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DNA encoded libraries (DELs) represent powerful new technology for finding small molecule ligands for
proteins and are increasingly being applied to hit finding in medicinal chemistry. Crucial to the synthesis
of high quality DELs is the identification of chemical reactions for their assembly that proceed with very
high conversion across a range of different substrates, under conditions compatible with DNA-tagged
substrates. Many current chemistries used in DEL synthesis do not meet this requirement, resulting in
libraries of low fidelity. Amide couplings are the most commonly used reaction in synthesis of screening
libraries and also in DELs. The ability to carry out highly efficient, widely applicable amide couplings in
DEL synthesis would therefore be highly desirable. We report a method for amide coupling using micelle
forming surfactants, promoted by a modified linker, that is broadly applicable across a wide range of
substrates. Most significantly, this works exceptionally well for coupling of DNA-conjugated carboxylic
acids (N-to-C) with amines in solution, a procedure that is currently very inefficient. The optimisation of
separate procedures for coupling of DNA-conjugated acids and amines by reagent screening and
statistically driven optimisation is described. The generality of the method is illustrated by the application

to a wide range of examples with unprecedented levels of conversion. The utility of the (N-to-C)
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Accepted 16th June 2021 coupling of DNA-conjugated acids in DEL synthesis is illustrated by the three cycle synthesis of a fully

DNA-encoded compound by two cycles of coupling of an aminoester, with intermediate ester
DOI: 10.1039/d15c03007h hydrolysis, followed by capping with an amine. This methodology will be of great utility in the synthesis
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of high fidelity DELs.

Introduction

DNA-encoded libraries (DELs) are an emerging technology for
the discovery of chemical start points for drug discovery and for
probe molecules in chemical biology." Typically, screening
libraries are constructed from a DNA-conjugated monomer,
often termed the “headpiece”, which is elaborated using
multiple rounds of split-pool parallel synthesis. Each step is
coupled with the appending of a DNA-codon, unique to each
building block, such that every final compound in the library is
conjugated to a unique DNA sequence, which serves as
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a barcode for the chemical structure.* By carrying out multiple
cycles of synthesis, with hundreds of parallel steps in each cycle,
libraries of millions to billions of compounds can be prepared,
something that is beyond the capacity of traditional chemical
synthesis. These libraries can be screened against a protein
target by affinity selection followed by PCR amplification and
DNA sequencing to identify binders, which are then synthesised
“off-DNA".>"°

A significant limitation of the approach currently is the range
and efficiency of the chemical reactions that can be carried out
on DNA-tagged molecules, ie. reaction media (traditionally
aqueous) must be compatible with DNA and must not employ
reagents that react with DNA.™ As a result, acids, strong bases,
oxidants and reactive alkylating/acylating agents are typically
excluded. Most reported methods for on-DNA synthesis, whilst
having been proven to be effective, typically only proceed with
moderate efficiency across a range of substrates. In most cases,
the reaction efficiencies of individual transformations,
although referred to as yields, actually correspond to percentage
conversion from starting material to product, neglecting the
common formation of side products. Even then, the level of
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conversion is typically moderate. Hence, there is a significant
interest in new technological approaches for DEL synthesis."”>™**

We have recently reported a procedure for the on-DNA
Suzuki-Miyaura coupling, which is promoted by the vitamin E
derived micelle-forming surfactant TPGS-750-M." The reaction
proceeds with unprecedented levels of conversion (>98% on
average across a range of substrates) with minimal side reac-
tions. We hypothesised that the micellar surfactant would
promote the reaction by solubilising the organic reactants and
potentially protect the DNA by localising the reactants to the
organic portion of the molecule. With the successful applica-
tion of the micellar surfactants to Suzuki couplings, we were
interested in exploring the application of micellar promoted on-
DNA chemistry to other reaction types.

Amide coupling is the most commonly employed reaction in
the synthesis of drug-like screening libraries'®'” due to the
number and diversity of building blocks that are readily avail-
able, coupled with the desirable properties imparted by amide
functionality in the products.

Amide bond formations have been reported under micellar
conditions off-DNA.' Amide couplings on-DNA have been re-
ported but, at least in solution phase synthesis, exhibit the
moderate conversions that are typical of standard DEL chem-
istry. In perhaps the most extensive study reported, it was
shown that in the coupling of a primary amine-DNA conjugate
with 543 carboxylic acids, a relatively small proportion met the
moderate success criterion of >75% conversion (44% for
DMTMM and 78% for EDC/HOAt)."*® Moreover, the coupling is
almost always reported with the amine component attached to
the DNA (representing synthesis in the “C-to-N” direction for
peptide couplings) with the acid monomers employed in large
excess.'”?*?* Reports of couplings of DNA-conjugated carboxyl-
ates to amines building blocks (N-to-C) are severely limited*
and, in our hands, we have found extension to drug-like amine
building blocks to be very challenging. A recent study showed
that for a range of amines, on-DNA N-to-C amide couplings only
gave >70% conversion in 30% of cases.*® Accordingly, we
selected amide couplings between DNA-tagged acids and amine
monomers as a highly desirable but suitably challenging
application of micelle-promoted DEL synthesis.

Results and discussion
Initial investigations

Our initial investigations focused on carboxylic acid bearing
headpiece 1 (Fig. 1), which was synthesised by coupling of bis-
acetic acid substituted PEG-4 with a 5’-amino-substituted
oligonucleotide. Coupling of 1 with four representative
amines (glycine ethyl ester, aniline, 2-aminothiazole and 2-
aminoimidazole) using HATU and DIPEA in 2% aqueous TPGS-
750-M, resulted in no conversion to product for any of the
amines.

We considered the possibility that the PEG linker of 1 dis-
favoured association with the surfactant due to repulsion
between the polar oxygen atoms of the linker and either the
apolar head groups of the surfactant or its PEG side chain; and
that a more lipophilic linker may promote reaction within the
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Fig. 1 Structures of headpieces: carboxy-PEG4-hexylamido-DNA 1,
carboxy-C14-hexylamidoDNA 2 and amino-C11-hexylamidoDNA 3.

micelles. Accordingly, we synthesised the more hydrophobic
hexadecanoic acid linked derivative 2 and investigated its
coupling to glycine ethyl ester, aniline and 2-aminothiazole
(Table 1). Coupling of glycine ethyl ester, aniline and 2-amino-
thiazole with 2 using HATU* showed a clear improvement in
reactivity, with formation of the desired amides in 57%, 15%
and 45% respectively. In contrast, use of EDC/HOAt>® or DMT-
MM,* which are preferred reagents for amide couplings on-
DNA,*'*?° resulted in no conversion. With HATU, conversion
could be improved by heating at 40 °C for glycine ethyl ester and
2-aminothiazole (90% conversion in both cases) but led to
a slight reduction for aniline. At this stage, we also investigated
the coupling of the less nucleophilic 2-aminoimidazole, which
also resulted in 10% conversion.

These results were encouraging, showing for the first time
that a DNA-conjugated acid could be successfully coupled to
amines under micellar conditions. For the procedure to be
useful for the synthesis of drug-like DELSs, it would ideally need
give high conversion across a range of substrates, including
electron deficient anilines and heteroarylamines.** Hence, we
investigated further optimisation of the reaction conditions.
Screening of 12 different bases (Table S11) with glycine ethyl
ester and 2-aminoimidazole revealed that 2,6-lutidine was most

Table1 Conditions: 2 (10 nmol), DIPEA (1.2 M) or 2,6-lutidine (1.5 M),
coupling agent (0.5 M), 30 pl total volume, 16 h; remaining material is
starting material except for ®14% and °33% of an unidentified side
product

OEt S HN \
(¢] H,N HyN N HoN N
a b c d

% Product

Coupling agent Base Temp/°C a b c d
HATU DIPEA 20 57 15 45 —
EDC/HOAt DIPEA 20 0 0 0 —
DMT-MM DIPEA 20 0 0 0 —
HATU DIPEA 40 90 10 90 10
HATU Lutidine 40 97 92 56% 42°

© 2021 The Author(s). Published by the Royal Society of Chemistry
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effective, leading to 90% and 42% product respectively. Use of
2,6-lutidine also led to efficient coupling of aniline (92%) but
was less effective for 2-aminothiazole under these conditions
(Table 1).

The conditions were further optimised using factorial
experimental design,' exploring the effect of temperature (40-
60 °C), surfactant (2-5%) and base concentration (0.5-1.5 M) for
amines glycine ethyl ester and 2-aminoimidazole (Fig. 2). This
revealed maxima within the specified ranges for temperature
and surfactant strength but a suggestion that the reaction
conversion continued to increase at base concentrations above
1.5 M. The design was augmented to extend the range of base
concentration up to 2.5 M, resulting in a maximum within the
experimental range. The experiments revealed interesting 2-
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Fig. 2 Optimisation of temperature, surfactant strength (% TPGS) and
base concentration by factorial experimental design, conditions: 2 (10
nmol), 2,6-lutidine, HATU (0.5 M), 30 ul total volume, 16 h; (a) cube
plots showing modelled conversions; (b) % conversion responses for
each parameter; (c) response surfaces showing the 2-dimensional
relationship between conversion and temperature/base concentra-
tion. For full results see Table S2.1
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dimensional relationships. For example, high conversion was
favoured at low temperature with low base concentration or at
high temperature and high base concentration (Fig. 2c).
Significant reduction in reaction conversion could be observed
within the explored parameters, in extreme cases resulting in no
conversion at all (low base, low surfactant strength, high
temperature), highlighting the value of using factorial design to
simultaneously optimise multiple parameters for these types of
reactions. The optimal conditions for glycine a were 45 °C, 3.5%
TPGS and 1.5 M base, whereas 2-aminoimidazole d favoured
higher temperature and base concentration with maxima at
~55 °C and 2.0 M.

To achieve the optimal conversion across a wider range of
amines, conditions intermediate between the optima for the
two amines (45 °C, 3.5% TPGS, 2 M base) were selected. The
coupling conditions were tested across a range of amines of
differing reactivity (Table S3t). The coupling of ester derivatives
of canonical amino acids (glycine, alanine, p-phenylalanine,
leucine and tyrosine) and cyclic amines (azetidine, morpholine
and 4-piperidine acetic acid methyl ester) all coupled with >95%
conversion. Tyrosine (entry 5) also coupled with 96% conversion
without additional protection of the phenol. The conditions
worked less well for benzylamines, anilines and heterocyclic
amines (conversions ranging from 14 to 93%) with appreciable
starting acid remaining and formation of the dimethylamide as
a side product, which we postulate originates from the use of
excess HATU.

Coupling of DNA conjugated amine to acids

Applying the same conditions to the coupling reaction with the
amine component on DNA (C-to-N) using the substrate amino-
C14-hexylamidoDNA 3 proved far more general, leading to high
conversion and product purity (>90% in all cases) (Table 2). Fmoc
protected amino acids alanine, phenylalanine, ¢-butyl aspartate,
tyrosine and sarcosine (entries 1-5) all coupled with 93-100%
conversion. Benzoic acid and substituted derivatives 3-iodo-, 4-
cyano, 4-methoxy, 4-acetamido-, 4-Fmoc-aminomethyl and 2-
methyl-5-fluoro- (entries 6-12) all coupled with 100% conversion.
3-Fmoc-aminobenzoic acid coupled with 94% conversion (entry
13). Heterocyclic acids nicotinic acid and indole-2-carboxylic acid
gave 100% conversion (entries 14 and 15).

The micelle promoted amide coupling performs exceptionally
well for a wide range of relevant substrates and is insensitive to
steric and electronic effects. This level of efficiency is at least as
good as those reported previously as optimised conditions.*

Carrying out the same reactions on carboxy-PEG4-
hexylamido-DNA performed less well. Fmoc protected alanine
and phenyl alanine coupled with 86% and 67% conversion
respectively, compared to 100% with the C11 linker 3 (Table
S4+). Reaction with benzoic acid formed 14% of a side product
(2% with 3), but 3-iodobenzoic acid and nicotinic acid still
coupled well.

The examples studies here, which give >90% conversion in
all cases, provide evidence that this method is advantageous
over previous methods (¢f. the published results that give >75%
conversion in 78% of cases'?). The comparison with the results
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http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d1sc03007h

Open Access Article. Published on 22 June 2021. Downloaded on 12/5/2025 4:41:23 AM.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

Chemical Science

Table 2 Coupling of amino-C11-hexylamidoDNA 3 with a diverse set
of acids. Conditions: 3 (5 nmol), acid (0.5 M), 2,6-lutidine (2 M), HATU
(0.5 M), 3.5% TPGS, 30 pl total volume, 45 °C, 16 h

Acids % Conversion % Product
o
1 HOJ\E/ 100 100
NH
Fmoc™
o]
2 HO% 100 98
_NH
Fmoc
(o)
3 Ho)w Oigu 97 94
Fmoc/NH °©
(o)
4 HO™ 93 93
_NH
Fmoc OH
o H
5 H 100 100
HO)J\/ ~Fmoc
[¢]
6 HO)J\© 100 98
o
7 HO)J\©/I 100 97
o
8 Ho)b\ 100 98
CN
o
9 Ho)k©\ 100 97
OMe
(o]
10 HOJ\©\ j\ 100 98
N
H
[e]
11 HO)K@\/H 100 89
N\
Fmoc
(o]
12 HO)J:©/F 100 100
o
N
13 Ho)k©/ ~Fmoc 94 94
(o]
14 Ho " X 100 95
~
N
(o)
1 WO 1 1
5 o 00 00
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obtained with the PEG-linked substrate demonstrate the
enhanced level of reaction efficiency that is imparted by the use
of the more hydrophobic linker.

Coupling of DNA conjugated acid to amines

Whilst these results suggested a highly efficient protocol for
acylation of DNA-tagged amines, the outcome was considered
inadequate for DNA-tagged carboxylates (N-to-C). Further
coupling agents were screened in the coupling of 2 with 2-
aminoimidazole and 2-aminopyridine, which had performed
relatively poorly under the conditions tested previously (Table
S51).*> COMU promoted coupling, selected due to its effec-
tiveness of off-DNA micellar amide coupling,*® failed to give
the desired product; resulting only in unreacted 2 and
formation of the morpholine amide. BOP and PYBOP also
failed to give desired product with BOP forming appreciable
amounts of the dimethylamide of 2. EDC coupling failed to
give any product but more lipophilic carbodimides DCC?** and
DIC,* in the presence of HOAt did show product formation
(DCC 23%, DIC 64% and DCC 57%, DIC 74% for 2-amino-
imidazole and 2-aminopyridine respectively). This increase in
reactivity was hypothesised to be due to increased partition-
ing of the less hydrophilic coupling agents and/or resulting
active esters into the hydrophobic environment of the
micelle. In the case of DIC, the level of conversion was slightly
better than that observed for the optimised HATU conditions
and so this coupling agent was selected for further
optimisation.

The DIC/HOAt mediated reaction was investigated using
a further factorial experimental design, assessing the effect of
temperature (40-60 °C), surfactant (2-5%) and base concen-
tration (0.5-1.5 M) (Fig. 3). To determine the best conditions
across the full substrate scope, these conditions were explored
with both glycine ethyl ester and 2-aminoimidazole as used
previously. The most significant influences on reaction
conversion were observed for temperature, choice of the amine
and a second order effect between temperature and base
concentration (p values 0.00057, 0.00096, 0.0039 respectively).
Parabolic effects on reaction conversion were seen for both
temperature (peaks occurring at 45 and 52 °C respectively) and
surfactant concentration (peaks at 4.5%). The effect of base
concentration increased linearly across the design space. The
sensitivity of the reaction to changes in parameters is striking,
with some of the combination of conditions (high temperature
and low base concentration) showing very little conversion for
either amine, demonstrating the clear advantage of factorial
experimental design to optimise these types of reactions.
Because the temperature optima were different for the two
amines, it was not possible to select a value for temperature that
would be expected to be universal across the substrate scope. It
was reasoned that in most cases, full conversion for the more
reactive amines would be most desirable, meaning that
a temperature of 45 °C along with 4.5% TPGS-750-M and 1.5 M
lutidine represented the most universal conditions to employ in
DEL synthesis and these were used to assess the substrate scope
(see below).

© 2021 The Author(s). Published by the Royal Society of Chemistry


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d1sc03007h

Open Access Article. Published on 22 June 2021. Downloaded on 12/5/2025 4:41:23 AM.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

Edge Article

a) Glycine ethyl ester a 2-Aminoimidazole d

[base] / M 2

b) Glycine ethyl ester a

100
5 o5/ L
v 90
v 85 :
Z 80
O 75
:
£ &
€ VL & ¥ PYUMUTVN VO~ N
o~ ” « S o -
Temp /°C %TPGS [base] /M

2-Aminoimidazole d

70/\

e /\/
50

2 %2 8 3

Mo < w O ® -

wn "
~ o0 « =]

9% conversion
(-]
o

~N <

[obase]7 M

Temp /°C %TPGS
c) Gl¥cin/ecethy| ester a 2-Aminoimidazole d
emp /° 60 5 %TPGS 60 5 %TPGS
50 40 50 3.5 2

% conversion
% conversion

0 )
100 100
50 2 5
0

Fig. 3 Optimisation of temperature, surfactant strength (% TPGS) and
base concentration by factorial experimental design, conditions: 2 (10
nmol), amine (0.5 M), 2,6-lutidine, DIC (0.5 M), 30 ul total volume, 3 h;
(@) cube plots showing modelled conversions; (b) % conversion
responses for each parameter; (c) response surfaces showing the 2-
dimensional effect of temperature and surfactant concentration on
conversion. Data shown are fitted using a least squares model (r? =
0.95, RMSE = 12). For full results see Table S6.t

In all cases for which full conversion was not achieved, the
only other DNA-containing species observed were the starting
material and a side product of 13 Da higher mass than the
starting acid, consistent with either the methyl amide or the
acylnitroso derivatives of 2. No modification of the DNA strands
was detected. Complete conversion to the same species was
achieved by subjecting 2 to the reaction conditions in the
absence of amine (Fig. S1t), suggesting that it arises from the
coupling agent rather than the amine. We are not aware of
previous reports of this side product in DIC mediated
couplings. It is likely that it results from employing the reagents
in large excess in aqueous solution during DEL synthesis either
from decomposition or trace impurities (although further
purification of the DIC did not alter the outcome).

© 2021 The Author(s). Published by the Royal Society of Chemistry
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The optimised conditions performed exceptionally well
across a wide range of amine substrates (Table 3). Amino acid
esters glycine, alanine, p-phenyl alanine, valine, tyrosine,
and asparagine coupled with 100% efficiency (entries 1-6).
Primary and secondary aliphatic amines benzylamine, 4-chlor-
obenzylamine, cyclohexylmethylamine, cyclopropyl methyl-
amine, azetidine, 1-methyl-3-aminoazetidine, piperidine,
4-dimethylaminopiperidine, N-cyclopropylamidopiperazine
and aminoacetonitrile (entries 7-16) also showed 100%
product. Aniline and p-fluoroaniline gave 100% product (entries
17-18); o- and p-anisidine and 3-chloroaniline gave 100%
conversion, with the methylamide observed as the only other
species (entries 19-21). Electron poor 5- and 6-membered het-
eroarylamines 2-aminoimidazole, 1-methyl-3-aminopyrazole
and 2- and 3-aminopyridine performed similarly well (entries
22-25). Heteroarylmethylamines (2- ,3- and 4-pyridyl, pyrazinyl
and pyrimidin-2-yl, entries 26-30) also gave >90% conversion
and product. More complex heteroarylamines 6-aminoindazole,
2-methoxy-5-aminopyridine, methyl-5-aminonicotinate and
methyl-6-aminopyridazine-3-carboxylate proceeded with 100%
conversion (entries 31-34). The by-product described above was
the only other detectable species. The most electron poor
amines tended to be those that showed a larger amount of the
by-product, presumably because the desired coupling is slow
with these less reactive substrates.

Overall, this represents an exceptional level of conversion
across a wide range of substrates of spanning the full range of
reactivity and polarity desired for library synthesis. This method
would be expected to be broadly applicable to high-fidelity DEL
synthesis. A number of these results indicate that the method is
superior to previously published methods, for example, 3-pyr-
idylmethylamine, which gave 98% product (Table 3, entry 27),
was shown to fail completely using optimised literature condi-
tions.”® The observation of the methylamide as the only by-
product is also advantageous in DEL synthesis as it results in
an in situ capping, thus preventing reaction of the carboxylate in
subsequent steps. In the event that higher conversions for
electron deficient heteroarylamines alone were required, the
couplings could be carried out at higher temperature (52 °C), as
suggested by the FED.

Carrying out an analogous reaction in the absence of TPGS
performed less well, coupling of benzylamine resulted in only
46% and glycine ethyl ester gave 45% conversion with the
formation of a significant amount of side products (Fig. S27).
Both substrates gave clean conversion to 100% product in the
presence of surfactant. These results prove that the surfactant is
essential for high conversions and suggest that the reaction
takes place within the micelles.

Application of the optimised DIC coupling conditions to the
C-to-N amide coupling were inferior to the optimised HATU
method (data not shown). This is consistent with our rationale:
the formation of a more hydrophobic active ester is most rele-
vant for carboxy-linked DNA substrates, in which it is advanta-
geous to protect the active ester (limiting reagent) from the
water. It is presumably less important for amino-linked DNA in
which the active ester is in large excess and a degree of hydro-
lysis can be tolerated.

Chem. Sci., 2021, 12, 9475-9484 | 9479
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Table 3 Scope of the coupling conditions optimised by factorial design. Conditions: 2 (5 nmol), amine (0.5 M), 2,6-lutidine (1.5 M), DIC (0.5 M),
HOAt (0.5 M), 4.5% TPGS, 30 pl total volume, 45 °C, 3 h. Reactions proceeded to full conversion. Percentage of the by-product shown in

parentheses
Amine % Conversion % Product Amine % Conversion % Product
HN /\n/oa F
2!
1 o 100 100 18 /©/ 100 100
H,N
NH, OMe
2 - OFt 100 100 19 /©/ 100 95
Y
NH, MeO.
3 Phdﬁ(OEt 100 100 20 D 100 86
H,N
o)
NH,
4 WOE‘ 100 96 21 /©\ 100 85
H,N (el
(o]
HO HN
He s
5 i __OMe 100 100 22 HNT N 100 58
[}
O  NH, —
: N—
6 HZN)WOME 100 98 23 HNT SN 98 84
o
X
7 N 100 100 24 | 91 86
H,N N
Cl AN
8 Hmﬁ 100 100 25 i~ | 08 94
| N
9 HoN 100 100 26 e 7 93 93
\/A =
10 HN 100 100 27 | 98 98
H,N _N
HN X
N
11 L] 100 100 28 | 98 98
H,N _
\N N\
12 100 100 29 JI j 94 94
HoN pz
NH, N
N
13 N 100 100 30 HoN \)|\N/ 98 97
\ N
14 ~ 100 100 31 N 100 87
H,N N
HN
o] H,N N
15 N% 100 100 32 | _ 100 95
HQ N OMe
N 0
HoN = H,N
16 N 100 100 33 2 7y ome 100 35
s
N
[e]
=
17 /© 100 100 34 ooMe 100 58
HaN X _N
H,NT N7
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a) b) °)

Fig. 4 Characterisation of reaction media by negatively stained
transmission electron microscopy. (a) 2.5% aqueous TPGS-750-M; (b)
0.1 mM amino-C11-hexylamidoDNA 3 in water; (c) 0.1 mM amino-
C11-hexylamidoDNA 3 in 3.5% aqueous TPGS-750-M.

Association of DNA conjugates with micelles

Transmission electron microscopy images of the reaction
solution were collected. Formation of micellar structures was
apparent from a sample obtained from 2.5% TPGS-750-M,
which showed the appearance of nanoparticles of ca. 50 nm
diameter consistent with those reported for TPGS-750-M
micelles (Fig. 4a).** Images of DNA conjugate 2 in pure water
showed species of sizes consistent with those of the DNA
conjugate, which were white in appearance (Fig. 4b). Samples of
the mixture of 3 with 3.5% TPGS-750-M showed the formation
of larger conglomerates of approximately 200 nm in size and
white in appearance (Fig. 4c). These images provide evidence
that DNA conjugate 3 interacts with the micelle forming
surfactant and suggest that the micelles alter their size and
shape as a result. Taken together with the inferior reaction
outcomes in the absence of surfactant and those obtained with
PEG-linked 1, we believe this provides evidence that the high
levels of conversion obtained in these procedures are attribut-
able to the association of hydrophobic linked species with the
surfactant. Similar phenomena have been described previously,
for instance the association of metal nanoparticles with TPGS-
750-M micelles, referred to as the nano to nano effect.?*?”

Synthesis of a lead-like compound by three sequential
couplings

The N-to-C amide coupling is of great potential in the synthesis
of lead-like and peptidic libraries by sequential amide
couplings. Carrying out the synthesis in this direction poten-
tially allows the use of simple, more readily available amino-
ester building blocks, obviating the need to N-protecting
groups, such as Fmoc, which are necessary for C-to-N coupling.
To illustrate this concept, a representative compound was
prepared through sequential coupling of glycine, threonine and
3-bromopropargylamine (Scheme 1).

Coupling of glycine ethyl ester followed by lithium hydroxide
mediated ester hydrolysis gave the intermediate glycine conju-
gate 4 in 63% yield for the two steps. This was coupled with
threonine methyl ester and saponified to give 5 (27%) and final
amide coupling with 3-bromopropargyl amine gave the final
product 6 in 75% yield (13% overall). In all cases, the couplings
proceeded with complete conversion with the desired products
being the only species detectable by QTOF mass spectrometry.
The low yield of the threonine coupling is most likely due to
losses in purification of the more polar intermediate 5, rather
than the reaction itself.

© 2021 The Author(s). Published by the Royal Society of Chemistry
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Scheme 1 (a) Synthesis of representative encoded compound using 3
cycles of sequential amide couplings. Conditions: (i) glycine ethyl ester
(0.5 M), 2,6-lutidine (1.5 M), DIC (0.5 M), HOAt (0.5 M), 4.5% TPGS, (30 pl),
45°C, 3 h, then 0.25 M LiOH (0.25 M), 1 h, 63% overall yield; (i) threonine
methyl ester (0.5 M), 2,6-lutidine (1.5 M), DIC (0.5 M), HOAt (0.5 M), 4.5%
TPGS, (30 pl), 45 °C, 3 h, then LiOH (0.25 M), 1 h, 27% overall yield; (iii) 3-
bromopropargylamine (0.5 M), 2,6-lutidine (1.5 M), DIC (0.5 M), HOAt
(0.5M), 4.5% TPGS, (30 pl), 45°C, 3 h, 75%. (b) Synthesis of representative
encoded compound using 3 cycles of sequential amide couplings.
Conditions: (i) ligation (primer and BB1 codon), then glycine ethyl ester
(0.5 M), 2,6-lutidine (1.5 M), DIC (0.5 M), HOAt (0.5 M), 4.5% TPGS, (30 pl),
45°C, 3 h, 94% yield for 2 steps; (i) 0.25 M LiOH (0.25 M), 1 h, 100% yield;
(iii) ligation (BB2 codon), then threonine methyl ester (0.5 M), 2,6-lutidine
(1.5 M), DIC (0.5 M), HOAt (0.5 M), 4.5% TPGS, (30 pl), 45 °C, 3 h, then
LiOH (0.25 M), 1 h, 51% yield for 3 steps; (iv) ligation (BB3 codon and
closing primer sequence), then 4-fluoroaniline (0.5 M), 2,6-lutidine (1.5
M), DIC (0.5 M), HOAt (0.5 M), 4.5% TPGS, (30 pl), 45°C, 3 h, 63% yield for
2 steps. Yields determined by Nanodrop™ spectrophotometry.
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Three-cycle synthesis of a fully encoded compound

To demonstrate the applicability of the reaction to library
synthesis, a fully-DNA encoded compound was prepared in
a manner analogous to that which would be used in a library
synthesis. One obvious application of the amide coupling in
library synthesis is the sequential coupling of amino acid
derivatives akin to peptide synthesis. An illustrative 3-cycle
synthesis involving the sequential coupling and ester hydrolysis
steps as used for 6 with glycine ethyl ester, threonine methyl
ester and 4-fluoroaniline was carried out (Scheme 1). In this
case, at each step, a DNA sequence consisting of an 8 base-pair
building block codon and 4 base-pair overhang was ligated and
the overall sequence closed by the addition of a PCR primer
recognition sequence to allow amplification.

Initial DNA ligation and coupling of glycine ethyl ester to 2
using optimised conditions resulted in amide 7 in 94% yield
(Scheme 1). A single band on gel electrophoresis indicating DNA
ligation had occurred efficiently (see ESI Experimental
sectiont). Ester hydrolysis with lithium hydroxide revealed acid
8 in quantitative yield. Repeating this with a second ligation
followed by coupling of threonine methyl ester and subsequent
hydrolysis gave bisamide 9 in 51% overall yield and as a major
band on gel electrophoresis. Final ligation of the third codon
and closing primer sequence, followed by coupling with 4-flu-
oroaniline resulted in the final triamide 10 in 63% yield. Hence,
the three-cycle coded substrate was prepared in 30% overall
yield.

Gel electrophoresis indicated a major band consistent with
the intended coding sequence of 97 base pair in length. PCR
amplification (40 cycles) of a sample of the resulting product
with NGS elongation primers resulted in a major band of the
expected 148 base pair length, showing that the DNA amplifies
efficiently after the synthesis sequence. Finally, next generation
sequencing of the amplified sample confirmed the integrity of
the coding DNA sequence (>80% of 77 000 reads corresponded
exactly to the expected sequence).

Experimental

Factorial experimental designs and analyses were carried out
using SAS JMP v.14, SAS Institute Inc.

Coupling of acids to amine headpiece 3

An aliquot of acid solution (60 pl, 0.25 M in NMP) was added to
a 50 ul glass insert for a Para-dox™ 96-well micro photoredox/
optimisation plate. The NMP was then removed at 55 °C in
a Genevac for 60 min. To this solution was added 74 the amine
headpiece 3 (30 ul, 5 nmol in 3.5% TPGS-750-M in water), 2,6-
lutidine (6.92 pl, 0.06 mmol) and HATU (5.7 mg, 0.015 mmol).
The vials were vortexed for 30 seconds each to enhance mixing.
The samples were then heated in a Para-dox™ 96-well micro
photoredox/optimisation plate at 45 °C overnight. Mass spec-
trometry was used to analyse reactions. Samples prepared by
adding reaction mixture (1 pl) to water (20 pl) and filtered
through a hydrophilic PTFE filter. To purify each sample, they
were diluted with water (50 pl), DCM (2 x 100 pl) was added to
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each and the vial vortexed. If an emulsion remained, the sample
was centrifuged to aid separation. The organics were removed,
and aqueous washed with ethyl acetate (2 x 100 pl). Aqueous
sodium chloride (8 pl, 4 M) and ethanol (264 pl) were added and
the mixture incubated at —78 °C for 1 hour. The mixture was
then centrifuged and the ethanol layer removed. The pellet of
DNA was then dissolved in water to give a 1 mM solution.

Coupling of amines to acid headpiece 2

An aliquot of amine solution (60 pl, 0.25 M in NMP) and HOAT
(20 pl, 10 mg per 100 pl in NMP) were added to a 50 ul glass
insert for a Para-dox™ 96-well micro photoredox/optimisation
plate. The NMP was then removed at 55 °C in a Genevac for
60 min. To this solution was added the acid headpiece 2 (30 pl, 5
nmol in 4.5% TPGS-750-M in water), 2,6-lutidine (5.2 pl, 0.045
mmol) and DIC (2.2 pl, 0.015 mmol). The vials were vortexed for
30 seconds each to enhance mixing. The samples were then
heated in a Para-dox™ 96-well micro photoredox/optimisation
plate at 45 °C for 5 hours. Mass spectrometry was used to
analyse reactions. Samples prepared by adding reaction mixture
(1 pl) to water (20 ul) and filtered through a hydrophilic PTFE
filter. To purify each sample, they were diluted with water (50
ul), DCM (2 x 100 pl) was added to each and the vial vortexed. If
an emulsion remained, the sample was centrifuged to aid
separation. The organics were removed, and aqueous washed
with ethyl acetate (2 x 100 pl). Aqueous sodium chloride (8 pl, 4
M) and ethanol (264 pl) were added and the mixture incubated
at —78 °C for 1 hour. The mixture was then centrifuged and the
ethanol layer removed. The pellet of DNA was then dissolved in
water to give a 1 mM solution.

Conclusions

The methods developed here provide a highly efficient and
generally applicable method for on-DNA amide coupling. This
will be of great utility in the preparation of high fidelity DELs,
especially those based on peptides and drug-like small mole-
cules. The benefit of the application of micellar technology to
DELs is demonstrated clearly by this work. The enhancement in
reaction conversion and product purity using micelle forming
surfactants in DEL synthesis will be of significant benefit to the
field. The combination of more hydrophobic linkers with
micellar conditions demonstrates an additional improvement
in reaction efficiency and provides evidence that reactions can
be improved by increasing the affinity of DNA-linked substrates
for hydrophobic micelles.

The ability to carry out efficient amide couplings, the most
commonly used reaction in DEL synthesis and in medicinal
chemistry more generally, will lead to a large number of higher
quality DELs with wide substrate scope. The development of an
efficient method for N-to-C on-DNA coupling allows the
synthesis of peptide-type libraries from simple amino esters,
obviating the need for Fmoc-protected amino acids that are
required for C-to-N synthesis, thus greatly the accessible scope
of this type of library.

© 2021 The Author(s). Published by the Royal Society of Chemistry
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This work provides further evidence for the benefits and
wider applicability of micellar conditions in DEL synthesis
more generally and suggests it could be of further utility for
other chemistries.
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