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Abstract: A chemical method suitable for the synthesis of RNAs containing modifications such as N4-
acetylcytidine (ac4C) that are unstable under the basic and nucleophilic conditions used by standard RNA 
synthesis methods is described. The method uses the 4-((t-butyldimethylsilyl)oxy)-2-methoxybutanoyl 
(SoM) group for the protection of exo-amino groups of nucleobases and the 4-((t-butyldimethylsilyl)oxy)-
2-((aminophosphaneyl)oxy)butanoyl (SoA) group as the linker for solid phase synthesis. RNA cleavage 
and amino deprotection are achieved using fluoride under the same conditions used for the removal of the 
2′-OH silyl protecting groups. Using the method, a wide range of electrophilic and base-sensitive groups 
including those that play structural and regulatory roles in biological systems and those that are artificially 
designed for various purposes are expected to be able to be incorporated into any position of any RNA 
sequences. As a proof of concept, a 26-mer RNA containing the highly sensitive ac4C epitranscriptomic 
modification was successfully synthesized and purified with RP HPLC. MALDI MS analysis indicated that 
the ac4C modification is completely stable under the fluoride deprotection conditions. The sensitive RNA 
synthesis method is expected to be able to overcome the long lasting obstacle of accessing various modified 
sensitive RNAs to projects in areas such as epitranscriptomics, molecular biology and the development of 
nucleic acid therapeutics. 

 

Introduction 
Over 100 RNA modifications have been discovered in nature.[1] They play important roles in many 

biological systems. Some serve as an additional layer of regulation of various biological processes.[2-4] Some 
are indispensable components of functional RNA structures.[5-6] Errors related to them have been found to 
be the cause of many human diseases.[7-8] Among the modifications, many are sensitive to basic and 
nucleophilic conditions. Because standard chemical RNA synthesis methods use acyl groups such as acetyl, 
isobutyryl and benzoyl groups to protect the exo-amino groups of nucleobases, and use the succinyl ester 
linker to anchor RNA to the solid support, RNA deprotection and cleavage have to be carried out under 
strongly basic and nucleophilic conditions. As a result, standard RNA synthesis methods cannot be used to 
synthesize RNAs containing sensitive epitranscriptomic modifications as well as artificially designed 
sensitive functional groups.[9-11] An example of sensitive RNA modifications is N4-acetylcytidine (ac4C).[12-

13] It was first discovered in tRNAs[14] and later rRNAs,[15] where it is typically static under normal biological 
conditions, and is required for the RNAs to adopt their 3D structures for normal function. More recently, it 
was also discovered in mRNAs[16] and even regulatory RNAs such as lncRNA,[17] where it is typically 
dynamic, and being dynamic is needed for its intended biological functions. Errors related to ac4C are 
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related to a wide range of human diseases such as various cancers,[12] cardiovascular diseases,[18] and 
aging.[19] A chemical method that is suitable for the synthesis of RNAs containing ac4C at any site without 
any sequence restrictions would open doors for projects aimed to answer a wide range of fundamental 
biological questions regarding ac4C. In addition, ac4C, as well as the non-natural ac2G and ac6A, can 
potentially increase nucleic acid duplex stability significantly.[20-22] A site-specific method for the synthesis 
of ac4C-containing RNAs would enable studies of their applications in antisense, siRNA and gRNA 
therapeutics. However, the ac4C modification cannot withstand the basic and nucleophilic conditions (e.g. 
10 M methylamine in ethanol/water v/v 1:1[23]) used by standard RNA synthesis methods for deprotection 
and cleavage, and therefore standard methods are not suitable for the synthesis of RNAs containing ac4C. 

 

 

 

Significant efforts have been made to solve the ac4C-RNA synthesis problem but a satisfactory 
solution has not appeared. Using the N-cyanoethyl O-carbamate (N-ceoc) group, which can be removed 
under basic but non-nucleophilic conditions, for exo-amino protection, Meier and co-workers successfully 
synthesized ac4C-containing fragments of RNAs from the human 18S rRNA and tRNASer.[21] Although a 
highly significant achievement, the method is still not ideal. Due to the use of a G phosphoramidite without 
amino protection, the method had to avoid the capping step, which may limit the length of RNAs that can 
be synthesized. In addition, the method uses a photocleavable linker to anchor RNA to solid support. 
Cleavage of RNA using UV may limit the scope of sensitive groups that can be incorporated into RNA, and 
the scope of sequences and the length of RNAs that can be synthesized. Other chemical methods that can 
potentially be used to synthesize sensitive RNAs such as ac4C-RNAs include those involving the use of 
palladium-deprotectable allyl and benzyl protecting groups,[24] and the use of phosphoramidites without 
amino protection.[25] However, these methods were only tested for DNA synthesis, and problems such as 
difficulty to remove palladium and branching may have discouraged researchers to test them for RNA 
synthesis. The fluoride-deprotectable ((t-butyl)(diphenyl)silyloxymethyl)benzoyl (SiOMB) and ((2-
((triisopropylsilyl)oxy)benzyl)oxy)carbonyl (TBOC) groups were used for oligonucleotide synthesis[26-29] 
including two reports related to RNA synthesis,[30-31] but the success was limited. The oligonucleotides 
synthesized were short probably due to the instability of the protecting groups, and the method was not 
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tested for the synthesis of epitranscriptomically modified sensitive RNAs including ac4C-RNAs. Some of 
the above methods as well as a few others were summarized in a recent review.[10] Our research group 
reported the use of Dim and Dmoc groups, which can be deprotected under non-nucleophilic conditions by 
oxidation with NaIO4 followed by K2CO3 at room temperature, for sensitive oligonucleotide synthesis,[32-

37] but at this time, only sensitive DNAs have been synthesized. The study of these groups for RNA synthesis 
is still in progress. Besides chemical methods, enzymatic methods have been used for the synthesis of ac4C-
RNAs as well, but these methods have limitations in efficiency, specificity, and sequence scope.[38] 

Here, we report a sensitive RNA synthesis method using the 4-((t-butyldimethylsilyl)oxy)butanoyl 
(SoB)-based groups 4-((t-butyldimethylsilyl)oxy)-2-methoxybutanoyl (SoM) group for exo-amino 
protection and 4-((t-butyldimethylsilyl)oxy)-2-((aminophosphaneyl)oxy)butanoyl (SoA) group as linker. 
The traditional 2-cyanoethyl (2-CE), t-butyldimethylsilyl (TBS), 4,4′-dimethoxytrityl (DMTr) groups are 
used for phosphate, 2′-OH and 5′-OH protection, respectively. The phosphoramidite monomers are 1a-c as 
well as the commercially available 1d (Figure 1). The SoA linker is introduced by phosphoramidite 1f. The 
RNAs synthesized can be represented by 2 (Scheme 1). Deprotection and cleavage are achieved by 
removing the CE groups with DBU, followed by treating with Et3N-HF, which simultaneously removes the 
SoM amino protecting groups and the TBS 2′-OH protecting groups, and cleaves the SoA linker (Scheme 
1). The method can potentially be used for the synthesis of RNAs containing a wide ranges of sensitive 
group, but this paper is focused on ac4C. As a proof of concept, a 26-mer ac4C-containing RNA was 
synthesized. MALDI MS analysis indicated that the ac4C modification is completely stable under the 
deprotection and cleavage conditions. 
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Scheme 1. Deprotection and cleavage of RNAs synthesized using SoM phosphoramidites and SoA linker.
Incorporation of the ac4C modification into RNA is used to illustrate the compatability of the conditions with sensitive 
groups, but many other sensitive modications can also be incorporated using the SoM-based RNA synthesis method.
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Results and Discussion 
Design of SoB-based groups for sensitive RNA synthesis 

The silyl-based protecting groups such as TBS and triisopropylsilyloxymethyl (Tom) are widely used 
in organic synthesis, mainly for the protection of hydroxyl groups. They are stable under many reaction 



4 
 

conditions including certain acidic and basic conditions, and can be removed with fluoride, which is 
compatible with almost all functionalities commonly found in organic compounds including electrophilic 
groups such as arylamides and esters. For RNA synthesis, because TBS and Tom are the standard groups 
for the protection of 2′-OH of nucleosides, if the exo-amino groups of nucleobases could also be protected 
with silyl-based groups, the resulting RNA synthesis method would not only be suitable for the synthesis 
of a wide range of sensitive RNAs but also simplify RNA deprotection, that is, removing both 2′-OH and 
exo-amino protecting groups with fluoride simultaneously. Unfortunately, silyl-based protecting groups are 
not suitable for the protection of amines due to the low stability of the N-Si bond in the presence of even 
very mild acids such as water.  

 

 

 

With the above dilemma in mind, we envisioned that the SoM and SoB groups may be able to address 
the problem. To that end, we tested if the SoM and SoB protected cytidine, which are compounds 5a and 
5b (Scheme 2), respectively, could be deprotected under non-nucleophilic conditions using fluoride. The 
hypothesis was that upon removal of the TBS group with fluoride, the intermediates 6a-b would undergo 
intramolecular cyclization to release cytidine under neutral conditions driven by the formation of the 5-
membered ring side products 7a-b. For the model study, compounds 5a-b were synthesized using 8a-b, 
respectively (see Supporting Information for the synthesis of 8a-b).[39-42] They were then treated with Et3N-
HF in the presence of excess Et3N at various temperatures and times. TLC analysis of the reactions found 
that the TBS group in 5a-b could be removed to give 6a-b almost instantly even at 0 °C. Complete 
conversion of 6a to cytidine could be achieved at 65 °C for 30 minutes, which are the conditions for the 
deprotection of 2′-OTBS in standard RNA synthesis methods. In contrast, complete conversion of 6b to 
cytidine, however, needed harsher conditions. The fact that 6a is easier than 6b to deprotect may be due to 
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the electron-withdrawing effect of the methoxy group in SoM. In addition, the stereo effect of the methoxy 
group, which may potentially increase the frequency of collision between the hydroxyl oxygen and amide 
carbonyl carbon in 6a that leads to the formation of 7a, may also have contributed to the difference. Details 
of the studies are provided in Supporting Information (Figure S1). Based on the above observations, we 
decided to further study the suitability of SoM for sensitive RNA synthesis by synthesizing actual RNAs. 
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Synthesis of SoM phosphoramidites 

The synthesis of SoM phosphoramidite monomers is shown in Scheme 3. Compounds 9a-c were 
synthesized using reported procedures.[43-45] Details are provided in the Supporting Information. Coupling 
of 9a-c with 8a using DIC or DCC as the activator gave compounds 10a-c in good to excellent yields. The 
reactions were performed under similar conditions except that the amino group of 9a was more reactive 
and the reaction could proceed at room temperature, while the amino groups of 9b-c were less reactive, and 
higher temperatures were needed for the reactions to proceed with acceptable rates. Converting 10a-c to 
11a-c were achieved using pyriding-3HF complex in DCM at 0 °C. Good yields could be obtained in all 
the cases. Under these conditions, the 2′-OTBS group was stable.[43] Installation of the 5′-ODMTr groups 
to give 12a-c, and converting 12a-c to the target SoM phosphoramidites 1a-c were achieved under the 
conditions we used frequently in our lab for various projects.[33, 37] 
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Design and synthesis of SoA linker 

In order for the SoM based method to be suitable for the synthesis of sensitive RNAs such as ac4C-
RNAs, a linker that can be cleaved under mild non-nucleophilic conditions is required. In the literature, this 
was usually achieved using UV-cleavable 2-nitrobenzyl linkers.[21, 46] We used oxidatively cleavable Dmoc 
linker for the purpose, but only DNA synthesis has been demonstrated so far.[32-33] For the SoM based 
sensitive RNA synthesis method, we designed the SoA linker, the structure of which is illustrated in 1f 
(Figure 1). The mechanism for linker cleavage is similar to that for the deprotection of SoM groups. 
Removal of the TBS group in SoA with fluoride exposes the hydroxy group, which attacks the ester 
intramolecularly to release the RNA. Formation of a 5-membered lactone provides the driving force for the 
reaction to proceed under neutral conditions. The phosphate group (pKa of H2PO4

-, 7.2) as illustrated in 3 
(Scheme 1) was expected to provide even stronger electron-withdrawing effect than the methoxy group 
(pKa of MeOH, 15.5) in SoM for the lactonization reaction to occur, which is predictable based on related 
pKa values. Compared with UV-cleavable linkers as well as other linkers, the SoA linker has the advantage 
of cleavage at the same time as the deprotection of 2′-OTBS and exo-amino SoM groups. In addition, using 
SoA linker, there is no concern for RNA damage by UV or oxidation. 

 

O

O
OBn NaO OH

O

OBn

(a) HO OTBS
O

OBn

(b)

13 14 (100%)
15 (92%)

Scheme 4: Synthesis of linker phosphoramidite 1f. Conditions: (a) 13 (1 eq), NaOH (1 

eq), THF/H2O. (b) 14 (1 eq), TBS-Cl (1.5 eq), imidazole (3 eq), DMF, 0
oC to rt, 16 h.

(c) 15 (1.1 eq), DMAP (0.25 eq), pTsOH (0.125 eq), DIC (1.4 eq), DCM, rt, 15 min;
then, 16 (1 eq), rt, 16 h. (d) 17 (1 eq), HCO2NH4 (20 eq), Pd/C, EtOH, reflux, 5 h. (e)
18 (1 eq), diisopropylammonium tetrazolide (5 eq), 2-cyanoethyl N,N,N',N'-
tetraisopropylphosphorodiaidite (5 eq), 1H-tetrazole 5 eq), rt, 16 h.

O

OTBSOH

DMTrO

HN
O

O N

16

1f (57%)O

OTBSO

DMTrO

HN
O

O N

18 (87%)

O

OTBSHO

O

OTBSO

DMTrO

HN
O

O N

O

OTBSBnO

(c) (d) (e)

17 (70%)

 

 

The synthesis of the SoA linker phosphoramidite 1f is shown in Scheme 4. The SoB derivative 15 was 
easily prepared from compound 13.[47] Reaction of 15 with 16 using DIC as the activator gave 17. The 
benzyl group was then removed under catalytic hydrogenation conditions using ammonium formate as the 
hydrogen source and palladium on carbon as the catalyst. The DMTr protection was found stable under the 
conditions. Phosphitylation of 18 under standard conditions gave the target SoA linker phosphoramidite 1f 
in acceptable yield. 
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RNA synthesis 

Although model deprotection studies using compounds 5a-b indicated that the SoM group was suitable 
for amino protection for sensitive RNA synthesis, the efficiency of deprotection of SoM groups on actual 
RNA molecules was still uncertain. Therefore, once we synthesized the phosphoramidite 1a and the linker 
1f, we decided to synthesize the 8-mer RNA 19a (Figure 2) before synthesizing phosphoramidites 1b-c. If 
SoM were found not ideal, alternative groups would have to be investigated. Because the fully protected 
RNA after solid phase synthesis was in the form of 2 and linker cleavage was to be carried out using fluoride 
(Scheme 1), the solid support had to be exposed to fluoride during cleavage. To avoid potential problems 
caused by the reactions between fluoride and controlled pore glass (CPG), the commercially available 
highly cross-linked polystyrene resin based solid support 1-dimethoxytrityloxy-2-O-dichloroacetyl-propyl-
3-N-ureayl-polystyrene was used as the solid support. In principle, any support that is inert toward fluoride 
as well as other ingredients in the deprotection reagent with a hydroxy group or DMTr-protected hydroxy 
group can be used as the support. 

The synthesis of RNA 19a was carried out on a MerMade synthesizer at 1 μmol scale. The first 
nucleoside U at the 3′-end was introduced using phosphoramidite 1f, which carries the SoA linkage. The 
synthesis was conducted under typical RNA synthesis conditions except that the coupling time for the first 
nucleoside was slightly longer. Detailed conditions are provided in the Supporting Information. At the end 
of the synthesis, the 5′-ODMTr group was kept. The fully protected RNA can be represented with 2 except 
that there was no ac4C in the sequence (Scheme 1). Deprotection and cleavage were achieved in two steps. 
In the first step, the 2-CE groups were removed with 10% DBU in ACN at room temperature. At this time, 
the RNA was still on the solid support, which made removal of deprotection side products and excess 
reagents simple. The support was washed with ACN. In the second step, the support was suspended in dry 
DMSO and heated at 65 °C briefly to ensure that the RNA molecules on the support were in full contact 
with the solvent. The TBS group was then removed with fluoride. To retain the 5′-ODMTr group for the 
purpose of RNA purification, excess triethylamine was added first, and then followed by Et3N-3HF. Under 
these conditions, the silyl groups including those on the SoM and SoA groups were probably all removed, 
and a portion of the 2′-OTBS groups might have been deprotected as well. Assuming that all the silyl groups 
were removed, the RNA at this stage can be represented by 3 (except no ac4C). The mixture was then heated 
to 65 °C for 30 minutes, which are the typical conditions for the complete deprotection of 2′-OTBS groups 
in standard RNA synthesis methods. At this temperature, the remaining silyl groups, if any left, were 
removed, and the TBS-free SoM and SoA groups as represented in 3 were cyclized giving fully deprotected 
RNA 4 (no ac4C). RNA 19a was purified using Glen-PakTM under conditions used by standard RNA 
synthesis methods. Details can be found elsewhere.[48] RP HPLC and MALDI MS analyses (see Supporting 
Information) indicated that the RNA could be cleaved from the support and the SoM groups could be 
completely removed under the non-nucleophilic conditions. 

After confirming that the SoM protecting group and SoA linker can function as planned for RNA 
synthesis, we completed the synthesis of the remaining required phosphoramidites 1b-c, and went ahead to 
synthesize ac4C-containing RNAs. The 26-mer RNA 19b (Figure 2) was chosen as the target. This RNA 
was designed for the study of the effects of site-specific ac4C modification on mRNA translational 

Figure 2.
 RNA sequences.

RNA 19a
 (8-mer): 5 -CCC CCC CU-3

RNA 19b
 (26-mer): 5'-CUGCac4CCAGGCUGCUGCCGCUGAUUUU-3'

RNA 19c
 (26-mer): 5'-CUGCCCAGGCUGCUGCCGCUGAUUUU-3'
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efficiency, results of which will be published when they become available. The RNA was synthesized under 
the same conditions as described for 19a. The ac4C modification was introduced using standard 
commercially available phosphoramidite 1e (Figure 1). Details are provided in the Supporting Information. 
The fully protected RNA can be represented with 2 (Scheme 1). Deprotection and cleavage were also carried 
out under the same conditions for 19a. However, purification was conducted differently due to the difficulty 
of removal of unknown impurities using the Glen-PakTM method. The solution of 5′-DMTr-on otherwise 
fully deprotected crude RNA resulted from Et3N-3HF treatment was quenched with excess Me3SiOMe. 
After removing volatiles, the RNA was purified with trityl-on RP HPLC. The Me3SiOMe quenching is 
important for preventing potential damage to HPLC column by fluoride. The crude trityl-on HPLC profile 
is given in Figure 3. As can be seen, the full-length sequence, which has a retention time of 35.7 minutes, 
is separated well from failure sequences at 12-25 minutes and other impurities at 39-55 minutes. The full-
length sequence was collected, and detritylated with 80% acetic acid. After removing volatiles, the purified 
RNA was analyzed with RP HPLC. A single peak with a retention time of 17.3 minutes was given indicating 
that pure RNA could be obtained (Figure 3). 

 

 
Figure 3. RP HPLC profiles of RNA 19b. Top: Crude 19b. The peak at 35.7 min is the full-length trityl-on RNA. Bottom: Purified 
19b. The peak at 17.3 min is the full-length trityl-off RNA. 

 

The RNA was analyzed with MALDI MS. As shown in Figure 4, the molecular peak at m/z 8246 
indicates that the acetyl group of the ac4C modification in RNA 19b survived all the RNA deprotection and 
cleavage conditions, which include treating with 10% DBU in ACN at room temperature and Et3N-3HF in 
DMSO at 65 °C (Scheme 1). To further confirm that RNA 19b contains ac4C, the same batch of solid 
support carrying the un-deprotected RNA 19b was subjected to the same deprotection, cleavage and 
purification conditions except that the DBU treatment was omitted and nucleobase deprotection was caried 
out under nucleophilic conditions using AMA (saturated NH4OH and MeNH2, v/v 1:1) at 65 °C. Under 
these conditions, the acetyl group of ac4C as well as the SoM groups and the SoA linker were all cleaved. 
After removal of 2′-OTBS groups under standard RNA deprotecting conditions, RNA 19c (Figure 2) was 
given. MALDI MS analysis gave the molecular peak at m/z 8202, which corresponds to 19c (Figure 4). A 
MALDI MS sample containing both 19b and 19c was then analyzed. As expected, two peaks were observed 
with m/z 8247 for 19b and m/z 8206 for 19c (Figure 4). The 41 mass difference between the two peaks 
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matched closely with the mass difference between ac4C and C. This further confirmed that the SoM method 
is suitable for the synthesis of ac4C-RNAs. 

 

 
Figure 4. MALDI MS of RNAs. Left: RNA 19b, calcd for [M-H]- m/z 8248, found 8246. Middle: RNA 19c, calcd for [M-H]- m/z 
8206, found 8202. Right: RNAs 19b and 19c mixed intentionally for analysis, found for 19b [M-H]- m/z 8247, found for 19c [M-
H]- m/z 8206; the difference is 41, which matches the theoretical mass difference of 42 of an acetyl group between 19b and 19c. 

 

Conclusion 
In summary, a method suitable for the synthesis of the highly sensitive ac4C-containing RNAs has 

been developed. The method uses SoM for the protection of exo-amino groups of nucleobases, and SoA for 
linking RNA to solid support. Deprotection and cleavage can be achieved under non-nucleophilic 
conditions using fluoride. Because fluoride is compatible with a wide range of functional groups in organic 
molecules, the method is predicted to be suitable for the synthesis of RNAs containing many other sensitive 
groups as well. Many sensitive RNAs exist in nature. Malfunction of them is related to many human 
diseases. A method for chemical synthesis of these RNAs is expected to open doors to many projects aimed 
to answer a wide range of fundamental biological questions related to sensitive RNA modifications.  

 

Supporting information 

Experimental details, HPLC and MALDI MS images of RNAs, and NMR images of new compounds. 

 

Acknowledgements 

Financial support from NIH (GM109288), NSF (1954041), Robert and Kathleen Lane Endowed Fellowship 
(A.A.), Michigan Tech HRI graduate fellowship (A.A.), Michigan Space Grant Consortium (MSGC) 
Graduate Fellowship (A.A.), and Doctoral Finishing Fellowship (A.A.); assistance from D.W. Seppala 
(electronics), Z. Song (MS), and A. Galerneau (MS); and NSF equipment grants (2117318 for NMR, 
1048655 & 1531454 for MS); are gratefully acknowledged.  

 

 



10 
 

References 

[1] B. Li, L. Qu, J. Yang, RNA-guided RNA modifications: Biogenesis, functions, and applications. Acc. Chem. Res. 2023, 56, 
3198-3210. doi:10.1021/acs.accounts.3c00474 

[2] W. V. Gilbert, S. Nachtergaele, mRNA regulation by RNA modifications. Annu. Rev. Biochem. 2023, 92, 175-198. 
doi:10.1146/annurev-biochem-052521-035949 

[3] S. H. Boo, Y. K. Kim, The emerging role of RNA modifications in the regulation of mRNA stability. Exp. Mol. Med. 2020, 
52, 400-408. doi:10.1038/s12276-020-0407-z 

[4] E. A. Patrasso, S. Raikundalia, D. Arango, Regulation of the epigenome through RNA modifications. Chromosoma 2023, 
132, 231-246. doi:10.1007/s00412-023-00794-7 

[5] T. Ohira, T. Suzuki, Transfer RNA modifications and cellular thermotolerance. Mol. Cell 2024, 84, 94-106. 
doi:10.1016/j.molcel.2023.11.041 

[6] L. Cui, J. Zheng, Y. Lin, P. Lin, Y. Lu, Y. Zheng, B. Guo, X. Zhao, Decoding the ribosome's hidden language: rRNA 
modifications as key players in cancer dynamics and targeted therapies. Clin. Transl. Med. 2024, 14, e1705. 
doi:10.1002/ctm2.1705 

[7] Q. Tang, L. Li, Y. Wang, P. Wu, X. Hou, J. Ouyang, C. Fan, Z. Li, F. Wang, C. Guo, M. Zhou, Q. Liao, H. Wang, B. Xiang, 
W. Jiang, G. Li, Z. Zeng, W. Xiong, RNA modifications in cancer. Br. J. Cancer. 2023, 129, 204-221. doi:10.1038/s41416-
023-02275-1 

[8] L. Qiu, Q. Jing, Y. Li, J. Han, RNA modification: Mechanisms and therapeutic targets. Mol. Biomed. 2023, 4, 25. 
doi:10.1186/s43556-023-00139-x 

[9] A. Graczyk, E. Radzikowska-Cieciura, R. Kaczmarek, R. Pawlowska, A. Chworos, Modified nucleotides for chemical and 
enzymatic synthesis of therapeutic RNA. Curr. Med. Chem. 2023, 30, 1320-1347. 
doi:10.2174/0929867330666221014111403 

[10] L. Flemmich, R. Bereiter, R. Micura, Chemical synthesis of modified RNA. Angew. Chem. Int. Ed. 2024, 63, e202403063. 
doi:10.1002/anie.202403063 

[11] I. Zlatev, M. Manoharan, J. J. Vasseur, F. Morvan, Solid-phase chemical synthesis of 5'-triphosphate DNA, RNA, and 
chemically modified oligonucleotides. Curr. Protoc. Nucleic Acid Chem. 2012, Chapter 1, Unit1 28. 
doi:10.1002/0471142700.nc0128s50 

[12] W. H. Ouyang, Z. J. Huang, K. Y. Wan, T. T. Nie, H. Z. Chen, H. R. Yao, RNA ac4C modification in cancer: Unraveling 
multifaceted roles and promising therapeutic horizons. Cancer Lett. 2024, 601. doi:10.1016/j.canlet.2024.217159 

[13] Y. G. Zhang, Y. M. Lei, Y. B. Dong, S. W. Chen, S. Y. Sun, F. G. Zhou, Z. W. Zhao, B. N. Chen, L. Wei, J. Chen, Z. J. Meng, 
Emerging roles of RNA ac4C modification and NAT10 in mammalian development and human diseases. Pharmacol. 
Therapeut. 2024, 253. doi:10.1016/j.pharmthera.2023.108576 

[14] H. G. Zachau, D. Dütting, H. Feldmann, Nucleotide sequences of two serine-specific transfer ribonucleic acids. Angew. 
Chem. Int. Ed. 1966, 5, 422. doi:10.1002/anie.196604221 

[15] S. Ito, S. Horikawa, T. Suzuki, H. Kawauchi, Y. Tanaka, T. Suzuki, T. Suzuki, Human NAT10 is an ATP-dependent RNA 
acetyltransferase responsible for N4-acetylcytidine formation in 18S ribosomal RNA (rRNA). J. Biol. Chem. 2014, 289, 
35724-35730. doi:10.1074/jbc.C114.602698 

[16] M. L. Bortolin-Cavaillé, Q. Aurélie, T. G. Supuni, J. M. Thomas, A. Sas-Chen, S. Sharma, C. Plisson-Chastang, L. Vandel, 
P. Blader, D. L. J. Lafontaine, S. Schwartz, J. L. Meier, J. Cavaillé, Probing small ribosomal subunit RNA helix 45 
acetylation across eukaryotic evolution. Nucleic Acids Res. 2022, 50, 6284-6299. doi:10.1093/nar/gkac404 

[17] X. M. Yu, S. J. Li, Z. T. Yao, J. J. Xu, C. C. Zheng, Z. C. Liu, P. B. Ding, Z. L. Jiang, X. Wei, L. P. Zhao, X. Y. Shi, Z. G. Li, 
W. W. Xu, B. Li, N4-Acetylcytidine modification of lncrna ctc-490g23.2 promotes cancer metastasis through interacting 
with ptbp1 to increase cd44 alternative splicing. Oncogene 2023, 42, 1101-1116. doi:10.1038/s41388-023-02628-3 

[18] C. Wang, X. Y. Hou, Q. Guan, H. L. Zhou, L. Zhou, L. J. Liu, J. J. Liu, F. Li, W. Li, H. D. Liu, RNA modification in 
cardiovascular disease: Implications for therapeutic interventions. Signal Transduct. Tar. Ther. 2023, 8. doi:10.1038/s41392-
023-01638-7 

[19] J. Luo, J. S. Cao, C. Chen, H. T. Xie, Emerging role of RNA acetylation modification ac4C in diseases: Current advances 
and future challenges. Biochem. Pharmacol. 2023, 213. doi:10.1016/j.bcp.2023.115628 

[20] K. Chillar, R. Awasthy, M. Tanasova, S. Fang, Synthesis of oligodeoxynucleotides containing acetylated cytosine, adenine 
and guanine. Results to be published.  

[21] D. Bartee, K. D. Nance, J. L. Meier, Site-specific synthesis of N4-acetylcytidine in RNA reveals physiological duplex 
stabilization. J. Am. Chem. Soc. 2022, 144, 3487-3496. doi:10.1021/jacs.1c11985 

[22] T. Wada, A. Kobori, S. Kawahara, M. Sekine, Synthesis and properties of oligodeoxyribonucleotides containing 4-
acetylcytosine bases. Tetrahedron Lett. 1998, 39, 6907-6910. doi:10.1016/S0040-4039(98)01449-X 

[23] S. Pitsch, P. A. Weiss, L. Jenny, A. Stutz, X. L. Wu, Reliable chemical synthesis of oligoribonucleotides (RNA) with 2′-
[(triisopropylsilyl)oxy]methyl(2′-tom)-protected phosphoramidites. Helv. Chim. Acta 2001, 84, 3773-3795. 
doi:10.1002/1522-2675(20011219)84:12<3773::Aid-Hlca3773>3.0.Co;2-E 

[24] Y. Hayakawa, S. Wakabayashi, H. Kato, R. Noyori, The allylic protection method in solid-phase oligonucleotide synthesis - 
an efficient preparation of solid-anchored DNA oligomers. J. Am. Chem. Soc. 1990, 112, 1691-1696. 
doi:10.1021/ja00161a006 



11 
 

[25] A. Ohkubo, Y. Ezawa, K. Seio, M. Sekine, O-selectivity and utility of phosphorylation mediated by phosphite triester 
intermediates in the N-unprotected phosphoramidite method. J. Am. Chem. Soc. 2004, 126, 10884-10896. 
doi:10.1021/ja048125h 

[26] T. Guerlavais, A. Meyer, J. L. Imbach, F. Morvan, Use of 2-(-butyldiphenylsilyloxymethyl) benzoyl as protecting group for 
the synthesis of prooligonucleotides. Bioorg. Med. Chem. Lett. 2001, 11, 2813-2816. doi:10.1016/S0960-894x(01)00515-7 

[27] C. M. Dreeftromp, P. Hoogerhout, G. A. Vandermarel, J. H. Vanboom, A new protected acyl protecting group for exocyclic 
amino functions of nucleobases. Tetrahedron Lett. 1990, 31, 427-430. doi:10.1016/S0040-4039(00)94573-8 

[28] T. Guerlavais-Dagland, A. Meyer, J. L. Imbach, F. Morvan, Fluoride-labile protecting groups for the synthesis of base-
sensitive methyl-sate oligonucleotide prodrugs. Eur. J. Org. Chem. 2003, 2003, 2327-2335. doi:10.1002/ejoc.200300069 

[29] M. J. Rudolph, C. H. Tung, Y. Ebright, Z. P. Wei, S. Stein, Studies with 2-(butyldiphenylsiloxymethyl)-benzoyl protected 
oligodeoxyribonucleotides. Nucleos. Nucleot. 1993, 12, 163-173. doi:10.1080/07328319308021203 

[30] C. M. Dreef-Tromp, H. van den Elst, J. E. van den Boogaart, G. A. van der Marel, J. H. van Boom, Solid-phase synthesis of 
an RNA nucleopeptide fragment from the nucleoprotein of poliovirus. Nucleic Acids Res. 1992, 20, 2435-2439. 
doi:10.1093/nar/20.10.2435 

[31] A. Stutz, C. Höbartner, S. Pitsch, Novel fluoride-labile nucleobase-protecting groups for the synthesis of 3′(2′)-
aminoacylated RNA sequences. Helv. Chim. Acta 2000, 83, 2477-2503. doi:10.1002/1522-2675(20000906)83:9<2477::Aid-
Hlca2477>3.0.Co;2-9 

[32] X. Lin, J. S. Chen, S. Shahsavari, N. Green, D. Goyal, S. Y. Fang, Synthesis of oligodeoxynucleotides containing 
electrophilic groups. Org. Lett. 2016, 18, 3870-3873. doi:10.1021/acs.orglett.6b01878 

[33] S. Y. Fang, K. Chillar, Y. P. Yin, A. Apostle, D. N. A. M. Eriyagama, S. Shahsavari, B. Halami, Y. N. Yuan, 
Oligodeoxynucleotide synthesis under non-nucleophilic deprotection conditions. Curr. Protoc. 2024, 4. 
doi:10.1002/cpz1.983 

[34] K. Chillar, Y. P. Yin, A. Apostle, S. Y. Fang, PEGylated Dmoc phosphoramidites for sensitive oligodeoxynucleotide 
synthesis. Org. Biomol. Chem. 2023, 21, 9005-9010. doi:10.1039/d3ob01495a 

[35] K. Chillar, A. M. D. N. Eriyagama, Y. P. Yin, S. Shahsavari, B. Halami, A. Apostle, S. Y. Fang, Oligonucleotide synthesis 
under mild deprotection conditions. New J. Chem. 2023, 47, 8714-8722. doi:10.1039/d2nj03845e 

[36] S. Shahsavari, D. Eriyagama, J. Chen, B. Halami, Y. Yin, K. Chillar, S. Fang, Sensitive oligodeoxynucleotide synthesis 
using Dim and Dmoc as protecting groups. J. Org. Chem. 2019, 84, 13374-13383. doi:10.1021/acs.joc.9b01527 

[37] S. Fang, D. Eriyagama, Y. Yuan, S. Shahsavari, J. Chen, X. Lin, B. Halami, Dim and Dmoc protecting groups for 
oligodeoxynucleotide synthesis. Curr. Protoc. Nucleic Acid Chem. 2020, 82, e111. doi:10.1002/cpnc.111 

[38] W. R. Sinclair, D. Arango, J. H. Shrimp, T. T. Zengeya, J. M. Thomas, D. C. Montgomery, S. D. Fox, T. Andresson, S. 
Oberdoerffer, J. L. Meier, Profiling cytidine acetylation with specific affinity and reactivity. ACS Chem. Biol. 2017, 12, 
2922-2926. doi:10.1021/acschembio.7b00734 

[39] V. Nacauanu, M. B. Charati, R. E. Johnson, S. B. Lang, R. V. Quiroz, W. M. Seganish, S. Yang, N. S. Zepeda, Exatecan-
derived topoisomerase-1 inhibitors pharmaceutical compositions, and uses thereof. Patent application number, 
WO2024/049931 A1 (2024).  

[40] R. J. Capon, D. Vuong, E. Lacey, J. H. Gill, (-)-Echinobetaine A: Isolation, structure elucidation, synthesis, and sar studies 
on a new nematocide from a southern australian marine sponge, sp. J. Nat. Prod. 2005, 68, 179-182. doi:10.1021/np049687h 

[41] T. Fröhlich, C. Reiter, M. E. M. Saeed, C. Hutterer, F. Hahn, M. Leidenberger, O. Friedrich, B. Kappes, M. Marschall, T. 
Efferth, S. B. Tsogoeva, Synthesis of thymoquinone-artemisinin hybrids: New potent antileukemia, antiviral, and 
antimalarial agents. ACS Med. Chem. Lett. 2018, 9, 534-539. doi:10.1021/acsmedchemlett.7b00412 

[42] R. Bajpai, F. L. Yang, D. P. Curran, On the structure of the phytophthora α1 mating hormone: Synthesis and comparison of 
four candidate stereoisomers. Tetrahedron Lett. 2007, 48, 7965-7968. doi:10.1016/j.tetlet.2007.09.054 

[43] V. Serebryany, L. Beigelman, Synthesis of 2′-O-substituted ribonucleosides. Nucleos. Nucleot. Nucl. 2003, 22, 1007-1009. 
doi:10.1081/Ncn-120022724 

[44] S. Mair, K. Erharter, E. Renard, K. Brillet, M. Brunner, A. Lusser, C. Kreutz, E. Ennifar, R. Micura, Towards a 
comprehensive understanding of RNA deamination: Synthesis and properties of xanthosine-modified RNA. Nucleic Acids 
Res. 2022, 50, 6038-6051. doi:10.1093/nar/gkac477 

[45] C. Riml, A. Lusser, E. Ennifar, R. Micura, Synthesis, thermodynamic properties, and crystal structure of RNA 
oligonucleotides containing 5-hydroxymethylcytosine. J. Org. Chem. 2017, 82, 7939-7945. doi:10.1021/acs.joc.7b01171 

[46] H. Venkatesan, M. M. Greenberg, Improved utility of photolabile solid phase synthesis supports for the synthesis of 
oligonucleotides containing 3'-hydroxyl termini. J. Org. Chem. 1996, 61, 525-529. doi:10.1021/jo951550w 

[47] I. Shiina, Y. Kawakita, R. Ibuka, K. Yokoyama, Y. Yamai, Total synthesis of buergerinin F effective construction of the 
asymmetric quaternary carbons using an enantioselective aldol reaction. Chem. Commun. 2005, 4062-4064. 
doi:10.1039/b507401k 

[48] A. Apostle, S. Fang, Deprotection of N1-methyladenosine-containing RNA using triethylamine hydrogen fluoride. Nucleos. 
Nucleot. Nucl. 2024. doi:10.1080/15257770.2024.2353181 

 


