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Prebiotic access to enantioenriched
glyceraldehyde mediated by peptidest
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A prebiotically plausible route to enantioenriched glyceraldehyde is reported via a kinetic resolution

mediated by peptides. The reaction proceeds via a selective reaction between the L-peptide and the L-
sugar producing an Amadori rearrangement byproduct and leaving p-glyceraldehyde in excess. Solubility
considerations in the synthesis of proline—valine (pro—val) peptides allow nearly enantiopure pro-val to
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be formed starting from racemic pro and nearly racemic (10%) ee val. (ee = enantiomeric excess = (o —

/(0 + 1) Thus enantioenrichment of glyceraldehyde is achieved in a system with minimal initial chiral
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Introduction

The origin of biological homochirality remains a fundamental
question in the origin of life." While recent advances in prebi-
otic chemistry have significantly furthered our understanding
of how the key building blocks of life may have emerged,* the
question of how the stereochemistry of these molecules might
be controlled has been left unaddressed in many of these
reports.* We have carried out extensive studies of chemical and
physical approaches to the enantioenrichment of amino acids
and sugars, including glyceraldehyde 1, the “primordial”
sugar.* It may be argued that the stereochemistry of the pentose
sugars of RNA and DNA might have been set in the step that
controls the enantioenrichment of glyceraldehyde. Glyceralde-
hyde also plays several important roles in cyanosulfidic chem-
istry,® serving as a substrate for nucleotide synthesis,® pyruvate
metabolism,” and higher sugars via the formose reaction.? Our
lab has demonstrated that r-amino acids mediate the enan-
tioenrichment of p-glyceraldehyde® in the Powner-Sutherland
RNA synthesis.®

There is a rich interplay between the enantioselective
formation of sugars and amino acids/peptides. Amino acids and
peptides catalyse the formation of enantioenriched tetrose and
pentose sugars via the formose reaction.'®'* Conversely, pentose
sugars can mediate the enantioselective synthesis of amino
acids.” The group of Clarke and coworkers has studied exten-
sively the formation of glyceraldehyde and tetroses catalyzed by
amino acid derivatives, including in hydrogel form, under pre-
biotically relevant conditions."* The provenance of
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bias. This work demonstrates synergy between amino acids and sugars in the emergence of biological

enantioenriched peptides has also been well studied. Orgel and
Ghadiri used COS/CS, (ref. 14) to polymerise amino acids
through formation of N-carboxyanhydrides, whereas Powner
et al. reported an activation-ligation cycle using aminonitrile
monomers.” Alternative approaches are wet-dry cycling,
mineral catalysis,”” or self-assembly of aggregates or gels."
Stochastic oligomerisation of scalemic amino acids produces
mixtures of peptide stereoisomers, but we recently demon-
strated how highly enantioenriched products may be formed by
combining polymerisation with physical processes.*

We report here that enantioenriched glyceraldehyde may be
obtained from rac-glyceraldehyde by a peptide-mediated kinetic
resolution. Combining physical and chemical processes affords
nearly homochiral glyceraldehyde using peptides synthesized
from nearly racemic amino acid monomers. This work reaffirms
the close connection between the emergence of enantioen-
richment in sugars and amino acids.

Results and discussion

We recently reported the prebiotically relevant synthesis of
libraries of enantioenriched di- and tripeptides that catalyze the
enantioselective formation of tetrose sugars.” In the current
work, we turn our attention to the interaction of di- and tri-
peptide library candidates with rac-glyceraldehyde (Scheme 1).
The kinetic resolution proceeds smoothly in phosphate buffer,

Q peptide 0
Ho/x)‘\H aqueous buffer o H
ambient T
OH OH

rac-1 enantioenriched 1

Scheme 1 Kinetic resolution of racemic glyceraldehyde rac-1 medi-
ated by enantioenriched peptides.
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and screening studies showed that enantioenrichment toward
the p-sugar occurred with N-terminal proline di-peptides (Table
1, entries 1-3), as shown in Fig. 1 for the case of L.-PV. Peptides
without proline as the N-terminus afforded less enantioen-
richment. Carbonate buffer gave similar results, while borate
buffer afforded little enantioselectivity (see ESI}). Fig. 1 shows
the evolution of ee as a function of conversion for the PV system.

Monitoring the time course of the separate reactions of each
hand of glyceraldehyde using PV confirmed first order kinetics
and the faster decomposition of -1 (Fig. 2a). Similar results
were observed using the opposite hand of the dipeptide catalyst,
which afforded a faster reaction with p-1 (see ESIT). Reaction of
glyceraldehyde produces two main reaction products, as is
shown in Fig. 2b. Isomerization to dihydroxyacetone (DHA) is
a minor product, and the temporal conversion profile to DHA
differs little between 1-1 and p-1. The major product of the
kinetic resolution is a species identified as the Amadori rear-
rangement product (ARP, Scheme 2) between the peptide and
glyceraldehyde identified by both mass spectroscopy and 'H
and "*C NMR spectroscopy (see ESIf for further details).

The plots of Fig. 2 reveal that selectivity in the kinetic reso-
lution of rac-1 is achieved via selective reaction of the LrL-
dipeptide catalyst with 1-1, leaving p-1 behind. The plot also
shows that isomerization of 1 to DHA is unselective, as ex-
pected, and this side reaction decreases the overall selectivity.
The stereochemical identity of 1 is lost in formation of both
DHA and ARP.

The observation of an irreversible reaction between the
peptide and 1 indicates that the kinetic resolution is not
a catalytic process. Higher concentrations of peptide relative to
that of the sugar were studied to probe whether the background
isomerization reaction could be suppressed. Ratios up to 10 : 1
dipeptide : 1 afforded only a slight increase in the selectivity
factor, as shown in Fig. 3.

Further studies showed that proline monomer was unreac-
tive in the reaction of Scheme 1 while derivatives of proline
showed activity under the conditions of Table 1 (Table 2, entries
1). Proline amide was only slightly selective (Table 2, entry 2),
while PV-methoxy dipeptide exhibited a selectivity factor similar

Table 1 Screening of L-dipeptide-mediated kinetic resolution of rac-
glyceraldehyde”

Entry Peptide” % Conversion % ee s-Factor®
1 1% 54 24 1.86
2 PA 35 12 1.79
3 PF 52 23 1.88
4 VL 82 9 1.11
5 \%A% 88 11 1.11
6 LV 84 2 1.02
7 VD 84 10 1.11
8 AA 86 7 1.08

“ Reaction conditions: 100 mM r-peptide, 100 mM rac-glyceraldehyde;
ambient temperature; 0.4 M phosphate buffer, pH 9.5, 4-6 h. ? Single
letter amino acid abbreviations: P = proline; V = valine; A = alanine;
F = phenylalanine; D = aspartic acid. © Selectivity factor refers to
relative rates of the reaction of 1: s = kgas/ksiow,* See ESI for derivation.
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Fig. 1 Enantiomeric excess as a function of % conversion of rac-
glyceraldehyde (10 mM) mediated by PV dipeptide (100 mM) ambient
temperature; 0.4 M phosphate buffer, pH 9.5 over the course of 5 h.

to LL-PV dipeptide (Table 2, entry 3). Tri and tetra peptides with
P at the N-terminus and incorporating V and F (Table 2, entries
4-8) performed slightly better than the dipeptides shown in
Table 1. The low solubility of the higher order peptides made it
difficult to carry out comparisons of the peptide : sugar ratio as
was shown for PV in Fig. 3.

All of the peptides shown in Tables 1 and 2 were synthesized
using r-amino acids. However, because the provenance of
peptide homochirality is as important a question as that of the
sugar under study, we probed mixtures of L and b peptides in the
reaction of Scheme 1. Table 3 shows that the position next to the
N-terminal proline has a strong influence, eroding the selec-
tivity factor in glyceraldehyde kinetic resolution (Table 3, entries
3, 6, and 7), while the third position plays a less important role
(Table 3, entry 5).

The results of Table 3 suggest that sugar enantioenrichment
could proceed with peptides even in cases where homochirality

100
g 80 . ..
= » D-1
= 60
c
Q
T 40
5
Q 20
g @
0
0 2 4 6 8
fime (hr)
50
b)
— 40
& ARP from L-1 -8
5 30 e
4 e’
5
Z 20 & ARP from D-1 DHA
S B T from D-1
10 - o -0 8 g m fromL-1
o’ '9—""9 8
o8~
0 2 4 6 8
fime (hr)

Fig. 2 Temporal profiles of the separate reactions of - and L-1 using
LL-PV dipeptide under the conditions of Table 1. (a) Consumption of 1;
(b) formation of products from the reaction of 1. ARP = Amadori
rearrangement product.
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Scheme 2 Formation of the Amadori rearrangement product (ARP)
from the reaction of 1 with LL-PV identified by *C NMR spectroscopy
(see ESIT for details).
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Fig. 3 Selectivity factor® in the kinetic resolution of eq. (1) as a func-
tion of the ratio of dipeptide to rac-1 using LL-PV dipeptide under the
conditions of Table 1.

has not fully emerged for the monomeric amino acids used to
construct the peptides. A key feature is enantioenrichment in
the first two amino acids in the sequence. We called upon our
past observations of the physical phase behavior of amino
acids* to propose a sequence of steps that could lead to enan-
tioenriched glyceraldehyde starting from rac-1 and amino acids
at low ee values. We consider how the PV and PVV systems of
Table 3 might be prepared from low ee P and V monomers.
Aqueous valine solutions at >99% ee can be prepared from
nearly racemic valine by mixing partially dissolved low ee valine
with fumaric acid, a prebiotically relevant dicarboxylic acid, in
a process we term eutectic partitioning.* In our past work, we
showed that a solution of nearly enantiopure proline emerges
when the amino acid is partially dissolved in chloroform;
however, high concentrations of this solvent may not be plau-
sible under prebiotic conditions. In aqueous solution, proline is
too highly soluble to exploit the eutectic approach discussed

Table 2 Screening of L-proline monomer and peptide-mediated
kinetic resolution of rac-glyceraldehyde 1¢

%

Entry Peptide Conversion % ee s-Factor
1 P n.r. — —

2 P-NH, 86 12.2 1.14

3 PV-OMe 56 26.7 1.95

4 PV 46 22.0 2.16

5 PFV 56 28.2 2.00

6 PVVV 47 21.0 1.96

7 PVFV 51 27.7 2.20

8 PFVV 55 30.1 2.15

% Reaction conditions: 1:1 peptide:1; entries 1-3: 100 mM; entry
4:20 mM; entries 5-8: 10 mM. Ambient temperature, phosphate
buffer, pH 9.5, 6 h.
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Table 3 Influence of amino acid stereochemistry on the outcome of
peptide-mediated kinetic resolution of rac-glyceraldehyde 1¢

Entry Peptide % Conversion % ee s-Factor
1 LL-PV? 54 24 1.86
2 DL-PV 26 3.2 1.26
3 LD-PV 41 6 1.17
4 LLL-PVV® 46 22.0 2.16
5 LLD-PVV 51 23.2 2.02
6 LDL-PVV 31 6.4 1.42
7 LDD-PVV 43 6.6 1.26

¢ Reaction conditions: 1 : 1 peptide : 1; entries 1-3: 100 mM; entrles 4-
7: 20 mM; ambient temperature, phosphate buffer, pH 9.5, 6 h. ” From
Table 1 for comparison purposes. “ From Table 2 for comparison
purposes.

Val (low ee)
rac-Pro
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PG solution rac-glyceraldehyde kinetic
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Scheme 3 Sequence of chemical and physical processes leading to
the enantioenrichment of glyceraldehyde from rac-1, rac-proline and
low ee valine.

above. Our previous work in COS-mediated dipeptide synthesis
showed that a system of rac-proline and enantiopure valine
would produce equal concentrations of L. and pL PV dipep-
tides.>" Because selectivity is found to depend primarily on the
chirality of the N-terminal residue, employing this mixture in
the kinetic resolution of Scheme 1 would likely give low selec-
tivity to po-1. However, we found that the 1L and b PV dipeptides
exhibit a more than two-fold difference in solubility. By partial
evaporation of a 1:1 mixture of the two peptides, LL-PV
precipitated in solution in an almost pure form (20 : 1).

The scenario described above recruits a sequence of physical
and chemical processes and prebiotically plausible wet-dry
cycles to convert racemic glyceraldehyde to enantioenriched
form starting from low % ee valine as the only chiral bias in the
system. This scenario is illustrated in Scheme 3. We have shown
previously how glyceraldehyde at ee values as low as 20 % ee can
ultimately lead to enantiopure RNA monomers. The current
work provides a further pathway to symmetry breaking and
enantioenrichment and highlights the synergistic relationship
between the two key chiral building blocks of life, sugars and
amino acids.

Conclusions

The kinetic resolution of glyceraldehyde mediated by peptides
with N-terminal proline residues. The combination of chemical
and physical processes affords enantioenriched glyceraldehyde

© 2021 The Author(s). Published by the Royal Society of Chemistry
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from low ee amino acids as the only chiral bias in the system.
This work demonstrates synergy and interdependence of amino
acids and sugars in the emergence of biological homochirality.
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