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o Reporled hee ave synthetic voules lo pyrophosphates linking viboflavin with various nucleosides.
The focus is on a flavin-wracil dinucleolide having a biotin tag on the wracil, @ molecule that has
potential value in the selection of RNA engymes that catalyze the template-divecled polymenization
of RNA in the 3-10-5 divection, which is the diveclion opposile that catalyzed by standard protern
polymerases. Two detailed procedures ave presended lo prepave this new compound, as well as one
procedure lo prepare the new flavin-2, 6-diaminopurine dinucleotide.
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Following the disc ovuy f RNA molecules that have catalytic activity as
phosphotransesterases,! 2! and the proposal that an episode of early life
on Farth may have used RNA as its sole genetically encoded Com}:)()nent,m"”
many workers have considered the possibility of selecting for RNA molecules
that catalyze the template-directed synthesis of RNA. 0 btaining such cata-
lysts would be a step toward realizing a “synthetic biology,’ 15 and would also
add support to an RNA world hypothesis for the origin of life.

RNA polymerases known in natural biology synthesize phosphodiester
bonds via a process where the nucleophilic reactant (the 3-OH group
of the 3-terminal ribonucleotide) is delivered by a primer, while the
electrophilic reactant, a phosphorus atom having a pyrophosphate unit as
the leaving group, is delivered by an incoming monomer. This means that
the nucleophilic component in the reaction is tightly held to the template
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by Watson-Crick pairing that extends the length of the primer—template
duplex, while the electrophilic component (the monomer) is held in the
reacting complex by only (two or three) hydr()gen bonds. Thus, in protein
polymerases from the modern world, much of the binding energy holding
the incoming monomer in the proper orientation must come from binding
interactions between the triphosphate and the protein catalyst.

This places multiple demands on the structure of any RNA molecule
that might catalyze the }'Xﬂymeri'/mi()n of RNA, demands that may be found
only infrequently in a library of random I "Nm sequences. For example, it
may be difficult to uncover an RNA molecule (a polyanion) that binds to

v pyrophosphate leaving group (also a polyanion). Interactions between
.h@ incoming triphosphate and the RNA catalyst may be difficult to find
that do not discriminate between the four standard nucleobases. While we
cannot today calculate the size of a library that is needed to contain (with,
for example, 50% probability) a single RNA molecule that solves all of these
problems, estimates can be made based on the types of RNA catalysts that
have emerged from random libraries, ! and the size appears to be quite
large, perhaps as large as 10% random RNA sequences.

With these thoughts in mind, we considered an architecture that
reverses the direction of RNA synthesis, from 5'-to-3" to 3'-to-b', and changes
the leaving group (Figure 1). In this architecture, the leaving group is
not pyrophosphate, but rather the phosphate ester of an alcohel. The
electrophilicity of phosphorus is similar for leaving groups of the type
O-PO9-O-Rand O-POy-O-PO3~ (the standard wriphosphate); the free energy
of hydrolysis of a pyrophosphate bond is about the same as the free energy of
hydrolysis of a triphosphate. In this architecture, however, R can be chosen
to be a better “handle” for the desired RNA catalyst to bind.

In choosing the R group “handle,” we began by considering small
molecules for which RNA molecules had already been developed to bind.
Flavin was a particularly interesting ligand in this respect, as RNA molecules
that bind flavin have been discovered by selection among random RNA
libraries,[”) and have been optimized by deliberate structural change.!®!

This allows the starting point for catalyst selection to contain two
flavin-binding RNA aptamers and a reversed direction of oligonucleotide
synthesis. This has several hypothetical advantages. First, the architecture
should allow both the nucleophilic and elcc.tl()phlhc components to be
held by strong, multipoint noncovalent attachments (Figure 1). Thus, the
incoming nucleophile on the monomer is held in the reaction complex by
hydrogen bonding to the template (as in the standard architecture), and to
a flavin. The electrophilic center, now provided by the primer, is held in the
complex by template—primer interactions, as well as to the catalyst through
the second flavin aptamer.

To implement this idea, a set of four flavin-pyrophosphate substrates are
needed. These fall into the general structure of flavin adenine dinucleotide,
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FIGURE 1 Schematic diagram of a conceptual 305" reverse polymeri

zalion reaction that is the
application of the pyrophosphates prepared here.

which is one of the substrates that would be used in this architecture,
Pyrophosphates of this type have long been known, back to early work
of Khorana,! who prepared flavin adenine dinucleotide by the coupling
of flavin mononucleotide with adenosine-5’ -monophosphate that had been
activated as its corresponding morpholidate, with a low level of protection.
In the Moffatt-Khorana procedure, the 2~ and 5-hydroxyl groups of the

FIGURE 2 The chemical structure of the pyrophosphate with a biotin tag.
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adenosine, the ribitol hydroxyl groups
amine functionalities were all not ]
in pyridine over 2 days.

of the riboflavin, and the exocyclic
rotected. The coupling was performed
For several of the pyrophosphates needed for this architecture, this
approach was successful in our hands. Tn particular, the 2,6-diaminopurine-
flavin, guanine-flavin,'% and the cytosine-flayin10] dinucleotides were
all readily prepared from their morpholidates. The procedure for 2,6~
diaminopurine-flavin dinucleotide, a new compound, is included in the
experimental section,

Attempts to prepare biotinylated  uracil-flavin dinucleotide (Figure
2) unexpectedly encountered problems

» however, These focused on the
difﬁ(‘,uii'y of obtaining the recursor |
P ()

siotinylated S-aminoallyluridine 5'-
monophosphate, in part due to an irreproducible selectivity in the phospho-
rylation of biotinylated S-aminoallyluridine using standard conditions (tri-
ci;hyiphogphat@ as a solvent, POCls, and a trace arnount of water). " Thege
conditions are used for the preparation of nucleoside 5-monophosphates.
Further optimization of the coupling reaction, which remains slow, using
the manganese dication is also reported,

Given the potential value of these and rel
detailed experimental procedures for the
most difficult pyrophosphate 1, the
biotin tag.

ated compounds, we present
two new species, We focus on the
species where the nucleobase carries a

RESULTS AND DISCUSSION

First, 2,6~diaminopurine—ﬂztvin dinucleoride s
Scheme 1. 2-Aminoadenosine 2 was Pl
chloride in triethyl Pl

vas synthesized as shown in
10sphorylated with phosphorus oxy-
10sphate to give the monophosphate 3 in 40% yield.
Compound 3 was refluxed with morpl
n a mixture of HyO and -butyl alcol
yield. The coupling of comj

10line and dicyclohexylcarbodiimide
10l to afford the morpholidate 4 in 799
bound 4 with pyridinium riboflavin-b-phosphate
was performed via a slightly modified Moffatt-Khorana
flavin 2,6-diaminopurine dinucleotide & The reaction was monitored by
3P NMR. Compound 5 was purified by iOl’l~CXCh‘<ng€ HPLC, followed by
RP-HPLC, and identified by 'H and ¥'P NMR (6 —10.66 and —1 1.87).

The first route to the biotinylated intermediate ¢ was attempted from
the commercially available uridine~5/~monophosphate (Scheme 2). This
appeared to be a strategically wise choice, as the route was known in the
Iiterature,“?] and avoided the need to later phosp}'}orylat,e an advanced
synthetic intermediate having multiple hydroxyl groups.

However, in our hands, the
with trifluoroacetyl allyl

procedure to give

reaction of the mercuric compound 7
amine (Scheme 2) gave only low yields of 8, as
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SCHEME 1 Synthesis of 2,6-diaminopurine-tlavin dinucleotide. Conditions: (a) (EtO)3P0, HoO,
POCl, 0°C, 18 hours (40%); (b) morpholine, DCC, +BuOH, HoO, reflux, 6 hours (79%); (c) FMN-

oyridinium salt, pyridine, BusN, I-tetrazole, RT, 2 days (11%).
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SCHEME 2 Attempted synthesis of the biotinylated monophosphate 9. Conditions: (a) Hg(OAc)g, LiCl,
NaOAc, pH 6 buffer; (b) (1) uifluoroacetyl allylamine, KoPdCly, NaOAc buffer, DMF, 80°C, 2 hours;

(2) NH4OH, RT; (¢) biotin N-hydroxysuccinimide, pyridine, EtgN.
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SCHEME 3 Synthesis of the monophosphate 8 with partial protection. Conditions: (a) (1) trifluo-
roacetyl allylamine, NasPdCly, NaOAc buffer, DMF, 80°C, 2 hours; (2) TBDMSCI, imidazole, DMT; (3)
NH;OH, McOH, RT, 17 hours (40% for 8 steps); (b) (1) biotin N-hydroxysuccinimide, pyridine, EigN,
RT, 2 hours; (2) EigN SHF, THE, RT (75% for two steps); {c) triethylphosphate, POCls, Ho O, 0°C, 18
hours, (45%).

well as several impurities that were not separable by preparative column
chromatography.

In contrast, the Heck reaction of iodouridine 16 with trifluoroacetyl
allylamine in the presence of NagPdCly gave the coupled product in good
vield (Scheme :‘3).“3] The initial product, a wialcohol, was difficult to
purify. Therefore, the catalyst was removed by purification using column
chromatography, the crude product was converted (3 the fris-TBDMS ether,
and the tifluoroacetyl group was removed to give the allylamine compound
11 in 40% overall yield.

The amino group of the allylamine compound 11 was then reacted with
the activated biotin derivative biotin N-hydroxysuccinimide. The silyl groups
were then removed with EtsN'-3HF (o give the biotinylated uridine 12 in 75%
overall yield. Treating with three equivalents of POCI, in triethylphosphate
in the presence of a small amount of HyO gave regioselectively the desired
monophosphate 9, but only in 45% vyield, and only in the best experiment.

The inconsistent regioselective phosphorylation required us to develop
a more reliable method for the phosphorylations. First, the 2- and §/-
hydroxyl groups were protected following the procedure in Scheme 4. It
was expected that protection of the 2/, 3'-diol would give a substrate that was
more consistently phosphorylated by increasing the solubility of the reactant
and removing the possibility of unwanted 2’- or 8/ -phosphorylation.

After Heck reaction of iodouridine 10 with trifluoroacetyl allylamine,
the product was purified by column chromatography and treated with
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;\Hyl:,umnc, Nnggi’(l(j].;, NaOAc¢ buffer, DME, 80°C, 2 hours; (2) 2,2-dimethoxypropane, p-150H, acetone,
RT, 1 hour; (3) MeNHsg, RT, 8 hours, (67% for 3 steps); (b) biotin N-hydroxysuccinimide, pyridine,
FisN, RT, 2 howrs (72%); (c) triethylphosphaie, POCly, 0°C, 18 howurs, (56%); (d) HCL, HoO, RT,
18 hours (64%).

2, 2-dimethoxypropane in acetone in the presence of p-TsOH, followed by
treatment with 40% methylamine solution. This gave the 2/,3"-protected
allylamine derivative 13 in 67% yield (Scheme 4). Thcn 13 was biotinylated
to give 14 and conve H’(*d to the monophosphate 15 by treatment of POCIg
in triethylphosphate in 56% yield. Finally, deprotection of isopropylidene of

5 by HCI in water gave the key intermediate 9.

With the monophosphate 9 in hand, pyrophosphate 1 was accessible
using an adaptation of a procedure of Lee ef al. (Scheme 5y. U4 Firse,
the m(>n<,>ph<)spha,e group in 9 was converted to its morpholidate with
dicyclohexylearbodiimide to give 16 in 82% yield. The morpholidate 16
was then weated with flavin mononucleotide 17 as its trioctylamine salt
in pyridine and acetonitrile in the presence of tetrazole in the dark. The
progress of the reaction was followed by gumiyu(/al ion- c\{(l wange HPE,(,; a
photodiode array detector allowed for easy identification of fhe different
compounds according

i«
shows, in addition 1o a f

5y their UV spectra; the desired wymphos;} e
lavin absorbance, a shoulder at 300 nm, arising
from the uridine heteroc } cle conjugat *(2 with the double bond of the linker
carrying biotin). After 6 days at room temperature, all of the morpholidate
had been consumed. The desired pyi'opho*;'oh(w’ was recovered from the
reaction mixture by ion-exchange and reverse-phase HPLG to give a yellow
ohd in 5% yield.

By changing the acid catalyst from tetrazole to MnCly [15] we were able

ro shorten .hc reaction time to less than one day and double the yield,
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5 Synthesis of the pyrophosphate 1. Conditions: (a) DCC, morpholine, -BuOH, Ho O, reflux,
4 hours (52%); (b) trioctylamine, pyridine, tetrazole, RT, 6 days (5%) or MnCls, NasSOy, formamide
RT, 18 hours (10%). ’

B

which also made the HPLC purification easier, as more of the nearby FMN
peak had been transformed into product. We are now conducting in vitro
selection of catalytic RNA; these results will be reported in due course,

EXPERIMENTAL
2~AmEuf’s@adeﬂ@Sén@=5nm@ﬂ@@h@§pha€e {3} .

To a cooled mixture of 2aminoadenosine (
(EtO)3PO (4.5 mL) was added a mixture of (

500 mg, 1.77 mmol) in
(6 uL), and POCI3 (0.5 mL, 5.

EtO)sPO (4.5 mL), water
56 mmol) at 0°C; reaction mixture was kept
at 0°C for 18 hours. The reaction mixture was poured into 1 M TEAB (2
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mL) in water (20 mL) and extracted with EtOAc (2 x 10 mL). The aqueous
layer was rotary evaporated under reduced pressure and the residue was
purified by flash chromatography (silica, -PrOFENHLOH:HO = 6:3:2) to
give 3 (ammonium salt, 270 mg, 0.71 mmol, 40%) as a solid.

(4)

To a refluxed solution of % (270 mg, 0.71 mmol) and morpholine
(0.24 mL, 2.75 mmol) in BuOH (7 mL) and HoO (7 mL) was added a
solution of DCC (585 mg, 2.83 mmol) in +FBuOH (10 mL). The reaction
mixture was refluxed for 6 hours, cooled to RT and filtered (washed
with ~BuOTH). The filtrate was rotary evaporated under reduced pressure,
dissolved in HoO (20 mL) and washed with ether (10 mL X 3). The
aqueous layer was rotary evaporated under reduced pressure. The residue
was dissolved in MeOH (10 mL) and ether was added. The precipitate was
filtered and washed yith ether to give 4 (410 mg, 0.57 mmol, 79%) as a solid.
TH NMR (300 MFHz, DoO) § 7.95 (s, 1H), 5 78 (d, 1H, [ = 4.8 HV), 4.61 (1,
1H, J = 5.3 Hz), 4.36 (¢, 1H, J =47 Hz), 416 (m, iﬂ), 3.85-3.88 (m, 2H),

31

2.77-3.66 (m, 18H), 0.95-1.76 (m, 20H);~ P NMR (DoO) 6 7

2-Amincadenosine 5 -Phosphomorpholida

el

4

Flavin-2-aminoac

iy
&
@

e dinue

¥

Flavin mononucleotide (FMN) (220 mg, 0.41 mmol) and compound 4
;(\

(300 mg, 0.41 mmol) were dw‘d at \,i)‘u under high vacuum for 2 h. A
mixture of FMN and BugN (0.1 mi, 0.42 mn xm) in pyridine (5 mlL) was

=

concentrated. The mixture was coevaporated with pyridine (3 mL x 2).
Compound 4 was added to this mixture and coevaporated with pyridine
(8 mL x 2). To this mixture were &(k"‘d pyridine (6 mL) and I 1-tetrazole
(0.45 M in CH,CN, 2.73 mL) a " After being stirred at RT for 2 days,
the reaction mixture was rofary t,:mporm.cd under reduced prcssum and
quenched with sat. NGOy solution. The mixture was washed with
ether (10 ml), concentrated and purified by ion-exchange LG with
2 linear gradient of ammonium bicarbonate (10-250 mM, followed by
reverse-phase HPLC with a linear gradient of w,“mmmh‘ 0-60% in 25 mM
TEAA. After lyophilization, compound & (45 mg, | 1%) was obtained as
its triethylammonium salt. e NMR. (800 MEz, Do) § 7.86 (s, L), 7.58
(s, 1HD), 7.46 (s, 1H), 5.52 (d IH, ] = 5.1 Hz), 4.82 (m, 1H1), 3.76-4.61
(m, 11H), 3.02 (¢, £sN), 2.30 (s, 3H), 2.25 (s, 5H), 111 (4, EigN); 2P NMR
(Do) § —10.66 (), —11.37 (). Th(’ pw,pnom >~ph(,sphom‘s coupling
constant is 22.0 Hz. Mass spectrometry (HPLG/ESI- MS) observed a single

OO0

charged [M-F1]7 atm/e 799.2.
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5-Aminoallyl-2',3' 5 -tri- O-tere-butyldimethylsilyl-uridine (11)

A mixture of biodouridine 1¢ (2 g, 5.4 mmol), NagPdCly (1.43 g,
4.9 mmol) and trifluoroacetyl allylamine (6 mL) in DMF (20 mL) and
NaOAc buffer (10 mL, 0.1 N, pH 5.2) was heated to 80°C for 2 hours.
‘The mixture was cooled to RT and rotary evaporated under reduced pres-
sure. The product was purified from the residue by flash chromatography
(silica, gradient CHeClo:MeOH = 7:1 to 4:1). The appropriate fraction
(by tle) was collected, evaporated and dissolved in DMF (40 mL). To this
solution were added imidazole (2.94 g, 43.2 mmol) and TBDMSCI (2.93 e,
19.4 mmol) at RT. After being stirred overnight at RT, the reaction mixture
was poured into water (2(){) mi,) and extracted with ether (200 mL x 2). The
combined organic layers were dried over MgSQy, filtered and concentrated
by rotary evaporation. The residue was purified by flash chromatography
(silica, hexane:EtOAc = 4:1). The appropriate fraction was collected and
evaporated and treated with 28% aq. NH,OH (20 mlL) in MeOH (40 mL).
The mixture was stirred at RT for 17 hours and evaporated. The residue was
purified by flash chromatography (silica, CHsClo:MeOH = 6:1) to give 11 as
alightyellow solid (1.38 g, 40% for 3 steps). 'FLNMR (800 MHz, DMSO-dg)
5 7.69 (s, 1H), 6.65 (m, IH) 6.25 (d, 1H, ] =159 Hz), 5.84 (d, IH, ] = 6.9
Hz), 4.31 (dd, 1H, ] = 4.5, 6.6 Hz), 4.06 (dd, 1H =1 7[, 4.5 Hz), 3.92 (m,
IT), 3.83 (dd, 1H, ] = 4.8, 11.4 H') 3 i/x 1H, /=96, 11.4 Hz), 8.35-5.48
(m, 4H), 0.91, 0.89, 0.81 (8s, 2711y, 0.11, 0. ”E() 0.09, 0.00, — () 09 (bs, 18H).

5-Biotinylaminoallyl-uridine (112)

A mixture of compound 11 (467 wmg, 0.78 mmol), biotin-N-
hydroxysuccinimide ester (298 mg, 0.87 mmol) and EgN (0.2 mL,
144 mmol) in pyridine (15 mL) was stirred at RT for 2 hours and concen-
trated. The residue was diluted with CHoCly (200 mL) and washed with 0.1
N HCL (20 mL). The organic layer was washed with sat. NallCO4 solution,
dried over NagS5O,, filtered, and concentrated mhe residue was purified by
flash chromatography (silica, CHgClo: Mc\)h = 8:1) to give the protected
intermediate as a white solid (545 mg, 86%). 'H T\IMR (¢ >()’) MHz, DMSO-dg)
6 11.56 (s, TH), 7.97 (t, 1H, | =5.7 Hz), 7.57 (s, 1H), 6.40 (m, 3H), 6.07
(d, 1H, ] = 16.2 Hz), 5.86 (d, 1H ]m 7.2 Hz), 4.26 (m, 2H), 4.09 (m, 1H),
4.04 (m, 1H), 3.93 (m, 1H), 5.70-3.87 (m, 4I1), 3.05 (m, HL) 2.71 (m, JH)
2.54 (d, 1H, J = 12.3 Hz), 0.05 (¢, 11, [_ 7.5 Hz), 1.29-1.69 (m, 6H), 0.¢
0.88, 0.80 (3s, 27H), 0.1, 0.09, 0.07, —0.01, —0.11 (BS, 18H).

A mixture of biotinylated compound (545 mg, 0.63 mmol) and triethy-
lamine trihydrofluoride (Aldrich, 1.02 mL, 6.26 mmol) in THF (10 mL) was
stirred at 50°C for 16 hours and concentrated. The residue was recrystallized
ﬁ om MeOH to give 12 as a white solid (286 mg, 87%). '"H NMR (300 MHz,

MS5O-dg) 6 11.44 (s, 1H), 8.08 (s, 1H), 7.96 (¢, 1H, | = 5.6 Hz), 6.56-6.45
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(m, 3H), 6.10 (d, 1H, J = 15.9 Hz), 5.77 (d, 1H, / = 4.8 Hz), 540 (br
s, 1H), 5.21 (brs, 1H), 5.08 (brs, 1H), 4.28 (m, 1H), 4.10 (m, 1H1), 4.05
(m, 1H), 3.97 (m, 1H), 3.84 (m, 1H), 8.55-3.76 (m, 4H), 3.07 (m, 1H), 2.79
(dd, 1H, ] = 5.1, 12.6 Hz), 2.55 (d, 1H, [ = 11.7 Hz), 2.07 (t, 2H, ] = 15.0
Hz), 1.30-1.63 (m, 6H).

5-Biotinylaminocallyl-uridine 5-monophosphate {9)

To a cooled mixture of compound 12 (280 mg, 0.53 mmol) in (E1O)3PO
(2.5 mL) was added a mixture of (EtO)sPO (2 mL), water (b pL), and
POCI3 (0.15 mL, 1.61 mmol) at 0°C and reaction mixture was kept at 0°C
for 18 hours. The reaction mixture was neutralized with NaOH (1 N) and
extracted with EtOAc (2 x 10 mL). The aqueous layer was concentrated
in vacuo and the residue was purified by flash chromatography (silica,
FPrOHLNHL OH;Ho O = 6:2:2) to give 9 as a white solid (ammonium salt,
150 mg, 45 %). U NMR (300 MHz, DoO) § 7.83 (s, 111), 6.29 (m, 1H), 6.17
(d, 1H, J = 16.2 Hz), 5.84 (d, 1H, J = 5.1 Hz), 4.42 (m, 1H), 4.14-4.28
(m, 4H), 3.98 (m, 2H), 3.76 (m, 2H), 3.14 (m, 1H), 2.80 (dd, 1H, [ = 5.1,
13.2 Hz), 2.59 (d, 1H, / = 13.2 Hz), 2.16 (¢, 1H, J = 7.1 Hz), 1.24-1.58
(m, 6H); 3P NMR (D9O) § 0.12. Mass spectrometry (HPLC/ESI-MS)
observed a single charged [M-H] ™ at m/e 604.3

5-Aminoallyl-2’,3'-O-isopropylidene-uridine (13)

A mixture of Bb-iodouridine 10 (2.10 g, 5.7 mmol), NagPdCly
(1.43 g, 4.9 mmol) and trifluoroacetyl allylamine (6 mlL) in DMF
(20 mL) and NaOAc buffer (10 mL, 0.1 N, pH 5.2) was heated to 80°C for
2 hours. The mixture was cooled to RT and evaporated and purified by
flash chromatography (silica, gradient CHyClo:MeOH = 7:1 to 4:1). The
appropriate fraction was collected and evaporated and treated with acetone
(100 mL), 2,2-dimethoxypropane (5 mL, 40 mmol) and pT8OH-HeyO
(0.80 g, 4.2 mmol). The mixture was stirred at vt for 1 howr and basified
by the addition of NFLOH (2 mi), evaporated, and resolved by flash
chromatography (silica, gradient ethyl acetate:hexane = [:l to 2.1 to 3:1).
The appropriate fraction was collected and evaporated and treated wn,h

wethylamine (10 mL, 40% in water). The mixture was stirrec at BT for

3 hours and evaporated. The residue was purified by Hlash chromatography
(silica, gradient CHyClo:MeOF = 10 I to 6:1 to 8:1) to give 13 as a ughL
yellow sohd (1.3 ¢, 67% for 3 steps). Y NMMR (800 Mz, DMSO-dg) § 11.5
(br s, 1F1), 8.05 (s, 1H), 8.0 (br s, 2F), 6.57 (m, !H) {) 33 (d, LH,] =
}bU/) 5.85 (d, 1H, J = 3 Hz), 5.25 (t, 1H, / = 5 Hz), 491 (dd, lH '
5, % Hz), 4.76 (dd, 111, ] = 6, 3 Hz), 4.11 (dd, 1H, J = 7.5, 3.6 Fz), 3.58
(m O, 8.50 (d, 15T, [ = 6 Hz), 3.17 (d, 0.5H, ] = 2.7 Hz), 1.47 (s, ‘3 iy,
127 (5, BH).




b4 H.+f. Kim el al.

wilidene

To a mixture of the amine T*L (555 myg, 1.64 mmol) and biotin
N- hy(hoxysu((mmnc ¢ (586 mg, 1.71 mmol) in pyridine ( 0mL) was added
triethylamine (0.46 mL, .98 mmol) and the mixture

was stirred at RT for
2 hours. The volatiles were removed | by evaporation, and the .(‘zlduc wag
resolved bv f

ash chros mu(}gm}hy (xz ica, mwréc*ni @dgéﬁw:}/;c(,)}H = 81
to 6:1 to 41 to $:1) 1o give 14 : L 72%). TH O NMR
(300 Mz, DMSO-dg) § 11 L (s —Hz), 7.94 (s, 1H),

25 a

6. ‘)Vv(} 4 (m, f’;fﬂ) 6.10 (d ! »‘:_‘ =
(1 /

: »m

To a suspension of compound 14

4 (565 mg, 1.00 mmol) in t’ri@”zylphos-
phate (10 mL) was added POC] ls (270 1L, 8. (() mmol) at 0°C

Fhe mixture
was stirred at 0°C for

homx diluted with water (20 mL ), neutralized
by 1 N NaOH soluti@m and extracted with ethyl acetate (2 x 20 mI ).
The aqueous phase was 6\\&1})0?‘2& :dand the residue was purified by flash
chmm/uoouq hy (silica, gradient PrOT: NHLOFL: NL)G = 6:1:1 to 5:1:1 ¢
1) to give 15 as a light tan solid (380 mg, 56%). 'H NMR (300 MTHZ,
E}Q\,)) 57775 (s, Eﬂ) 6.3 (m, 1H), 6.17 (d, 11 ) =162 Hz), 579 (brs, 1H),
4.8~5.0 (m }P) 4.46 (m, 2H), 4.97 (m, H"), 99 (m, 8H), 3.79 (m, 1H),

3.19 (brs, 1H), 2.6~2.9 (m, 21), .19 (i, 2FD), 1.2~1.7 (19H); ¥P NMR
(DyO) § 0. oAq (s).

5-Biotinylaminoal lyl-uridine 5"-mono

osphate {(9)

A solution of compound 15 (880 mg, 0.56 mmol) in HeO (60 mL) and
conc. HCI (0.8 mL) was stirred at RT overnight. The mixture was neutralized
aqueous NaOH (1 N) and evaporated. The residue was purified by flash
Chmmatography (silica, gradient iPr OH:NH,OH:HO = 6:1:1 to 5:2:2) to

give 9 as a light tan solid (250 mg, 64%). The analytical data are shown for
compound 9 above.

SNBé@ﬁnyﬁamén@aﬁﬁyﬁaurédm@ 5'-phosphomorpholidate (16}

A mixture of compound 9 (230 mg, 0.9
(0.13 mL, 1.4 mmol) in +~BuOH (5 mL) ¢
reflux. To this mixture was adde
in -BuOH (6 mL). The resul

56 mmol) and morpholine
and HoO (5 mL) was heated to
d a solution of DCC (309 mg, 1.50 mmol)
ting mixture was refluxed for 4 hours. After
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cooling to RT, the mixture was filtered LhIOUL)h Celite and washed with
+BuOH. The combined filtrate was wapomte | and dissolved in HoO (20
mL) and extracted with ethyl ether (2 x 20 mL). The aqueous phase
was evaporated and the residue was dispersed in methanol (3 mL) and
weated with ethyl ether (30 mL). The ether layer was decanted away and
the resulting solid was dried under high vacuum to give 16 as a light
tan solid (180 mg, 52%). '"H NMR (300 MHz, D2O) § 7.72 (s, 1H), (3 9"
(m, 2H), 5.8% (d, 1H, J = 5.1 Hz), 4.42 (m, 1H), 4.12-4.46 (m, 4H), 3

(m, 211), 3.76 (m, 2H), 2.79-3.67 (m, 18H), 2.59 (d, 1H, / = 12.6 H/)
9.15 (m, 1H), 1.08-1.78 (m, 26H); ¥'P NMR (D9O) § 7.31.

Flavin-5-biotinylaminoallyl-uridine dinucleotide (1)

Method 1

FMN as its pyridinium salt (45 mg, 0.084 mmol) in pyridine (2 mlL)
was treated with trioctylamine (0.037 mlL, 0.084 mmol) and stirred for
10 minutes and evaporated. The residue was dissolved in pyridine (2 mL)
and evaporated to dryness. To this solid in flask (10 mL) was added
compound 16 (90 mg, 0.093 mmol) and treated with pyridine (2 mL)
and 0.45 M teirazole in MeCN (0.67 mL). The resulting mixture was
stirred at RT and periodically analyzed by analytical ion- -exchange HPLC
(Dionex DNAPac PA-100 4 x 250-mm column, eluent A = 25 mM TEAA,
pH 7, eluent B = 100 mM NaCl in 256 mM TEAA, pH 7, gradient from 0
to 100% B in 30 minutes; morpholidate 16: Ry = 3 minutes; FMN: R = 12
minutes, plus small peaks at 13 minutes; pyrophosphate 1: Ry = 14 minutes).
After 6 days, all of the morpholidate 16 had been comsumed. The volatiles
were removed by evaporation and the residue was dissolved in water (10
mL) and filtered through a 0.2-pum filter. The filtrate was purified by ion-
exchange HPLC (GE Healthceare HiPrep 16/10 DEAE FF column, eluent
A =10 mM NH,HCO,, eluent B = 500 mM \‘HﬁHCOu gradient from 0
to 100% B in 5O minutes, flow rate 3 ml./minutes). The imumn between
28 and 36 n'm;mi:es was collected and 1}/(}1}11111/@(1 And further purified by
reverse-phase APLC (Waters Nova Pa K HR C18 601 19 x 300-mm Cohmm
eluent A = 10% CHsON in 25 mM TEAA pH 7, eluent B = 60% Ctis
in 25 mi 'I‘EL\A pH 7, gradient from O to ! B in 25 minutes, {low rate 5
mb/minutes). The p(‘dk at 21 minutes was s;oHeCt =l and lyophilized to give
an f)mng)(‘ solich (5 mg, 5%). Mass specirometry (H LC/ESEMS) obsewc,d
asingle charged [M-FH] ™ atm/e 104 L2.2.

N

ezthod 2

A mixture of FMN pvméimmn salt (45 mg, 0.084 mmol), morpholidate
16 (90 mg, 0.093) and sodium sulfate (26 mg, 0.183) in 0.2 M MnCly in
formamide (0.7 mL, 0.14 mmol) was stirved at RT for 18 h. Analytical ion-
exchange HPLC (conditions as in method 1) showed complete consump-
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tion of the morpholidate 16. The mixture was diluted with CH3CN (10 mk.).
The resulting yellow solid was filtered and dissolved in water (10 mL) and
filtered through a 0.2-m filter. The flirate was purified by on-exchange
HPLC and reverse-phase HPLC (conditiogds as in method 1) to give an
orange solid (10 mg, 10%) still containing some excess triethylammonium
salt. "H NMR (300 MHy, BoO) § 7.74 (s, 2H), 7.63 (s, ITH), 6.11 (m, 1),

596 (d, IH, [ =159 Hz), 5.66 (d, 1H, ] = 4.8 Hz), 3.70-4.43 (m, 1417), .68
(m, 2F), 3.18 (m, 1H), 8.04 (q, TtgN), 2.76 (dd, IH, / =5.1,18.2 Hy), 9.54

(d, 1M, / = 12.9 Hz), 2.08 (t, 9H, ] —
113 (6 EgN); 1P NMR (DyO) § —10.

32-1.52 (m, GH)
;1146 (m).
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