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Synthesis and evaluation of vitamin-drug conjugate for its anticancer activity 

Cancer is the uncontrolled growth of cells in the human body that has the ability to spread. The purpose of the 

study is to explore that vitamins can be used as a targeting moiety for new anticancer drugs to address issues 

like non-selectivity, systemic toxicity. 5-Fluorouracil acetic acid–Vitamin D3 (5FUAC-Vit.D3) conjugate has 

been synthesized, characterized, and evaluated for its anticancer activity. 5-FUAC-Vit.D3 conjugate was syn-

thesized via esterification mechanism in the presence of N-Hydroxy succinimide (NHS) and 1-(3-Dimethyla-

minopropyl)-3-ethylcarbodiimide (EDC) by using HCL as coupling agent. Formation of 5-FUAC-Vit.D3 con-

jugate via esteric bond and the structure of the compounds were confirmed by spectroscopic data, i.e., IR, NMR, 

and mass spectra. The docking studies showed that 5-FUAC-Vit.D3 conjugate interacted at Arg-215 and Lys-

47 of the human thymidylate synthase proteins, through hydrogen bonding and ionic bonds respectively with a 

binding score of -8.614 which is higher than only 5-FU (-3.475). So, it was proved that forming 5-FUAC-

Vit.D3 conjugate shows greater binding to the target protein. 

Keywords: synthesis, molecular modeling, molecular docking, vitamin-drug conjugate, 5-fluorouracil acetic 

acid, vitamin D3. 

 

Introduction 

Following cardiovascular diseases, cancer is the world's second leading cause of death [1]. Cancer is 

described as the uncontrolled growth of cells in the human body that are able to spread to other parts of the 

body [2]. If this spread is not controlled, cancer may lead to severe death [3]. There are several strategies for 

treating cancer but chemotherapy is the most widely used method for treating cancer, however it has the draw-

back of being non-selective. Since cytotoxic chemotherapy does not discriminate between tumor and non-

tumor cells, it causes serious, frequently life-threatening side effects in susceptible healthy cells [4]. The most 

difficult step in conventional chemotherapy is the delivery of a cytotoxic agent that kills proliferating tumor 

cells [5–6]. Since anticancer therapy should last longer, and that longer therapy may be the cause of its side-

effect profile. The other side of the coin, i.e., side effect minimization, also has to focus to get effective drug. 

Although the side effect profile is widespread, it has generally been shown to inhibit the rapid growth required 

to maintain normal cells such as hair follicles, bone marrow and gastrointestinal tract cells. This leads to the 

potential undesirable side effects observed in cancer treatment. Low aqueous solubility, short biological half-

life, multidrug tolerance, and non-specificity or dose-limiting cellular toxicity are other limitations of free 

chemotherapeutic agents in cancer treatment [7]. Consequently, it is still difficult to achieve selectivity of anti-

cancer drugs for cancer cells and to reach breakthrough in cancer research, which may spare healthy tissue and 

help to overcome the intrinsic limitations of conventional anticancer drugs. 

To achieve successful tumor-targeting drug delivery it should include a tumor-recognizing moiety and a 

chemotherapeutic agent that is linked directly by a linker. As a result, a conjugate acting 'prodrug' is produced, 

which, once integrated into a cancer cell, readily splits and regenerates the cytotoxic agent's activity. In these 

conditions the so-called vitamin-mediated drug targeting has recently emerged as a new concept for carrying 

anticancer drugs particular to tumors [8–10]. Since cancerous cells grow quickly, they demand more vitamins 

as well as other nutrients than healthy cells, and the receptors involved in the cellular internalization of vitamins 

are abundantly expressed on the surface of growing cancer cells. As a result, it is thought to be worthwhile to 

develop “Vitamin-Drug Conjugate” that could be able to target tumor cells [11–13]. Vitamin drug conjugates 

will be nontoxic, it will specifically be internalized into cancerous cells and release the anticancer drugs with-

out loss of potency, it will minimize the systemic toxicity by being stable in blood circulation, and provide a 

target-specific activity by sparing the normal cell that will minimize the side effects [14–15]. 

Recently, cancer being widely increasing, there has been a greater need for formulating targeted drug 

delivery with minimum side effects. These needs can be fulfilled by “Vitamin-Drug Conjugate” (targeted) 
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formation. In this study 5-Fluorouracil and cholecalciferol are used as raw materials to synthesize vitamin drug 

conjugates. 5-Fluorouracil is an anticancer drug belonging to the antimetabolite class. It is used in the treatment 

of the large number of malignant tumors, some of which include breast, colon, rectal, ovarian, and bladder 

cancer. 5-Fluorouracil is acted as an antitumor agent by converting intracellularly into some active metabolites. 

These active metabolites interfere with RNA production and thymidylate synthase action, resulting in anti-

cancer activity. Recently, the ability of vitamin D3 to enhance the anti-tumor activity of chemotherapeutic 

drugs by activating apoptosis was reported. Vitamin D3 is selected as targeting moiety to cancerous cells as 

cancerous cells have an unquenchable appetite for vitamins. When Vitamin D3 is combined with 5-Fluoroura-

cil, the anticancer activity of 5-Fluorouracil is increased compared to 5-Fluorouracil administered alone. 
5-Fluorouracil shows various undesirable effects during cancer treatment if 5-Fluorouracil is given alone. So, 

by conjugating vitamin D3 with 5-Fluorouracil via an acid liable spacer, this conjugate acts as a prodrug, which 

has the potential to overcome the non-specificity and toxicity issue of 5-Fluorouracil. This approach not only 

overcomes associated toxic effects but also improved the desired bioavailability with a reduction in dose and 

dosage frequency. This combination shows a synergistic effect with targeted drug delivery of 5-Fluorouracil 

in the tumor tissues. Here we present high yield synthetic procedures for conjugate preparation as well as 

complete characterization results. Molecular modeling studies were also performed for the given synthetic 

conjugate for comparing the binding affinity of conjugate with 5-Fluorouracil. 

Experimental 

1H NMR spectra of the compounds were recorded on Bruker Avance III HD NMR 500 MHZ spectro-

photometer using CDCl3 as a solvent and operating at 500 MHz at room temperature with tetramethyl silane 

(TMS) as the internal reference. FTIR analysis was carried out to get the FTIR spectra on the FTIR spectro-

photometer, Shimadzu FT-IR 8400S. Mass spectra were recorded on the mass spectrometer, Shimadzu LC-

MS 8040. TLC was used to monitor the reaction progress and to check the purity of the compound, using Silica 

Gel plates F254 on Aluminum sheets. Docking studies were carried out using MOE-Dock, Chemical Compu-

ting Group Inc. on a machine having Pentium 1.6 GHz workstation, 512 MB memory using the Windows 

operating system. 

Methodology 

Synthesis of 5-Fluorouracil — Vitamin D3 conjugates 

1. Synthesis of 5- Fluorouracil-acetic Acid (5-FUAC) 

5-FUAC was synthesized according to the previously described method [16-17] with some modifications. 

5 FU (24g) dissolved completely in 152 ml KOH (0.3 g, 5.3 mmol) aqueous solution (9.12 g) then stir the 

reaction mixture at 100 C for 70 mins. After that prepare 40 ml of chloroacetic acid solution in aqueous KOH 

and add it to the above mixture slowly and stir using a magnetic stirrer under 60 C for 6 hours. Then acidified 

the product to pH 2 with concentrated hydrochloric acid, followed by cooling at 4 C for 12 hours. Then extract 

the mixture using a separating funnel as, take 50 ml of the above reaction mixture in separating funnel, add 

30ml of ethyl acetate to it and shake for 10 mins. Collect the supernatant (i.e., ethyl acetate layer/organic layer) 

in a beaker separately, and pour the aqueous layer again in the separating funnel and add fresh ethyl acetate 

30 ml to it and shake it for 10 min. Repeat the procedure for 3 times for each of the 50 ml of solution. Repeat 

the same procedure for the whole of the above reaction mixture. Then take the collected supernatant layer 

(120 ml) and add 1–2 spoons of sodium sulphate to it and keep it for 30 mins. Then filter the solution, evaporate 

the filtrate using Rota evaporator at 60 C. Dry the product, and record the yield and Rf value of the synthesized 

product. The product yield was found to be 62 % and the Rf value of the conjugate was found to be 0.35 using 

mobile phase (Chloroform:Methanol:Triethylamine = 7:1:2 in proportion) and silica plate as stationary phase. 

Physical and spectral data for 5-FUAC (Intermediate product): IR (KBr, 4500–500 cm–1) γ = 1690 (C=O 

acid), 3194 (N–H), 2835 (C–H), 1211 (C–N), 1404 (C–F), 1479 (C–C);1H NMR (CDCl3, 500 MHz): 

δ = 4.60 (2H, s), 8.65 (1H, s). 11.46 (1H, s) ppm; Ms: m/z (%) = 189.4 (M+) 

2. Synthesis of 5- Fluorouracil-acetic Acid- Vitamin D3 conjugate 

First, a solution of 5-FUAC (0.496 g) in 1 ml of dimethylformamide was prepared, then a solution of 

Vitamin D3 (0.5 g) in 20 ml of dimethylformamide and 2–3 drops of dichloromethane were added dropwise. 

Thereafter, 0.196 g (1.7 mmol) of N-Hydroxy succinimide (NHS) and 0.4 g (2.09 mmol) of 1-(3-Dimethyl-

aminopropyl)-3-ethylcarbodiimide HCl (EDC·HCl) were added subsequently. The above solution was incu-

bated for 16 hrs away from light. Then the reaction mixture was precipitated with 150 ml of isopropanol, 
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filtered and dried. The yield and Rf value of the conjugate were recorded. The product yield was found to be 

48 % and Rf value of the conjugate was found to be 0.5 using mobile phase (Chloroform:Methanol:Triethyl-

amine = 7:1:2 in proportion) and silica plate as stationary phase. 

Physical and Spectral data for 5 FUAC-Vitamin-D3 Conjugate: M.P. — 74–76 C; IR (KBr, 4500–

500 cm–1) 1726 C=O (ester), 1200 C–O (ester), 1618 (C=O stretch in pyrimidine ring), 3337 (N–H stretch), 

2932 (C–H stretch), 1199, 1101 (C–N), 1377 (C–F), 1431 (C–C), 3067, 3050 (C=CH2), 1618 (C=C) cm–1; 
1H NMR (CDCl3, 500 MHz): δ (ppm) = 0.60–0.72 (q, 2H), 0.78–0.84 (8H, d), 0.94 (3H, s), 1.04 (3H, d), 1.16–

1.32 (2H, 1.24 quint), 1.35–1.76 (12H, 1.65 m), 1.95 (1H, m), 2.18–2.52 (6H, 2.23, m), 2.59 (1H, dd, J = 14.2, 

3.1 Hz), 4.58–4.59 (2H, s), 4.78 (1H, d), 4.94–5.09 (2H, m), 6.06 (1H, d), 6.32 (1H, d), 8.60 (1H, s) ppm; Ms: 

m/z (%) = 554.3 (M+). 

Molecular Docking 

5-FU and 5-FUAC-Vitamin D3 conjugate were docked in thymidylate synthase active site using MOE-

Dock, Chemical Computing Group Inc. 

Procedure: Protein (Code — 1HVY) was retrieved from PDB data resources with a resolution of 1.90 Å. 

The structure of 5-FU and Vitamin-D3 were retrieved from PubChem and conjugated. All the structures were 

energy minimized and their lower energy conformations were generated considering pKa of ionizable groups 

and pH of the medium. The protein crystal structures of human thymidylate synthase were prepared and the 

missing residues were modeled. The parameters during protein preparation were set with ionization and tau-

tomerization using the Epic module for a pH range of 7 to 9. The molecular docking program was run to 

evaluate ligand-protein binding energy and interactions. 

Result and Discussion 

5-FUAC-Vitamin D3 conjugate was synthesized, and the synthetic route is shown in Figure 1. The melt-

ing point and TLC were performed for the synthetic conjugate to confirm its purity and homogeneity. The 

structures of 5-FUAC and 5-FUAC-Vitamin D3 Conjugate were characterized by IR, NMR, and mass spec-

trometry. The data of IR, NMR, and Mass spectrometry was listed in the experimental section. Molecular 

modeling studies were performed for comparing the binding affinity of conjugate with 5-FU. Molecular dock-

ing studies of 5-FU and 5-FU- Vitamin-D3 Conjugate also were studied and results were shown in Table 1. 

FTIR 

The main peaks observed in the IR spectra of 5-fluorouracil acetic acid are 1690 cm-1 for C=O of carbox-

ylic acid, 3194 cm–1 for N–H stretching, 1400 cm–1 for C–F, and 1211 cm–1 for C–N. The IR spectra of 5-fluor-

ouracil acetic-acid — vitamin D3 conjugate are observed at 1726 cm–1 for C=O (ester), 1199 cm–1 for C–O 

(ester), and 1618 cm–1 for C=O stretch in pyrimidine ring. The peaks observed at 1726 cm–1 which is of C=O 

of ester and at 1199 cm–1 which is for C–O of ester. These peaks show the formation of 5-FUAC Vitamin D3 

conjugate via formation of an esteric linkage. They are seen in the IR spectra of 5-FUAC-Vitamin D3 conjugate 

and absent in the IR spectra of other compounds. 

 

Step-I 

 

Step-II 

 

Figure 1. Synthetic scheme of 5- FUAC-Vitamin D3 conjugate 
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T a b l e  1  

Docking Scores of 5-FU and 5-FUAC-Vit.D3 conjugate 

Sr. No. Molecule code/ structure Docking score Interactions with target protein 

1 5-FU –3.47 5-FU-C=O — ASN 226 (Hydrogen Bond) 

2 5-FU-Vit D3 conjugate –8.614 
5-FU-Vit-D C=O — Arg-215(Hydrogen Bond) 

5-FU-Vit-D C-O — Lys-47 (Ionic Bond) 

 

NMR 

The 1H NMR spectra of 5-FUAC-Vitamin D3 are at δ value of 4.58–4.59 (2H, s), 4.78 (1H, d), 4.94–5.09 

(2H, m). The NMR spectra of 5-FUAC-vitamin D3 showed the peaks at the above mentioned δ values, which 

confirm the structure of 5-FUAC-vitamin D3 conjugate. The peaks observed in the range of 3–5 ppm show 

the formation of esteric bond in the conjugate. 

Mass Spectroscopy 

Mass spectra of 5-FUAC-Vitamin D3 conjugate were recorded for its structural confirmation. The mass 

spectra of 5-FUAC-vitamin D3 conjugate showed the molecular ion peak at 554.3 m/z, which confirms the 

conjugation of 5-FUAC with Vitamin D3 by forming an esteric linkage and formation of the final product, i.e., 

5-FUAC-Vitamin D3 conjugate. 

Molecular Docking 

The 5-FUAC-Vitamin D3 conjugate was evaluated by molecular modelling studies. The conjugate was 

docked on the thymidylate synthase (PDB Code — 1HVY) active site as shown in Figure 2. 

The docking studies showed that 5-FUAC-Vitamin-D3 conjugate interacted at Arg-215 and Lys-47 of 

the human thymidylate synthase proteins, through hydrogen bonding and ionic bonds respectively with a bind-

ing score of –8.614 which is higher than 5-FU i.e., –3.475 as shown in Table 1. So, it was proved that forming 

5-FUAC-Vitamin D3 conjugate shows greater binding to the target protein. The greater binding will also re-

veals that this conjugate will aid in the anticancer activity of the compound. 

 

 

Figure 2. Binding interaction of 5-FU-Vit-D conjugate in the active site of human thymidylate synthase enzyme  

(Target of 5-FU, PDB Code — 1HVY) 

Conclusion 

5-Fluorouracil-Vitamin D conjugate was successfully synthesized, characterized, and evaluated. The 

characterization was carried out by performing IR, NMR, and Mass spectroscopy which suggested the for-

mation of 5-FUAC-Vitamin D3 conjugate through an esteric linkage. 

5FUAC-Vitamin D3 conjugate was designed and may be proven as a novel prodrug approach, that will 

have the potential to overcome non-specificity and toxicity issues of 5-FU. The present prodrug approach will 

also have the potential to improve the potency and bioavailability of the anticancer drug. Molecular docking 

analysis of 5-Fluorouracilacetic acid-Vitamin D3 conjugate with the human thymidylate synthase revealed 

excellent binding affinity compared to 5-FU. Moreover, this will also help in the accumulation of the drug in 
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more extend than the conventional therapies. The present study may be extended further for other anticancer 

drugs by forming conjugates with other vitamins. 

 

 

References 

1 Padma, V.V. (2015). An overview of targeted cancer therapy. BioMedicine, 5(4). https://doi.org/10.7603/s40681-015-0019-4 

2 Definition of Cancer. (n.d.). Retrieved January 18, 2021, from https://www.medicinenet.com/cancer/definition.htm 

3 Luo, S., Wang, Z., Patel, M., Khurana, V., Zhu, X., Pal, D., & Mitra, Ashim. K. (2011). Targeting SVCT for enhanced drug 
absorption: Synthesis and in vitro evaluation of a novel vitamin C conjugated prodrug of saquinavir. International Journal of Pharma-
ceutics, 414(1), 77–85. https://doi.org/10.1016/j.ijpharm.2011.05.001 

4 Allen, T.M. (2002). Ligand-targeted therapeutics in anticancer therapy. Nature Reviews Cancer, 2(10), 750–763. 
https://doi.org/10.1038/nrc903 

5 Chari, R.V.J. (1998). Targeted delivery of chemotherapeutics: Tumor-activated prodrug therapy. Advanced Drug Delivery Re-
views, 31(1), 89–104. https://doi.org/10.1016/S0169-409X(97)00095-1 

6 Ojima, I., Geng, X., Wu, X., Qu, C., Borella, C. P., Xie, H., Wilhelm, S. D., Leece, B. A., Bartle, L. M., Goldmacher, V. S., & 
Chari, R.V.J. (2002). Tumor-Specific Novel Taxoid−Monoclonal Antibody Conjugates. Journal of Medicinal Chemistry, 45(26), 
5620–5623. https://doi.org/10.1021/jm025540g 

7 Seifu, M. F., & Nath, L.K. (2019). Polymer-drug conjugates: Novel carriers for cancer chemotherapy. Polymer-Plastics Tech-
nology and Materials, 58(2), 158–171. https://doi.org/10.1080/03602559.2018.1466172 

8 Fortin, S., & Bérubé, G. (2013). Advances in the development of hybrid anticancer drugs. Expert Opinion on Drug Discovery, 
8(8), 1029–1047. https://doi.org/10.1517/17460441.2013.798296 

9 Mahato, R., Tai, W., & Cheng, K. (2011). Prodrugs for improving tumor targetability and efficiency. Advanced Drug Delivery 
Reviews, 63(8), 659–670. https://doi.org/10.1016/j.addr.2011.02.002 

10 Bildstein, L., Dubernet, C., & Couvreur, P. (2011). Prodrug-based intracellular delivery of anticancer agents. Advanced Drug 
Delivery Reviews, 63(1–2), 3–23. https://doi.org/10.1016/j.addr.2010.12.005 

11 Bhole, R.P., Jadhav, S., Zambare, Y.B., Chikhale, R. V., & Bonde, C.G. (n.d.). Vitamin-anticancer drug conjugates: A new era 
for cancer therapy. İstanbul Journal of Pharmacy, 50(3), 312–322. 

12 Chen, S., Zhao, X., Chen, J., Chen, J., Kuznetsova, L., Wong, S.S., & Ojima, I. (2010). Mechanism-Based Tumor-Targeting 
Drug Delivery System. Validation of Efficient Vitamin Receptor-Mediated Endocytosis and Drug Release. Bioconjugate Chemistry, 
21(5), 979–987. https://doi.org/10.1021/bc9005656 

13 Russell-Jones, G., McTavish, K., & McEwan, J. (2011). Preliminary studies on the selective accumulation of vitamin-targeted 
polymers within tumors. Journal of Drug Targeting, 19(2), 133–139. https://doi.org/10.3109/10611861003734027 

14 Ojima, I., Zuniga, E.S., Berger, W.T., & Seitz, J.D. (2011). Tumor-targeting drug delivery of new-generation taxoids. Future 
Medicinal Chemistry, 4(1), 33–50. https://doi.org/10.4155/fmc.11.167 

15 Jaracz, S., Chen, J., Kuznetsova, L. V., & Ojima, I. (2005). Recent advances in tumor-targeting anticancer drug conjugates. 
Bioorganic & Medicinal Chemistry, 13(17), 5043–5054. https://doi.org/10.1016/j.bmc.2005.04.084 

16 Kumar, S. U., Gopinath, P., & Negi, Y.S. (2017). Synthesis and bio-evaluation of xylan-5-fluorouracil-1-acetic acid conjugates 
as prodrugs for colon cancer treatment. Carbohydrate Polymers, 157, 1442–1450. https://doi.org/10.1016/j.carbpol.2016.09.096 

17 Udo, K., Hokonohara, K., Motoyama, K., Arima, H., Hirayama, F., & Uekama, K. (2010). 5-Fluorouracil acetic acid/β-cy-
clodextrin conjugates: Drug release behavior in enzymatic and rat cecal media. International Journal of Pharmaceutics, 388(1–2), 95–
100. https://doi.org/10.1016/j.ijpharm.2009.12.039 

 

 

Р.П. Бхоле, Ш. Джадхав, Р.Чикхале, Й. Шинде, К.Г. Бонде 

Витамин-дәрілік конъюгаттың қатерлі ісікке қарсы  

белсенділігін синтездеу және бағалау 

Қатерлі ісік — адам ағзасында таралу қабілеті бар жасушалардың бақылаусыз өсуі. Зерттеудің мақсаты 

витаминдерді селективтілік пен жүйелік уыттылық сияқты мәселелерді шешу үшін ісікке қарсы жаңа 

препараттардың негізгі компоненті ретінде қолдануға болатынын көрсету. 5-фторурацил сірке 

қышқылы-D3 витамині (5FUAC-Vit.D3) синтезделді, сипатталды және оның ісікке қарсы белсенділігі 

бағаланды. 5-FUAC-Vit.D3 конъюгациясы HCl байланыстырушы ретінде N-гидроксисукцинимид 

(NHS) және 1-(3-диметиламинопропил)-3-этилкарбодиимид (EDC) қатысуымен этерификация 

механизмімен синтезделді. Эфир байланысы арқылы 5-FUAC-Vit.D3 конъюгатының түзілуі, сонымен 

қатар қосылыстардың құрылымы IR, NMR және масс-спектрометрия мәліметтерімен расталды. 

Докингтік зерттеулер 5-FUAC-Vit.D3 конъюгациясы сәйкесінше –8.614 байланыс индексі бар сутек пен 

иондық байланыстар арқылы адам тимидилатсинтазы ақуыздарының Arg-215 және Lys-47-мен өзара 

әрекеттесетінін көрсетті, бұл басындағы 5-ФУ (-3.475) препаратымен салыстырғанда жоғары болатыны 

байқалды. Сонымен, түзілетін 5-FUAC-Vit.D3 конъюгаты мақсатты ақуызбен көбірек әрекеттесетіні 

байқалды. 
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Кілт сөздер: синтез, молекулалық модельдеу, молекулалық қондыру, дәрілік конъюгат, 

5-фторурацилсірке қышқылы, D3 витамині. 
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Синтез и оценка конъюгата «витамин – лекарственный препарат»  

на предмет его противораковой активности 

Рак — это неконтролируемый рост клеток человеческого тела, который имеет способность распростра-

няться. Цель исследования — показать, что витамины могут применяться в качестве целевого компо-

нента для новых противоопухолевых препаратов с целью решения таких проблем, как неселективность 

и системная токсичность. Конъюгат «5-фторурацил уксусная кислота – витамин D3» (5FUAC-Vit.D3) 

был синтезирован, охарактеризован и оценен на предмет его противораковой активности. Конъюгат 

5-FUAC-Vit.D3 был синтезирован по механизму этерификации в присутствии N-гидроксисукцинимида 

(NHS) и 1-(3-диметиламинопропил)-3-этилкарбодиимида (EDC) с использованием HCl в качестве свя-

зующего агента. Образование конъюгата 5-FUAC-Vit.D3 через сложно-эфирную связь, а также струк-

тура соединений были подтверждены данными ИК, ЯМР и масс-спектрометрии. Докинговые исследо-

вания показали, что конъюгат 5-FUAC-Vit.D3 взаимодействует с Arg-215 и Lys-47 белков тимидилат-

синтазы человека посредством водородных и ионных связей с показателем связывания соответственно 

–8,614, что выше, чем для исходного 5-FU (–3,475). В целом, было отмечено, что образующийся конъ-

югат 5-FUAC-Vit.D3 показывает большее связывание с целевым белком. 

Ключевые слова: синтез, молекулярное моделирование, молекулярный докинг, конъюгат «витамин–ле-

карство», 5-фторурацилуксусная кислота, витамин D3. 
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