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A new family of duplex-forming recognition encoded oligomers, capable of sequence selective duplex
formation and template directed synthesis, was developed. Monomers equipped with both amine and
aldehyde groups were functionalized with 2-trifluoromethylphenol or phosphine oxide as H-bond
recognition units. Duplex formation and assembly properties of homo- and hetero-oligomers were
studied by *°F and *H NMR experiments in chloroform. The designed backbone prevents the undesired
1,2-folding allowing sequence-selective duplex formation, and the stability of the antiparallel duplex is 3-
fold higher than the parallel arrangement. Dynamic combinatorial chemistry was exploited for the
templated synthesis of complementary oligomers, showing that an aniline dimer can template the
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the ability to discriminate a mutated donor monomer incapable of H-bonding. Sequence selective
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Introduction

Nature selected duplex formation as the fundamental archi-
tecture that allows to replicate, transcript and translate, via
template-directed synthesis, the information stored as
a sequence of recognition-encoded monomers.* Currently only
nucleic acids possess these properties, hence the first
approaches to synthetic sequence-controlled molecules were
based on nucleic acids analogues.>™ Cycles of templated poly-
merization and selection were used to evolve functional
sequences of nucleic acid with recognition or catalytic
properties.”*?* Synthetic recognition-encoded oligomers have
the potential to display similar properties, which would open
the way for directed evolution of function in synthetic polymers.
The first steps in this direction have been taken with the
development of oligomers that form duplexes in a sequence-
selective manner, and a range of such systems have been
reported.’**> DNA directed synthesis of non-natural oligomers
has been performed using amide coupling,***” and reductive
amination.**** Templated synthesis of triazole oligomers have
been recently reported using H-bond,*® salt bridges® and
covalent ester base-pair.***

We have recently developed a class of duplex forming olig-
omers based on the H-bond base pair 2-trifluoromethylphenol-
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phosphine oxide and an aniline backbone, that can be synthe-
sized using a two-step reductive amination (imine formation
and reduction) between aldehyde monomers and aniline
linkers.*»*” An interesting feature of this approach is the
possibility to exploit dynamic combinatorial chemistry for
oligomers' synthesis. Indeed, the addition of a recognition-
encoded amine template to a dynamic combinatorial library
of informational oligoimines should shift the equilibrium
favouring the complementary oligomer, that would form the
most stable duplex with the template.>***

The library could then be trapped by reduction to obtain the
complementary sequence of the template as an oligoaniline
(Fig. 1a).*> The reported aniline systems were built assembling
aldehyde monomers with 1,3-dianiline,*>** however the geom-
etry of the backbone allowed the folding between adjacent
recognition units, thus preventing the formation of stable
duplexes between hetero-oligomers (i, Fig. 1b).

To impede undesired folding, we increased the intermo-
nomer distance, using a long dianiline linker (ii, Fig. 1b).”
Despite this modification succeeded in preventing folding in
toluene, homo-oligomers were unable to assemble into
duplexes in chloroform solution. Furthermore, when we tested
the ability of an aniline oligomer (or dimer) to favour the
formation of the complementary sequence, we did not observe
any template effect in both the reported systems. We reasoned
that in a two-component system the formation of the first imine
between monomer and the linker is not directly affected by the
presence of the template, since the aniline is not equipped with
a H-bonding recognition unit.

© 2023 The Author(s). Published by the Royal Society of Chemistry
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Fig.1 (a) Templated synthesis of a duplex forming molecule through
reductive amination. The template sequence organizes the monomers
(or codons) favouring the formation of the complementary sequence
imine oligomer, which can be finally reduced to the more stable
amine. (b) Structure comparison of duplex forming oligoanilines. There
are three key design elements that can be independently optimised in
a highly modular approach: the coupling chemistry used for the
synthesis of oligomers (green), the recognition module responsible for
intermolecular binding (blue/red) and the backbone which links these
components together (black). The long-short 2-tri-
fluoromethylphenol-phosphine oxide base-pairing system is shown,
along with a backbone that is assembled through reductive amination
(R = 2-ethylhexyl). Reported approaches are based on the two
components assembly of aldehyde monomers and short (i) or long (ii)
aniline linkers. The system described here is based on the assembly of
recognition encoded monomers equipped with both aniline and
aldehyde moieties (iii). This design allows duplex formation in chlo-
roform without the undesired 1,2-folding and shows template effect.

Hence, we describe here a new family of recognition-
encoded oligoaniline, based on monomers that are equip-
ped with both aldehyde and amine moieties (iii, Fig. 1b). A 4-
amino-benzaldehyde scaffold was functionalised with
a recognition unit in position 2 and with a solubility group in
position 5. In this single component approach the template
should be able to directly affect the formation of every inter-
monomer imine linkage. In addition, we speculated that
nearing the monomers would make more effective the long-
short phenol-phosphine oxide base-pair in reducing the
probability of undesired 1,2-folding interactions. The prop-
erties of the backbone are fundamental because the duplex
formation is in competition with other self-assembly chan-
nels (Fig. 2).

© 2023 The Author(s). Published by the Royal Society of Chemistry
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Fig. 2 Self-assembly channels for recognition-encoded trimers. The
first base-pairing interaction can take place in an intermolecular or
intramolecular fashion, leading to the 1,2 or 1,3 folding channels. The
second base-pairing interaction can be intramolecular, initiating
duplex formation or intermolecular, leading to the networks channel.
The outcome depends on the concentration, C, the association
constant for the intermolecular base-pairing interaction, K, and the
effective molarities for folding, (EMg.1,, EM¢.13), duplex initiation and
propagation (EM;, EMy).

The formation of networks can be inhibited working at
concentrations (C) lower than the effective molarity for duplex
propagation EMy. The competition with the folding channels is
highly dependent on the conformational properties of the
backbone, thus it is more difficult to treat. In particular if two
adjacent recognition units can form a base-pair, the folding
pathway will be favoured over the duplex assembly channel.
Longer range intramolecular interactions, such as 1,3-folding,
will compete with duplex formation, decreasing the observed
association constant for duplex formation, but the duplex
assembly can be favoured.

In this paper we will demonstrate that the designed system is
able to perform sequence selective duplex formation via H-
bonding interactions and that an amine template can favour
the formation of the complementary imine oligomer in
a dynamic combinatorial library.

Results and discussion
Synthetic procedures

Three sets of acceptor and donor monomers equipped with
aldehyde, amine or both the groups have been synthesized as
shown in Scheme 1 (see Sections 1-4 of the ESIT for detailed
procedures). Nitration of 2-bromo-5-hydroxybenzaldehyde with
copper nitrate supported on claycop and acetic anhydride in
DCM gave intermediate 1, which was then alkylated with
racemic 2-ethylhexyl bromide to give 2. Selective reduction of
the nitro group was performed using SnCl, in ethanol, to give
compound 3.

This key intermediate was coupled with dibuthylphosphine
oxide using Cul and potassium carbonate to give the acceptor
monomer A, or it was coupled with 4-pinacolborane-2-
(trifluoromethyl)phenol under Suzuki-Miyaura conditions to
give the donor monomer D. Direct alkylation of 2-bromo-5-
hydroxybenzaldehyde with racemic 2-ethylhexyl bromide gave
the aldehyde intermediate 4, which was coupled with dibu-
thylphosphine oxide using palladium and XantPhos to give

Chem. Sci., 2023, 14, 8878-8888 | 8879
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Scheme 1 Synthesis of acceptor and donor monomers (R = 2-eth-
ylhexyl). (i) Pdy(dba)s, KF, HP(tBu)sBF4, 4-pinacolborane-2-(tri-
fluoromethyl)phenol, THF/H,O; (i) Pd,(dba)s, XantPhos, TEA, PHOBuU,,
dioxane; (iii) Cul, PHOBuU,, Na,COg, toluene.

acceptor monomer Aco; Suzuki-Miyaura coupling of interme-
diates 4 and 2 gave respectively the aldehyde monomers Dco
and D'go. Amine monomers were synthesized alkylating 4-
bromo-2-nitrophenol with racemic 2-ethylhexyl bromide to give
6, which was then reduced with SnCl, giving intermediate 7
Palladium catalysed coupling of 7 with dibuthylphosphine
oxide and XantPhos gave acceptor monomer Any, While donor
monomer Dy, was obtained reacting 7 with 4-pinacolborane-2-
(trifluoromethyl) phenol under Suzuki-Miyaura conditions.
Homo- and heterodimers were synthesized via two-step reduc-
tive amination between the appropriate aldehyde and amine
monomers, using NaBH, as reducing agent (Scheme 2).
Homo- and mixed trimers were synthesized reacting the
selected amine monomer (Dnga O Anpz) With a bifunctional
monomer (A or D), in the presence of sodium
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Scheme 2 Synthesis of dimers and trimers (R = 2-ethylhexyl).
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triacetoxyborohydride, since the poor reactivity of the conju-
gated aniline allows a protective groups-free approach. The
obtained intermediate dimers were then capped with the
appropriate aldehyde monomer, using NaBH(OAc); in a one-
step reductive amination. To avoid the stability issues
observed only in the electron rich trimer DDD, instead of Dco
we used the nitrated monomer D'co as capping aldehyde
monomer.

NMR binding studies of homo-oligomers

To assess whether the designed backbone was suitable for
duplex formation, we studied the complexation of length-
complementary homo-oligomers using "H and '°F NMR titra-
tion experiments (see Section 5 in the ESIt). The association
constant K for A-D complex formation was measured by
titrating monomer Ago into D¢o in toluene-ds. Addition of Ago
caused an upfield shift in the '°F NMR signal due to the donor
CF; group and a downfield change in the "H NMR chemical
shift of the OH group signal. The titration data fitwelltoa 1:1
binding isotherm, giving an association constant of 4 x 10°
M (Table 1). Despite the aldehyde groups on Aco and D¢o
differ from the reductive amination products, these substitu-
ents have no effect on the H-bonding properties of the phos-
phine oxide and phenol recognition units. Indeed, the
measured K is identical to the value previously observed for the
corresponding monomers with different substituents.*>**
Titration of AA into DD caused an upfield shift of the '°F NMR
signal due to the CF; groups of DD and a downfield shift in the
"H NMR signal of the OH groups. The data fit well to a 1:1
binding isotherm, giving an association constant of 1 x 10°
M. The K measured for AA-DD is two orders of magnitude
higher than the value measured for monomers Aco-Dco, indi-
cating that AA-DD forms a fully assembled duplex with coop-
erative formation of two H-bonds. The effective molarity (EM)
for the second intramolecular H-bond formation in AA-DD
duplex was determined as shown in eqn (1), where K is the
association constant for formation a single intermolecular H-
bond in A-D and Ky is the association constant for duplex
formation between two oligomers with N interaction sites.

Ky = 2K;"EM™! (1)

The effective molarity for the AA-DD is 32 mM, therefore the
chelate cooperativity associated with duplex formation
(expressed as K; EM) is equal to 130, implying that the doubly H-
bonded closed duplex is almost exclusively populated (99%).*>**
The complex AAA-DDD was too stable in toluene for measuring
the association constant via NMR titration, so the binding
studies of length-complementary oligomers were repeated in
chloroform-d. The measured association constants are sensibly
lower than in toluene, however the association constant (Ky)
increases by an order of magnitude for every recognition
module added to the oligomer, and for all three complexes the
values of A¢ for the CF; and OH groups are similar. These
observations confirm that the donor recognition units are fully
bound in all the complexes (Table 1). The association constant

© 2023 The Author(s). Published by the Royal Society of Chemistry
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Table 1 Association constants (K, [M™1]) expressed as log K, effective molarities (EM), limiting NMR chemical shifts (d¢ee and dpound) @nd limiting
complexation-induced changes in chemical shift (Ad) measured by NMR titrations in toluene-dg and chloroform-d at 298 K*

'H NMR? (ppm)

1°F NMR? (ppm)

'H (1) H (2) 9F (1) 9F (2) 9F (3)
Solvent Complex lOgK(Mil) EM (mM) 6free 6bound Ab 6free 6b0und A 6free 6bound Ao 6free 6bound Ao 6free 6bound Ao
CDCl; D-A 2.4 +£0.1 — 57 118 61 — — — —61.3 —-63.0 —1.7 — — — — — —
DD-AA 3.9+0.1 47 5.5 109 55 5.4 108 54 -60.7 —62.1 —-14 —-60.7 —62.2 —1.5 — — —
DDD-AAA® 5.3 + 0.1 66 n.d. n.d. n.d. n.d. n.d. n.d. —60.7 —62.0 —1.3 —60.7 —62.2 —1.5 —61.0 —62.4 —1.4
Toluene D-A 3.6 £0.1 — 49 121 72 — — — —614 -619 —-0.5 — — — — — —
DD-AA° 6.1 £ 0.1 32 n.d. n.d. n.d. n.d. n.d. nd. —61.1 —61.5 —0.4 —61.2 —61.6 —0.4 — — —

¢ Each titration was repeated twice, and the average value is reported with errors at the 95% confidence limit. b Data for the signals due to the OH

and CF; groups on the phenol recognition units. ¢ Signals due to the OH protons were too broad to be detected. n.d. = not detected.

for AAA-DDD formation was investigated also using isothermal
titration calorimetry (ITC) in chloroform. The data fit well to
a 1:1 binding isotherm (see Section 9 in the ESIt) and confirm
the association constant obtained via NMR titrations (10° M~ ).
The effective molarities for AA-DD and AAA-DDD are slightly
higher than in toluene (respectively 47 and 66 mM); however,
due to the reduction of the association constants in chloroform,
the chelate cooperativity for duplex formation is approximately
reduced by an order of magnitude. It is important to observe the
effective molarity for formation of the AAA-DDD duplex is
higher that the value obtained for the AA-DD. This suggests that
the backbone is suitable for assembling stable duplexes using
longer oligomers. Indeed, although duplex initiation (EM,) is
relatively insensitive to the conformational properties of the
backbone, the subsequent values of effective molarities for
duplex propagation (EM,, EM; etc.) can be much lower in
systems incompatible with formation of an extended duplex.*”**
Hence, the results in Table 1 indicate that this backbone will
support formation of longer duplexes.’*37:%

Geometry is more critical in a rigid one-component back-
bone compared to a more flexible two-component system (i,
Fig. 1b).
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Fig. 3 Relationship between the association constants for duplex
formation  between length-complementary  homo-oligomers
measured in chloroform at 298 K (K) and the number of intermolecular
H-bonds formed (N) the described single-component system (green
squares) is compared with the reported (Fig. 1b (i)) two-components
system (red squares). The lines of best fit shown are respectively log K
= 15N + 1 (green) and log K = 1.0N + 1.3 (red).

© 2023 The Author(s). Published by the Royal Society of Chemistry

In fact, conformational flexibility allows the backbone to
adapt to a geometry compatible with extended duplex, while
more rigid backbones are difficult to design.**

Hence, the fact that the increase in association constant (Ky)
as a function of the recognition module number (N) is higher in
this system, than in the more flexible two-component back-
bone, confirms that the developed system fulfils the geometrical
requirements for duplex formation (Fig. 3).

The duplex assembly was further explored via thermal
denaturation experiments, carried out using '°F NMR. Spectra
of equimolar solutions of length-complementary oligomers at
2 mM in 1,1,2,2-tetrachloroethane-d, were recorded at different
temperatures ranging between 253 and 363 K. The changes in
the '’F NMR chemical shifts of the donor's CF; groups indicate
that the population of H-bonded complexes increases at lower
temperatures while the duplex is denatured at higher temper-
atures (Fig. 4).

Assuming that only single strands and duplex are present,
the experimental melting data were fit to a two-state model (see
Section 6 of the ESIf). The values of the transition melting
temperatures increase from 289 to 422 K as the length of the
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Fig. 4 (a) Experimental *°F NMR chemical shift plotted as a function of
temperature for 1:1 mixtures (2 mM) of A-D (blue), AA-DD (red), and
AAA-DDD (green) in 1,1,2,2-tetrachloroethane-d,. The fitting equation
is reported in the ESI (egn (S6.1)1) and the dashed lines are the best fit
of the data (total rmsd < 0.01 ppm) the values of T, n. and AH,, are 289
K and —23 kJ mol™* for A-D, 354 K and —33 kJ mol™* for AA-DD, and
422 K and —34 kJ mol™ for AAA-DDD. (b) Structure of the AAA-DDD
duplex.
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duplex increases, and the enthalpy change on duplex formation
becomes progressively more favourable with increasing
numbers of H-bonds. These observations are consistent with
the titration experiments and confirm the cooperative H-
bonding interactions along the duplex.

Folding and self-association of hetero-oligomers

The data obtained with homo-oligomers indicate that the
backbone is suitable for extended duplex formation. However,
in mixed-sequence oligomers the duplex channels might
compete with the folding pathways, which can limit or prevent
the formation of reliable duplexes. Thus, we initially assessed
the presence of 1,2-folding, which is the most detrimental for
duplex formation, because when the number of H-bonds
formed in the folded state and in the duplex state are iden-
tical, the intramolecular process will dominate.

The approach used to determine the folding properties
assumes that DD-AA and DA-DA duplexes have similar effective
molarities (EMgimer).- Hence, we can use the value of Kgyplex
measured for the homo-dimer (Kpp.aa) to determine the equi-
librium constant for folding (Koq) in the heterodimer (eqn (2)).
The factor of 4 considers the degeneracies of the hetero- and

homoduplexes.*”
KDD-AA
Ko = 1/ -1 2
fold 4 Kobs ( )

Self-association of the DA hetero-dimer was studied in
chloroform-d through "H and '°F NMR titration and dilution
experiments (Table 2). The observed association constant is
similar to the value measured for the complex DD-AA and is one
order of magnitude higher than the value measured for a single
H-bond in D-A. Furthermore, the limiting '°’F NMR chemical
shift of monomeric DA shows that d.e is equal to d¢ee Of DD,
confirming that there is no intramolecular H-bonding between
adjacent recognition units. This result indicates that bringing
the H-bonding groups closer together along the covalent back-
bone for maximizing the effect of long-short recognition units is
a successful strategy for preventing the undesired 1,2-folding.

Trimers DDA, ADD and DAA were used to investigate the 1,3-
folding (Fig. 2). The signals of internal and external donor units

View Article Online

Edge Article

have been assigned using a combination of 'H-'H, "H-'F and
'"H-"C 2D-NMR experiments, as summarised in the ESI
(Section 5.11). "°F NMR dilution data fit well to a dimerization
isotherm in all cases, and the results are reported in Table 2. For
trimer DAA the limiting chemical shift for the single-stranded
free state is equal to the free chemical shift of unfoldable DD
or DDD. Furthermore, the observed association constants are
similar to those measured for the formation of DD-AA and
DA-DA complexes.

These results suggest that DAA does not experience 1,3-
folding. On the other hand, the behaviour of trimers equipped
with a central biphenyl donor unit (ADD and DDA) is different.
In fact, the observed self-association constant of ADD is about
one order of magnitude smaller that the values obtained for
DD-AA and DA-DA complexes formation. Moreover, the chem-
ical shift due to the external donor unit for the single-stranded
monomeric state is very similar to the value typical of the bound
state. These results indicate that 1,3-folding is present in ADD.
Trimer DDA has a behaviour that is intermediate between the
unfolded DAA and the 1,3-folded ADD, in terms of both self-
association constant and limiting chemical shift for the
external donor unit. Indeed, analysing both Ki,q and the
limiting complexation-induced change in chemical shift (Aé =
Obound — Ofrec)”’ = 90% of ADD, = 55% of DDA and = 0% of
DAA are 1,3-folded in the monomeric state.

Duplexes formation in hetero-oligomers

Interactions between all pairwise combinations of the trimer
sequences were investigated by '’F NMR titration experiments
in chloroform-d. The titration data fit well to 1:1 binding
isotherm, and the resulting association constants are reported
in Table 3. The most stable complex is the sequence-
complementary DDD-AAA duplex, which has an association
constant of 10> M~ ', but the stabilities of the complexes span 3
orders of magnitude and other complexes are significantly less
stable.

In complexes where the structure of the duplex is dictated by
the sequence of the recognition units, it should be possible to
distinguish antiparallel (DDA-DAA) and parallel (ADD-DAA)
arrangements of the backbone, while in symmetric sequences
(e.g. DDD-AAA) both the arrangements can coexist in

Table 2 Association constants (K, [M™Y]) expressed as log K, effective molarities (EM), limiting NMR chemical shifts (6¢ee and dpoung) @and limiting
complexation-induced changes in chemical shift (Ad) measured by NMR titrations in chloroform-d at 298 K*

19F NMR? (ppm)

'H NMR” (ppm)

“F (1) F (2) 'H (1)
COI’HPIEX 10g K (Mil) Kfuld EM¢ (mM) Xfold 6free 6bound A6 6free 6buund Aéb 6free 6bound Aéb
DA-DA 3.3+0.1 0.0 0.0 0.0 —60.6 —62.0 —1.4 — — — 5.0 10.3 5.3
DAA-DAA’ 3.8+£0.1 0.0 0.0 0.0 —60.7 —62.1 -1.4 — — — — — —
DDA-DDA 34+0.1 1.1 0.2 0.5 —60.7 —61.9 —-1.2 —60.9 —61.5 —0.6 — — —
ADD-ADD* 2.6 £0.1 3.9 0.6 0.9 —60.7 —61.9 —-1.2 —62.0 —61.9 0.1 — — —

“ Each titration was repeated twice, and the average value is reported with errors at the 95% confidence limit. ” Data for the signals due to the OH
and CF; groups on the phenol recognition units. ¢ Signals due to the OH protons were too broad to be detected.
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Table 3 Association constants between mixed trimers ((K, [M~)
expressed as log K) measured by NMR titrations in chloroform-d at 298
K{l

DDD DDA ADD DAA AAA
DDD n.d. — — — —
DDA n.d. 3.43 — — —
ADD n.d. n.d 2.60 — —
DAA 4.10 4.14 3.44 3.73 —
AAA 5.26 3.97 3.16 n.d n.d

“ Each titration was repeated twice, and the average value is reported
with errors at the 95% confidence limit. n.d. = not detected. For some
complexes with low association constants, reliable determination of
the association constant was not possible.

equilibrium. Since parallel and antiparallel complexes can be
composed of oligomers with different folding properties, we will
initially consider the arrangement of the recognition units and
later we will return to the directionality of the backbone.

Table 3 shows that the common feature of the less stable
complexes is the possibility to form intramolecular H-bonding
interactions between the terminal recognition units, since
folding would compete with duplex formation. Indeed, the
association constant for formation of the sequence-
complementary duplexes between foldable oligomers are from
10 to 100 times lower than the Kqypiex for DDD-AAA formation.
In particular trimer ADD, which is the most affected by 1,3-
folding, forms the complexes with the lowest K,ps. The unde-
sired consequence of the 1,3-folding is that mismatch
sequences might have similar association constants of
complementary sequences. The K,,s for the formation of
DDA-DAA complex is very close to the association constant of
DDD-DAA, in fact contrary to DDD, about 55% of DDA is folded
in the monomeric state.

It is important to notice that differently from the 1,2-folding,
the presence of 1,3-folding should not abolish the formation of
duplex in the system. Furthermore, even though complemen-
tary and mismatch complexes might have similar association
constants, the system is still able to perform sequence selective
duplex formation. However, before discussing the sequence
selective assembly it is fundamental to highlight that the
selectivity depends on what the competitors are. In fact, if
trimer DAA is in competition with both DDA and DDD (100 mM
each), at the equilibrium the concentration of the single
mismatch complex DDD-DAA will be 4 times higher than
DDA-DAA. However, if AAA is present in the same solution, it
will strongly compete with DAA in favour of the most stable
DDD-AAA complex formation, thus promoting the formation of
DDA DAA duplex. Self-sorting in a complex mixture can indeed
be driven by the formation of a complex with very high ther-
modynamic stability, which drives the hierarchical reconfigu-
ration of the mixture composition, thus leading to a self-sorting
process.**5-%7

Fig. 5 illustrates the populations of all possible duplexes
calculated for an equimolar mixture of DDD, DDA, DAA and AAA
at 100 mM, based on the association constants reported in
Table 3. Titration experiments on the complexes for which the

© 2023 The Author(s). Published by the Royal Society of Chemistry
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Fig. 5 Calculated populations of duplexes formed in a 100 mM
equimolar mixture of 3-mers in chloroform-d.

association constants are not reported in Table 3 suggest that
these are weak binding systems (K =~ 10> M '), hence they
would have no significant effect on the speciation shown in
Fig. 5. The trimers are organised so that all the sequence-
complementary duplexes lie on the plot's diagonal, and these
duplexes are the most populated complexes (dark blue
columns). This result confirms that in a system of competing
sequences affected by 1,3-folding high-fidelity duplex formation
is prevented,* thus the presence of the optimal partner for each
component is required for minimizing the mismatch effect and
leading to the domination of sequence-complementary
duplexes.*

Backbone arrangement

The use of monomers equipped with both amine and aldehyde
groups confers directionality to the oligomer's backbone, so we
describe the sequence of recognition units in the direction of
the synthesis, starting from the aniline to the benzaldehyde
monomer. In symmetric oligomers, where the assembly is not
dictated by the sequence, the system could be in equilibrium
between parallel and antiparallel duplexes. To assess any pref-
erences in the backbone arrangement, we focused on a minimal
set of trimers that differ in the orientation of the backbone with

(a) (b)
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. d % . C§

Fig. 6 (a) Structures of antiparallel DDA-DAA and (b) ADD-DAA
parallel duplexes.
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Fig. 7 (a) Imine formation in toluene-dg at 70 °C between D'co and Dypz (10 mM each), in the presence of POOctz (20 mM, red squares) or AA
(10 mM, green squares). (b) Imine formation (toluene-dg, 70 °C) between D'co and Dyuz (1 mM each), in the presence of POOctz (2 mM, red
squares) or AA (1 mM, green squares). (c) Imine formation (toluene-dg, 70 °C) between D'co and Dyp2 (1 mM each) before (red squares) and after
the addition of the dimer template AA (1 mM, green squares). (d) Structure of the dimeric complex between acceptor template AA and the imine

donor product.

respect to the sequence of the recognition units. Hence, the
formation of the parallel ADD-DAA and the antiparallel
DDA-DAA duplexes was investigated by '’F NMR titration
experiments in chloroform-d (binding constants in Table 3 and
duplexes structure in Fig. 6).

However, since ADD and DDA have different folding prop-
erties, the evaluation of the preference in backbone arrange-
ment cannot be done simply by comparing the two observed
association constants. Folding between terminal recognition
units is not present in DAA, thus the observed association
constant for duplex formation where only one partner folds is
given by eqn (3).%°

Kduplex (3)

Ko s = 7 . o
> 1 + Kiou

Hence, it is possible to calculate the association constant for
the formation of antiparallel and parallel duplexes, as shown
respectively in eqn (4) and (5).

i DDA-DAA DDA
dl{.lltpl ex — Kobs (1 + Kfold ) (4)

dzgiex = obsADD.DAA(1 + KfoldADD) (5)

The obtained association constant for the formation of
antiparallel duplex (3 x 10* M) is higher than the one for
parallel duplex formation (1 x 10* M™"). These results suggest
that in symmetric complexes, such as DDD-AAA, the duplex
structure is in equilibrium between a 70% of antiparallel and
a 30% of parallel duplexes.

Template effect

An interesting feature of a system based on monomers equip-
ped with aniline and aldehyde groups is the possibility to
exploit dynamic combinatorial chemistry. To explore whether
the system is compatible with the templated synthesis of
complementary-sequence oligomers, we focused on a minimal
set of homodimers, studying the ability of the aniline template
AA to favour the synthesis of the complementary imine dimer
DD’ (Fig. 7d). Template molecules pre-organise the monomers

8884 | Chem. Sci,, 2023, 14, 8878-8888

in a defined spatial arrangement, which permits to transfer the
structural information from the molecular template to the
molecular copy.®**

In order to favour the templated intramolecular imine
formation, it is fundamental to operate at concentrations lower
than the effective molarity, which is about 32 mM for dimers in
toluene. Hence, we initially studied the imine formation at 70 ©
C in a 10 mM solution of aldehyde (D'co) and aniline (Dyyo)
monomers in toluene, in the presence of the aniline template
AA (5 mM) or of an equimolar amount of monomeric phosphine
oxide as a control experiment (trioctylphosphine oxide, POOct;
10 mM). Toluene was preferred to chloroform for maximizing
the binding constants. The consumption of the aldehyde and
the imine formation were monitored via "H NMR and, as it is
shown in Fig. 7a, the presence of AA has two effects: the first is
kinetic and it is related to the preorganization of the monomers
on the template, favouring the formation of imine, which rea-
ches its maximum within 100 hours, compared to the 300 hours
required by the control experiment (complete NMR data are
reported in the Section 7 of the ESIT).” The second effect is
thermodynamic, and it is associated to the increased imine
concentration at the equilibrium, which is about 50% in the
templated experiment and around 30% in non-templated
conditions. In these conditions the imine dimer could be

03
= P
@ 02 | -
< x
© 7
£ p
E o1 f L’
£ 7
> [ 5

gis T . .

0 05 1 15

VAA (MM %)

Fig. 8 The initial reaction rate (Vinit) of imine formation between D'co
and Dyn2 (1 MM each, toluene-dg 70 °C) is plotted as a function of the
square root of AA concentration. The line of best fit shown is Vi, = 0.2
[AAIY2 + 0.02.
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and D®Mey ., (orange) based imines are detected. (c) Structure of DOMey,: the corresponding imine obtained with reaction with D'co is unable

to form duplex with the template AA.

formed through two different pathways: an intramolecular
bond formation between two monomers pre-assembled on the
template and an intermolecular non-templated process.

To further prove the observed template effect, we repeated
the experiments decreasing by a factor of 10 the concentration
of all the components (Fig. 7b). Indeed, if the association
constant is enough to guarantee the assembly of the monomers
on the template, the decrease of concentration would greatly
affect the non-templated pathway, with no or little influence on
the templated process. Fig. 7b shows that in the presence of the
template dimer AA the imine reaches the equilibrium concen-
tration of 50% in about 200 hours, while the non-templated
system experiences a sensible decrease in the imine formation
rate and after 500 hours only =7% of DD’ dimer is formed.

To additionally highlight the effect of the template oligomer
we followed the imine formation at 70 °C in a 1 mM toluene
solution of aldehyde (D'co) and aniline (Dyg,) monomers, in
the absence of any phosphine oxide counterpart. After about
290 hours only less than 5% of imine was formed, however the
addition of 0.5 mM of AA sensibly increased the imine forma-
tion rate, which reached the equilibrium concentration of 50%
about 160 hours after the template addition (Fig. 7c).

Next, we explored the effect of the template concentration on
the initial reaction rate. Equimolar toluene solutions of D'ce
and Dyngyp, (1 mM each) were reacted at 70 °C in the presence of
variable amounts of the aniline template dimer AA (0-1.5 mM)
and the proceeding of the reactions was monitored via "H NMR.
For all the tested conditions, initial rates of template synthesis
Vinit, were determined from concentration-time profiles at early
reaction times and plotted as a function of the square root of the
template concentration (Fig. 8).

The plot shown in Fig. 8 reveals a linear relationship between
the Vjnic and the square root of the AA concentration. This allows
to establish the empirical relationship reported in eqn (6),
which indicates that the complementary imine is formed from
monomers D'co and Dyyp via two pathways: a template-
catalysed route, characterised by the empirical constant a,
and a template-independent bimolecular process which is
measured with the empirical constant b, that accounts for the
initial rate in the absence of AA.

© 2023 The Author(s). Published by the Royal Society of Chemistry

The rate of templated synthesis follows the square-root of the
initial template concentration. This peculiar rate law was
initially observed in self-replicant systems, where the product
remains bound to the template causing its inactivation.”*”*

Vinit =ay [AA] + b (6)

In order to test the key role of the H-bonding recognition
event in the observed template effect, we synthesised a mutated
analogue of Dypp, in which the phenol recognition unit has
been methylated (D°™“\y1,), thus hampering its ability to act as
H-bonding donor (Fig. 9a and c). We then focused on a dynamic
combinatorial library composed of D'co, Dnmz and D™y,
(1 mM each) and we studied its composition at 70 °C via 'H
NMR in the presence of template AA (1 mM) or POOct; (2 mM).
With monomeric phosphine oxide we can detect only traces of
the possible imine products DD’ and the methylated D™D/,
both at similar concentrations (Fig. 9b). However, in the pres-
ence of the template acceptor dimer AA the DD’ imine product
reached its equilibrium concentration (=50%) within 150
hours. It is important to observe that in these conditions no
methylated dimer was detected, hence confirming the funda-
mental role of the H-bonding recognition unit in the observed
template effect.

Conclusions

A new family of recognition-encoded oligoanilines has been
developed. The H-bond base pair 2-trifluoromethylphenol-
phosphine oxide permits duplex assembly through the forma-
tion of intermolecular H-bonds in both toluene and chloroform.
The backbone is assembled via reductive amination of mono-
mers equipped with both aniline and aldehyde groups. The self-
assembly properties of the oligomers were characterize using "H
and "°F NMR spectroscopy. For length-complementary homo-
oligomers, duplex formation in toluene is characterised by an
increase in stability of two orders of magnitude for every base-
pair added to the chain, while in chloroform the association
constant increases of one order of magnitude. The long-short
base-pairing system together with the backbone rigidity
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prevent the undesired folding between adjacent monomers, as
it is shown by NMR spectra of DA dimer dilute solutions. On the
other hand, similar experiments on mixed sequence trimers
show that 1,3-folding takes place in trimers with an internal
donor unit, such as ADD and DDA, but not in DAA. These
folding processes compete with duplex formation and reduce
the stability of the corresponding duplex. The result is that
some of the mismatch complexes (DDD-DAA) have association
constant similar to those measured for some of the sequence-
complementary duplexes (DDA-DAA), thus hampering the
possibility of high-fidelity sequence-selective duplex forma-
tion.** However, the affinity of DDD for AAA is much higher than
for any other sequence, thus in a mixture of trimers the pres-
ence of the optimal partner for each component minimizes the
mismatch effects, leading to the domination of the sequence-
complementary duplexes in solution. The use of asymmetric
monomers confers directionality to the oligomer's backbone
hence, to characterize the relative stabilities of parallel and
antiparallel duplexes we studied the formation of ADD-DAA and
DDA-DAA complexes. These systems show that the antiparallel
arrangement is more stable than the parallel arrangement by
a factor of 3, suggesting that symmetric complexes, such as
DDD-AAA, exist as a 70:30 mixture of the two backbone
arrangements.

An interesting feature of this system is the possibility to
exploit imine based dynamic combinatorial chemistry for the
templated synthesis of complementary oligomers. This
approach, which has been previously proposed on DNA based
oligomers,***° is now applied to a fully synthetic system capable
of sequence-selective extended duplex formation. To assess the
template effect, we used dimer AA as a template for the
synthesis of the complementary donor imine. "H NMR kinetics
showed that the aniline template successfully pre-organises the
donor monomers, accelerating the complementary imine
formation. A linear relationship between the initial rate and the
square root of the template concentration was found. This
indicates that the complementary imine is formed via two
pathways: a template-catalysed route and a template-
independent bimolecular process. Since the non-templated
bimolecular route is highly influenced by the monomers
concentration, the observed effect increases diluting the system
from 10 mM to 1 mM. The presence of a template oligomer
affects not only the kinetic but also the imine population at the
equilibrium, which is higher in the template experiment (50%)
compared to non-templated conditions (30%). Finally, the key
role of the H-bonding recognition was highlighted adding
a methylated donor monomer to the dynamic combinatorial
library. The system can discriminate the mutated base, indeed
the presence of AA dimer favours only the formation of the
complementary imine dimer, to the disadvantage of the
mutated monomer.

The sequence-selective duplex formation together with the
possibility to exploit the template effect in dynamic combina-
torial chemistry make this system an attractive target for the
investigation of templated synthesis in longer mixed sequence
oligomers.
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