accessibiligultl be observed. For example, the five most
accessible lysine residues according to Tableya&n@gs 439, 538, 541, 560 and 564) are not found
to be modified by ibufenac acyl glucuronigi&3

Table 36.Total side-chain accessibilities (%) for lysineidegs in HSA relative to the accessibility of tlaare amino
acid in the corresponding Ala-X-Ala tripeptide éfetent probe sizes assessed by the computer @motjiaccess’”

. Probe size . Probe size
Residue 10A  14A  28A Residue 10A  14A  28A

lys 12 5910 59,10 66,10 Lys 323 4530 4400 48,40
lys 20 3660 3120 12,10 lys 351 50,60 51,20 33,70
lLys 41 47,70 4580  47.80 lys 359 71,30 7330 82,70
lys 51 47,70 4730 48,80 lys 372 6740 6630 71,40
lys 64 3890 31,90 30,50 lys 378 5840 5920 64,70
lys 73 2500 2300 16,80 lys 389 5870 57,00 52,10
Lys 93 4890 4590 42,70 lys 402 5280 51,70 49,10
lys 106 22,00 9.40 1,00 lys 413 3030 2300 14,00
lys 136 3880 29,10 4.90 lys 414 16,60 7.10 0,00

lys 137 4510 4420 41,00 lys 432 4240 31,70 3.20

lys 159 47,30 4400 26,90 lys 436 5240 4800 30,40
lys 162 41,50 39,00 28,00 lys 439 8260 8870 106,10
lys 174 40,80 37,20 37,40 Lys 444 4920 52,00 40,90
lys 181 3650 3210 23,30 lys 466 5370 46,70 3520
lys 190 50,40 34,60 200 lys 475 5620 5540 60,40
lys 195 5450 47,80 12,70 lys 500 71,40 7490 90,30
lys 199 2440 1520 0,00 lys 519 6320 6000 29,30
lLys 205 6630 6620 5450 lys 524 5290 51,50 34,80
lys 212 37,40 3510 22,90 lys 525 18,60 5,60 1,60

lys 225 50,40 4970 37,20 lys 534 1430 10,50 4,40

lys 233 4050 39,30 43,20 lys 536 4090 26,90 10,50
lys 240 5460 5510 56,10 lys 538 9240 9810 100,40
lys 262 5700 57,70 65,50 lys 541 7560 80,90 103,20
lys 274 3220 2500 13,90 lys 545 5900 5340 26,20
lys 276 5570 57,20 70,00 lys 557 6440 62,60 65,00
lys 281 4730 47,30 49,20 lys 560 7710 8240 97,90
lys 286 2130 1850 16,20 lys 564 7830 8630 120,10
lys 313 7240 7750 97,50 lys 573 69,80 7090 64,60
lys 317 6580 6950 86,70 lys 574 6960 7310 86,80

As mentioned in chapter 6 (section 6.2.5), theofeihg lysine residues were found to be
glycosylated and/or transacylated by ibufenac atyturonide213 Lysines 137, 195, 199, 205,
436, 525 and 534 (Figure 14).
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199@ ®

534

585

Figure 14. Sequence map of HSA indicating primary amino aeiguence including disulfide bonds (yellot§:**°

Chemoselective reaction sites for glycosylatiorilitufenac AG13are coded red; sites for transacylation are coded
blue, whereas Lys525 exhibiting both glycosylationl transacylation reactivity is coded green.
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Especially Lys525, which exhibits both glycosylatiand transacylation reactivity, has a very low
accessibility. Also the low accessibility of Lys1B9in contrast to its observed reactivity, however
the reactivity of this amino acid can be rationadizy an unusually low pkof 7.92%% which may

be explained by near proximity to His2#3.In general, amino groups with low pkalues are
more reactive, and furthermore, it seems that glyledion predominantly occurs at amino groups,
which are close to other amino grodpslt has previously been suggested that amino asidues,
which are part of Lys-Lys, Lys-His or Lys-His-Lysguences or which are close to disulfide bonds
thereby enabling close interaction with a posigvetharged amino group from another part of the
protein, are the most reactive sites with respeobn-enzymatic glycosylatioh’ Our results are in
accordance with this assumption, since Lys137, 2ysind Lys534 are neighbors to either Lys or
His residues, whereas the amino acids Lys199 arsdl36 are placed next to a disulfide bond
(Figure 14). The lack of a direct correlation betweAG-modification site and accessibility is in
accordance with a previous report on non-enzymghosylation of HSA concluding that

accessible surface areas cannot directly be usaettict major glycosylation sité&
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10.3Appendix Il — MS data for tryptic peptides

The analytical data for tryptic peptides of HSA nifiedl with p-bromobenzoic acid A@11,
ponalrestat AG12 andp-bromobenzoic acid NHS est2B6 are shown in Table 37, Table 38 and
Table 39, respectively. The tryptic peptides of H®Adified with acyl glucuronide211 and212
(Table 37 and Table 38) have only been analyzethésgs spectrometry, and no MS/MS analysis
has been performed. Since these data are not segfyr MS/MS analysis, they are not conclusive,
but they give a goodndication of the sites of modification in the case of poesiat andp-

bromobenzoic acid AGs.

In general, the observed sites of modification @AHby ibufenac AG Z13 (Table 30),p-
bromobenzoic acid AG2(11) (Table 37) and ponalrestat A@1Q) (Table 38) as well as p-
bromobenzoic acid NHS est2B6 (Table 39) are in accordance with previously regmisites of

483 416,417

modification of HSAIn vitro™° andin vivo.

Table 37.Tryptic peptides of HSA modified with-bromobenzoic acid AG11

Retention m/z m/z . Modified .

. ) X Residues  Sequence : Modification

time (min)  predicted observed lysine
22.80 708.6 707.6 137 — 144K (+)YLYEIAR K-137 Glycosylation
32.32 822.5 822.2 191 -195 ASKH) K-195 Glycosylation
29.23 1106.8 1106.7 191 -197 ASSE)QR K-195 Glycosylation
15.59 690.6 690.6 198 - 205 KF)AWAVAR K-212 Glycosylation

18.58 589.5 589.9  539-— 5452%&85%5 Of  K-541/545 Glycosylation

Modified protein was hydrolyzed with trypsin andaiyzed by LC/MS analysis. The amino acid sequefice o

HSA was derived from the RCSB protein data bankd! 00.2210/pdb1bm0/pdd! Residues are numbered
for this sequence of 585 amino acids.
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Table 38.Tryptic peptides of HSA modified with ponalrestab2R12

Retention m/z m/z . Modified s

. ) X Residues  Sequence . Modification

time (min) predicted observed lysine
30.48 715.6 714.9 137 — 144K (+)YLYEIAR K-137 Transacylation
34.47 817.4 8171  146- 160/':E¥+F)EAPELLFF K-159  Glycosylation
28.21 561.4 561.3 191-197 ASKH&)QR K-195 Transacylation

LK (+)CASLQK or

21.35 721.1 720.4 198 - 205 LKCASLOK (+) K-199/205 Glycosylation
LK (+)CASLQK or i .
24.22 633.1 632.9 198 — 205 LKCASLOK (+) K-199/205 Transacylation
25.98 785.6 785.1 210-218 KF)AWAVAR K-212 Glycosylation
29.41 1008.0 1007.4 414 — 4285&43\S/EQVSTPTL K-414 Transacylation
VPQVSTPTLVEV .
29.35 825.7 826.2 415 — 432 SRNLGK (+) K-432 Glycosylation
VPQVSTPTLVEV .
30.42 767.1 767.1 415 - 432 SRNLGK (+) K-432 Transacylation
NLGK (+)VGSK or .
28.64 589.0 588.8 429 — 436 NLGKVGSK (+) K-432/436 Transacylation
ATK(+)EQLK or i .
26.27 684.5 683.9 539 — 545 ATKEOQLK (+) K-541/545  Glycosylation

Modified protein was hydrolyzed with trypsin andalyzed by LC/MS analysis. The amino acid sequefice o
HSA was derived from the RCSB protein data bankd! D0.2210/pdb1bm0/pdB’ Residues are numbered
for this sequence of 585 amino acids.

Table 39.Tryptic peptides of HSA modified with-bromobenzoic acid NHS est2B6.

Retention m/z m/z . Modified s
. . . Residues Sequence . Modification
time (min) predicted observed lysine
29.56 1239.3 1237.8 137 — 144 K(+)YLYEIAR K-137 Transacylation
30.51 1203.2 1201.8 210-218 KEF)AWAVAR K-212 Transacylation

Modified protein was hydrolyzed with trypsin follea by LC-coupled MS/MS analysis. The amino acid
sequence of HSA was derived from the RCSB protata Bank: DOI 10.2210/pdb1bm0/pttbResidues are
numbered for this sequence of 585 amino acids.
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10.4 Appendix IV — Publications

1) Rune Nygaard MonradRobert MadsenRhodium-Catalyzed Decarbonylation of Aldoses
Journal of Organic Chemistr®007, 72, 9782-9785.

2) Rune Nygaard MonradMette Fanefjord, Flemming Gundorph Hansen, N.Hdel E. Jensen,

and Robert Madser§ynthesis of Gabosine A and N from Ribose by the ©f Ring-
Closing Metathesis European Journal of Organic Chemis2909 396.

3) Rune Nygaard Monradlames C. Errey, Mazhar Igbal, Xiaoli Meng, Lisadn, John R.

Harding, lan D. Wilson, Andrew V. Stachulski, Bemja G. Davis,Dissecting the Reaction
of Phase Il Metabolites of Ibuprofen and Other NSADS with Human Plasma Protein
Nature Medicingsubmitted.
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Rhodium-Catalyzed Decarbonylation of Aldoses

Note

and co-workers exploited this transformation with stoichiometric
amounts of Wilkinson’s catalyst (Rh(PR¥CIl).> The decarbo-
nylation was performed ifN-methyl-2-pyrrolidinone (NMP) at

130 °C and afforded alditols in isolated yields ranging from
37% to 87% The high temperature is due to the fact that only

a minute amount of the aldose is present as the free aldehyde
in solution. Ketohexoses underwent decarbonylation under the
same conditions, but in this case the main product was furfuryl
alcohol since ketohexoses are easily dehydrated into 5-hy-
droxymethylfurfuraf The reactions are stoichiometric since Rh-
(PPh)3Cl is converted into Rh(CO)(PRBRICI, which will not
perform the decarbonylation unless the temperature is raised to
about 200°C. However, if additives are added the decarbony-

Rune Nygaard Monrad and Robert Madsen*

Center for Sustainable and Green Chemistry, Building 201,
Department of Chemistry, Technical Warsity of Denmark,
DK-2800 Lyngby, Denmark

rm@kemi.dtu.dk

Receied August 14, 2007

R 8% Rh(dppp),Cl OH lation of b-glucose can be achieved with-30% of Rh(PPk)s-
HO oH 6% pyridine OH Cl in an NMP solutiorf. The additives are either diphenylphos-
OH + CO ) . \
diglyme, DMA OH phoryl azide? sodium azide (both at 5TC for 24 h), or a ly-
HO  OH R bis(diphenylphosphino)alkane (alkamesthane, butane, hexane,

R =H, CH3, CH,0H at 130°C for 24 h). In all cases, the conversion was rather slow
and only a 36-49% HPLC vyield ofp-arabinitol was obtained
in 24 h7

Earlier work has shown that catalytic decarbonylations of

A catalytic procedure is described for decarbonylation of
unprotected aldoses to afford alditols with one less carbon
atom. The re.ac“o“ IS pgrform_ed with the thd'“'T‘ complex aldehydes can be carried out with rhodium catalysts containing
Rh(dppp)Cl in a refluxing diglyme-DMA solution. A a bidentate phosphine ligafid@he complex Rh(dppp! (dppp
slightly improved catalyst turnover is observed when a — j 3 pis(diphenylphosphino)propane) has been shown to
catalytic amount of pyridine is added. Under these conditions gecarhonylate simple aldehydes in neat solutionfortunately,
most hexoses and pentoses undergo decarbonylation into th&n(dppp)Cl is not very soluble in organic solvents and has
corresponding pentitols and tetrols in isolated yields around only found limited use as a decarbonylation catalyst. Recently,

70%. The reaction has been applied as the key transformatiorwe reinvestigated the application of Rh(dpjgp)in this reaction

in a five-step synthesis afthreose fronmp-glucose.

Extending or shortening the carbon chain in unprotected

aldoses has been a subject in carbohydrate chemistry for more

than a century.Although many methods are known for chain
elongation of aldos@sthere are only a few procedures for
shortening the carbon chain. The Ruff degradation converts salt:
of aldonic acids into one carbon shorter aldos&he reaction
is performed with hydrogen peroxide in the presence of iron-
(111 or copper(ll) salts and often occurs in a moderate yield.
Another oxidative degradation reaction converts aldoses into
salts of aldonic acids with loss of one carbon atbffihis
reaction is carried out with molecular oxygen in an alkaline
solution and gives rise to a good yield in most cases. Moreover,
these procedures for shortening the carbon chain both involve
stoichiometric amounts of inorganic salts.

Aldoses are aldehydes that can undergo-aHCinsertion
reaction with a metal followed by decarbonylation. This
transformation converts{aldoses into ¢ ; alditols. Andrews

(1) Gyargydek, Z.; Pelyva, |. F. Monosaccharide Sugar€hemical
Synthesis by Chain ElongatipDegradation and EpimerizationAcademic
Press: San Diego, CA, 1998.

(2) For recent examples, see: (a) Palmelund, A.; Madsed, Rrg.
Chem.2005 70, 8248. (b) Hotchkiss, D.; Soengas, R.; Simone, M. I.; van
Ameijde, J.; Hunter, S.; Cowley, A. R.; Fleet, G. W.T®ktrahedron Lett.
2004 45, 9461. (c) Hunter, D. F. A.; Fleet, G. W.TetrahedronAsymmetry
2003 14, 3831. (d) Jgrgensen, M.; Iversen, E. H.; Madser. Rrg. Chem.
2001, 66, 4625.

(3) (a) Hourdin, G.; Germain, A.; Moreau, C.; Fajula,J-Catal.2002
209 217. (b) Jirtny, V.; Stand, V. Collect. Czech. Chem. Commur®95
60, 863.

(4) () Hendriks, H. E. J.; Kuster, B. F. M.; Marin, G. Barbohydr.
Res.1991 214, 71. (b) Humphlett, W. JCarbohydr. Res1967, 4, 157.

9782 J. Org. Chem2007, 72, 9782-9785
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and found that the decarbonylation of a wide range of aldehydes
could be effectively achieved in refluxing diglyme and that the
active catalyst could be generated in situ from commercially
available RhG-3H,O and dppp?

Herein, we describe the catalytic decarbonylation of unpro-
tected aldoses by the use of Rh(dpp)) The reaction gives
easy access to a number of chiral polyols which can be used as

Sbuilding blocks for further synthesis. Furthermore, the decar-

bonylation has been applied as the key step in a concise
synthesis oL-threose fronp-glucose.

The initial experiments were performed withglucose as
the substrate. It soon became clear that the decarbonylation could
not be achieved with an in situ generated catalyst. When glucose,
RhCk-3H,0, and dppp were mixed in refluxing diglyme the
reaction immediately turned black due to precipitation of
rhodium metal. Our earlier work has shown that Rh(lll) is
reduced to Rh(l) by dpp#, but glucose is also a reducing agent
and is probably responsible for the further reduction to Rh(0).
It was also attempted to form the active catalyst by mixing
RhCk-3H,O and dppp in refluxing diglyme and then adding
glucose. However, these experiments mainly led to decomposi-
tion of the carbohydrate. As a result, it was decided to use a
preformed catalyst, Rh(dpps)l, which can be prepared in two

(5) Andrews, M. A.; Gould, G. L.; Klaeren, S. Al. Org. Chem1989
54, 5257.

(6) Andrews, M. A.Organometallics1989 8, 2703.

(7) Beck, R. H. F.; Elseviers, M.; Lemmens, H. O. J. EP 0716066A1,
1996.

(8) O’'Connor, J. M.; Ma, JJ. Org. Chem1992 57, 5075.

(9) Doughty, D. H.; Pignolet, L. HJ. Am. Chem. S0d978 100, 7083.

(10) Kreis, M.; Palmelund, A.; Bunch, L.; Madsen, Rlv. Synth. Catal.
2006 348 2148.

10.1021/jo7017729 CCC: $37.00 © 2007 American Chemical Society
Published on Web 11/03/2007
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FIGURE 1. CO evolution during the course of the decarbonylation
(see the Experimental Section for details).

steps from RhGF3H,0.1! The reaction with this catalyst gave
p-arabinitol as the main product, but the decarbonylation was
still accompanied by significant decomposition due to the poor
solubility of glucose in diglyme. Several cosolvents were
investigated and it was found that smaller amounts of water,
NMP, or N,N-dimethylacetamide (DMA) gave rise to a homo-
geneous reaction mixture. Unfortunately, water forms an azeo-
trope with diglyme with a boiling point of 98C, which is much
lower than the boiling point of diglyme (162C). The decar-
bonylation requires a rather high temperature in order to proceed
at a reasonable rate and the reactions in digtymater mixtures
proceeded too slowly and were highly dependent on the
diglyme—water ratio and the scale. NMP was used in the earlier
decarbonylations with Rh(PB)BCI*~7 and we have shown that
simple aldehydes could be decarbonylated in NMP with a
catalyst generated from Rh&3H,0 and dppp? Glucose also
underwent decarbonylation with Rh(dppP) in a diglyme-
NMP mixture, but it was difficult to remove the high-boiling
NMP (bp 202°C) in the workup. DMA (bp 165C), on the

other hand, was easier to remove and gave similar results as

NMP. We therefore selected a mixture of diglyme and DMA

for the decarbonylations of monosaccharides. The progress of

the reaction could be monitored by measuring the evolution of
carbon monoxide (Figure 1). The solvents were removed in the
workup by diluting the reaction with water and washing the
mixture with dichloromethane. This affordeearabinitol in 71%
isolated yield fronp-glucose with 10% of Rh(dppgll (Table

1, entry 1). The major byproduct was 1,4-anhydrarabinitol,
which was isolated in 20% vyield and characterized as the
corresponding triacetate. Only traces were observed of 2,5-
anhydrop-arabinitol (1,4-anhydra-lyxitol) and both anhydro
sugars are probably formed from the parent arabinitol due to
the high reaction temperature. It was not possible to obtain 1,4-
anhydrop-arabinitol as the major product by increasing the

reaction time since these experiments were accompanied by°

significant decomposition.

The decarbonylation still required a rather high catalyst
loading due to the tiny amount of the free aldehyde at
equilibrium12 A lower catalyst loading gave a lower yield due

(11) (a) van der Ent, A.; Onderdelinden, A. Inorg. Synth.199Q 28,
90. (b) James, B. R.; Mahajan, Ban. J. Chem1979 57, 180.
(12) Glucose exists as a mixture of the free aldehyde (0.019%), the

JOCNote

TABLE 1. Decarbonylation of b-Glucose intop-Arabinitol

HO

OH
Q Rh(dppp);Cl HO
OH OH —_— OH + CO
HO diglyme, DMA OH
0,
OH 162 °C OH
amount of reaction isolated
entry Rh(dppp)Cl, % additive time, h yield, %
1 10 none 9 71
2 5 none 11 44
3 5 7% AcOH 9.5 39
4 5 15% AcOH 9 51
5 5 6% pyridine 9.5 55
6 5 13% pyridine 9.5 58
7 8 6% pyridine 8 71
TABLE 2. Decarbonylation of Pentoses and Hexoses
Rh(dppp),Cl
C,, Aldose C,1 Alditol
diglyme, DMA
162 °C
reaction isolated
entry aldose methdd time, h alditol yield, %
1 Dp-arabinose A 9 erythritol 68
2 Dp-arabinose B 6.5 erythritol 70
3 Db-ribose A 8 erythritol 71
4  p-ribose B 6.5 erythritol 76
5 D-xylose A 8 p-threitol 70
6 D-xylose B 7.5 Db-threitol 74
7 D-mannose A 9 p-arabinitol 69
8 D-mannose B 8  Dp-arabinitol 72
9 L-rhamnose A 11 5-deoxy- 66
L-arabinitol
10 L-rhamnose B 10 5-deoxy- 71
L-arabinitol
D-galactose A 9 p-arabinitol 39
12 p-galactose B 8  p-arabinitol 56
13 N-acetyl- A 16 l-acetylamino- 42
-D-glucosamine 1-deoxy-
p-arabinitol
14 N-acetyl- B 145 1l-acetylamino- 40°
-D-glucosamine 1-deoxy-
p-arabinitol

aA: 10% Rh(dppp)Cl. B: 8% Rh(dppp)Cl, 6% pyridine.? 15% of
pyridine was used.

to incomplete conversion and decomposition (Table 1, entry 2
and Figure 1). It is known, however, that the mutarotation of
aldoses can be accelerated by acid or Ba3@erefore, several
experiments were performed in the presence of acetic acid or
pyridine (Table 1, entries-36). Both additives had a beneficial
effect and made it possible to obtain higher yields with a shorter
reaction time. Pyridine gave the best result and it was therefore
decided to carry out the decarbonylation in the presence of 6%
f pyridine (Figure 1). Under these conditions complete conver-
sion of glucose was achieved with 8% of Rh(dpp)in 8 h
(Table 1, entry 7).

The reaction was then applied to a number of other monosac-
charides (Table 2). The experiments were performed in the
presence and in the absence of pyridine to illustrate the effect
of the added base. The pentoses generally reacted slightly faster
than the hexoses (Table 2 and Figure 1). Arabinose, ribose,
xylose, mannose, and rhamnose gave similar yields as glucose

hydrated aldehyde (0.022%), two pyranose forms (98.6%), and two furanose
forms (1.29%) in an aqueous solution at 82; see: Maple, R. R.;
Allerhand, A.J. Am. Chem. S0d.987, 109, 3168.
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(13) Isbell, H. S.; Pigman, WAdv. Carbohydr. Chem. Biocherfi969
24, 13.
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SCHEME 1
HO znCh, RO NalO,
Q H;PO, RO o H,0
OH OH —_— OH —_—
HO acetone fo) MeOH
OH 91% 0% 91%
D-glucose
° H0 _ 1:RR=CMe,
AcOH
quant ~ 2 R=H
R o H0 O
OH OH y~OH
0 AcOH
o% 99% OH
2% o L-threose
Rh(dppp)ZCI 3:R=CHO
diglyme 4R=H

86%

while the yields with galactose ardtacetylglucosamine were
lower. Galactose is less soluble in diglyrmieMA than the other
aldoses whileN-acetylglucosamine is known to decarbonylate
slowly due to coordination with thM-acetyl groug The long
reaction time and the high temperature did result in some
decomposition oN-acetylglucosamine during the course of the
reaction. In all cases, however, the addition of pyridine gave a
faster transformation and made it possible to use slightly less
of the rhodium catalyst. As in the case of the initial experiments
with glucose, the major byproducts werg-€1,4-anhydroaldi-
tols. For example, 1,4-anhydmarabinitol was isolated in 20%
yield from the experiment in entry 8 while 1,4-anhydro-5-deoxy-
L-arabinitol was obtained in 17% vyield from the reaction in
entry 10.

The reaction can also be applied to partially protected
carbohydrate substrates. We envisioned that the tetrfgeose
could be prepared from-glucose in a few steps by using the
decarbonylation as the key stapThreose is a useful chiral
starting material? but is not available from natural sources. It
has previously been prepared by oxidative degradation of other
carbohydraté$ and fromc-tartaric acidl® However, none of

one step? Unfortunately, when we applied this procedurelto
we only obtained3 in 40—50% vyield, which is much lower
than the 91% vyield for the two-step procedure. Aldehyle
crystallizes as the dimer, but slowly equilibrates in aqueous
solution to form the monomer. Contrary to the unprotected
aldoses, aldehydgis easy to dissolve in pure diglyme. Again,
it was not possible to conduct the decarbonylation with an in
situ generated catalyst from Rh&€3H,O and dppp since this
experiment only led to precipitation of rhodium metal. However,
when aldehyde was submitted to 2% of Rh(dpp®I, clean
decarbonylation occurred into 1@-isopropylidenes-L-threo-
furanose 4). Subsequent removal of the acetal then afforded
L-threose in an overall yield of 71% fromrglucoseL-Threose

is a syrup and exists as an almost equal mixture ofthand

the g-anomer together with a small amount of the hydrate of
the aldehyde.

In conclusion, we have developed a catalytic procedure for
decarbonylation of unprotected and partially protected carbo-
hydrate aldehydes. This transformation will open new possibili-
ties for using carbohydrates as chiral starting materials in
synthetic chemistry.

Experimental Section

General Procedure for Decarbonylation of Unprotected
Aldoses.To the aldose (400650 mg, 2.78 mmol) were added Rh-
(dpppxCl (214 mg, 0.22 mmol), DMA (3 mL), diglyme (20 mL),
and freshly distilled pyridine (14.5L, 0.18 mmol). The mixture
was thoroughly degassed under high vacuum and then stirred at
reflux (162°C) under a nitrogen atmosphere until TLC (acetone/
BuOH/H,0 = 5:4:1) showed full conversion to the corresponding
alditol (6—16 h). The solution was cooled to room temperature
followed by addition of water (50 mL). The mixture was washed
with CH,Cl, (4 x 50 mL) and the combined organic phases were
extracted with water (% 10 mL). The combined aqueous phases
were concentrated and the residue co-concentrated with EtOH. The
resulting residue was further purified by either flash column
chromatography (CKCl,/MeOH/H,0O = 4:1:0 to 65:25:4) or reverse
phase column chromatography,®). The reaction could also be
monitored by measuring the evolution of carbon monoxide. In this
case, the reaction flask was connected to a burette filled with water.
The bottom of the burette was further connected to a water reservoir

these routes takes advantage of the most abundant carbohydrat@iith a large surface area. At rt (2&) full conversion of the aldose

D-glucose.

The synthesis of-threose began by converting glucose into
diisopropylidene glucofuranogé’ (Scheme 1). The more labile
5,6-O-isopropylidene acetal was selectively hydrolyzed in
aqueous acetic acid followed by evaporation of the solvent. The
crude triol2 was then subjected to periodate cleavage to afford
aldehyde3.18 Previously, periodic acid (§#Og) in dry ether has
been shown to affect acetal hydrolysis and glycol cleavage in

(14) For recent examples, see: (a) Evans, D. A.; Cee, V. J.; Siska, S. J.
J. Am. Chem. SoQ006 128 9433. (b) Li, F.; Schwardt, O.;"gar, V.
Synthesi®006 2173. (c) Fustner, A.; Wuchrer, MChem. Eur. J2006
12, 76. (d) Wu, T.; Froeyen, M.; Kempeneers, V.; Pannecouque, C.; Wang,
J.; Busson, R.; De Clercq, E.; Herdewijn,? Am. Chem. So@005 127,
5056. (e) Achmatowicz, M.; Hegedus, L. $.0rg. Chem2004 69, 2229.

(15) (a) Isbell, H. S.; Frush, H. IlCarbohydr. Res1979 72, 301 (from
L-ascorbic acid). (b) Morgenlie, cta Chem. Scand972 26, 2146 (from
L-sorbose). (c) Perlin, A. 3vlethods Carbohydr. Cheri962 1, 68 (from
L-arabinitol).

(16) (a) Chattopadhyay, A.; Dhotare, Betrahedron Asymmetry1 998
9, 2715. (b) Nakaminami, G.; Edo, H.; Nakagawa, Bull. Chem. Soc.
Jpn. 1973 46, 266.

(17) Schmidt, O. TMethods Carbohydr. Chem 963 2, 318.

(18) Gautam, D.; Kumar, D. N.; Rao, B. M.etrahedron Asymmetry
2006 17, 819.
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corresponds to 68 mL of carbon monoxide.

p-Arabinitol. White crystalsR; 0.49 (acetone/BUOHA®D = 5:4:
1). [0]?» —10.3 € 0.2, MeOH) (lit?° [a]*% —12 (c 1, MeOH)).
Mp 98—99 °C (MeOH) (lit?* mp 101-102°C (EtOH)).*H NMR
(300 MHz, D,O) 6 3.86 (dddJ = 2.0, 5.3, 7.3 Hz, 1H), 3.77 (dd,
J=2.7,11.5 Hz, 1H), 3.68 (ddd, = 2.7, 6.2, 8.8 Hz, 1H), 3.58
(m, 3H), 3.50 (dd,J = 2.0, 8.3 Hz, 1H)13C NMR (75 MHz, D,O)
072.3,71.8,71.7, 64.5, 64.4. Anal. Calcd fojHz,0s: C, 39.47;
H, 7.95. Found: C, 39.55; H, 7.65.

Erythritol. White crystalsR; 0.47 (acetone/BuOHA®D = 5:4:
1). Mp 116-117°C (MeOH/heptane) (lit? mp 120-121°C). 'H
NMR (300 MHz, D;O) ¢ 3.74-3.65 (m, 2H), 3.623.49 (m, 4H).
13C NMR (75 MHz, DO) ¢ 73.3, 64.0. Anal. Calcd for {100
C, 39.34; H, 8.25. Found: C, 39.05; H, 8.00.

p-Threitol. White crystalsRs 0.52 (acetone/BUuOH/AD = 5:4:
1). [a]?% —7.5 (€ 0.5, MeOH) (lit2 [a]?% —7.0 (€ 0.9, MeOH)).
Mp 89-91 °C (MeOH) (lit>* mp 90-91 °C (BuOH)).'H NMR

(19) Wu, W.-L.; Wu, Y.-L.J. Org. Chem1993 58, 3586.

(20) Lewis, D.J. Chem. SocPerkin Trans. 21991 197.

(21) Richtmyer, N. K.Carbohydr. Res197Q 12, 135.

(22) Trenner, N. R.; Bacher, F. A. Am. Chem. Sod.949 71, 2352.

(23) Kitajima, J.; Ishikawa, T.; Tanaka, Y.; Ida, €hem. Pharm. Bull
1999 47, 988.



(300 MHz, D,O) 6 3.69-3.51 (m, 6H).23C NMR (75 MHz, D,O)
0 72.9, 63.9. Anal. Calcd for 1,004 C, 39.34; H, 8.25. Found:
C, 39.19; H, 8.05.

5-Deoxy+ -arabinitol. Colorless syrupR 0.68 (acetone/BuOH/
H,0 = 5:4:1). [0]?*% +11.7 € 3.8, MeOH). p]?% +13.1 € 0.5,
H,0) (reported for the enantionféfo]?% —10.6 (H0)). 'H NMR
(300 MHz, D,O) 6 3.85-3.74 (m, 2H), 3.643.53 (m, 2H), 3.38
3.28 (m, 1H), 1.17 (dJ = 6.4 Hz, 3H).13C NMR (75 MHz, D;0)
074.6,70.7,67.1, 63.1, 18.3. Anal. Calcd fojHz,O4: C, 44.11;
H, 8.88. Found: C, 43.85; H, 8.59.

1-Acetylamino-1-deoxyp-arabinitol. White crystals.R: 0.49
(acetone/BUOH/ED = 5:4:1). []?%p +23.5 € 0.5, HO) (lit.26
[0]?% +23 (H0)). Mp 142-143°C (MeOH) (lit6 mp 146.5-
147.5°C). *H NMR (300 MHz, D,O) ¢ 3.81 (t,J = 6.7 Hz, 1H),
3.67 (dd,J = 2.6, 11.4 Hz, 1H), 3.57 (ddd, = 4.4, 7.8, 7.7 Hz,
1H), 3.48 (dd,J = 6.2, 11.5 Hz, 1H), 3.32 (d] = 8.5 Hz, 1H),
3.25-3.11 (m, 2H), 1.85 (s, 3H}*C NMR (75 MHz, D,O) 0 175.4,
71.7,71.7, 69.1, 63.9, 43.3, 22.8. Anal. Calcd fgHGNOs: C,
43.52; H, 7.83; N, 7.25. Found: C, 43.67; H, 7.56; N, 7.18.

1,2-O-Isopropylidene3-L-threofuranose (4).To 1,2-O-isopro-
pylidenee-p-xylo-pentodialdo-1,4-furanose3) (500 mg, 2.66
mmol) were added Rh(dpp®!l (51 mg, 0.053 mmol) and a
degassed solution of diglyme (10 mL). The mixture was thoroughly
degassed and then stirred at reflux (263 in a preheated oil bath
for 26 h. The solvent was removed under high vacuum &7
give a black residue, which was purified by flash column chroma-
tography eluting with ether/pentare 2:3 to 4:1 to afford4 (366
mg, 86%) as white crystal& 0.35 (EtOAc/heptane 3:2). [0]%%
+13.1 € 0.8, acetone) (lit?* [a]p +13 (c 1, acetone)). Mp 80
81 °C (ether) (lit!**2’mp 84-85 °C (ether/hexane)}H NMR (300
MHz, CD;0OD) 6 5.78 (d,J = 3.7 Hz, 1H), 4.35 (dJ = 3.7 Hz,

(24) Birkinshaw, J. H.; Stickings, C. E.; Tessier,Btochem. J1948
42, 329.

(25) Bilik, L.; Petrus L.; Zemek, J.Chem. Zesti 1978 32, 242.

(26) Jones, J. K. N.; Perry, M. B.; Turner, J.Can. J. Chem1962 40,
503.
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1H), 4.04 (dJ = 2.8 Hz, 1H), 3.92 (dd) = 2.9, 9.8 Hz, 1H), 3.68
(dd,J= 1.0, 9.8 Hz, 1H), 1.32 (s, 3H), 1.19 (s, 3H3C NMR (50
MHz, CD;OD) 6 112.7, 106.7, 86.4, 75.9, 73.9, 27.1, 26.4.
Anal. Calcd for GH1,04: C, 52.49; H, 7.55. Found: C, 52.79; H,
7.47.

L-Threose.1,2-O-Isopropylidengs-L-threofuranose4) (100 mg,
0.62 mmol) was dissolved in 30% aqueous AcOH (10 mL) and
heated to reflux for 4 h. The liquids were removed in vacuo and
the residue was purified by reverse-phase column chromatography
eluting with H,O to giveL-threose (74 mg, 99%) as a colorless oll
consisting of a 14:11:5 mixture of the- and s-furanose forms
and the hydrateR; 0.57 (acetone/BUOHAD = 5:4:1). [o]?p +12.3
(c 2.0, HO) (lit.**° [a]p +12 (¢ 1, H,0)). 'H NMR (300 MHz,
D,0) 6 5.33 (d,J=4.2 Hz), 5.17 (dJ = 1.1 Hz), 4.94 (dJ=6.3
Hz), 4.50-3.36 (m, 4H).13C NMR (75 MHz, D,O), a-anomer: 6
103.4, 81.9, 76.4, 74.38-anomer: 6 97.9, 77.4, 76.1, 71.8;
hydrate: 6 91.0, 74.5, 72.1, 64.2. Anal. Calcd fogzO4: C, 40.00;

H, 6.71. Found: C, 40.74; H, 6.72. HRMS calcd fofHgOsNa
[M + NaJ* m/z 143.0320, foundwz 143.0327.'H and 1°C data
are in accordance with literature valuis.
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A concise synthetic route is described for the synthesis of ga-
bosine A and N. The key step uses a zinc-mediated tandem
reaction where methyl 5-deoxy-5-iodo-2,3-O-isopropylid-
ene-B-D-ribofuranoside is fragmented to give an unsaturated
aldehyde which is allylated in the same pot with 3-benzo-
yloxy-2-methylallyl bromide. The functionalized octa-1,7-
diene, thus obtained, is converted into the six-membered ga-

bosine skeleton by ring-closing olefin metathesis. Subse-
quent protective group manipulations and oxidation gives
rise to gabosine N in a total of 8 steps from ribose while the
synthesis of gabosine A employs an additional step for in-
verting a secondary hydroxy group.

(© Wiley-VCH Verlag GmbH & Co. KGaA, 69451 Weinheim,
Germany, 2009)

Introduction

The gabosines are a family of secondary metabolites iso-
lated from Streptomyces strains which share a common tri-
hydroxy(methyl)cyclohexenone/-cyclohexanone skeleton.!]
A total of 14 different gabosines have been identified®! and
the absolute configuration has been established for gabosine
A-F, I, L, N, and O (Figure 1). None of the 14 compounds
display any significant biological activity, but weak DNA-
binding properties have been shown for several gabosi-
nes.['l The biosynthesis of the gabosines occur through a
pentose phosphate pathway in which sedoheptulose 7-phos-
phate cyclizes by an aldol condensation.[3! The chemical
synthesis of the gabosines has been achieved by several stra-
tegies where the carbocyclic ring is either contained in the
starting material [i.e. p-benzoquinone, (-)-quinine, or iodo-
benzene]* or is created by a Diels—Alder reaction or by
cyclization of a carbohydrate.[°] In the latter case, the car-
bocyclization has been accomplished by an aldol condensa-
tion, a nitrile oxide cycloaddition, a Nozaki-Hiyama—Kishi
reaction, a Horner—Wadsworth-Emmons olefination and
by ring-closing olefin metathesis.

We have described a zinc-mediated tandem reaction for
converting carbohydrates into acyclic dienes that can be cy-
clized by ring-closing metathesis.I”-8! In this reaction, methyl
5-iodopentofuranosides are treated with zinc metal and al-
lylic bromides. First, a reductive fragmentation of the iodo-

[a] Center for Sustainable and Green Chemistry, Department of
Chemistry, Building 201, Technical University of Denmark,
2800 Lyngby, Denmark
Fax: +45-4593-3968
E-mail: rm@kemi.dtu.dk

[i] These authors contributed equally to this work.

Supporting information for this article is available on the
WWW under http://www.eurjoc.org or from the author.
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Figure 1. The gabosine family of secondary metabolites.

furanoside takes place to produce an unsaturated aldehyde
which is subsequently allylated in the same pot by the al-
lylzinc reagent. In this way, the zinc metal serves a dual
purpose by promoting both the reductive fragmentation
and the subsequent allylation reaction.l’! By using this pro-
cedure, we have previously prepared several carbocyclic nat-
ural products from carbohydrates including 7-deoxypancra-
tistatin,®! cyclophellitol,'®? and calystegine B,, B; and
B,.[11]

Eur. J. Org. Chem. 2009, 396-402

185



Synthesis of Gabosine A and N from Ribose
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We envisaged that the tandem reaction would also be an
effective transformation for synthesis of the gabosines as
illustrated with gabosine A and N in Figure 2. This would
require allylic bromide 1 in order to install the methyl group
in the product. Bromide 1 has not been described before,
but the corresponding 3-benzoyloxyallyl bromide has been
developed as an efficient a-hydroxyallylation agent of alde-
hydes in the presence of zinc or indium."?! We have recently
used 3-benzoyloxyallyl bromide in the tandem reaction with
zinc for synthesis of the conduritols!'3! and for chain elong-
ation of aldoses in the presence of indium.I"¥! On the basis
of these results we expected that the tandem reaction be-
tween 1 and the appropriate iodopentofuranoside could be
achieved to give the desired octa-1,7-diene which upon ring-
closure by metathesis would yield the gabosine skeleton.

Br/Y\OBz

Figure 2. Retrosynthesis for gabosine A and N.

Herein, we describe a short synthesis of the two epimeric
gabosines A and N by the use of a zinc-mediated tandem
reaction and ring-closing olefin metathesis.

Results and Discussion

Gabosine A and N have the same stereochemistry at two
hydroxy groups which will both originate from the pentose
in the synthesis. The two natural products differ from each
other at the third hydroxy group which will be installed in
the tandem reaction (Figure 2). D-Ribose has the correct
stereochemistry at C-2 and C-3 for both gabosines and the
corresponding methyl furanoside 2a is easy available in two
steps from the parent pentose (Scheme 1).['S] Bromide 1 is
prepared from methacrolein by haloacylation with benzoyl
bromide. The synthesis is carried out in the same way as
the preparation of 3-benzoyloxyallyl bromide from acro-
lein.['®] The kinetic product is initially formed by 1,2-ad-
dition to the aldehyde, but slowly equilibrates to the
thermodynamic 1,4-addition product. The addition is
rather slow, but the reaction can be accelerated by adding
zinc(Il) bromide as catalyst. Thus, treatment of methacro-
lein with benzoyl bromide and zinc(II) bromide gave the
desired product in 76% yield after 2 h as a 4:3 mixture of
the E and Z isomer which could not be separated by silica
gel chromatography. When the reaction was performed in
the absence of zinc(II) bromide the time for complete con-
version increased significantly, but the yield was still accept-
able and in this case only the £ isomer was formed. Because
this isomer is crystalline and completely stable at 5 °C we
favored the latter synthesis of bromide 1. Furthermore, the
synthesis could be performed on a large scale and the rea-
gent isolated without the use of flash chromatography.

Eur. J. Org. Chem. 2009, 396-402
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1 Me \/\O‘ OH 9 OH
b 3 4

OBz

Scheme 1. Reagents and conditions: (a) CH,Cl,, room temp. (b)
Zn, THF, H,0, 40 °C, sonication.

The tandem reaction between 1 and 2a was carried out
in a THF/H,O mixture under sonication at 40 °C. Treat-
ment of furanoside 2a with zinc for 2 h followed by addition
of bromide 1 gave 85% yield of a 2:1 mixture of dienes 3
and 4 which could be separated by silica gel chromatog-
raphy (Scheme 1). Notably, the stereochemistry at the hy-
droxy group is the same in 3 and 4 which make both com-
pounds suitable for the synthesis of gabosine N. The struc-
ture of 3 and 4 was elucidated after ring-closing metathesis
by '"H NMR and by isopropylidene formation from the cor-
responding diol. The stereochemical outcome is in accord-
ance with our earlier observations!!*l and can be rational-
ized by the Felkin-Anh model.'” The same mixture of 3
and 4 was obtained when the E:Z mixture of 1 was em-
ployed in the tandem reaction.

Because 3 and 4 both have the correct stereochemistry
for gabosine N several experiments were carried out to in-
vert the stereochemical outcome of the allylation in order
to prepare gabosine A by the same reaction. We have shown
earlier that the stereochemistry in the tandem reaction can
be changed by using the unprotected ribofuranoside 2bl!'®]
or by using indium metall'®!'® where the latter is known to
react by chelation control. However, treatment of 2b with
zinc in the presence of bromide 1 did not furnish the desired
diene S. Instead, a complex mixture was obtained resulting
from degradation of 2b and self-coupling of 1. When the
same reaction was attempted with indium metal, self-coup-
ling of 1 was the main product and very little fragmentation
of 2b occurred. It was therefore decided to carry out the
fragmentation with zinc and isolate the intermediate alde-
hyde and then perform the subsequent allylation with in-
dium. Only aldehydes that are prepared by fragmentation
of protected ribofuranosides are sufficiently stable to be iso-
lated. Hence, ribofuranosides 2a and 2¢ were fragmented
with zinc followed by treatment of the corresponding alde-
hydes with 1 and indium. The allylations were carried out
in the presence and in the absence of a Lewis acid!'” and
in different solvent mixtures. Unfortunately, all attempts to
397
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obtain a decent yield of diene 5 failed. In most cases, bro-
mide 1 only underwent self-coupling and it appears that
this reaction is faster than the allylation of the aldehydes.
In other cases, small amounts of dienes were obtained as
diastereomeric mixtures, but the major isomers had the
same stereochemistry as in 3 and 4. As a result, we decided
to abandon the tandem reaction for synthesis of diene S
and instead chose to invert the stereochemistry at the hy-
droxy group in 3 (vide infra).

The next step involved ring-closing olefin metathesis and
was carried out with Grubbs’ 2°¢ generation catalyst!!] in
refluxing dichloromethane. Under these conditions the
major diastereomer 3 cyclized cleanly to give cyclohexene 6
in 97% yield (Scheme 2). However, the minor isomer 4 re-
acted more sluggishly and afforded the corresponding cy-
clohexene 7 in 74% yield. The yield of 7 did not improve
by using Grubbs’ 1%t generation catalyst, Hoveyda—Grubbs’
2nd generation catalyst or by changing the solvent to re-
fluxing toluene.

Me
a R
3 or4 I o .'R'
oo
6:R=H, R'= OBz (97%)
b ( 7.R=0Bz R =H (74%)
72% X
8 R=H,R=0H
9 RR=0
c | 75%
Me Me
e
o (Cro 2 (s
< Y 710/0 N ‘.
RO OR (¢} OTHP
¢~ 12RR=Me,C, R =THP q  10:R=0Bz
88% »gabosine N:R=R'=H 83% >11:R=H

Scheme 2. Reagents and conditions: (a) 10% (PCy3)(CsH4N,;Mes,)-
ClL,Ru=CHPh, CH,Cl,, 40 °C. (b) K,CO3, MeOH, room temp. (c)
DHP, PPTS, CH,Cl,, room temp. (d) NaOMe, MeOH, room temp.
(e) PDC, CH,Cl,, room temp. (f) AcOH, H,O, room
temp.— 40 °C.

To complete the synthesis of gabosine N the allylic posi-
tion had to be oxidized to the ketone. These experiments
were only performed with the major diastereomer 6, but
similar reactions can be envisioned from the minor isomer
7. First, diol 8 was prepared by deprotection of 6 and it
was attempted to carry out a selective allylic oxidation in
the presence of PDC, MnO, or DDQ. However, these ex-
periments only gave the desired ketone 9 in very low yield
due to incomplete conversion or over-oxidation and it was
therefore decided to protect the homoallylic hydroxy group
in 6 prior to the oxidation. The THP group was chosen
for this purpose since it can be removed under the same
conditions as the isopropylidene acetal. Treatment of
alcohol 6 with dihydropyran gave fully protected 10 in good
yield which was followed by removal of the benzoate to give
allylic alcohol 11. The oxidation of 11 could now be ac-
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complished in a satisfying yield with PDC to furnish pro-
tected gabosine 12. Finally, deprotection under acidic con-
ditions afforded gabosine N with spectral and physical data
in excellent accordance with those reported for the natural
product.[1a-4b]

The synthesis of gabosine A could be achieved by a sim-
ilar sequence after inverting the hydroxy group in cyclohex-
ene 6. The inversion was carried out by initial conversion
into the triflate followed by displacement with sodium ni-
trite in DMF to give alcohol 13 in 52% yield (Scheme 3).
Attempts to improve the yield by using potassium nitrite in
DMEF or tetrabutylammonium nitrite in toluene*”! were not
successful. Alcohol 13 was converted into gabosine A by
using the same four steps as employed for gabosine N. THP
protection gave acetal 14 and removal of the benzoate af-
forded alcohol 15 which was oxidized to the corresponding
ketone 16 in 66% overall yield from 13. Hydrolysis of the
acetal protecting groups then furnished gabosine A with
spectral and physical data in agreement with those reported
for the natural product.['>4d]

Me Me
a d
6 —> o “OR ——> RO o)
52% \ 86% \
\/\O‘ OR' RO OR'
bog13:R=Bz, R'=H R C16: R,R = Me,C, R' = THP
85%\ 14:R=Bz,R'=THP  96% > gabosine A: R = R'= H

C
90% > 15:R =H, R'= THP

Scheme 3. Reagents and conditions: (a) Tf,O, pyridine, CH,Cl,,
-20 °C—room temp., then NaNO,, DMF, room temp. (b) DHP,
PPTS, CH,Cl,, room temp. (c) NaOMe, MeOH, room temp. (d)
PDC, CH-Cl,, room temp. (¢) AcOH, H,O, 40 °C.

Conclusions

In summary, we have developed an 8-step synthesis of
gabosine N and a 9-step synthesis of gabosine A. In both
cases, D-ribose serves as the starting material and the cyclo-
hexene skeleton is created by a zinc-mediated tandem reac-
tion followed by ring-closing olefin metathesis. The results
emphasize the utility of these two reactions in the prepara-
tion of polyhydroxylated carbocyclic natural products from
carbohydrates.

Experimental Section

General: CH,Cl, was dried by distillation from CaH, while MeOH
and DMF were dried with 4-A molecular sieves. Zinc dust (< 10
micron) was activated immediately before use: zinc (5 g) in 1 m HCI
(50 mL) was stirred at room temperature for 20 min and then fil-
tered, rinsed with water and Et,O and finally dried at high vacuum
with a heat gun. Zinc(II) bromide was dried at high vacuum with
a heat gun. All other reagents were obtained from commercial
sources and used without further purification. Reactions were
monitored by TLC using aluminium plates precoated with silica
gel 60. Compounds were visualized by dipping in a solution of
(NHy4)sM070,4°4H,0 (25 g/L) and Ce(SOy), (10 g/L) in 10% aque-
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ous H,SO, followed by heating. Melting points are uncorrected.
Flash column chromatography was performed with E. Merck silica
gel 60 (particle size 0.040-0.063 mm). Optical rotations were mea-
sured with a Perkin—Elmer 241 polarimeter while IR spectra were
recorded with a Bruker Alpha FT-IR spectrometer. NMR spectra
were recorded with a Varian Mercury 300 instrument. Residual sol-
vent peaks were used as internal reference in '"H NMR (Scpcis =
7.26 ppm and dcpruop = 3.31 ppm) while CDCl; (6 = 77.16 ppm)
and CD;0D (6 = 49.0 ppm) served as the internal standards in '3C
NMR spectroscopy. High-resolution mass spectra were recorded at
the Department of Physics and Chemistry, University of Southern
Denmark.

(E)-3-Bromo-2-methylprop-1-enyl Benzoate (1). Procedure with
ZnBr,: Benzoyl bromide (1.3 mL, 11.0 mmol) was added to a solu-
tion of freshly distilled methacrolein (770 mg, 11.0 mmol) in anhy-
drous CH,Cl, and Et,O (1:1, 18 mL) under nitrogen. The mixture
was cooled to —20 °C followed by addition of anhydrous ZnBr,
(25 mg, 0.11 mmol). The reaction was stirred at 0 °C for 2 h and
then quenched by addition of saturated aqueous NaHCO; (15 mL).
The aqueous solution was extracted with CH,Cl, (3 X 10 mL) and
the combined organic layers were dried (Na,SO,), filtered, and con-
centrated in vacuo. The residue was purified by flash column
chromatography (EtOAc/hexane, 1:20) to give 2.12 g (76 %) of the
desired compound as a white crystalline mass (4:3 mixture of the
E and Z isomer).

Procedure without ZnBr,: Freshly distilled methacrolein (15.0 mL,
181.7 mmol) was dissolved in anhydrous CH,Cl, (200 mL) under
nitrogen. Benzoyl bromide (22.0 mL, 183.5 mmol) was added at
0°C and the solution was stirred at room temperature for 10 d.
The mixture was concentrated in vacuo and the residue dissolved
in pentane. Cooling to —20 °C gave white crystals which were iso-
lated and recrystallized from pentane to afford 1 (27.8 g, 60%). R
= 0.19 (EtOAc/heptane, 1:10). M.p. 61-62 °C. IR (KBr): ¥ = 3096,
2844, 2913, 1727, 1451, 1382, 1287, 1162, 1122, 704 cm™'. '"H NMR
(300 MHz, CDCl,): 0 = 8.14-8.08 (m, 2 H), 7.66-7.57 (m, 2 H),
7.52-7.45 (m, 2 H), 4.07 (s, 2 H), 1.98 (d, J = 1.4 Hz, 3 H) ppm.
13C NMR (75 MHz, CDCl5): § = 163.2, 134.0, 133.9, 130.1, 128.9,
128.8, 119.2, 36.5, 13.2 ppm. HRMS: caled. for C; H;;BrO,Na [M
+ Na]* 276.9835; found 276.9848.

3-Benzoyl-1,2,7,8-tetradeoxy-5,6- O-isopropylidene-2-C-methyl-D-
allo- and -D-altro-octa-1,7-dienitol (3 and 4): Activated Zn (1.21 g,
18.5 mmol) was added to a degassed solution of ribofuranoside
2al’3l (1.07 g, 3.4 mmol) in THF/H,O (4:1, 30 mL). The mixture
was sonicated at 40 °C under nitrogen until TLC revealed full con-
version to the aldehyde (2 h). A deoxygenated solution of bromide
1(1.28 g, 5.1 mmol) in THF (8.0 mL) was then added in two por-
tions; one after 2 h and one after 3.5 h of sonication. After sonicat-
ing for an additional 2 h 45 min at 40 °C, the reaction mixture was
filtered through a plug of Celite and the filter cake was rinsed thor-
oughly with CH,Cl,. The filtrate was washed with saturated aque-
ous NaHCO; (30 mL) and H,O (2 X 30 mL). The combined aque-
ous phases were extracted with CH,Cl, (2 X30 mL) and the com-
bined organic phases were dried (MgSQ,), filtered, and concen-
trated in vacuo. Purification by flash column chromatography
(EtOAc/heptane, 1:5) gave dienes 3 and 4 (0.95 g, 85%) as a separa-
ble 2:1 mixture.

3: Ry = 0.33 (EtOAc/heptane, 1:2). [a]) = 5.0 (¢ = 1.0, CHCly).
IR (film): ¥ = 3499, 3074, 2986 2925, 2855, 1720, 1650, 1611, 1452,
1373, 1318, 1270, 1218, 1110, 1070, 1027, 874, 712 cm™'. '"H NMR
(300 MHz, CDCl3): 6 = 8.10-8.05 (m, 2 H), 7.58 (tt, J = 1.4, 7.4 Hz,
1 H), 7.49-7.41 (m, 2 H), 6.05 (ddd, J = 7.2, 10.4, 17.4 Hz, 1 H),
5.68 (d, J = 3.1 Hz, 1 H), 543 (ddd, J = 1.2, 1.7, 17.2 Hz, 1 H),
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5.30 (ddd, J = 1.1, 1.7, 10.4 Hz, 1 H), 5.20-5.18 (m, 1 H), 5.15 (p,
J = 1.5Hz, 1 H), 4.71-4.65 (m, 1 H), 4.09-4.05 (m, 2 H), 2.01 (d,
J = 4.2Hz, OH), 1.94 (s, 3 H), 1.49 (s, 3 H), 1.34 (s, 3 H) ppm.
13C NMR (75 MHz, CDCls): § = 165.5, 140.6, 134.3, 133.3, 130.3
129.8, 128.6, 118.5, 116.1, 109.3, 79.1, 77.8, 77.5, 70.9, 28.0, 25.5,
20.3 ppm. HRMS: calcd. for C;oH,,0sNa [M + Na]* 355.1516;
found 355.1530.

4: Ry = 0.27 (EtOAc/heptane, 1:2). [a]) = 2.8 (¢ = 1.5, CHCly).
IR (film): ¥ = 3490, 3091, 3071, 2987, 2937, 1725, 1654, 1602, 1452,
1379, 1316, 1270, 1218, 1116, 1070, 1027, 918, 875, 712 cm™!. 'H
NMR (300 MHz, CDCls): 6 = 8.14-8.08 (m, 2 H), 7.58 (tt, J = 1.4,
7.4 Hz, 1 H), 7.50-7.42 (m, 2 H), 6.07 (ddd, J = 6.7, 10.4, 17.1 Hz,
1 H), 5.61 (s, 1 H), 5.46 (d, J = 17.1 Hz, 1 H), 5.32 (d, J/ = 10.8 Hz,
1 H), 5.07-5.02 (m, 2 H), 4.73 (t, J = 6.4 Hz, 1 H), 4.20 (dd, J =
6.1,9.2Hz, 1 H), 3.85 (ddd, J = 1.9, 4.7, 9.2 Hz, 1 H), 1.99 (d, J
= 4.8 Hz, OH), 1.88 (s, 3 H), 1.48 (s, 3 H), 1.28 (s, 3 H) ppm. '3C
NMR (75 MHz, CDCl;): 6 = 165.3, 141.1, 133.7, 133.3, 130.1,
129.8, 128.6, 118.2, 112.9, 109.0, 78.7, 77.1, 76.2, 69.0, 28.1, 25.5,
20.1 ppm. HRMS: caled. for C;oH,,0sNa [M + Na]* 355.1516;
found 355.1521.

(1S8,28,3S,6 R)-3-Benzoyloxy-2-hydroxy-4,8,8-trimethyl-7,9-dioxabi-
cyclo[4.3.0]non-4-ene (6): Grubbs’ 2"¢ generation catalyst (151 mg,
0.18 mmol) was added to a degassed solution of diene 3 (578 mg,
1.7 mmol) in anhydrous CH,Cl, (54 mL) under nitrogen. The solu-
tion was protected from sunlight and stirred at reflux under nitro-
gen for 4 d. The reaction was stopped by addition of charcoal
(5.52 g) and the mixture was filtered through a plug of Celite. The
filtrate was concentrated in vacuo and purified by flash column
chromatography (heptane/Et,0, 3:1) to afford the target compound
(511.5 mg, 97%) as a white solid. R; = 0.52 (EtOAc/heptane, 1:1).
[a]Z = +65.0 (¢ = 1.1, CHCl3). IR (film): ¥ = 3408, 3072, 2987,
2933, 2866, 1711, 1454, 1371, 1348, 1277, 1223, 1108, 1036, 1014,
712 cm™'. '"H NMR (300 MHz, CDCls): 6 = 8.14-8.09 (m, 2 H),
7.59 (tt, J = 2.1, 7.4 Hz, 1 H), 7.49-7.42 (m, 2 H), 5.79-5.74 (m, 1
H), 5.70 (bd, J = 3.8 Hz, 1 H), 4.67-4.61 (m, 1 H), 4.45 (dd, J =
3.2, 6.5Hz, 1 H), 4.12 (dt, J = 3.5, 6.9Hz, 1 H), 247 (d, J =
6.9 Hz, OH), 1.83 (d, J = 0.8 Hz, 3 H), 1.56 (s, 3 H), 1.43 (s, 3 H)
ppm. *C NMR (75 MHz, CDCl,): 6 = 166.8, 134.4, 133.5, 130.0,
129.8, 128.6 123.1, 110.6, 74.0, 72.0, 71.4, 67.3, 27.3, 25.9,
20.2 ppm. HRMS: calcd. for C;7H,,0sNa [M + Na]* 327.1203;
found 327.1212.

(18,28,3R,6R)-3-Benzyloxy-2-hydroxy-4,8,8-trimethyl-7,9-dioxadi-
cyclo[4.3.0lnon-4-ene (7): A degassed solution of diene 4 (34 mg,
0.10 mmol) and Grubbs’ 2"¢ generation catalyst (7.4 mg,
0.0087 mmol) in freshly distilled CH,Cl, (24 mL) was protected
from sunlight and stirred at reflux under argon for 3 d. The reac-
tion mixture was evaporated on Celite and purified by flash column
chromatography (heptane— heptane/EtOAc, 4:1) to give the de-
sired compound (23 mg, 74%) as a white solid. Ry = 0.29 (EtOAc/
heptane, 2:1). [a]5 = —40.4 (c = 1.0, CDCls). IR (film): ¥ = 3459,
3066, 3036, 2985, 2924, 2855, 1720, 1452, 1380, 1268, 1235, 1110,
1047, 1031, 712 cm™'. '"H NMR (300 MHz, CDCl;): 6 = 8.11-8.06
(m, 2 H), 7.59 (tt, J = 2.1, 7.4 Hz, 1 H), 7.50-7.42 (m, 2 H), 5.84
(dd, J = 1.0, 8.1 Hz, 1 H), 5.57 (dq, J = 1.9, 3.3 Hz, 1 H), 4.69—
4.64 (m, 1 H), 4.56 (ddd, J = 0.7, 2.9, 5.6 Hz, 1 H), 3.97 (dt, J =
2.9, 8.1 Hz, 1 H), 2.66 (d, J = 8.1 Hz, OH), 1.78 (dd, J = 1.3,
2.6 Hz, 3 H), 1.43 (s, 3 H), 1.40 (s, 3 H) ppm. '*C NMR (75 MHz,
CDCl;): 0 = 167.2, 134.6, 133.5, 130.0, 129.8, 128.6, 124.1, 109.9,
75.9, 74.1, 73.1, 71.8, 27.8, 26.5, 19.2 ppm. HRMS: calcd. for
C7H»,OsNa [M + Na]* 327.1203; found 327.1212. Deprotection
with NaOMe in MeOH gave the corresponding diol as described
below for 8. No reaction occurred when the diol was treated with
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2,2-dimethoxypropane and camphorsulfonic acid at room tempera-
ture for 1 h.

(1S,2,35,6 R)-2,3-Dihydroxy-4,8,8-trimethyl-7,9-dioxabicyclo[4.3.0]-
non-4-ene (8): K,CO; (49 mg, 0.36 mmol) was added to a solution
of benzoate 6 (0.107 g, 0.38 mmol) in anhydrous MeOH (10 mL)
and the mixture was stirred at room temperature under nitrogen
for 3 h. The reaction was quenched with 1 M HCI until neutral pH,
followed by extraction with CH,Cl, (3 X 15 mL). The combined or-
ganic phases were dried (MgSQ,), filtered, and concentrated in
vacuo. Purification by flash column chromatography (EtOAc/hep-
tane, 1:1) gave diol 8 (50 mg, 72%) as white crystals. Ry = 0.13
(EtOAc/heptane, 1:1). [a] = +69.9 (¢ = 1.0, CHCly). IR (film): ¥
= 3447, 3002, 2931, 2858, 1370, 1231, 1177, 1083, 1038, 975 cm™ .
'"H NMR (300 MHz, CDCl5): 6 = 5.40 (dq, J = 1.4, 2.8 Hz, 1 H),
4.55-4.50 (m, 1 H), 4.48-4.44 (m, 1 H), 3.84 (dd, J = 4.1, 11.4 Hz,
1 H), 3.77-3.69 (m, 1 H), 3.34 (d, J = 9.3Hz, OH), 2.74 (d, J =
11.5Hz, OH), 1.84 (t, J = 1.5 Hz, 3 H), 1.38 (s, 3 H), 1.31 (s, 3 H)
ppm. 3C NMR (75 MHz, CDCly): 6 = 137.0, 122.2, 110.3, 76.7,
73.6, 70.5, 67.5, 28.2, 26.4, 21.0 ppm. HRMS: calcd. for
CoHs04Na [M + Na]* 223.0941; found 223.0931. Reaction with
2,2-dimethoxypropane and camphorsulfonic acid at room tempera-
ture for 40 min gave 73% yield of the corresponding bis(isopropyl-
idene) compound.

(1R,2S,35,6 R)-3-Benzoyloxy-4,8,8-trimethyl-2-tetrahydropyranyl-
oxy-7,9-dioxabicyclo[4.3.0lnon-4-ene (10): DHP (0.4 mL, 4.4 mmol)
and PPTS (14 mg, 0.056 mmol) were added to a solution of alcohol
6 (657.7 mg, 2.16 mmol) in anhydrous CH,Cl, (20 mL). The solu-
tion was stirred at room temperature under argon overnight. The
reaction was stopped by addition of saturated aqueous NaHCO;
until neutral pH. The phases were separated and the organic phase
was dried (MgSQ,), filtered, and concentrated in vacuo. The resi-
due was purified by flash column chromatography (heptane/
EtOAc, 5:1) to give 10 (627.0 mg, 75%) as a colorless oil and a
mixture of two diastereomers. R; = 0.44 (EtOAc/heptane, 1:1). IR
(film): ¥ = 3070, 2981, 2939, 2873, 1715, 1452, 1369, 1270, 1232,
1109, 1069, 1054, 1016, 963, 919, 709 cm™'. 'H NMR (300 MHz,
CDCly): 0 = 8.13-8.06 (m, 4 H), 7.52 (tt, J = 1.4, 7.4 Hz, 2 H),
7.44-7.36 (m, 4 H), 5.82-5.78 (m, 2 H), 5.62-5.58 (m, 2 H), 4.95-
4.89 (m, 2 H), 4.66-4.58 (m, 2 H), 4.56-4.50 (m, 2 H), 4.15 (dt, J
= 2.6, 4.7 Hz, 2 H), 4.00-3.84 (m, 2 H), 3.55-3.44 (m, 2 H), 1.78
(t, J=1.3Hz, 3 H), 1.76 (t, J = 1.4 Hz, 3 H), 1.70-1.59 (m, 8 H),
1.57 (s, 3 H), 1.55 (s, 3 H), 1.53-1.43 (m, 4 H), 1.41 (s, 3 H), 1.40
(s, 3 H) ppm. 3C NMR (75 MHz, CDCl;): 6 = 167.0, 166.9, 133.0,
132.8, 132.8, 131.5, 130.6, 130.3, 130.0, 128.4, 128.3, 126.4, 125.2,
111.0, 110.8, 97.2, 96.3, 74.5, 73.9, 73.6, 72.0, 69.8, 69.4, 69.3, 66.4,
63.0, 61.8, 30.1, 30.1, 28.3, 28.0, 26.8, 26.6, 25.5, 25.4, 20.8, 20.5,
19.5, 18.3 ppm. HRMS: calcd. for C,,H,304Na [M + Na]*
411.1778; found 411.1774.

(1R,2S8,35,6R)-3-Hydroxy-4,8,8-trimethyl-2-tetrahydropyranyloxy-
7,9-dioxabicyclo[4.3.0]non-4-ene (11): Fully protected 10 (150 mg,
0.386 mmol) was dissolved in 10% NaOMe in anhydrous MeOH
(10 mL) and stirred at room temperature for 3 h. The mixture was
evaporated in vacuo and purified by flash column chromatography
(heptane/EtOAc, 3:1) to give 11 (91 mg, 83%) as a colorless oil and
a mixture of two diastereomers. Ry = 0.28 and 0.33 (EtOAc/hep-
tane, 1:1). IR (film): ¥ = 3529, 2983, 2937, 2874, 1440, 1371, 1227,
1133, 1120, 1075, 1051, 1029, 1012, 985, 970, 814 cm™!. '"H NMR
(300 MHz, CDCly): 6 = 5.41-5.37 (m, 1 H), 5.34 (dq, J = 14,
2.8Hz, 1 H), 492 (dd, J = 3.1, 43 Hz, 1 H), 4.77 (dd, J = 3.2,
4.5 Hz, 1 H), 4.58-4.50 (m, 2 H), 4.48-4.43 (m, 2 H), 4.02-3.92 (m,
4 H), 3.88 (dd, /= 1.9,42Hz, 1 H), 3.82 (dd, J = 2.4,39Hz, 1
H), 3.55-3.44 (m, 2 H), 1.96-185 (m, 2 H), 1.83 (s, 3 H), 1.82 (s, 3
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H), 1.80-1.66 (m, 4 H), 1.57-1.46 (m, 6 H), 1.41 (s, 3 H), 1.39 (s,
3 H), 1.33 (s, 3 H), 1.32 (s, 3 H) ppm. '*C NMR (75 MHz, CDCls):
0 =138.6, 136.9, 121.9, 120.5, 110.8, 110.5, 99.2, 95.9, 76.4, 74.3,
74.3, 73.6, 73.6, 70.2, 69.9, 67.1, 63.1, 62.9, 30.7, 30.5, 28.2, 27.8,
26.8, 26.4, 25.4,25.3, 21.2, 20.7, 19.7, 19.6 ppm. HRMS: calcd. for
C,sH»40sNa [M + Na]* 307.1516; found 307.1529.

(1R,2R,6R)-4,8,8-Trimethyl-3-0xo0-2-tetrahydropyranyloxy-7,9-dioxa-
bicyclo[4.3.0]non-4-ene (12): PDC (0.235 g, 0.63 mmol) was added
to a solution of alcohol 11 (51 mg, 0.18 mmol) in anhydrous
CH,Cl, (15 mL) and the mixture was stirred at room temperature
under nitrogen for 20 h. The solution was concentrated in vacuo
and purified by flash column chromatography (heptane/EtOAc,
2:1) to give 12 (36 mg, 71 %) as a colorless oil and a mixture of two
diastereomers. Ry = 0.33 (EtOAc/heptane, 1:1). IR (film): ¥ = 2984,
2937, 2871, 1699, 1453, 1379, 1351, 1229, 1145, 1120, 1074, 1024,
971, 889 cm™'. 'H NMR (300 MHz, CDCls): § = 6.32-6.28 (m, 1
H), 4.93-4.89 (m, 1 H), 4.82-4.76 (m, 2 H), 4.56 (d, J = 2.6 Hz, 1
H), 3.92-3.84 (m, 1 H), 3.55-3.46 (m, 1 H), 1.96-1.84 (m, 3 H),
1.81 (t, J = 1.4 Hz, 3 H), 1.62-1.50 (m, 3 H), 1.37 (s, 3 H), 1.32 (s,
3 H) ppm. '*C NMR (75 MHz, CDCls): 6 = 196.0, 139.2, 134.5,
111.7, 99.5, 78.5, 74.9, 73.2, 63.1, 30.3, 28.0, 27.2, 25.6, 19.5,
15.6 ppm. Only NMR spectroscopic data for the major dia-
stereomer are reported. HRMS: calced. for C;sH,,0sNa [M +
Na]* 305.1359; found 305.1346.

Gabosine N: Ketone 12 (36 mg, 0.13 mmol) was dissolved in 80%
acetic acid in H,O (2.0 mL) and stirred under nitrogen for 23 h at
room temperature followed by 16 h at 40 °C. The reaction mixture
was cooled to room temperature and concentrated in vacuo to give
a residue that was purified by flash column chromatography
(EtOAc/MeOH, 99:1) to afford gabosine N (17.7 mg, 88 %) as white
crystals. Ry = 0.12 (EtOAc). [a]} = —150.5 (¢ = 0.3, CD;0D) [lit.l'3]
[a]® = -152.0 (¢ = 0.89, H,0), lit.# [a], = ~142 (¢ = 0.16,
MeOH)]. M.p. 174-176 °C (MeOH) [lit.[**! 174-175 °C (MeOH),
lit.['a 182.5-183.3 °C]. IR (film): ¥ = 3427, 3308, 3244, 2943, 2925,
2851, 1680, 1408, 1343, 1197, 1132, 1044, 1022, 937, 854 cm™'. 'H
NMR (300 MHz, CD;0OD): ¢ = 6.48 (dq, J = 1.5, 2.2 Hz, 1 H),
4.58-4.54 (m, 1 H), 4.34 (dt, J = 2.5,34Hz, 1 H), 423 (d, J =
2.5Hz, 1 H), 1.81 (dd, J = 1.5, 2.2 Hz, 3 H) ppm. '*C NMR
(75 MHz, CD;0D): ¢ = 200.2, 145.9, 134.5, 77.7, 76.6, 69.2,
15.3 ppm. NMR spectroscopic data are in accordance with litera-
ture values.['&4PI HRMS: calcd. for C;H,,O4Na [M + Na]*
181.0471; found 181.0475.

(1S,2R,3S,6 R)-3-Benzoyloxy-2-hydroxy-4,8,8-trimethyl-7,9-dioxabi-
cyclo[4.3.0]non-4-ene (13): A solution of alcohol 6 (1.79 g,
5.9 mmol) in freshly distilled CH,Cl, (40 mL) under nitrogen was
cooled to 20 °C followed by addition of pyridine (2.14 mL,
26.5 mmol) and Tf,O (1.48 mL, 8.8 mmol). The reaction mixture
was slowly warmed to room temperature and after 1.5 h the reac-
tion was quenched with 2 M HCI (85 mL). The phases were sepa-
rated and the aqueous phase was extracted with CH,Cl,
(2x25mL). The combined organic phases were washed with satu-
rated aqueous NaHCO; (45 mL), dried (MgSQO,), filtered, and con-
centrated in vacuo to give the crude trifluoromethanesulfonate
(2.57 g, 5.9 mmol) as a black residue, which was used directly in
the next step. The crude trifluoromethanesulfonate was redissolved
in anhydrous DMF under nitrogen, NaNO, (1.62 g, 23.5 mmol)
was added and the mixture stirred at room temperature for 5.5 h.
The reaction mixture was diluted with H,O (120 mL) followed by
extraction with Et,O (5X 50 mL). The combined organic phases
were dried (MgS0,), filtered, and concentrated in vacuo. The resi-
due was purified by flash column chromatography (EtOAc/heptane,
1:5—1:1) to give alcohol 13 (933 mg, 52%) as a slightly yellow oil.
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Ry = 0.49 (EtOAc/heptane, 1:1). [a]5 = —12.0 (¢ = 2.0, CD;0D).
IR (film): ¥ = 3459, 3064, 3043, 2985, 2925, 2859, 1719, 1452, 1379,
1316, 1268, 1249, 1216, 1115, 1060, 1026, 979, 907, 710 cm '. 'H
NMR (300 MHz, CDCl;): 6 = 8.11-8.05 (m, 2 H), 7.59 (tt, J = 1.4,
7.4 Hz, 1 H), 7.50-7.42 (m, 2 H), 5.76-5.67 (m, 2 H), 4.69-4.63 (m,
1 H),4.21(dd, J=6.3,9.0Hz, 1 H),3.98 (t, /=89 Hz 1 H), 1.77
(dd, J = 1.3, 2.7Hz, 3 H), 1.55 (s, 3 H), 1.41 (s, 3 H) ppm. 13C
NMR (75 MHz, CDCls): 6 = 166.7, 139.1, 133.5, 130.0, 129.6,
128.6, 120.1, 110.6, 77.9, 74.7, 72.7, 72.3, 28.4, 26.1, 18.9 ppm.
HRMS: calcd. for C;;H,,0OsNa [M + Na]* 327.1203; found
327.1216.

(1R,2R,3S,6R)-3-Benzoyloxy-4,8,8-trimethyl-2-tetrahydropyranyl-
oxy-7,9-dioxabicyclo[4.3.0Jnon-4-ene (14): DHP (0.5 mL, 5.5 mmol)
and PPTS (140 mg, 0.56 mmol) were added to a solution of alcohol
13 (850 mg, 2.79 mmol) in freshly distilled CH,Cl, (60 mL). The
mixture was stirred at room temperature under nitrogen overnight.
The reaction was stopped by addition of saturated aqueous
NaHCO; (100 mL) followed by extraction with CH,Cl,
(3X50 mL). The combined organic phases were dried (MgSO,),
filtered, concentrated in vacuo and purified by flash column
chromatography (heptane/EtOAc, 9:1—4:1) to give 14 (925 mg,
85%) as a colorless oil and a mixture of two diastereomers. Ry =
0.72 (EtOAc/heptane, 1:1). IR (film): ¥ = 3063, 2983, 2938, 2868,
1722, 1452, 1380, 1317, 1265, 1247, 1217, 1162, 1119, 1062, 1029,
986, 966, 869, 710 cm™'. '"H NMR (300 MHz, CDCl;): 6 = 8.12—
8.03 (m, 4 H), 7.59-7.53 (m, 2 H), 7.48-7.40 (m, 4 H), 5.81-5.67
(m, 4 H), 5.21 (t, J = 2.6 Hz, 1 H), 4.83 (t, / = 3.3 Hz, 1 H), 4.68—
4.58 (m, 2 H), 4.29 (dt, J = 6.1, 8.3 Hz, 2 H), 4.19-4.08 (m, 3 H),
3.64-3.54 (m, 1 H), 3.46-3.37 (m, 1 H), 3.23-3.14 (m, 1 H), 1.78-
1.70 (m, 8 H), 1.62-1.58 (m, 4 H), 1.55 (s, 9 H), 1.40 (s, 3 H), 1.39
(s, 6 H) ppm. *C NMR (75 MHz, CDCls): 6 = 166.4, 166.2, 139.3,
138.1, 133.4, 133.1, 130.2, 129.9, 129.8, 129.7, 128.7, 128.4, 120.9,
120.1, 110.2, 110.2, 99.0, 97.3, 78.5, 76.1, 75.6, 74.6, 73.0, 72.6,
72.6, 62.1, 61.3, 30.6, 30.5, 28.3, 28.1, 26.6, 26.5, 25.4, 25.3, 19.1,
19.0, 18.5 ppm. HRMS: calcd. for C,,H,304Na [M + Na]*
411.1778; found 411.1796.

(1R,2R,3S,6 R)-3-Hydroxy-4,8,8-trimethyl-2-tetrahydropyranyloxy-
7,9-dioxabicyclo[4.3.0]non-4-ene (15): Fully protected 14 (595 mg,
1.53 mmol) was dissolved in 10% NaOMe in anhydrous MeOH
(60 mL) and stirred at room temperature for 3 h. The mixture was
concentrated in vacuo and purified by flash column chromatog-
raphy (heptane/EtOAc, 4:1) to give alcohol 15 (393 mg, 90%) as a
colorless oil and a mixture of two diastereomers. Ry = 0.51 and
0.63 (EtOAc/heptane, 1:1). IR (film): ¥ = 3442, 3037, 2982, 2936,
2860, 1453, 1441, 1372, 1243, 1215, 1135, 1072, 1047, 1022, 1007,
975, 890 cm™!. '"H NMR (300 MHz, CDCls): 6 = 5.54-5.45 (m, 2
H), 4.79 (dd, J = 2.6, 5.5 Hz, 1 H), 4.62-4.50 (m, 2 H), 4.40 (d, J
=1.7Hz, 1 H), 4.31 (t, J = 5.8 Hz, 1 H), 4.14-4.07 (m, 2 H), 4.04—
391 (m, 3 H), 3.87-3.80 (dd, J = 5.0, 8.5Hz, 1 H), 3.59 (t, J =
8.5Hz, 1 H), 3.56-3.47 (m, 2 H), 2.99 (d, J = 8.5 Hz, OH), 1.96-
1.77 (m, 3 H), 1.87-1.85 (m, 3 H), 1.84-1.83 (m, 3 H), 1.61-1.47
(m, 9 H), 1.47 (s, 3 H), 1.43 (s, 3 H), 1.36 (s, 3 H), 1.34 (s, 3 H)
ppm. 3C NMR (75 MHz, CDCl5): 6 = 142.1, 138.2, 120.4, 117.3,
110.0, 109.7, 102.7, 99.4, 84.3, 76.7, 75.9, 75.2, 72.7, 71.1, 70.5,
65.6, 64.0, 31.5, 30.9, 28.5, 28.2, 26.6, 26.1, 25.3, 25.1, 21.4, 20.4,
20.3, 19.0 ppm. HRMS: calcd. for C;sH,40sNa [M + Na]*
307.1516; found 307.1521.

(1R,2S,6 R)-4,8,8-Trimethyl-3-0xo0-2-tetrahydropyranyloxy-7,9-dioxa-
bicyclo[4.3.0]non-4-ene (16): Celite (1.8g) and PDC (1.8 g,
4.78 mmol) were added to a solution of alcohol 15 (389 mg,
1.37 mmol) in freshly distilled CH,Cl, (65 mL) and the reaction
mixture was stirred at room temperature under argon for 26 h. The
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mixture was filtered through a plug of Celite, and concentrated in
vacuo to give a slightly yellow oil, which was purified by flash col-
umn chromatography (heptane/EtOAc, 3:1) to afford 16 (334 mg,
86%) as a colorless oil and a mixture of two diastercomers. Ry =
0.62 (EtOAc/heptane, 1:1). IR (film): ¥ = 2985, 2938, 2886, 1698,
1453, 1380, 1371, 1240, 1219, 1167, 1125, 1063, 1031, 977, 966, 856
cm !, 'TH NMR (300 MHz, CDCl5): 6 = 6.54 (dq, J = 1.5, 4.2 Hz,
1 H), 6.50-6.46 (m, 1 H), 498 (t, J = 3.3Hz, | H), 487 (t, J =
3.2 Hz, 1 H), 4.80-4.74 (m, 2 H), 4.54-4.41 (m, 4 H), 4.13-4.03 (m,
1 H), 3.98-3.89 (m, 1 H), 3.52-3.41 (m, 2 H), 1.86 (t, J = 1.4 Hz,
3 H), 1.85 (t, J = 1.4 Hz, 3 H), 1.80-1.67 (m, 5 H), 1.61-1.52 (m,
7 H), 1.52 (s, 3 H), 1.47 (s, 3 H), 1.43 (s, 3 H), 1.40 (s, 3 H) ppm.
13C NMR (75 MHz, CDCl,): § = 197.2, 196.1, 137.5, 136.0, 135.8,
111.2, 111.1,98.6,97.8, 78.5, 77.7, 76.6, 71.7, 71.6, 62.2, 61.9, 30.4,
30.2,28.1, 28.0, 26.7, 25.5, 25.4, 19.0, 18.7, 16.2, 15.9 ppm. HRMS:
caled. for C;sH,,05Na [M + Na]* 305.1359; found 305.1368.

Gabosine A: Ketone 16 (52 mg, 0.184 mmol) was dissolved in 80%
acetic acid in H>O (3.0 mL) and stirred under nitrogen for 9 h at
40 °C. The reaction mixture was cooled to room temperature, con-
centrated and co-concentrated with H,O to give a residue that was
purified by flash column chromatography (EtOAc) to afford gabos-
ine A (28 mg, 96%) as a white crystalline material. Ry = 0.16
(EtOAC). [a] = —125.4 (¢ = 0.8, CD30D) lit."" [¢]¥ = ~132 (¢ =
1, MeOH), lit.* [q]p = ~131 (¢ = 0.27, MeOH). M.p. 56-60 °C
(MeOH). IR (film): v = 3354, 2955, 2924, 2862, 1684, 1448, 1236,
1139, 1092, 1028 cm!. '"H NMR (300 MHz, CD;0D): 6 = 6.75
(dq, J=1.5,5.6 Hz, 1 H), 4.41-4.36 (m, 1 H), 4.32 (d, J = 10.0 Hz,
1 H), 3.73 (dd, J = 4.0, 10.0 Hz, 1 H), 1.82 (dd, / = 0.9, 1.3 Hz, 3
H) ppm. 3C NMR (75 MHz, CD;0D): 6 = 200.4, 143.0, 136.9,
75.0, 73.9, 67.4, 15.6 ppm. NMR spectroscopic data are in accord-
ance with literature values.['>#d HRMS: calcd. for C;H,;,04Na [M
+ Na]* 181.0471; found 181.0472.

Supporting Information (see also the footnote on the first page of
this article): 'H and '*C NMR spectra for compounds 1, 3, 4, 6-
8, 10-16, gabosine A and N.
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Nonsteroidal anti-inflammatory drugs (NSAIDs) are among the most widely
used drugs on the market. Whilst they are considered safe, several NSAIDs
have been withdrawn from the market as a result of adverse drug
reactions.! NSAIDs are extensively metabolised to their 1-B-O-acyl
glucuronides (AGs),?2 and the risk of NSAID AGs covalently modifying
biomacromolecules such as proteins or DNA, leading to immune
responses and cellular dysfunction constitutes a major concern in drug
discovery and development.’® The assessment of the degree of protein
modification and potential toxicity of individual NSAID AGs is therefore of
importance in both drug monitoring and development. Herein, we report
the covalent attachment of 1-B-O-acyl glucuronides of ibuprofen and
several NSAID analogues to human serum albumin (HSA) protein in vitro
under conditions encountered in therapy. Previously unobserved
transacylation and glycosylation adducts are formed; the observed protein
product ratios can be rationalised by the degree of a-substitution in the
acyl group. Structure-based protein reactivity correlations of AGs, such as
these, may prove a useful tool in distinguishing between carboxylic acid-
containing drugs of similar structure that ultimately prove beneficial (e.g.,

Ibuprofen) from those that prove toxic (Ibufenac).’
Carboxylic acid containing drugs, most notably the NSAIDs are primarily

metabolised to their 1-B-O-acyl glucuronides in the liver.? The glucuronidation of

various drugs, which takes place during Phase Il metabolism, is typically a
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detoxification process that also increases water solubility thereby enabling
excretion; the resulting products are typically deemed to be pharmacologically
inactive.® However, in contrast to the unreactive glucuronides of alcohol and
phenolic drugs, some of the resulting glucuronides of carboxylate drugs (acyl
glucuronides, AGs) are highly reactive metabolites;® as a consequence AGs
have very recently been deemed to be toxic by regulatory authorities.® Although,
the increased reactivity of AGs compared with their parent drugs has almost
exclusively been attributed to transacylation reactions with biological
nucleophiles*® (Figure 1b, e.g., formation of an amide bond with the amine group
found at the terminus of the side-chain of lysine), alternative reaction pathways
are potentially accessible to AGs (Figure 1c)* that might lead to alternative
protein modification products. Surprisingly, these modification products have not
been previously identified. Here we use AGs of the NSAIDs (Figure 2a) to show
that not only do both pathways (Figure 1b and 1c) have the potential to
covalently modify endogenous human proteins, but that the predominant
pathway varies according to drug metabolite identity.

Once formed enzymatically during Phase Il metabolism (Figure 1b) AGs
may react via several competing pathways. Hydrolysis to reform the parent drug
and transacylation by direct displacement by attack of nucleophiles (following
Figure 1b) competes with acyl migration to produce 2-, 3- or 4-O-AGs followed by
N-glycosylation and possibly also the Amadori rearrangement® (following Figure
1c). 1-B-O-Acyl glucuronides are stable in acid, but under basic or neutral

conditions migration occurs to produce 2-, 3- or 4-O-AGs.*"*? After migration, the
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acyl group is less prone to hydrolysis or direct displacement by transacylation,
and stable 2-, 3- or 4-O-AGs can be isolated.'® Both the transacylation and the
glycosylation pathways are theoretically capable of covalently modifying hepatic
and plasma proteins in vivo however, the resulting modified proteins have not
been fully characterised.’

Around 25% of all drugs that are withdrawn due to severe toxicity contain
carboxylic acid groups and acyl glucuronide activity has been implicated as a
possible mechanism.>**** Yet, the underlying chemical reactivity that might allow
prediction of which drugs will show excellent efficacy leading to widespread use
(e.g. 1b/c Ibuprofen) or toxicity in man leading to withdrawal (e.g. 1a,

Ibufenac)’*®

is not well understood; the similarity in structures such as 1b/c and
1a suggest that this is a subtle effect. It has been suggested, but not
demonstrated, that one of the potential mechanisms underlying this observed
idiosyncracy of toxicity of NSAIDs is AG-derived covalent modification of
endogenous proteins.® Evidence for such an AG-induced toxicity mechanism is
still lacking,®**>" but, by way of circumstantial support, it has been shown that
reversible binding of other compounds (like diazepam and warfarin) to plasma
proteins, such as human serum albumin (HSA), is severely altered when plasma
protein is modified by AGs.*®

To investigate the nature and extent of AG binding to plasma proteins, a
series of ibuprofen based 1-B-O-acyl glucuronides; ibufenac 1a, (R)- and (S)-

ibuprofen 1b-c and a dimethyl analogue 1d, as well as AGs of p-bromobenzoic

acid 2, as a model NSAID, and the aldose reductase inhibitor ponalrestat™® 3
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were incubated with HSA. AGs were synthesised via a 3-step protection-
acylation-deprotection strategy (Figure 2b) via allyl, benzyl or para-
methoxybenzyl glucuronate esters.?%*

To obtain a representative single protein species suitable for precise
reaction monitoring, abundant human serum protein HSA was reduced and re-
purified. Commercially available and isolated HSA contains several post-
translational modifications of which the disulfide oxidation of Cys34 by coupling
to a single cysteine amino acid residue is the most abundant.?? HSA was treated
with 13 mM DTT at pH 8 to reduce the Cys34-Cys disulfide bond, followed by
removal of cysteine and excess DTT by size-exclusion chromatography. The
protein was then refolded in 0.02 mM DTT under exposure to atmospheric air to
reform the internal disulfide bridges. Protein refoldng to a different secondary
structure than native HSA is not believed to be occur.”? This novel protein
purification strategy allowed ready access to pure HSA suitable for precise AG
protein reactivity assessment.

AGs 1-3 were incubated with pure HSA at physiological levels (33 g/L).%
AGs are generally thought to be rapidly excreted, but substantial plasma

concentrations, sometimes exceeding their parent drug, are often found.?*® |

n
order to mimic conditions encountered in therapy, an AG concentration of
0.5 mM in phosphate buffered saline (20 mM, pH 7.4) at 37 °C, corresponding to
the peak plasma concentration of drug achieved in chronic cystic fibrosis patients

treated with ibuprofen was used.?® In addition, high-concentration experiments

using 5.0 mM AG were also performed. In all cases, identical conditions and
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incubation times were used for direct comparison of the reactivity of different
AGs; this allows direct extrapolation of the levels of reactivity from the amount of
reaction product. The extent of coupling to HSA was analysed by LC-coupled

TOF MS (ES+) (Table 1 and Figure 3).

Table 1. Selectivity and conversion after incubation of HSA with AGs

Conc. Selectivity Conversion
Entry AG mM TA : Glyc %
1 2 0.5 <5:95 58
2 2 5.0 <5:95 59
3 3 0.5 55:45 4
4 3 5.0 72:28 24
5 1a 0.5 60:40 16
6 1a 5.0 61: 39 44
7 1b 0.5 64 : 36 5
8 1b 5.0 63 : 37 23
9 1c 0.5 44 : 56 9
10 1c 5.0 55:45 24
11 1d 0.5 - 0
12 1d 5.0 34 : 66 8

Incubation of 33 g/L HSA with AGs for 16 h at 37 °C and pH 7.4. Selectivities between the
transacylation (TA) and glycosylation (Glyc) products and conversions (% modified HSA)
were calculated based on peak heights in respective deconvoluted mass spectra.

At concentrations of both 0.5 and 5.0 mM of p-bromobenzoic acid AG 2 (entries 1
and 2) glycosylation adducts (Figure 1c) were observed following incubation for
16 h at a conversion of 58 and 59%, respectively. This is the first time a stable
glycosylation adduct have been isolated in vitro under conditions encountered in
therapy. Previously, such N-glycosylation (imine) adducts of proteins have only
been found by trapping the adducts with a reducing agent like sodium

12,18,27

cyanoborohydride or at extreme high AG concentrations as compared to

HSA.122728 Furthermore, in most cases full characterisation of the formed
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adducts was not performed.***®?® Surprisingly, stable glycosylation adducts are
formed without addition of a reducing agent, however this high conversion even
at 0.5 mM of 2 clearly indicates that irreversible glycosylation of endogenous
proteins can occur during treatment with drugs that are metabolised to AGs.
p-Bromobenzoic acid AG 2 reacts exclusively via the glycosylation
pathway, and no transacylation product could be observed (Figure 1b). However,
more subtle and intriguing results were observed following incubation with the
AGs of ponalrestat 3 and the profens 1a-d (entries 3-12, Table 1); both
transacylation and glycosylation were unambiguously observed. These AGs were
not as reactive as 2 with respect to protein modification. In most cases only trace
modification occurred at 0.5 mM of AG, and significant amounts of coupling
products could only be observed at relatively high AG concentrations (5.0 mM).
In the case of ponalrestat AG 3 the transacylation and glycosylation adducts
were formed in a 72:28 ratio at a combined yield of 24% at 5.0 mM 3 (entry 4).
The ibuprofen analogues (entries 5-12) also gave a mixture of transacylation and
glycosylation adducts, and the degree of modification can be visualised in the
combined mass spectrum of 1a-d (Figure 3). lbufenac (1a), (R)- (1b) and (S)-
(1c) Ibuprofen AGs showed clear reactivity with combined yields of 44, 23 and
24% respectively, whereas the ao,a-disubstituted dimethyl analogue 1d was
significantly less reactive (entries 11,12, Table 1) showing no more than 8%
reaction even at the higher concentrations and showing only trace products
above background at lower concentrations. Interestingly, in addition to individual

transacylation and glycosylation adducts, small amounts of dual adducts
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resulting from concomitant transacylation and glycosylation were also seen for
1a-c.

These dual adducts highlighted that more than one reaction site was
present on HSA. To map these sites and to confirm the identities of the
glycosylation and transacylation products modified proteins were characterized
through ‘peptide mapping’ using tryptic digest followed by MS/MS sequencing
analysis. The products of reaction of Ibufenac-AG 1a with HSA map to 7 different
lysine residues and revealed that different sites were selectively modified by
different reaction processes (Table 2 and Figure 4); these sites only correlate in

part with accessibility (see SI) and only Lys525 is reactive in both pathways.?

Table 2. Peptide Mapping of Reaction Sites in HSA when Modified with Ibufenac AG 1a

Retention m/z m/z Peptide Peptide Modified
time . . Amino  Modification
. predicted observed Residues Sequence .

(min) Acid

33.49 704.1 704.1 137 - 144 K(+)YLYEIAR K137 Glycosylation
24.36 921.8 921.4 191 -197 ASSAK(+)QR K195 Transacylation
27.80 621.6 621.6 198 — 205 LK(+)CASLQK K199 Glycosylation
27.80 621.6 621.6 198 — 205 LKCASLQK(+) K205 Glycosylation
24.16 450.5 451.2 433 -439 VGSK(+)CCK K436 Transacylation
22.07 652.7 651.4 525 -534 K(+)QTALVELVK K525 Transacylation
18.86 740.7 741.1 525 -534 K(+)QTALVELVK K525 Glycosylation
22.07 652.7 651.4 525 -534 KQTALVELVK(+) K534 Transacylation

Modified protein was hydrolyzed with trypsin followed by LC-coupled MS/MS analysis. The amino
acid sequence of HSA was derived from the RCSB protein data bank: DOI
10.2210/pdb1bm0/pdb.30 Residues are numbered for this sequence of 585 amino acids.

As might be expected from the reactivity of a-unsubstituted ponalrestat AG 3,
both transacylation (lysines 195, 436, 525 and 534) as well as glycosylation
(lysines 137, 199, 205 and 525) adducts could be observed for a-unsubstituted
ibufenac AG 1a (Table 2); in all cases the mapping results correlated strongly

with the observed ratios determined by direct MS (Figure 3 and Table 1).
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Alkyl AGs displayed (Table 1) lower reactivities than aryl AGs; with
p-bromobenzoic acid AG 2 a majority of HSA was modified even at 0.5 mM.
Furthermore, both the nature and extent of protein modification with alkyl AGs
was highly dependant on the degree of a-substitution; variation of a-substitution
from unsubstituted (1a, 3) to monosubstituted (1b-c) to disubstituted (1d) AGs,
moves reaction preference from transacylation to a preference for glycosylation.
This is a logical observation consistent with Bac.2 nucleophilic substitution at the
carbonyl group of an AG; a higher degree of a-substitution constitutes an
increased steric hindrance disfavouring addition during such a transacylation
pathway. In contrast, acyl migration is not affected to the same extent by
increased a-substitution,* and glycosylation adducts are therefore predominantly
formed for highly a-substituted AGs as with the dimethyl analogue 1d. In addition
to different selectivity (transacylation versus glycosylation), alkyl AGs with no a-
substitution are more reactive than mono- and disubstituted alkyl AGs, and AGs
of drugs without a-substitution are therefore more likely to modify endogenous
proteins in vivo than AGs of a-substituted drugs. The increased reactivity of
ibufenac AG (1a) compared to (R)- (1b) and (S)-ibuprofen AG (1c¢) due to the
lacking a-methyl substituent is striking considering that ibufenac was withdrawn
from the U.K. market in 1968 as a result of hepatotoxicity,** whereas (R/S)-
ibuprofen is still extensively used.

The observed reactivity of alkyl AGs with respect to a-substitution is also
reflected in their half-lives. Unsubstituted alkyl AGs have been found to have

half-lives of less than 1h (zomepirac 0.45 h, diclofenac 0.51 h), while
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monosubstituted ((S)-naproxen 1.8 h, (S)-ibuprofen 3.3 h) and disubstituted
(clofibric acid 7.3 h, gemfibrozil 44 h) alkyl AGs have half-lives around 1to 4 h
and from 7 to more than 40 h, respectively.* As indicated by short half-lives
(probenecid 0.40 h, diflunisal 0.67 h)* and supported by the reactivity of 2,
aromatic AGs are highly reactive with respect to protein modification, but they
seem to be too hindered for transacylation to occur, thus glycosylation adducts
are formed exclusively.

In summary, we have shown for the first time that multiple modes of
reactivity exist for 1-B-O-acyl glucuronides of widely-used pharmaceuticals with
an abundant human protein under concentrations representative of those found
in vivo. Importantly, we reveal here the first direct observations of stable AG-
glycosylation adducts, which is highlighted by contrasting human protein reaction
selectivities determined by both site and drug-AG identity; these range from near
exclusive glycosylation (>95%) to majority acylation (>70%). These demonstrate
that althoughglucuronic acid alone cannot glycosylate human protein, unlike
glucose,® AGs are sufficiently activated to cause extensive glycosylation. In this
way we have established a rationalisation of AG reactivity based on structure,
which we believe provide a useful tool in the informed development of new
carboxylic acid containing drugs as well as in the monitoring, interpretation and
assessment of the potential toxicity of existing drugs.® This work strongly
indicates that AG-induced modification of plasma proteins during treatment with
carboxylic acid containing drugs can take place in a number of ways that lead to

different, and in some cases previously unidentified covalent adducts. This
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seems of particular current relevance given recent decisions of certain drug
development organizations to exclude all carboxylic acids, and in the light of
regulatory opinions on AGs.® We are currently evaluating both the antigenic and
immunogenic response of these unnatural protein motif structures as putative
haptens, which may exist at high concentrations in patients chronically treated

with e.g., NSAIDs.

Methods

Purification of human serum albumin. Commercial HSA (Lee BioSolutions,
Inc., 50 mg, 0.75 pumol) and EDTA (1.5 mg, 5 pumol) in aq. phosphate buffered
saline (5mL, 20 mM, pH 8.5) were added dithiothreitol (10 mg, 65 pmol) in
phosphate buffered saline (68 pL) and the reaction mixture was stirred at room
temperature. The conversion was followed by mass spectrometry and after 2 h,
full reduction of the Cys34-Cys disulfide was achieved. Cysteine and excess
reducing agent was removed by PD10 size-exclusion chromatography eluting
with a solution of EDTA (1 mM) and dithiothreitol (0.02 mM) in phosphate
buffered saline (20 mM, pH 8.0). The solution was left for 48 h at 4 °C exposed to
atmospheric air to refold. The protein solution was purified by PD10 size-
exclusion chromatography eluting with phosphate buffered saline (20 mM,
pH 7.4) to give Cys34-Cys reduced HSA in more than 95% yield. The protein

solution was concentrated using a YM10 Amicon ultrafiltration membrane to a
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concentration of 42 g/L. The protein concentration was determined from €zgonm =

28730 M cm™. ESI+ TOF MS: found: 66437, expected 66438.

General incubation of acyl glucuronides with HSA. To an aq. solution of HSA
(833 g/L) in phosphate buffered saline (20 mM, pH 7.4) were added acyl
glucuronides 1a-d, 2 or 3 at a final concentration of 0.5 or 5.0 mM. The reaction
mixture was mixed very vigorously for 30 sec and then gently shaken at 37 °C for
16 h. The protein solution was then cooled to 4 °C and purified by PD10 size-
exclusion chromatography eluting with water to remove salts and excess

reagent. The product was analysed by mass spectrometry (ESI+ TOF MS).

Supplementary information available: Additional discussion, experimental
methods, raw and processed protein mass spectra as well as mass spectra of

tryptic peptides.
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Figure Legends

Figure 1. The Reactions and Putative Products of Phase Il Drug Metabolism. (a)
Typical glucuronidation of nucleophilic groups (Nu) in drugs during Phase Il
metabolism forms highly stable glucuronide glycosidic bonds and produces
pharmacologically inactive metabolites (b) glucuronidation of carboxylic acid
containing drugs forms acyl glucuronides (AGs) that can react with proteins through
transacylation or (c) intramolecular acyl migration and subsequent reaction with
proteins to form glycation and glycosylation products.

70 words

Figure 2. AGs of NSAIDs and Analogues. (a) Six representative, validated Phase I
metabolites were used to study protein reactivity. These incorporated systematic
variations in structure to probe variations in reactivity and reaction pathways (b) AGs
were chemically synthesized through a novel partial protection strategy and made
use of mild deprotection strategies that uniquely allowed access to these highly labile
AG products (1-3); harsher conditions employed in other syntheses were
incompatible.

71 words
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Figure 3. Reaction of AGs with HSA. Mass spectra of 33 g/L HSA incubated with
ibuprofen analogues la-d at 5.0 mM for 16 h at 37 °C and pH 7.4. 1a: transacylation
(blue), found: 66610; expected: 66612; glycosylation (red), found: 66787; expected:
66788; dual addition (both transacylation and glycosylation, green), found: 66957,
expected: 66962. 1b: transacylation, found: 66627; expected: 66626; glycosylation,
found: 66802; expected: 66802. 1c: transacylation, found: 66625; expected: 66626;
glycosylation, found: 66801; expected: 66802. 1d: transacylation, found: 66635;
expected: 66640; glycosylation, found: 66813; expected: 66816. Unmodified HSA is
the major peak in all cases (found: 66440, 66442, 66439 and 66439 Da; expected:
66438 Da).

95 words

Figure 4: Mapping the Sites and Types of Reactivity of Metabolites with Human
Serum Protein. Sequence map of HSA indicating primary amino acid sequence
including disulfide bonds (yellow). Chemoselective reaction sites for glycosylation are
coded red; sites for transacylation are coded blue, whereas Lys525 exhibiting both
glycosylation and transacylation reactivity is coded green (see Table 2 for reactivity
details).
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