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ABSTRACT: DNA-encoded libraries (DELs) are a powerful platform in drug discovery. Peptides have unique properties that make
them attractive pharmaceutical candidates. N-methylation of the peptide backbone can confer beneficial properties such as increased
proteolytic stability and membrane permeability. Herein, we evaluate different DEL reaction systems and report a DNA-compatible
protocol for forming N-methylated amide bonds. The DNA-compatible, bis(trichloromethyl)carbonate-mediated amide coupling is
efficient for the formation of N-methyl peptide bonds, which promises to increase the opportunity to identify passively cell-
permeable macrocyclic peptide hits by DNA-encoded technology.

■ INTRODUCTION
DNA-encoded libraries (DELs) are powerful tools for lead
identification, enabling the testing of unprecedented numbers
of compounds for binding to proteins of pharmaceutical
interest.1−3 The efficiency and generality of DNA-compatible
amide bond formation and the availability of a large panel of
building blocks make macrocyclic peptides attractive targets for
large DEL campaigns.1 Macrocyclic peptides have the potential
to penetrate cell membranes and target protein−protein
interactions.4,5 Cyclosporine A, a successful macrocyclic
peptide drug with good membrane permeability, contains 11
amino acids, seven of which are N-methylated. Previous
structure-permeability studies have demonstrated that N-
methylation can improve the membrane permeability of
macrocyclic peptides.4,6,7 However, incorporating N-methyl
amino acids into DEL peptides is challenging due to the steric
hindrance caused by the secondary amine, which under typical
solid phase peptide synthesis (SPPS) conditions often requires
harsh conditions and multiple couplings. A study of peptide
bond formation by Franizi et al. revealed that secondary
amines on DNA provided constantly lower yield in the amide
bond formation.8

The wealth of coupling reagents available for use in
traditional SPPS has not been systematically evaluated in the
preparation of DNA-encoded peptide libraries. For instance,
bis(trichloromethyl) carbonate (BTC, a.k.a. triphosgene),
which is a highly efficient reagent for forming N-methyl
amide bonds in SPPS, has not been investigated for N-methyl
amide coupling on DNA.9 Acyl chlorides have been explored
as highly active species for hindered amide couplings. Wrenn et
al. used trichloroacetonitrile for acid chloride formation, which
allowed the coupling of Fmoc-proline to hindered on-DNA
peptoids.10 We hypothesized that expanding the toolkit of
available coupling protocols for DEL peptide synthesis could

provide an opportunity to achieve the incorporation of N-
methyl amino acids into DELs.
Efforts have been made to bridge the gap between DEL-

compatible reactions and organic synthesis in order to expand
the chemical space available to DNA-encoded molecules.
Harbury,11 Dawson,12 and Berst13 et al. reported the
employment of ion-exchange resins as reversible solid supports
to perform chemical transformations on immobilized DNA
conjugates under anhydrous conditions. Additionally, micelles
offer alternative reaction media for DEL chemistry.14−20

Waring et al. developed an efficient and applicable method
for DEL amide reactions under micellar conditions.19 Despite
the continuing evolution of DNA-compatible chemistries,
however, the coupling of protected amino acids onto DNA-
conjugated N-methyl amines has thus far not been reported.
In our initial investigations, we found that DMT-MM and

EDC/HOAt, two of the most commonly used coupling
reagents for effecting amide bond formation in DELs,21−23

failed to achieve efficient conversions in the coupling of Fmoc-
amino acids onto DNA-conjugated peptides that terminate in
N-methyl amines (Table S1). This prompted us to evaluate
alternative reaction media for effecting more challenging amide
couplings, including ion-exchange resins, micellar conditions,
and cosolvent systems. We screened various coupling reagents
for DEL amide coupling and found that, despite some
limitations in the reaction scope, BTC is a promising reagent
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for achieving high coupling efficiency to form N-methyl
peptide bonds on DNA.

■ RESULTS AND DISCUSSION
Resin-Adsorbed DEL Amide Coupling. A promising tool

for effecting organic reactions on DNA-conjugated substrates
is to use solid supports such as ion-exchange resins to
reversibly capture the DNA from the reaction mixture. This
approach can enable reactions of DELs in organic solvents and
has been used to effect organic reactions such as decarbox-
ylative cross-coupling,12,13 electrochemical amination,12 satu-
rated heterocycle synthesis,13 reductive amination,12 sulfide
and sulfonamide formation,24 and traditional peptide cou-
plings.11,12 Several ion-exchange resins have been reported for
this application.11−13,24 Here, we selected two resins that have
been reported for DEL amide couplings: DEAE Sepharose
resin11 and Phenomenex Strata-XA resin.12

In the initial screening of the two resins, we performed a
simple amide coupling onto a non-N-methylated peptide
conjugated to short (8-mer) dsDNA (Table S2). The DEAE
Sepharose resin achieved higher conversion and recovery on
the initial screening of the test amide coupling. In contrast, the
Strata-XA resin resulted in lower coupling efficiency and
recovery of DNA for the test reaction (Table S2). Therefore,
we explored the DEAE resin further by screening seven
coupling reagents for the ability to couple onto a Leu(NMe)
amine conjugated to a longer (21mer) DNA strand (Table 1).
HATU (Table 1, Entry 1) and COMU (Table 1, Entry 6)
achieved moderate conversions, with the appearance of side
products corresponding to multiple additions of Fmoc-Leu-
OH to the DNA (Figure S2). We speculated that the amino
acid coupled not only to the expected peptide position but also

to the nucleotides of the DNA tag. To test whether it was the
length of the DNA or the more challenging N-Me coupling
that led to this decrease in efficiency, we investigated the
coupling of Fmoc-Leu-OH onto an N-methyl amine
conjugated to a shorter 8-mer dsDNA adsorbed onto DEAE
Sepharose (Figure S3). This coupling generated 85% product
with the desired N-methyl amide bond with no acylation side
product observed by LC-MS (Figure S3). Therefore, the
quality of DEL amide coupling on the DEAE Sepharose resin
appears to decrease as the dsDNA tag increases in length.
Since the DNA tags in a typical DEL synthesis often reach well
beyond 50 nucleotides, resin-adsorbed amide couplings may
not be suitable for DELs requiring the synthesis of peptides
with N-methyl backbone amides.
Micellar DEL Amide Coupling. The micelles generated

by surfactants dissolved in water offer an alternative reaction
medium for DEL chemistry.14−20 Micelles can concentrate
hydrophobic reagents and substrates into their hydrocarbon
cores, thus physically separating the chemistry taking place at
the DEL’s reactive end from the DNA.18 The neutral surfactant
TPGS-750-M has been studied in depth for its ability to
facilitate DEL chemistry, although TPGS-750-M had not been
investigated in the coupling of Fmoc-amino acids to N-methyl
amine nucleophiles.14−16,20

We synthesized four DNA-peptide conjugates (1−4) to
investigate micellar conditions for the formation of N-methyl
amide bonds on DELs. Conjugates 1 and 2 terminate in a
simple primary amine, and conjugates 3 and 4 terminate in the
secondary amine of NH(Me)-Leu. Waring et al. reported that
an alkyl linker could significantly improve reaction efficiency
under micellar conditions, while a PEG linker was thought to
disfavor the association with the surfactant.19 Therefore, we
constructed the conjugates with either a PEG linker (1 and 3)
or an alkyl linker (2 and 4). Acylations were initially performed
with the model substrate Fmoc-Leu-OH using a variety of
different coupling reagents (Table 2). The percentage of
surfactant (TPGS-750-M), temperature, and incubation time
was based on literature procedures optimized for micellar
amide couplings.19 To explore the surfactant effect, reactions
without the surfactant were performed in deionized water. The
data in Table 2 underscores the well-known challenge of
coupling amino acids to secondary (3 and 4) compared to
primary (1 and 2) amines. Consistent with the observations by
Waring et al.,19 the linker had a strong effect on coupling
efficiency, with much higher conversions observed for the alkyl
linker compared to the PEG linker (Table 2). Taken together,
these results suggest that the alkyl linker alone may induce a
phase-separated microenvironment in which water is excluded
and/or the active ester is concentrated near the reactive amine.
Among screened coupling reagents, EEDQ and IIDQ

functioned better in the micellar conditions and gave clean
desired products with high conversions using model primary
amine 2. However, couplings onto the more hindered amine of
Leu(NMe) (4) using EEDQ/IIDQ led to significant capping
of the amine to form the ethyl or isobutyl carbamate,
respectively (Figures S8 and S9). We also performed coupling
reactions between 2/4 and two other amino acids, Fmoc-Gly-
OH and Fmoc-Ala-OH, using EEDQ or IIDQ as coupling
reagents. The corresponding carbamate side products were
also observed in the reactions with 4 (Tables S3 and S4). The
secondary amine, with its higher nucleophilicity, might be
more predisposed to form the carbamate with EEDQ or IIDQ.
BTC was most effective in forming an N-methyl amide bond,

Table 1. Conversion of DEAE Resin-Adsorbed DEL Amide
Couplings

Deeper green corresponds to a higher conversion. aConcentrations of
reagents in the final reaction solution: Fmoc-Leu-OH (75 mM),
coupling reagent (50 mM), and base (150 mM). bConversion
includes side products. Side products were overlapped with products
in UV chromatography but identified by the mass spectrum.
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resulting in more than 70% conversion on conjugate 4 in both
water and micellar solution (Table 2). Complementary to
Franzini’s study on the amide couplings to sterically hindered
amines on DNA,8 BTC could be an alternative coupling
reagent for DEL amide coupling to generate amide bonds
more efficiently and with higher chemoselectivity.
Screening Coupling Reagents in Cosolvent Systems.

In the investigation of DEL amide couplings in the presence of
the surfactant, we found that couplings proceeded with similar
efficiencies in water and micellar solution (Table 2), which
prompted us to further assess the reproducibility of DEL
peptide couplings in aqueous solution. We repeated the
coupling between Fmoc-Leu-OH and the four DNA
conjugates (1−4) in mixed solvents containing water and an
organic cosolvent (Table 3). HATU in the cosolvent system

has been successfully applied for constructing DEL peptides.25

Our data further confirmed that HATU is an efficient coupling
reagent for the acylation of primary amines. However, we were
not able to observe acylation to the DNA-conjugated
secondary amine (Table 3). COMU performed better in the
aqueous conditions with a DMF cosolvent compared to the
micellar conditions. EEDQ and IIDQ were unable to facilitate
the DEL amide couplings in the cosolvent system. We tried
both DMF and THF as the cosolvent for BTC-mediated
couplings, and THF provides higher coupling efficiencies.
BTC-mediated coupling of conjugate 4 in THF achieved 100%
conversion (Table 3). Under identical conditions, nucleophiles
linked to DNA through PEG (1 and 3) were acylated with
lower efficiency compared to the nucleophiles tethered via the
all-alkyl linker (2 and 4) (Table 3). Similar observations were
found in the micellar conditions, further indicating that the
alkyl linker provides a microenvironment that favors amide
bond formation, while the PEG linker disfavors acylation.
To better compare the micellar and cosolvent conditions for

BTC-mediated couplings, we investigated the coupling of 4
with six hydrophobic amino acids (Table 4). The reactions
generally showed higher conversions in the cosolvent
condition, except for the coupling of 4 with Fmoc-(NMe)-
Val-OH, which fared slightly better in micelles. The data
revealed that the micellar and cosolvent conditions provide
similar efficiencies in the BTC-mediated coupling onto a DNA-
conjugated secondary amine nucleophile, with the cosolvent
system performing slightly better than the micelles overall.
Reaction Condition Exploration. To further optimize

these reaction conditions, we coupled Fmoc-Leu-OH onto the
HN(Me)-Leu-DNA amine while varying the concentrations of
reagents and the ratio of THF and water (Table 5). The
reaction efficiency decreased with decreasing concentration of
reactants (Table 5, Entry 1−4). We also tested lower
concentrations of amino acids and coupling reagents under
micellar conditions, which also gave lower coupling efficiencies
(Table S5). The addition of DIPEA to the reaction
significantly increased the conversion (Table 5, Entry 1 vs
5) while reducing the ratio of THF to water from 2:1 to 1:1
decreased conversion (Table 5, Entry 1 vs 6). In conclusion,
the coupling efficiency benefits from a high concentration of
reactants, a higher ratio of THF, and the presence of DIPEA.

Table 2. Screening Coupling Reagents for the Couplings of
Fmoc-Leu-OH to Various Substrates and Linkers under
Micellar Conditions

Percent product was shown in each cell. a3% TPGS-750-M solution
(+) vs deionized water (−). Final concentration: Fmoc-Leu-OH (0.5
M). b0.5 M. c2 M. dFmoc-Leu-OH, BTC, and 2,4,6-collidine were
added to THF to give final concentrations of 0.5 M, 0.16 mM, and 1
M, respectively. After 10 min, this pre-activated solution was
centrifuged, 20 μL of the supernatant was pipetted into a new tube,
and THF was dried by air flow. Then, 30 μL of borate buffer
containing the DNA conjugate (0.1 mM) and DIPEA (0.3 M) was
added to the reaction. The reaction was performed at room
temperature for 2 h.

Table 3. Screening Coupling Reagents for the Couplings of
Fmoc-Leu-OH to Various Substrates and Linkers under
Cosolvent Systems

Percent product was shown in each cell. aDMF. bTHF was used as a
cosolvent. cFmoc-amino acids, BTC, and 2,4,6-collidine were added
to THF to give final concentrations of 0.5 M, 0.16 mM, and 1 M,
respectively. After 10 min, the pre-activated solution was centrifuged.
20 μL of the supernatant was pipetted into 10 μL of DNA conjugate
solution (0.3 mM in borate buffer). Then, 1.57 μL of DIPEA was
added to give a final concentration of 0.3 M. The reaction was
performed at room temperature for 2 h.
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Reaction Scope using BTC as Coupling Reagents.
Next, we explored the substrate scope of BTC-mediated amide
coupling. We performed an expanded-scope study on a
combinatorial matrix between different DNA-peptide con-
jugates and Fmoc-amino acids (Tables 6 and S6).
Pleasingly, test reactions between a range of substrates and

N-methyl amine conjugates (4−6) proceed in moderate to

Table 4. Comparison of BTC-Mediated DEL Amide
Couplings in Micellar Conditions and Cosolvent Conditions

condition

Fmoc-AA-OH cosolvent systema micellar conditionb

Leu 100 87
Pro 92 87
Val 66 60
D-Phe 32 20
(NMe)Leu 67 63
(NMe)Val 63 74

% Product was shown in each cell. The coupling protocol was
identical to the one shown in Tables 3a and 2b.

Table 5. Condition Optimization of BTC-Mediated DEL
Amide Couplings

% Product was shown in each cell. Deeper green corresponds to
higher conversion. aTo a reaction tube containing THF was added
Fmoc-Leu-OH, BTC, and collidine to give final concentrations as
listed in the table. After 10 min, the pre-activated solution was
centrifuged. 20 μL of the supernatant was pipetted into 10 μL of DNA
conjugate solution with/without DIPEA. The reaction was performed
at room temperature for 2 h.

Table 6. Reactions Scope of BTC-Mediated DEL Amide
Couplings

% Product was shown in each cell. Deeper green corresponds to
higher conversion. The conversion was improved by adouble or btriple
couplings (the conversion of the single couplings is shown in Table
S6). cSide product was observed. dConversion was obtained from
double couplings using DMT-MM as the coupling reagent.
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excellent conversion to generate a clean product (Table 6).
Even very difficult couplings, such as between Fmoc-Leu-
(NMe)-OH and the secondary amine of Leu(NMe)
conjugated to DNA, proceeded in a very high yield. The
coupling of Fmoc-Val-OH generated a significant amount of
side products corresponding to the addition of a second
equivalent of Fmoc-Val-OH (Figure S25). The prevalence of
this side product increased with additional couplings and could
not be removed by treatment with 40% ammonium hydroxide
and methyl amine (ν: ν = 1:1),26 suggesting that it was the
result of an irreversible acylation of the nucleobases of the
encoding DNA. Despite the well-known challenges of coupling
onto highly hindered, β-branched secondary amine nucleo-
phile,27 coupling onto Val(NMe) (6) was successful for a
variety of Fmoc-amino acids, although the yields were
somewhat lower compared to couplings onto less hindered
substrates 4 and 5.
We found that Fmoc-Abu-OH, Fmoc-Gly-OH, and Fmoc-

Ala-OH coupled with quite poor efficiencies, perhaps due to
the competition between coupling and hydrolysis of the active
ester for these less hindered reactants. To improve the
couplings of those three amino acids onto DNA-tethered
NMe-amino acids, six coupling reagents were screened (Table
S7). Among the reagents tested, DMT-MM showed the most
promise. Fmoc-Gly-OH achieved higher conversions using
DMT-MM compared to Fmoc-Ala-OH and Fmoc-Abu-OH
(Table 6). DMT-MM was less effective for the couplings onto
NMe-Val-DNA (Table 6).
We also performed these couplings on the counterparts of

DNA conjugates with a PEG linker (Table S6). Consistent
with the result of Table 5, the PEG linker caused very poor
coupling efficiencies across. Therefore, the alkyl linker is
required for achieving efficient couplings to N-methyl amines
on DNA with a broad substrate scope. Given the remarkably
efficient reaction profiles, the BTC-mediated protocol might
find widespread use in the field of DNA-encoded library
synthesis.
Synthesis of a Test Compound. To demonstrate that the

developed BTC-mediated protocol is DNA-compatible, we
synthesized a linear DNA-peptide conjugate and evaluated the
integrity of the post-reaction DNA (Figure 1A). In each cycle,

DNA ligation was performed, followed by the amide coupling
either using HATU or BTC as a coupling reagent (Scheme
S1). A closing tag was put onto the conjugate in the last step to
give a 73 base-paired DNA-peptide conjugate (Figure S81).
The post-reaction DNA was amplified by PCR, which gave a
clean amplified product with the correct length (Figure 1B).
The PCR product was subjected to Sanger sequencing, which
produced the expected DNA sequence (Figure 1C). The post-
reaction DNA on the test compound was amplified and
quantified by qPCR. The amount of intact, amplifiable DNA
was 92.4% of the total DNA input, indicating that the DNA
maintained its integrity after multiple BTC-mediated peptide
couplings. (Table S12). Cumulatively, the gathered data
indicates that the BTC-mediated coupling condition is
compatible with DNA over multiple coupling and DNA
ligation cycles.

■ CONCLUSIONS
We evaluated different conditions for the acylation of DNA-
conjugated secondary amino acids, including ion-exchange
resins, micellar conditions, and cosolvent systems. We found
that acylation on the bases of the encoding DNA might take
place in the couplings on DEAE Sepharose resins under
organic conditions. BTC is a suitable coupling reagent for
forming N-methyl amide bonds on DNA. While we found that
the commonly used surfactant TPGS-750-M had little effect on
reaction efficiency, micellar conditions may be required based
on the large difference in yield between alkyl- vs. PEG-tethered
amines. Herein, we demonstrated a method to achieve the
formation of N-methyl amide bonds on DEL peptides, thus
expanding the DEL-accessible chemical space to include this
important peptide backbone modification. The DNA-compat-
ible BTC-mediated protocol has been shown to be highly
effective for the formation of N-methyl peptide bonds with a
relatively wide substrate scope and causes no apparent signs of
DNA damage. However, our study indicates that certain amino
acids could be out of the substrate scope of the developed
protocol. Therefore, building block validation is recommended
when the BTC-mediated protocol is used for DEL
constructions. This work expands the toolkit for DEL reactions

Figure 1. Test compound. (A) Structure and synthesis of the test compound. (B) Gel electrophoresis of the PCR product of the test compound.
(C) Sanger sequencing of the PCR product.
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and contributes to a higher chance of discovering passive cell-
permeable peptide hits using DNA-encoded technology.

■ ASSOCIATED CONTENT
*sı Supporting Information
The Supporting Information is available free of charge at
https://pubs.acs.org/doi/10.1021/acsomega.3c00576.

Chemical abbreviations, experimental methods, addi-
tional discussion, figures, schemes, tables, and LC-MS
data (PDF)

■ AUTHOR INFORMATION
Corresponding Author

R. Scott Lokey − Department of Chemistry and Biochemistry,
University of California Santa Cruz, Santa Cruz, California
95064, United States; orcid.org/0000-0001-9891-1248;
Email: slokey@ucsc.edu

Authors
Panpan Zhang − Department of Chemistry and Biochemistry,

University of California Santa Cruz, Santa Cruz, California
95064, United States; orcid.org/0000-0003-0081-7320

Grant Koch − Department of Chemistry and Biochemistry,
University of California Santa Cruz, Santa Cruz, California
95064, United States

Yankun Zhang − College of Letters and Science, University of
California Santa Barbara, Santa Barbara, California 93106,
United States

Kevin Yang − Department of Chemistry and Biochemistry,
University of California Santa Cruz, Santa Cruz, California
95064, United States

Complete contact information is available at:
https://pubs.acs.org/10.1021/acsomega.3c00576

Author Contributions
S.L. and P.Z. conceived the research. P.Z. designed and
performed the screening of different coupling reagents in
different coupling conditions and synthesized the test
compound. G.K. designed and performed the amide couplings
using DMT-MM as the coupling reagent. Y.Z. conducted the
substrate scope study of BTC-mediated couplings. K.Y.
assisted with the TA clone for Sanger sequencing. P.Z. wrote
the manuscript, and S.L. assisted with editing and revisions. All
authors gave approval to the final version of the manuscript.
Notes
The authors declare no competing financial interest.

■ ACKNOWLEDGMENTS
This work was supported by a grant from Daiichi-Sankyo, Ltd.
The authors acknowledge Qiangli Zhang (UC Santa Cruz,
manager of the LC-MS facility). We would like to thank Prof.
Casey Krusemark for the very helpful discussions.

■ REFERENCES
(1) Gironda-Martínez, A.; Donckele, E. J.; Samain, F.; Neri, D.
DNA-Encoded Chemical Libraries: A Comprehensive Review with
Succesful Stories and Future Challenges. ACS Pharmacol. Transl. Sci.
2021, 2021, 1265−1279.
(2) Mannocci, L.; Leimbacher, M.; Wichert, M.; Scheuermann, J.;
Neri, D. 20 Years of DNA-Encoded Chemical Libraries. Chem.
Commun. 2011, 47, 12747−12753.

(3) Plais, L.; Scheuermann, J. Macrocyclic DNA-Encoded Chemical
Libraries: A Historical Perspective. RSC Chem. Biol. 2022, 3, 7−17.
(4) Naylor, M. R.; Bockus, A. T.; Blanco, M. J.; Lokey, R. S. Cyclic
Peptide Natural Products Chart the Frontier of Oral Bioavailability in
the Pursuit of Undruggable Targets. Curr. Opin. Chem. Biol. 2017, 38,
141−147.
(5) Vinogradov, A. A.; Yin, Y.; Suga, H. Macrocyclic Peptides as
Drug Candidates: Recent Progress and Remaining Challenges. J. Am.
Chem. Soc. 2019, 141, 4167−4181.
(6) Wang, C. K.; Craik, D. J. Review Cyclic Peptide Oral
Bioavailability: Lessons From the Past. Peptide Science 2016, 106,
901−909.
(7) Naylor, M. R.; Ly, A. M.; Handford, M. J.; Ramos, D. P.; Pye, C.
R.; Furukawa, A.; Klein, V. G.; Noland, R. P.; Edmondson, Q.;
Turmon, A. C.; Hewitt, W. M.; Schwochert, J.; Townsend, C. E.;
Kelly, C. N.; Blanco, M. J.; Lokey, R. S. Lipophilic Permeability
Efficiency Reconciles the Opposing Roles of Lipophilicity in
Membrane Permeability and Aqueous Solubility. J. Med. Chem.
2018, 61, 11169−11182.
(8) Franzini, R. M.; Samain, F.; Abd Elrahman, M.; Mikutis, G.;
Nauer, A.; Zimmermann, M.; Scheuermann, J.; Hall, J.; Neri, D.
Systematic Evaluation and Optimization of Modification Reactions of
Oligonucleotides with Amines and Carboxylic Acids for the Synthesis
of Dna-Encoded Chemical Libraries. Bioconjug. Chem. 2014, 25,
1453−1461.
(9) Falb, E.; Yechezkel, T.; Salitra, Y.; Gilon, C. In Situ Generation
of Fmoc-Amino Acid Chlorides Using Bis- (Trichloromethyl)-
Carbonate and Its Utilization for Difficult Couplings in Solid-Phase
Peptide Synthesis. J. Pept. Res. 1999, 53, 507−517.
(10) Wrenn, S. J.; Weisinger, R. M.; Halpin, D. R.; Harbury, P. B.
Synthetic Ligands Discovered by in Vitro Selection. J. Am. Chem.Soc.
2007, 129, 13137−13143.
(11) Halpin, D. R.; Lee, J. A.; Wrenn, S. J.; Harbury, P. B. DNA
Display III. Solid-Phase Organic Synthesis on Unprotected DNA.
PLoS Biol. 2004, 2, 1031−1038.
(12) Flood, D. T.; Asai, S.; Zhang, X.; Wang, J.; Yoon, L.; Adams, Z.
C.; Dillingham, B. C.; Sanchez, B. B.; Vantourout, J. C.; Flanagan, M.
E.; Piotrowski, D. W.; Richardson, P.; Green, S. A.; Shenvi, R. A.;
Chen, J. S.; Baran, P. S.; Dawson, P. E. Expanding Reactivity in DNA-
Encoded Library Synthesis via Reversible Binding of DNA to an Inert
Quaternary Ammonium Support. J. Am. Chem. Soc. 2019, 141, 9998−
10006.
(13) Ruff, Y.; Martinez, R.; Pellé, X.; Nimsgern, P.; Fille, P.;
Ratnikov, M.; Berst, F. An Amphiphilic Polymer-Supported Strategy
Enables Chemical Transformations under Anhydrous Conditions for
DNA-Encoded Library Synthesis. ACS Comb. Sci. 2020, 22, 120−128.
(14) Stanway-Gordon, H. A.; Graham, J. S.; Waring, M. J. On-DNA
Transfer Hydrogenolysis and Hydrogenation for the Synthesis of
DNA-Encoded Chemical Libraries. Angew. Chemie - Int. Ed. 2022, 61,
No. e202111927.
(15) Hunter, J. H.; Prendergast, L.; Valente, L. F.; Madin, A.;
Pairaudeau, G.; Waring, M. J. High Fidelity Suzuki−Miyaura
Coupling for the Synthesis of DNA Encoded Libraries Enabled by
Micelle Forming Surfactants. Bioconjugate Chem. 2022, 21, 55.
(16) Graham, J. S.; Hunter, J. H.; Waring, M. J. Micellar Buchwald−
Hartwig Coupling of Aryl and Heteroarylamines for the Synthesis of
DNA-Encoded Libraries. J. Org. Chem. 2021, 86, 17257−17264.
(17) Trinh, T.; Chidchob, P.; Bazzi, H. S.; Sleiman, H. F. DNA
Micelles as Nanoreactors: Efficient DNA Functionalization with
Hydrophobic Organic Molecules. Chem. Commun. 2016, 52, 10914.
(18) Novák, Z.; Adamik, R.; Buchholcz, B.; Darvas, F.; Sipos, G. The
Potential of Micellar Media in the Synthesis of DNA-Encoded
Libraries. Chem.- A Eur. J. 2022, 28, No. e2021039.
(19) Klika, M.; Kopic,́ S. K.; Gramse, C.; Dieter, M.; Pospich, S.;
Raunser, S.; Weberskirch, R.; Brunschweiger, A. Micellar Brønsted
Acid Mediated Synthesis of DNA-Tagged Heterocycles. J. Am. Chem.
Soc. 2019, 141, 10546−10555.
(20) Hunter, J. H.; Anderson, M. J.; Castan, I. F. S. F.; Graham, J. S.;
Salvini, C. L. A.; Stanway-Gordon, H. A.; Crawford, J. J.; Madin, A.;

ACS Omega http://pubs.acs.org/journal/acsodf Article

https://doi.org/10.1021/acsomega.3c00576
ACS Omega 2023, 8, 23477−23483

23482

https://pubs.acs.org/doi/10.1021/acsomega.3c00576?goto=supporting-info
https://pubs.acs.org/doi/suppl/10.1021/acsomega.3c00576/suppl_file/ao3c00576_si_001.pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="R.+Scott+Lokey"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://orcid.org/0000-0001-9891-1248
mailto:slokey@ucsc.edu
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Panpan+Zhang"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://orcid.org/0000-0003-0081-7320
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Grant+Koch"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Yankun+Zhang"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Kevin+Yang"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/doi/10.1021/acsomega.3c00576?ref=pdf
https://doi.org/10.1021/acsptsci.1c00118?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acsptsci.1c00118?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1039/c1cc15634a
https://doi.org/10.1039/D1CB00161B
https://doi.org/10.1039/D1CB00161B
https://doi.org/10.1016/j.cbpa.2017.04.012
https://doi.org/10.1016/j.cbpa.2017.04.012
https://doi.org/10.1016/j.cbpa.2017.04.012
https://doi.org/10.1021/jacs.8b13178?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/jacs.8b13178?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1002/bip.22878
https://doi.org/10.1002/bip.22878
https://doi.org/10.1021/acs.jmedchem.8b01259?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acs.jmedchem.8b01259?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acs.jmedchem.8b01259?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/bc500212n?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/bc500212n?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/bc500212n?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1034/j.1399-3011.1999.00049.x
https://doi.org/10.1034/j.1399-3011.1999.00049.x
https://doi.org/10.1034/j.1399-3011.1999.00049.x
https://doi.org/10.1034/j.1399-3011.1999.00049.x
https://doi.org/10.1021/ja073993a?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1371/journal.pbio.0020175
https://doi.org/10.1371/journal.pbio.0020175
https://doi.org/10.1021/jacs.9b03774?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/jacs.9b03774?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/jacs.9b03774?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acscombsci.9b00164?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acscombsci.9b00164?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acscombsci.9b00164?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1002/anie.202111927
https://doi.org/10.1002/anie.202111927
https://doi.org/10.1002/anie.202111927
https://doi.org/10.1021/acs.joc.1c02325?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acs.joc.1c02325?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acs.joc.1c02325?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1039/C6CC04970B
https://doi.org/10.1039/C6CC04970B
https://doi.org/10.1039/C6CC04970B
https://doi.org/10.1021/jacs.9b05696?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/jacs.9b05696?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
http://pubs.acs.org/journal/acsodf?ref=pdf
https://doi.org/10.1021/acsomega.3c00576?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as


Pairaudeau, G.; Waring, M. J. Highly Efficient On-DNA Amide
Couplings Promoted by Micelle Forming Surfactants for the Synthesis
of DNA Encoded Libraries. Chem. Sci. 2021, 12, 9475−9484.
(21) Li, Y.; Gabriele, E.; Samain, F.; Favalli, N.; Sladojevich, F.; Rg
Scheuermann, J.; Neri, D. Optimized Reaction Conditions for Amide
Bond Formation in DNA-Encoded Combinatorial Libraries. ACS
Comb. Sci. 2016, 18, 3.
(22) Zhu, Z.; Shaginian, A.; Grady, L. C.; O’Keeffe, T.; Shi, X. E.;
Davie, C. P.; Simpson, G. L.; Messer, J. A.; Evindar, G.; Bream, R. N.;
Thansandote, P. P.; Prentice, N. R.; Mason, A. M.; Pal, S. Design and
Application of a DNA-Encoded Macrocyclic Peptide Library. ACS
Chem. Biol. 2018, 13, 53−59.
(23) Onda, Y.; Bassi, G.; Elsayed, A.; Ulrich, F.; Oehler, S.; Plais, L.;
Scheuermann, J.; Neri, D. A DNA-Encoded Chemical Library Based
on Peptide Macrocycles. Chem. - A Eur. J. 2021, 7160−7167.
(24) Flood, D. T.; Zhang, X.; Fu, X.; Zhao, Z.; Asai, S.; Sanchez, B.
B.; Sturgell, E. J.; Vantourout, J. C.; Richardson, P.; Flanagan, M. E.;
Piotrowski, D. W.; Kölmel, D. K.; Wan, J.; Tsai, M. H.; Chen, J. S.;
Baran, P. S.; Dawson, P. E. RASS-Enabled S/P−C and S−N Bond
Formation for DEL Synthesis. Angew. Chemie - Int. Ed. 2020, 59,
7377−7383.
(25) Liu, W.; Bai, X.; Song, L.; Wang, X.; Lu, X. Constructing Head-
to-Tail Cyclic Peptide DNA-Encoded Libraries Using Two-Direc-
tional Synthesis Strategy. Bioconjugate Chem. 2022, 33, 560−565.
(26) Chheda, P. R.; Simmons, N.; Schuman, D. P.; Shi, Z.
Palladium-Mediated Carbonylative Suzuki Coupling for DNA-
Encoded Library Synthesis. J. Am. Chem. Soc. 2019, 141, 10546−
10555.
(27) Angelí, Y. M.; Thomas, T. L.; Flentke, G. R.; Rich, D. H. Solid-
Phase Synthesis of Cyclosporin Peptides. J. Am. Chem. Soc. 1995, 117,
7279−7280.

ACS Omega http://pubs.acs.org/journal/acsodf Article

https://doi.org/10.1021/acsomega.3c00576
ACS Omega 2023, 8, 23477−23483

23483

https://doi.org/10.1039/D1SC03007H
https://doi.org/10.1039/D1SC03007H
https://doi.org/10.1039/D1SC03007H
https://doi.org/10.1021/acscombsci.6b00058?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acscombsci.6b00058?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acschembio.7b00852?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acschembio.7b00852?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1002/chem.202005423
https://doi.org/10.1002/chem.202005423
https://doi.org/10.1002/anie.201915493
https://doi.org/10.1002/anie.201915493
https://doi.org/10.1021/acs.bioconjchem.2c00078?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acs.bioconjchem.2c00078?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acs.bioconjchem.2c00078?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/jacs.9b05696?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/jacs.9b05696?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/ja00132a042?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/ja00132a042?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
http://pubs.acs.org/journal/acsodf?ref=pdf
https://doi.org/10.1021/acsomega.3c00576?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as



