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ABSTRACT
Peptide nucleic acids (PNA) are artificially synthesized monomers or polymers that mimic
DNA or RNA sequences.[1,2] Due to their stability in biological conditions and their ability to bind
complementary to DNA or RNA, PNAs have potential medicinal value since they can be used to
block processes like replication, transcription, and protein synthesis.[3,4] Though most PNAs are
commercially synthesized, the goal of this project was to introduce a propargyl moiety. This
enables the final PNA monomer to have an alkyne which allows functional groups (like a
polyamine tail, fluorescent tag, or an alkylating group) to be added at the end or any time
throughout the synthesis. The PNA monomer will be made with all five nucleotide bases (adenine,
cytosine, guanine, thymine, and uracil). Another importance of this PNA monomer is its ability to
undergo click reactions to add functional groups or a charge.[5,6] Click chemistry is a chemical
reaction that commonly uses copper-catalyzed coupling to combine an azide with an alkyne. The
ability to use click chemistry is beneficial since it can be done in biological conditions, has a near
quantitative yield with few byproducts, and is relatively quick to perform. In conclusion, this
project is useful since these PNA sequences can be used to modulate processes and treat a variety
of diseases while having the ability to add groups that will give the PNA various functionalities.
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INTRODUCTION
Peptide nucleic acids (PNAs) are synthetically made molecules that mimic DNA and RNA
sequences.[1,2] Because of their structural and functional similarity, PNAs are able to bind to DNA
and RNA molecules and as a result can regulate important cellular processes such as DNA
replication, transcription, and translation.[3,4] The sequence-specific binding between DNA and
PNA or RNA and PNA exhibits traditional Watson-Crick hydrogen-bonding between the bases of
the DNA or RNA and the bases of the PNA.[7] This hydrogen-bonding pattern is an important
feature of PNA as it further improves the ability of PNA to successfully target certain genes and
regulate cellular processes. Figure 1 illustrates the structural similarity between the structure of a
PNA and that of DNA or RNA. As seen in Figure 1, PNAs derive their name from the peptide
bonds that are connecting PNA monomers together to create the PNA polymer.

Figure 1: Comparison of the structure of DNA/RNA with the structure of PNA.
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There has been much research done on PNAs due to their potential medicinal value based
on their complementary binding to DNA or RNA.[3] Since PNAs are able to successfully target
certain sequences of DNA or RNA, there is potential for gene or antisense therapy.[4,8-11] In
addition, research has shown that PNAs have been successful in antiviral therapy and targetdirected anti-cancer therapy.[12-15] Another important advantage of PNA is its resistance to
degradation by enzymes like nucleases or proteases due to their non-traditional polyamide
backbone.[14, 16] This property makes PNAs even more medicinally valuable as they are less likely
to be degraded within the cell, thus increasing their ability to successfully attach to their sequence
of interest.
The continued interest in PNAs’ medicinal value has led to more research on ways to
modify PNA to improve their ability to function in biological conditions. For instance, poor
solubility of PNA polymers in water could be problematic for medicinal applications.[17] As a
result, researchers have begun to experiment with the solubility of PNA in water by attaching
charged groups to the molecule.[17] Additionally, more interest has been placed on functionalizing
PNA by adding groups that could enhance their usefulness.[18] For example, attaching a fluorescent
tag to the PNA would be beneficial in diagnostics, as biosensors, or as a cell biology probe.
Furthermore, the addition of an alkylating group could aid in destruction of a DNA or RNA
fragment that is causing disease. Alternatively, attaching folate may be beneficial in targeted anticancer therapy.[19-21] Figure 2 shows the structure of a PNA polymer with spheres indicating where
functional groups could be attached.
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Figure 2. Example of a functional PNA polymer. The grey sphere represents where functional
groups could attach, where the black sphere represents a charged group that could be attached.

The goal of this research was to synthesize a PNA monomer that is compatible with click
chemistry. Click chemistry is a versatile and orthogonal strategy to install any number of different
functional groups either before or after the PNA oligomer is synthesized.
The target monomer is shown below in Figure 3. This PNA monomer has never been made
before according to SciFinder searches, however, the monomer has much potential for medicinal
use. As seen below in Figure 3, the monomer contains a propargyl group shown in pink, which is
beneficial for attaching the functional groups including those groups described earlier.
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Figure 3: Target PNA monomer with the propargyl group shown in pink.
In general, a click chemistry reaction is any reaction that does not require purification,
gives high yields, and is quick and simple to perform. [5,6,22] The most common example of click
chemistry is the copper-catalyzed reaction between an azide and an alkyne (Scheme 1).[5,6,23] Click
chemistry is advantageous in many ways and may be performed in water which is important for
compounds synthesized for biological applications.[5, 22]

Scheme 1: General copper-catalyzed click chemistry cycloaddition between an azide and an
alkyne.
Applying click chemistry to PNA has not been explored broadly.[23, 24] To advance these
studies, this research focused on synthesizing a target PNA monomer compatible with chick
chemistry (Figure 3). The generality of the monomer is shown in Scheme 2. Here the target PNA
monomer undergoes a click reactions with an azide containing a phosphonate group. This charged
group should improve PNA solubility in water.
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Scheme 2: Possible click reaction of the target PNA monomer with a charged functional group.
In order to synthesize the target PNA monomer, a general synthetic scheme was proposed,
shown in Scheme 3. While the literature describes the synthesis of various PNA monomers,[25-29]
this target PNA monomer has never been synthesized before. The design allows for the efficient
synthesis of any base-containing monomer (adenine, cytosine, guanine, thymine, and uracil),
because only the last step must be modified to introduce a new base. This design is important since
there does not have to be a different route for each base. As seen in Scheme 3, the synthesis begins
with the addition for propargyl bromide to aminoacetaldehyde dimethyl acetal. The propargyl
bromide introduces the propargyl group to the compound which will eventually be important for
click chemistry. Next, the addition of a protecting group (PG) is important to ensure the secondary
amine will not react in subsequent steps or during automated PNA synthesis. The next two steps
involve hydrolysis and reductive amination in order to introduce another nitrogen available for
base addition. Finally, the last step involves the addition of the base which will be unique for each
of the five bases (adenine, cytosine, guanine, thymine, and uracil).

Scheme 3: General synthetic scheme to synthesize the target PNA monomer(s).
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Once the PNA monomers are synthesized they can either be functionalized via click
chemistry or undergo automated PNA synthesis in order to create PNA polymers. It is important
to note that not all five of the base-containing monomers are needed for applications, and instead
just introducing modifications at thymine, for example, could be sufficient. Automated PNA
synthesis is very similar to peptide synthesis which is the act of bringing amino acids together to
create proteins/polypeptides. Automated PNA synthesis creates a chain of connected monomers,
known as a polymer, by a series of coupling steps. The production of PNA polymers is medicinally
important in order to synthesize a PNA sequence that matches the sequence of interest in a certain
gene or mRNA.
The most common way automated PNA synthesis is performed is shown in Scheme 4.[30,
31]

The synthesis begins with attaching a single PNA monomer to a solid, polystyrene (PS) resin

via a linker (PAL) and a short polyethylene glycol (PEG) spacer. The PNA monomer is attached
to the resin at the C-terminus, which allows for the Fmoc-amine of the monomer to be freed and
available for the next step. Next, the Fmoc group is removed from the first PNA monomer allowing
for that free amine to condense with the carboxyl group of the incoming PNA monomer. This
coupling step uses HATU as the coupling agent. This iterative process continues by attaching one
monomer at a time. Once the desired polymer is created, the PNA oligomer is cleaved from the
resin in addition to any protecting groups on the bases.
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Scheme 4. Automated PNA synthesis.
Because of the specificity, the PNA polymers can be made with only a few monomers
containing certain functional groups, or it can be made with a functional group attached to every
single monomer if desired. By being able to pick and choose what is attached to which monomer
unit, these PNA polymers have the ability to be rationally designed for various applications. As a
result, this target PNA monomer can be very beneficial for medicinal applications.
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RESULTS AND DISCUSSION
The target PNA monomer was synthesized with a thymine base attached using Fmoc as a
protecting group. This thymine-containing PNA monomer can be seen in Figure 4. The overall
synthesis consisted of 5 steps and resulted in a 25% overall yield, or 76% yield average per step.
This section will explain each step used in order to synthesize this final thymine-containing PNA
monomer.

Figure 4. Synthesized thymine-containing PNA monomer with Fmoc as a protecting group.
1. Substitution of the Aminoacetal with Propargyl Bromide
The first step of the synthesis involves a substitution reaction between propargyl bromide
and aminoacetaldehyde dimethyl acetal seen in Scheme 5.[25] The purpose of this step was to
introduce the propargyl group which will be important for attaching functional groups via click
reactions later on. Initially, this step seemed problematic as the resulting product contained both
dialkylated and monoalkylated product, shown in Figure 5. Since the monoalkylated product is
needed for the next step, the order of the addition of the reactants was crucial.
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Figure 5. Monoalkylated product vs. dialkylated product resulting from the first step. The
monoalkylated product is the one that is needed for the next step.
As a result, it became clear that in order to maximize the amount of monoalkylated product
obtained, propargyl bromide in toluene must be added dropwise to a flask containing
aminoacetaldehyde dimethyl acetal. Performing the reaction this way resulted in the majority of
the final product to be monoalkylated (1H NMR showed a 94:6 ratio of monoalkylation versus
dialkylation). The chemical yield of the monoalkylated product was 81%, which was subsequently
used without further purification.

Scheme 5. Step 1: Substitution reaction between propargyl bromide and aminoaldehyde dimethyl
acetal.
2. Protection of the Secondary Amine
The next step of the synthesis is the protection of the nitrogen atom in the propargyl amine.
This step is very important step for two reasons. First, the amine is reactive. Because of its highly
reactive nature, it must be protected so it will not react during any steps further in the synthesis. If
the amine was not protected, it would react to create unwanted side products. As a result, it is very
important to protect this group to allow for better yields and cleaner reactions following this step.
The second reason protection of the nitrogen is important is because it is needed for automated
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PNA synthesis shown in Scheme 4. The removal of the protecting group from the nitrogen allows
for controlled elongation of the PNA. Thus, to make sure the target PNA monomer can be used in
automated PNA synthesis, the addition of this protecting group was crucial.
Several protecting groups are able to protect this nitrogen. However, Fmoc was the
protecting group of choice because Fmoc is a commonly used protecting groups for amino groups
and is commonly used for automated PNA synthesis. Additionally, Fmoc is easy to attach in high
yield. The structure of Fmoc is shown in Figure 6. Scheme 6 shows the conditions that were used
in order to protect the nitrogen using Fmoc.[26] This reaction was fast and easy to perform and
resulted in a high yield (99%) after purification using chromatography on a silica gel.

Figure 6: Structure of Fmoc.

Scheme 6. Step 2: Protection of the nitrogen using Fmoc as the protecting group.
3. Hydrolysis of the Acetal to an Aldehyde
The next step of the synthesis involved hydrolyzing the acetal in order to unmask an
aldehyde. The formation of the aldehyde facilitates reductive amination in the subsequent step.
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The aldehyde intermediate (shown in the brackets on Scheme 7), was not isolated and was instead
used directly in the next step. Scheme 7 shows the conditions that were utilized in the hydrolysis.[27]

Scheme 7. Step 3: Hydrolysis of the acetal to an aldehyde.
4. Reductive Amination
After the aldehyde intermediate was formed, the next step was reductive amination to
introduce the remainder of the monomer's backbone where one of the five bases (adenine, cytosine,
guanine, thymine, or uracil) will be ultimately attached. Reductive amination produces an amine
via an imine intermediate by reacting either an aldehyde or a ketone with an amine. Since the
previous step produced an aldehyde, it provides the carbonyl group used in reductive amination.
In addition, glycine tert-butyl ester hydrochloride is a primary amine that was used in this step as
it was commercially available. Thus, the reaction between the aldehyde and the primary amine
formed a secondary amine, which will be used in the next step to attach a base. The success of this
step relied upon the correct conditions. After multiple trials, using sodium cyanoborohydride
emerged as the best choice of reducing agent. Scheme 8 shows the conditions that proved to be
most successful for this step.[28] The isolation of the product was difficult because of the polarity
of the free amine and was thus avoided.
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Scheme 8. Step 4: Reductive amination.
5. Addition of a Nucleobase
The final step of this synthesis was the addition of one of the five nucleotide bases (adenine,
cytosine, guanine, thymine, and uracil). In this case, thymine was explored first since it does not
require a protecting group like the other three bases do. In addition, the carboxylic acid reagent is
commercially available.[32] The conditions used to add the thymine base are shown in Scheme 9.[29]
This final reaction completes the synthesis of the thymine-containing PNA monomer and proved
to be successful. A TLC and 1H NMR showed some impurities, so the product was purified using
silica gel chromatography starting with 2:3 (v/v) ethyl acetate/hexanes as the elution solvent, and
eventually ending with 9:1 ethyl acetate/hexanes. After the first purification, 1H NMR showed
there was still some impurity, so the product was purified again using a silica column starting at
2:3 ethyl acetate/hexanes and ending with 100% ethyl acetate. After this second purification, TLC
and the 1H NMR showed no impurity. Since the products from the previous steps were not isolated,
the 31% yield was calculated over three steps which is around a 70% average yield for each step.
In addition to 13C NMR and 1H NMR, high resolution mass spectrometry results verified that the
product was the intended thymine-containing PNA monomer.
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Scheme 9. Step 5: Attachment of the nucleobase.
Scheme 10 shows the overall synthesis that was completed in order to synthesize the final
thymine-containing PNA monomer. As noted in scheme 10, the overall yield was 25% over the
five-step synthesis, corresponding to average yield of 76% per step.

Scheme 10. Overall synthesis of the thymine-containing PNA monomer.
A high resolution mass spectrum of the final monomer confirmed that the final product
was in fact the desired thymine-containing PNA monomer. Figure 7 shows the experimental mass
spectrum obtained from the final product. The expected mass of the final product, C33H36N4O7,
was m/z 601.2657 and the mass spectrum found the actual mass to be m/z 601.2565. This data
shows a difference of only about 0.3 ppm, a variation that confirms the identity of the final product.
In addition to a high resolution mass spectrum of the final product, NMRs were collected
throughout the synthesis. These spectra are shown in the experimental section. It is important to
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note the appearance of rotamers in these spectra which can make the analysis of spectra
complicated.

Figure 7. High resolution mass spectrum of the final product.
Rotamers occur due to resonance in the amide structure creating a partial double-bond
character. As a result, the rotation around the C-N bond is slow enough that the NMR “sees” two
isomers of the carbamate. This behavior is shown in Figure 8 along with the C-N bonds in the final
compound that are responsible for the rotamers. In the NMR of the aldehyde, there will be two
rotamers since there is only one nitrogen, whereas in the NMR of the final compound there will
be four rotamers as a result of two amide nitrogens in the molecule.
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Figure 8. Resonance structures showing the double-bond character of an amide/carbamate
moiety and the resulting four isomers that are possible.
Figure 9 shows the 1H NMR of the aldehyde product obtained in step three. As seen in the
NMR, there are two aldehyde peaks around 9.5 ppm which are a result of the two rotamers of the
compound. Figure 10 shows the two rotamers that are possible for this structure.
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Figure 9. 1H NMR of the aldehyde.

Figure 10. The two rotamers of the aldehyde compound.
In addition, Figure 11 shows a 1H NMR of the final compound. The NMR looks messy,
but this is because there are four rotamers that exist (Figure 8).
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Figure 11. 1H NMR of the final compound.
The 1H-NMR spectrum of the final product is complex and hard to deconvolute. Twodimensional NMR may be useful in assigning each rotamer and its relative amount. Because of
the complexity of the 1H-NMR spectrum it is important to ensure the final product is pure. This
can be done with thin layer chromatography (TLC). Four different TLCs were performed, each in
a different solvent system to confirm there were no impurities in the final product. Figure 12 shows
the results of the TLCs with the solvent ratios and Rf values noted. As seen, there is only one spot
that was both UV and KMnO4 active. Because there was only one spot that shows up in all four of
the TLCs, it can be concluded the final product is pure. The purity of the product taken with the
high resolution mass spectrum establish the identity of the target molecule.
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Figure 12. TLCs of the final product.
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CONCLUSION AND FUTURE WORK
The synthesis of the thymine-containing PNA monomer was successful. Not only did
analysis of

13

C NMR, 1H NMR, and high resolution mass spectrum results confirm the final

product was the intended thymine-containing PNA monomer, the overall yield was satisfactory. A
yield of 25% over five steps means that on average each step has around a 76% yield which is
quite good. As a result, this synthetic scheme was proven to be successful.
There is a lot to be done in the future on this project. First, the other four base-containing
PNA monomers should be made (adenine, cytosine, guanine and uracil). Currently, the synthesis
of the base-protected cytosine acetic acid [32, 33] has been completed and is ready to be attached
using the final step shown in Scheme 9. However, the only thing that will change is the thymine
acetic acid will be exchanged for the cytosine acetic acid. After the remaining four base-containing
PNA monomers are made, either automated PNA synthesis can be performed or click chemistry
will be used to attach specific functional groups prior to incorporation into the oligomer.
The ability to use click chemistry was the purpose of the synthesized PNA monomer.
Future work includes using click chemistry to attach functional groups that are beneficial for
medicinal applications. Some important functional groups that may be added in the future include
the following:
•

Charged moiety (like a phosphonate group) to increase the solubility of PNA polymers in
water

•

Fluorescent probes could be helpful if the PNAs intended use is to be a biosensor for
diagnostics

•

Alkylating groups may be useful if the PNAs goal is to destroy a specific sequence, like an
mRNA that may be causing disease
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•

Folate may assist in target-directed anti-cancer therapy.
These functionalized PNA monomers may also be used in automated PNA synthesis to

create a polymer. Automated PNA synthesis with these PNA monomers would look much like it
does in Scheme 4 with a few modifications. Scheme 11 shows what the automated PNA synthesis
would most likely look like. What is highlighted in blue shows the major difference from what
was seen in Scheme 4. In this case, because the PNA monomers have the ability to be
functionalized using click chemistry, there will be either distinct functional groups or the original
propargyl group attached to the nitrogen instead of just a hydrogen which was seen in Scheme 4.
This will also allow for specificity on what monomers contain what specific functional group, if
any.

Scheme 11. Proposed automated PNA synthesis using PNA monomers synthesized from this
research.
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Furthermore, these PNA monomers and polymers may be sold to pharmaceutical
companies or other researchers that can use them in medicinal applications (e.g. gene or antisense
therapy, antiviral therapy, or target-directed anticancer therapy).
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EXPERIMENTAL SECTION
General Chemistry:
1

H NMR spectra were recorded on a 300-MHz Varian INOVA spectrometer or 400-MHz Bruker

Avance spectrometer. Chemical shifts for 1H NMR spectra (in parts per million) relative to internal
tetramethylsilane (Me4Si, δ = 0.00 ppm) with deuterated chloroform.
recorded at 75.5 or 101 MHz. Chemical shifts for
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13

C NMR spectra were

C NMR spectra are reported (in parts per

million) relative to CDCl3 (δ = 77.0 ppm). Flash chromatography experiments were carried out
on Silica Gel premium Rf grade (40−75 μm). Ethyl acetate/hexane mixtures or
dichloromethane/acetone were used as the eluent for chromatographic purifications. TLC plates
were visualized by UV or immersion in permanganate potassium (3 g KMnO4, 20 g K2CO3, 5 mL
5% aq. NaOH and 300 mL of water) followed by heating. High resolution mass spectra (HRMS)
were obtained either by direct probe (EI/CI) and analyzed by magnetic sector, or by electrospray
using a TOF analyzer.

Reagent and solvents:
All starting materials were purchased from commercial sources and used as received. The solvents
were distilled under N2 and dried according to standard procedures (DMF from MgSO4; CH3CN,
toluene and dichloromethane from CaH2).

First Step – Substitution Reaction:[25]

A 100 mL round bottom flask containing

aminoacetaldehyde dimethyl acetal (6.0 equiv, 32 mL, 300 mmol) was flushed with N2. Propargyl
bromide (80% in toluene, 1.0 equiv, 5.6 mL, 50 mmol) was added dropwise at room temperature.
The reaction mixture stirred for 24 hours in room temperature under N2. The reaction was
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quenched with DCM (40 mL) and washed with water, NaHCO3, and finally brine. The organic
layer was dried with MgSO4, filtered, and evaporated. 1H NMR showed 94% of the product was
the intended monoalkylated product with 6% was the unwanted dialkylated product. The final
yield was 81% and the product was used without additional purification. Figure 13 shows the 1H
NMR of the product.

1

H NMR (400 MHz, CDCl3):  = 4.51 (t, J = 6 Hz, 1H), 3.47 (d, J = 2 Hz, 2H), 3.41 (s, 6H), 2.81

(d, J = 6 Hz, 2H), 2.25 (t, J = 2 Hz, 1H).

Figure 13. 1H NMR of the product from the first step
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Second Step – Protection of the Nitrogen:[26] The product from the first step (1 equiv, 4.06 g,
32.2 mmol) was transferred to a 250 mL round bottom flask in which THF (64.4 mL, 0.5 M) was
added in addition to DIPEA (1.2 equiv, 6.73 mL, 38.6 mmol). Then FmocCl (1.1 equiv, 9.16 g,
35.4 mmol) was added and reaction mixture stirred overnight in room temperature and under N2.
The reaction was quenched using ethyl acetate and washed with NH4Cl and then brine. The organic
layer was dried with MgSO4 and was filtered and then evaporated. 1H NMR showed some
impurities so the product was purified using a silica column 9:1 then 8:2 hexane/ethyl acetate
mixture. 1H NMR of the purified product showed very few impurities to afford 11.27 g (96%).
Figure 14 shows the 1H NMR of this product. Figure 15 shows the 13C NMR of this product.

1

H NMR (400 MHz, CDCl3):  = 7.79 (d, J = 8 Hz, 2H), 7.68 (d, J = 8 Hz, 1H), 7.62 (d, J = 8 Hz,

1H), 7.43 (t, J = 8 Hz, 2H), 7.34 (t, J = 8 Hz, 2H), 4.63 (d, J = 6 Hz, 1H), 4.53 (t, J = 6 Hz, 0.5H),
4.45 (d, J = 7 Hz, 1H), 4.31 (t, J = 7 Hz, 0.5H), 4.26 (t, J = 6 Hz, 0.5H), 4.26-4.24 (m, 2H), 4.10
(t, J = 5 Hz, 0.5H), 3.52 (d, J = 5 Hz, 1H), 3.44 (s, 3 H), 3.26 (d, J = 6 Hz, 1H), 3.25 (s, 3H), 2.28
(m, 0.5H), 2.23 (m, 0.5H).

13

C NMR (101 MHz, CDCl3):  = 155.7 (2 peaks), 143.9, 141.4, 127.7,

127.1 (2 peaks), 125.2, 124.7, 120.0, 103.5 (2 peaks), 79.4, 79.2, 71.9, 68.0, 67.0, 54.7, 48.4, 47.6.
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Figure 14. 1H NMR after addition of Fmoc.

Figure 15. 13C NMR after addition of Fmoc.
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Third Step – Hydrolysis of the Acetal to an Aldehyde:[27] The product from the second step (1
equiv, 6.39 g, 17.5 mmol), was transferred to a 250 mL round bottom flask and was dissolved in
formic acid (66 equiv, 43.34 mL, 1,148.7 mmol). Then THF (43 mL) and water (28 equiv, 8.9 mL,
487.3 mmol) was added. The reaction stirred for 48 hours in room temperature under N2. The
reaction mixture was then quenched using DCM and was washed with a solution of NaOH pellets
and water to basify the aqueous layer. The organic layer was then washed with brine and the
resulting organic layer was dried with MgSO4, filtered, and evaporated. The product was not
purified as it was an intermediate and was used directly in the next step. Figure 16 shows the 1H
NMR of this product and Figure 17 shows the 13C NMR of this product.

1

H NMR (400 MHz, CDCl3):  = 9.63 (s, 0.5H), 9.35 (s, 0.5H), 7.79 (t, J = 8 Hz, 2H), 7.66 (d, J

= 7 Hz, 1H), 7.52 (d, J = 7 Hz, 1H), 7.47-7.32 (m, 4H), 4.54 (d, J = 6 Hz, 1H), 4.49 (d, J = 7 Hz,
1H), 4.31 (t, J = 7 Hz, 0.5H), 4.25-4.18 (m, 3.5H), 3.96 (s, 1H), 2.36 (t, J = 2 Hz, 0.5H), 2.30 (t, J
= 2 Hz, 0.5H).

13

C NMR (101 MHz, CDCl3):  = 197.7 (2 peaks), 155.5 (2 peaks), 143.6, 141.3,

127.9, 127.2, 125.2, 124.7, 120.0, 78.1, 73.5, 68.4, 67.9, 56.2, 55.6, 47.1, 37.6 (2 peaks).
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Figure 16. 1H NMR of the aldehyde.

Figure 17. 13C NMR of the aldehyde.
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Fourth Step – Reductive Amination:[28] The product from reaction three (1 equiv, 0.705 g, 2.21
mmol) was dissolved in methanol (13 mL, 0.170 M). Glycine tert-butyl ester HCl (1.3 equiv, 0.81
g, 2.87 mmol) was added and stirred for 5 minutes. NaBH3CN (3 equiv, 0.416 g, 6.63 mmol) was
then added along with a few drops of acetic acid (0.7 equiv). Reaction stirred at room temperature
for 96 hours under N2. The reaction mixture was quenched with ethyl acetate (50 mL) and washed
with saturated K2CO3 until aqueous layer was basic. The aqueous layer was then washed with ethyl
acetate (50 mLx3) and the organic layers were combined, dried with MgSO4, filtered, and
evaporated.
Fifth Step – Addition of the Base:[29] The product from reaction four (1 equiv, 0.90 g, 2.07 mmol)
and thymine-1-acetic acid (2 equiv, 0.763 g, 4.14 mmol) was dissolved in anhydrous DMF (23.9
mL, 0.08 M). Then, EDC hydrochloride (2 equiv, 0.784 g, 4.14 mmol) was added at 0°C. Reaction
stirred for 48 hours in room temperature under N2. DMF was removed via the water pump. Ethyl
acetate was then added to quench the reaction and the reaction mixture was washed with Na2CO3,
NH4Cl, and brine. The organic layer was dried with MgSO4 and was filtered and evaporated. A
TLC and 1H NMR showed some impurities, so the product was purified using a silica column
starting at 2:3 ethyl acetate/hexanes and eventually ending with 9:1 ethyl acetate/hexanes. 1H NMR
showed there was still some impurities so the product was purified again using a silica column
starting at 2:3 ethyl acetate/hexanes and ending with 100% ethyl acetate. 1H NMR showed the
product was pure and after the two columns there was 0.388 g of product left (31% but over 3
steps). Figure 18 shows the 13C NMR of the final product and Figure 19 shows the 1H NMR for
the final compound.
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Figure 18. 13C NMR of the final product.
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Figure 19. 1H NMR of the final compound.
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