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Abstract 

Cancer, cardiovascular diseases and tuberculosis (TB) are major therapeutic challenges, 

for which various drug strategies have been developed, including the use of inorganic 

agents such as metallo-drugs and NO• (nitric oxide)/ HNO (nitroxyl). Within this 

prospect, the thesis objective addresses the design, synthesis, physical-chemical studies 

and biological evaluation of metal-based drugs capable of releasing NO• and/or HNO 

with pharmacological effects. Two types of organic platforms are thus envisaged as 

ligands in FeII/III complexes devised as potential sources of NO•/HNO: the spectator 

cyclam ligand (1,4,8,11-tetraazacyclotetradecane) and three reactive azine hydroxamic 

acid ligands (ArC(O)NHOH).  

The first chapter deals with the chemical reactivity of a trans-[Fe(cyclam)(NO)Cl]Cl2 

complex, which is shown to decompose by releasing NO• under physiological pH and 

temperature conditions, the process being significantly accelerated upon light irradiation 

at 365 nm. In contrast, in vitro experiments in the presence of glutathione revealed that 

the same complex produces HNO. Angiogenesis studies showed that the complex is 

able to significantly inhibit the hypoxia-inducible factor (HIF-1α) induced by hypoxia 

or addition of a NO• donor (Spermine NONOate) in breast cancer cells: this result is 

consistent with a release of HNO by the nitrosyl complex. On the other hand, 

vasodilation assays using precontracted rat aortic rings revealed that the complex 

exhibits a relaxation IC50 of 910 nM, vs 24 nM for the reference drug, nitroprusside.  

The next chapters deal with the oxidation-promoted release of HNO from aromatic 

hydroxamic acids. Chapter 2 focuses on the oxidation mechanism of isonicotinoic, 

nicotinoic and pyrazinoic hydroxamic acids, mediated by potassium ferricyanide 

(K3[FeIII(CN)6]) in physiological pH conditions. It is shown that oxidative activation of 

aryl hydroxamic acids, mediated by FeIII, involves the production of the N,O-

di(di)azinoylhydroxylamine intermediate with concomitant release of HNO, instead of 

the putative acyl nitroso species. The free hydroxamic acids were also evaluated for 

different biological activities and used as controls to be compared with iron complexes 

described in chapter 3. These pentacyanoferrate(II) complexes, 

Na3FeII(CN)5(ArCONHOH), initially devised as potential hybrid of isoniazid (INH, 

first-line anti-TB prodrug, for which the isonicotinoyl radical is the active metabolite) 

and delamanid (third-line anti-TB, for which HNO is the active metabolite), were 

synthesized and characterized by spectroscopic techniques, cyclic voltammetry, and 

DFT calculations. Using EPR and 1H NMR spectroscopy, oxidation of these FeII 
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complexes with H2O2 was shown to result in the release of HNO and corresponding 

azinoic acids, through a likely intramolecular electron transfer. In contrast to what was 

observed from the INH complex (Na3[FeII(CN)5(INH)]), no azinoyl radical species was 

evidenced to be produced from the corresponding hydroxamic acid complexes. Instead, 

the corresponding carboxylic acids were found to be formed, in particular pyrazinoic 

acid which is the active metabolite of pyrazinamide, another antitubercular pro-drug: 

this result would be relevant for the treatment of pyrazinamide-resistant tuberculosis, as 

the activation could thus occur without assistance of the pyrazinamidase enzyme of 

Mycobacterium tuberculosis (Mtb). 

The free hydroxamic acids and corresponding complexes did not show any antibiotic 

action against an actively growing/non-resistant Mtb strain. However, the complexes 

showed a strong dose-dependent and reversible vasodilation activity, close to that of 

nitroprusside (64-250 nM vs 13 nM). The free hydroxamic acids were found ca. 19- to 

76-fold less active than the corresponding complexes. On the basis of in vivo 

experiments, Na4[FeII(CN)5(PyCONHO-)] also showed a promising cardiovascular 

activity profile for the development of a new antihypertensive agent.  

 

Key words: antiangiogenesis, cyclam, hydroxamic acids, iron complexes, nitric oxide, 

nitroxyl, oxidative activation mechanisms, tuberculosis, vasodilation.  

 

Résumé  

 

Le cancer, les maladies cardiovasculaires et la tuberculose (TB) sont des défis de santé 

majeurs pour lesquels diverses stratégies médicamenteuses ont été développées, y 

compris l'utilisation d'agents inorganiques tels que des complexes métalliques et l'oxyde 

nitrique (NO•) ou le nitroxyle (HNO). L'objectif de la thèse porte sur la conception, la 

synthèse, les études physico-chimiques et l'évaluation biologique de molécules à base 

de métaux capables de libérer NO• et/ou HNO avec des effets pharmacologiques. Deux 

types de plates-formes organiques sont envisagés comme ligands des complexes de fer, 

conçus comme sources potentielles de NO•/HNO : le ligand spectateur cyclam 

(1,4,8,11-tétraazacyclotétradécane) et les ligands réactifs du type azine acide 

hydroxamique (ArC(O)NHOH). 

Le premier chapitre traite de la réactivité du complexe trans-[Fe(cyclam)(NO)Cl]Cl2, 

qui se décompose en libérant NO• à pH physiologique, le processus est accéléré par 
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irradiation lumineuse à 365 nm. En revanche, des expériences in vitro en présence de 

glutathion ont révélé que le même complexe produit HNO. Des études d'angiogenèse 

ont montré que le complexe est capable d'inhiber le "facteur inductible par hypoxie" 

(HIF-1α) induit par hypoxie ou ajout d'un donneur de NO• (Spermine NONOate) dans 

les cellules cancéreuses du sein, résultat cohérent avec une libération de HNO. Des tests 

de vasodilatation, des anneaux aortiques de rat précontractés, ont révélé que le 

complexe présente une CI50 de relaxation de 910 nM, contre 24 nM pour le médicament 

de référence nitroprussiate. 

Les chapitres suivants traitent de la libération de HNO par oxydation d'acides 

hydroxamiques aromatiques. Le chapitre 2 se concentre sur le mécanisme d'oxydation 

des acides hydroxamiques isonicotinoïque, nicotinoïque et pyrazinoïque par le 

ferricyanure de potassium à pH physiologique. Il est montré que l'activation oxydante 

des acides hydroxamiques par des ions FeIII implique la production de l'intermédiaire 

N,O-di(di)azinoylhydroxylamine avec libération concomitante de HNO, au lieu de 

l'espèce hypothétique acyl nitroso. Les acides hydroxamiques ont été évalués pour 

différentes activités biologiques et utilisés comme témoins pour être comparés aux 

complexes de fer décrits au chapitre 3. Les complexes de type 

Na3FeII(CN)5(ArCONHOH), initialement conçus comme modèles de médicaments 

hybride d'isoniazide (INH, anti-TB, dont le radical isonicotinoyle est le métabolite actif) 

et du délamanide (anti-TB, dont HNO est le métabolite actif), ont été synthétisés et 

caractérisés par des techniques spectroscopiques, voltammétrie cyclique, et calculs 

DFT. En utilisant la spectroscopie RPE et RMN 1H, l'oxydation de ces complexes de 

FeII avec H2O2 s'est avérée entraîner la libération de HNO et des acides azinoïques 

correspondants, via un probable transfert d'électrons intramoléculaire. Contrairement à 

ce qui a été observé pour le complexe Na3[FeII(CN)5(INH)], aucun radical azinoyle n'a 

été produit à partir des complexes d'acide hydroxamiques. Les acides carboxyliques 

correspondants ont par contre été observés, en particulier l'acide pyrazinoïque, 

métabolite actif du pyrazinamide, un autre promédicament anti-TB: ce résultat est a 

priori pertinent pour le traitement de la TB résistante au pyrazinamide, car l'activation 

pourrait ainsi se produire sans l'aide de l'enzyme pyrazinamidase de Mycobacterium 

tuberculosis (Mtb). 

Les acides hydroxamiques libres ou complexés n'ont montré aucune action antibiotique 

contre une souche de Mtb non résistante en croissance active. Cependant, les complexes 

ont montré une forte activité de vasodilatation dose-dépendante et réversible, proche de 
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celle du nitroprussiate (64-250 nM vs 13 nM). Les acides hydroxamiques libres ont été 

19 à 76 fois moins actifs que les complexes correspondants. Sur la base d'expériences in 

vivo, Na4[FeII(CN)5(PyCONHO-)] a aussi montré un profil d'activité cardiovasculaire 

prometteur pour le développement d'un nouveau médicament antihypertenseur. 

 

Mots clés : acides hydroxamiques, antiangiogenèse, complexes de fer, cyclam, 

mécanismes d'activation oxydante, nitroxyle, oxyde nitrique, tuberculose, 

vasodilatation. 
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Abbreviations 

NO•: nitric oxide 

WHO: World Health Organization 

FDA: Food and Drug Administration 

HIFs: hypoxia-inducible factors 

CVDs: cardiovascular diseases 

TB: Tuberculosis 

Mtb: Mycobacterium tuberculosis 

INH: isoniazid 

PZA: pyrazinamide 

MDR-TB: multidrug-resistant tuberculosis 

SNP: sodium nitroprusside 

sGC: soluble guanylate cyclase 

IQG607: Na3[Fe(CN)5(INH)] 

NOS: nitric oxide synthases 

GSH: glutathione 

GTN: glyceryl trinitrate 

IPA/NO: sodium 1-(isopropylamino)diazen-1ium-1,2-diolate 

Cyclam: 1,4,8,11-tetraazacyclotetradecane 

IC: inhibitory concentration 

cPTIO: 2-(4-carboxyphenyl)-4,4,5,5-tetramethylimidazoline-1-oxyl-3-oxide potassium 

salt 

EPR: electron paramagnetic resonance 

DFT: density functional theory 

TD-DFT: time-dependent DFT 

LLCT: ligand-to-ligand charge transfer 

ILCT: intraligand charge transfer 

MLCT: metal-to-ligand charge transfer 
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Foreword 

Cancer, cardiovascular disorders, and tuberculosis are diseases that significantly 

affect the world population. Among the therapeutic strategies used to treat these 

diseases, administration of medicines is one of the most important, allowing the control 

of health problems, and improving the quality of patients’ life. Such strategy has been 

increasingly adopted however, spite of the benefits brought by the use of medicines, in 

many cases, mainly in situations of prolonged use as for cardiovascular therapy, several 

side effects are observed. For cancer, the discovery for miraculous molecules allowing 

the cure of the disease is still anxiously waited. Moreover, the emergence of infectious 

diseases promoted by pathogenic strains resistant to conventional antibiotics (e.g., 

Mycobacterium tuberculosis towards isoniazid and rifampicin) is also a worldwide 

health problem urgently needing for new agents that could exhibit better efficacy and 

lesser side-effects. 

While chemical organic drugs are largely employed to treat these affections and 

others, inorganic compounds have been much less developed. However, a few inorganic 

drugs containing metal atoms can also play a crucial role in therapeutic (e.g., LiCO3, 

cisplatin, sodium nitroprusside, etc.) and diagnostic (e.g., Magnevist® and Cardiolite®, 

etc.) arsenals. Among the inorganic compounds involving metals, metallo-drug is a 

class of molecules that exhibits a series of chemical characteristics (e.g., charge 

variation and metal-ligand interaction) and properties (e.g., redox activity and Lewis 

acid properties) that make it excellent scaffold for the development of new medicinal 

chemistry strategies. Additionally, another family of inorganic compounds that draw 

our attention is the nitric oxide (NO•) and nitroxyl (HNO) molecules, which are both 

widely studied due to their relevant biological properties. As these molecules are very 

unstable and cannot be planned as direct drugs, pro-drugs able to release these reactive 

species in vivo are also of our interest. All these advances prompted us to propose new 

anticancer, antihypertensive and antituberculosis drug-development strategies based on 

the release of NO•/HNO mediated by transition-metal. In this context, this thesis focuses 

on the design, synthesis, physico-chemical and biological studies of new metal 

complexes able to release NO•/HNO in physiological conditions as a way to assist in the 

treatment of cancer, hypertension disorders, and tuberculosis. 

The overview presented in the introduction is devoted in the first part to 

highlight the place of metal complexes in therapeutics and in a second part, to point out 
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the significant biological aspects of NO• and HNO, their pharmacological importance in 

the context of cancer, cardiovascular disease and tuberculosis, and finally, to report their 

organic and inorganic donors. The results obtained under this thesis are presented in the 

form of scientific papers. The first part of this thesis (Chapter 1) describes the study of 

the reactivity of the FeII complex, trans-[Fe(cyclam)(NO)Cl]Cl2, with regard to the 

release of NO• through a photochemical process and the release of HNO via the 

activation of the complex by biological reducing agents. The vasodilation properties of 

this nitrosyl complex were also examined. 

The second part of this thesis is divided in two chapters (chapters 2 and 3). In the 

chapter 2, a mechanistic study of the oxidative activation of three (di)azine hydroxamic 

acids (isonicotino-, nicotino-, and pyrazino- hydroxamic acids) was described. These 

results led us to propose a new mechanism for the activation of these (di)azine 

hydroxamic acids in aqueous medium. These compounds were also evaluated for 

different biological activities and they were used as control molecules to be compared to 

the metal-drugs prepared in the chapter 3. In the third chapter, three new 

pentacyanoferrate(II) complexes derived from the aromatic hydroxamic acids 

mentioned above, originally conceived as a potential hybrid of isoniazid (front-line 

antitubercular, for which radical isonicotinoyl is the active metabolite) and delamanid 

(third-line anti-TB, for which HNO is the active metabolite), were synthesized, 

characterized and their ability to release dual active metabolites (NO•/HNO and aroyl 

radical) in the presence of H2O2, as well as their biological effects as antitubercular and 

cardiovascular agents were investigated. 

 

Avant-propos 

 

Le cancer, les troubles cardiovasculaires et la tuberculose sont des maladies qui 

affectent de manière significative la santé de la population mondiale. Parmi les 

stratégies thérapeutiques utilisées pour traiter ces maladies, l’administration de 

médicaments est l’une des plus importantes, permettant de pallier les problèmes de 

santé, et d’améliorer la qualité de vie des patients. Cette stratégie est de plus en plus 

adoptée, néanmoins dans de nombreux cas et principalement dans les situations 

d’utilisation prolongée, comme pour les maladies cardiovasculaires, plusieurs effets 

secondaires sont observés. Pour le cancer, la découverte de molécules « miraculeuses » 
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permettant la guérison de la maladie est encore attendue avec impatience. En outre, 

l’émergence de maladies infectieuses favorisées par des souches pathogènes résistantes 

aux antibiotiques conventionnels (par exemple Mycobacterium tuberculosis face à 

l’isoniazide et rifampicine) est également un problème de santé mondiale nécessitant 

urgemment la découverte de nouveaux agents qui pourraient présenter une meilleure 

efficacité et moins d’effets secondaires. 

Alors que les médicaments chimiques organiques sont en grande partie utilisés 

pour traiter ces maux et d’autres, les composés inorganiques ont été beaucoup moins 

développés. Cependant, quelques médicaments inorganiques contenant des atomes 

métalliques peuvent également jouer un rôle crucial dans les arsenaux thérapeutiques (p. 

ex. : LiCO3, cisplatine, nitroprussiate de sodium, etc.) et diagnostiques (p. ex. : 

Magnevist® et Cardiolite®, etc.). Parmi les composés inorganiques à base de métaux, 

ceux appelés “drogues métalliques” appartiennent à une classe de molécules qui 

présente une série de caractéristiques chimiques (par exemple : variation de charge et 

interaction métal-ligand) et de propriétés (par exemple : activité redox et propriétés de 

l'acide de Lewis) qui font d'elle un excellent échafaudage pour le développement de 

nouvelles stratégies de chimie médicinale. En outre, une autre famille de composés 

inorganiques qui attire notre attention est l’oxyde nitrique (NO•) et nitroxyle (HNO), qui 

sont tous les deux largement étudiés en raison de leurs propriétés biologiques 

pertinentes. Comme ces molécules sont très instables et ne peuvent pas être 

administrées comme des médicaments, des pro-médicaments capables de libérer ces 

espèces réactives in vivo sont également de notre intérêt. Toutes ces avancées nous ont 

incités à proposer une nouvelle stratégie de développement de médicaments 

anticancéreux, antihypertenseurs et antituberculeux basée sur la libération de NO•/HNO 

induite par la modification de l’état d’oxydation du métal de transition. Dans ce 

contexte, cette thèse vise la conception, la synthèse, les études physico-chimiques et 

biologiques de nouveaux complexes métalliques capables de libérer NO•/HNO dans des 

conditions physiologiques de pH comme un moyen d’assister au traitement du cancer, 

des troubles de hypertension, et de la tuberculose. 

L’aperçu présenté dans l’introduction consiste, dans un première temps, à faire 

ressortir la place des complexes métalliques en thérapeutique et dans un deuxième 

temps, à signaler les aspects biologiques significatifs des molécules NO• et HNO, leur 

importance pharmacologique dans le contexte du cancer, des maladies cardiovasculaires 

et de la tuberculose, et enfin, à rapporter leurs donneurs organiques et inorganiques. 
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Les résultats obtenus dans le cadre de cette thèse sont présentés sous forme 

d’articles scientifiques. La première partie de cette thèse (chapitre 1) décrit l’étude de la 

réactivité du complexe de FeII, trans-[Fe(cyclam)(NO)Cl]Cl2, en ce qui concerne la 

libération de NO• par un processus photochimique et la libération de HNO via 

l’activation du complexe par des agents biologiques réducteurs. Les propriétés de 

vasodilatation de ce complexe de nitrosyle ont également été examinées. 

La deuxième partie de cette thèse est divisée en deux chapitres (chapitres 2 et 3). 

Dans le chapitre 2, une étude du mécanisme de l’activation oxydative de trois (di)azine 

acides hydroxamiques (acide hydroxamique isonicotinique, acide hydroxamique 

nicotinique et acide hydroxamique pyrazinique) a été décrite. Ces résultats nous ont 

amenés à proposer un nouveau mécanisme pour l’activation des acides hydroxamiques. 

Ces composés ont également été évalués vis-à-vis de différentes activités biologiques et 

ils ont été utilisés comme des molécules témoins pour être comparés aux complexes 

métalliques préparés dans le chapitre 3. Dans le troisième chapitre, trois nouveaux 

complexes pentacyanoferrate(II) dérivés des acides hydroxamiques mentionnés ci-

dessus, originalement conçus comme hybride potentiel de l’isoniazide (antituberculaire 

de première ligne, pour lequel le radical isonicotinoyle est le métabolite actif) et du 

délamanide (anti-TB de troisième ligne, pour lequel HNO est le métabolite actif), ont 

été synthétisés, caractérisés et leur capacité à libérer deux métabolites actifs (NO•/HNO 

et le radical aroyle) en présence de H2O2, ainsi que leurs effets biologiques (propriétés 

antituberculaires et cardiovasculaires) ont été étudiés. 
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INTRODUCTION 

 

1. Metallo-drugs in medicine - Brief historical account  

 

Metallo-drugs constitute a class of pharmaceutical substances that contains a 

metal as an active ingredient. Several substances in this class have been used in 

therapeutic and diagnostic medicine throughout history [1]. In terms of modern 

chemotherapy, the first metallo-drug used was salvarsan (Figure 1), an arsenic(III)-

based antimicrobial agent developed by the German physician Paul Ehrlich in 1910. It 

was used in the treatment of syphilis, before being replaced by penicillin after World 

War II [1,2]. Several other treatments based on metallo-drugs have emerged, such as 

gold compounds (e.g., gold cyanide (K[Au(CN)2]) and sodium aurothiomalate) for the 

treatment of tuberculosis during the years of 1925-1935 (described as the “Gold 

Decade”) [3]. Despite the ineffectiveness of such complex ions in the treatment of 

tuberculosis in animals, the same compounds proved to be effective in the treatment of 

rheumatoid arthritis, culminating with the oral use of the drug auranofin (Figure 1) in 

1985 [4], for the treatment of this pathology. 

 

Figure 1. Examples of three first prescribed metallo-drugs. 
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Another milestone of modern medicine involves the metal-complex cis-

diamminedichloroplatinum(II) (cisplatin or platinol) (Figure 1), first synthesized in 

1845 by the Italian chemist Michele Peyrone [5]. However, it was the chemists Barnett 

Rosenberg and Loretta VanCamp who, in 1965, while studying the effect of electric 

current on Escherichia coli, reported biological actions of cisplatin. Rosenberg's work 

culminated with the discovery of cisplatin as one of the most well-known antitumor 

agent of all times, leading to development of a series of analogues, which have been 

used in ca. 50% of all cancer treatments [5,6]. 

 

Relevant properties of metal complexes within the therapeutic context 

Metal complexes provide highly versatile platforms for drug design. In addition 

to the variations in the metal nature and oxidation state, metal ions adopt diverse 

geometries and coordination numbers, allowing the adjustment of chemical reactivity in 

terms of kinetics (bond exchange rates) and thermodynamics (metal-ligand bond 

strengths, redox potential, etc.) [7]. Not only the metal, but also the ligands are 

anticipated to play important roles in the biological activity, such as recognition of the 

outer sphere by a target, or biological action resulting from the release of the ligand [7]. 

According to a brief summary cited by Haas and Franz [8], the properties that make a 

platform of metallic complexes useful and versatile in biology are: 

i. Charge Variation – “Metal ions are positively charged in aqueous solution, but 

that charge can be manipulated depending on the coordination environment so 

that a metal complexed by ligands can be cationic, anionic, or neutral.” 

ii. Metal-Ligand Interaction – “Metal ions bind to ligands via interactions that are 

often strong and selective. The ligands impart their own functionality and can 

tune properties of the overall complex that are unique from those of the 

individual ligand or metal. The thermodynamic and kinetic properties of 

metal−ligand interactions influence ligand exchange reactions.” 

iii. Structure and Bonding – “Metal−ligand complexes span a range of coordination 

geometries that give them unique shapes compared with organic molecules. The 

bond lengths, bond angles, and number of coordination sites can vary depending 

on the metal and its oxidation state.” 

iv. Lewis Acid Properties – “Metal ions with high electron affinity can significantly 

polarize groups that are coordinated to them, facilitating hydrolysis reactions.” 
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v. Partially Filled d-shell – “For the transition metals, the variable number of 

electrons in the d-shell orbitals (or f-shell for lanthanides) imparts interesting 

electronic and magnetic properties to transition metal complexes.” 

vi. Redox Activity – “Coupled with the variability of electrons in the d-shell is the 

ability for many transition metals to undergo one-electron oxidation and 

reduction reactions.” 

Despite these advantages, the current diversity of metal complexes with medical 

therapeutic application is still limited. However, metallo-drugs are more widely 

represented in the category of diagnostic compounds (gadolinium, technetium, indium 

compounds among others) [1,9-11]. As part of this thesis, the next section will focus on 

therapeutic metal complexes with cardiovascular, cancer and tuberculosis interests. 

 

Anticancer metallo-drugs 

Cisplatin, cis-(NH3)2PtCl2, was the first metal-based drug used clinically against 

cancer (Figures 1 and 2) [1]. Currently, it is believed that its mode of cytotoxic action is 

mainly due to its ability to interact with DNA by forming stable adducts. Replacement 

of anionic Cl– ligands by neutral H2O ligands, mediated by the variation in chloride 

concentration inside of the cells, has been identified as the main route of activation. The 

globally cationic hydrolyzed complex [(NH3)2PtCl2-x(H3O)x]x+, is a potent electrophile 

agent able to react with any nucleophile, including sulfhydryl groups on proteins and 

nitrogen donor atoms on nucleic acids. Cisplatin therapy including combination with 

other drugs has been considered as a standard protocol against many types of cancer 

[12]. Nevertheless, new platinum drugs were investigated due to serious side effects of 

cisplatin, in addition to the aim of prolonging the use inducing drug resistance. Other 

platinum(II)-containing anticancer drugs such as carboplatin, approved in 1989 by the 

Food and Drug Administration (FDA), and oxaliplatin, approved in 2002 by FDA, have 

thus been also used (Figure 2) [1,12]. 
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Figure 2. Anticancer platinum metallo-drugs clinically used or in current clinical trials. 

 

New PtII complexes, nedaplatin, lobaplatin, and heptaplatin (Figure 2), were 

prepared and clinically used in Japan, China, and South Korea, respectively [13]. Beside 

this, low spin 5d6 PtIV octahedral complexes have also been explored as potential 

anticancer agents, such as satraplatin (JM216) (Figure 2), the first orally administered 

platinum analogue, which is currently in advanced Phase III clinical trials [14]. 

Like platinum (Pt), substances containing arsenic (As) are also examples of 

approved drugs and in clinical studies for the treatment of cancer (Figure 3). Arsenic 

trioxide (trisenox) was approved by the FDA in 2000 particularly for the treatment of 

promyelocytic leukemia, but its toxicity, as well as the substantially reduced antitumor 

effects, limit its use in the treatment of other non-APL (Acute Promyelocytic Leukemia) 

cancers [15]. Liu and co-workers [16], recently indicated that the main target of 

trisenox, responsible for its cytotoxic action, is the promyelocytic leukemia protein 

(PML). Therefore, new therapeutic agents based on As have been developed, such as S-

dimethylarsino-glutathione (Darinaparsin®, ZIO-101) (Figure 3), a new chemotherapy 

agent in Phases I/II of clinical trial, which has shown more potent anticancer properties 

against various types of solid tumors and hematologic malignancies, both in vitro and in 

vivo [15]. Its molecular mechanism of action remains unclear; recently, however, Sun 

and collaborators [15] showed that darinaparsin (Figure 3), when interacts with 

nucleosome, destabilizes this latter, leading to cellular apoptosis. 
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Figure 3. Arsenic anticancer metallo-drugs: trisenox (clinically used) and darinaparsin 
(in clinical trials). 

 

Problems related to platinum metallo-drugs in the treatment of cancer have also 

stimulated the search for anticancer drugs containing ruthenium. Ruthenium complexes 

have emerged as a promising alternative to platinum-based chemotherapy. 

Imidazolium(imidazole)(dimethylsulfoxide)tetrachlororuthenate(III) (NAMI-A) (Figure 

4) was the first ruthenium complex to achieve clinical investigations in humans. It was 

synthesized for the first time by Mestroni and collaborators in Italy [17]. In preclinical 

studies, NAMI-A showed promising antimetastatic activity. It was well successful in 

Phase I clinical trial, but in studies of Phase II it showed limited efficacy, resulting in a 

halt in clinical development. Indazolium trans-tetrachlorobis(1H-

indazole)ruthenate(III)] (KP1019) (Figure 4) was another ruthenium derivative that 

entered in Phase I clinical trial, however its low solubility limited its progress in the 

later stages. Nevertheless, its sodium salt derivative, KP1339 (Figure 4), has advanced 

in clinical tests [18]. Finally, [Ru(II)(4,4′-dimethyl-2,2′-bipyridine(dmb))2(2-

(2′,2′′:5′′,2′′′-terthiophene)-imidazo[4,5-f][1,10]phe-nanthroline)]Cl2 (TLD1433) (Figure 

4) is the first metal-based photosensitizer, not containing a tetrapyrrolic fragment, to 

enter in clinical trials for non-muscle invasive bladder cancer treatment via 

photodynamic therapy (PDT). It is currently in Phase I/II clinical trials [18,19]. 
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Figure 4. Structures of ruthenium compounds in clinical trials. 

 

 Gallium (Ga) and molybdenum (Mo) compounds (Figure 5) are also included in 

the list of chemotherapeutic agents in clinical testing phases. Some examples are: 

gallium nitrate (Ga(NO3)3) (Figure 5), that displayed antineoplastic activity against non-

Hodgkin's lymphoma and bladder cancers in Phase I/II clinical trials [20], and two 

hexacoordinate complexes: gallium(III) tris(maltolate) (Figure 5), which is in Phases 

I/II of clinical tests in patients with prostatic neoplasms, multiple myeloma, bladder 

neoplasms and lymphoma, (ClinicalTrials.gov Identifier: NCT00050687) [21] and 

tris(8-quinolato)gallium(III) (KP46) (Figure 5) successfully tested in a Phase I clinical 

trial against kidney cancer [22]. It is believed that the antiproliferative activity of these 

two complexes is related to the inhibition of ribonucleotide reductase, the iron-

dependent enzyme essential for DNA synthesis, triggering apoptosis [7]. Bis-Choline 

tetrathiomolybdate (ATN-224) (Figure 5), is a molybdenum(VI) metallo-drug 

derivative, currently in Phases I/II of clinical tests, with patients affected by various 

forms of cancer (melanoma, breast, colon, kidney, and relapsed prostate cancer). These 

studies indicate that the possible chemotherapeutic action of ATN-224 may be related to 

its ability to chelate and inhibit copper-transporting ATPases [23]. 
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Figure 5. Chemotherapeutic agents based on gallium(III) and molybdenum(VI) metals 
assayed in clinical trials. 

 

Cardiovascular metallo-drugs 

The number of metallo-drugs used for the treatment of cardiovascular disorders 

in clinical trials is much lower than the number of complexes developed for the 

treatment of cancer. Currently, the only metallic drug used for cardiovascular 

therapeutic purposes is sodium nitroprusside (SNP, Na2[Fe(CN)5NO]) (Figure 6), an 

FeII complex used in cardiac surgery, hypertensive crises, heart failure, vascular 

surgery, pediatric surgery, and other acute applications [24]. SNP is the first metal 

complex used in cardiovascular therapy, discovered by Playfair in 1849. The 

effectiveness of this metallo-drug, as a hypertensive agent, was only established in 1955 

[24,25]. The pharmacological action of SNP is based on its ability to release NO•. 

However, the rapid release of NO•, and the emergence of the cyanide toxicity, has been 

suggested as the main causes of the side effects observed for this prodrug [24]. Several 

other metal complexes have been developed and tested as less toxic and more efficient 

agents than SNP, however none of the representatives have yet participated in clinical 

trials yet. Some of these complexes will be described in the section 2.6. 
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Figure 6. Cardiovascular metallo-drugs in clinical use (SNP) and clinical trials Phases 
I/II (Oxacom® and M40403 (clinical phases suspended)). 

 

Oxacom®, the dinitrosyl iron complex (DNIC) (Figure 6), is a promising 

candidate for the development of a cardiovascular metallo-drug as it has proven to be an 

effective hypotensive drug, with no adverse effects reported so far. It is currently in 

Phase I/II clinical trials [26]. The endogenous effects of Oxacom® are related to its 

ability to delivery NO•, with sGC (soluble guanylate cyclase) as its main target, similar 

to SNP. The process of sGC activation via NO• and the consequent vasorelaxation 

activity will be detailed in the section 2.3.2 paragraph 6. M40403, the SOD mimicking 

manganese(II) (pentaaza)macrocycle (Figure 6), is another example of a hypotensive 

metallo-drug in clinical trials (Phase I/II clinical trials currently suspended). It is 

indicated that its action is related to its ability to mimic the activity of superoxide 

dismutase, eliminating superoxide radicals and exerting beneficial effects on models of 

intestinal ischemia-reperfusion, and on acute inflammation [27]. 

 

Antituberculosis metallo-drugs 

During the years of 1925 − 1935, also known as the “Gold Decade”, gold 

cyanide, sodium aurothiomalate, and sodium aurothiosulfate AuI compounds were used 

for the treatment of pulmonary tuberculosis. Although auranofin is in clinical trials 

(Phase II) as a possible agent in host directed therapy for tuberculosis in combination 

with rifabutin [28], the majority of gold-based metallo-drugs available today are 

classified as antirheumatic drugs [1,29]. At the date of this thesis, there is no metallo-

drug clinically approved for use in tuberculosis. Although there are a significant number 

of metal complexes with a potential antitubercular activity proven [30,31], few or none 

are in pre-clinical or clinical phases of study and, in most cases, their mechanisms of 

action have rarely been explored. Some examples of these complexes are illustrated in 
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Figure 7, their respective minimum inhibitory concentration (MIC) values against Mtb 

H37Rv cells are also presented [30-36]. 

 

 

Figure 7. Promising metal-complex antitubercular compounds and their minimum 
inhibitory concentration (MIC) against Mtb H37Rv cells. 

 

Nonetheless, Sousa e co-workers [31], synthesized an isoniazid metal complex 

with pentacyanoferrate(II) moiety, called IQG607 (Na3[Fe(CN)5(INH)], INH = 

isoniazid) (Figure 7). This compound showed significantly promising inhibitory activity 

against Mtb H37Rv cells (MIC = 0.43 μM), in addition to the in vitro inhibition of the 

enoyl-ACP reductase enzyme (InhA), even without using catalase-peroxidase KatG 

enzyme [31]. The mechanistic studies carried out by Sousa [37] and collaborators 

indicated that the action of this complex may be related to its ability to be oxidized by 

biologically relevant agents (e.g H2O2, O2
-). Once oxidized, IQG607 is converted to its 
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active isonicotinoyl radical form (INH active species), responsible, after reaction with 

NADH, for inhibition of an InhA of Mtb. Inhibition of this enzyme involves interruption 

of mycolic acid bio-synthesis, an essential constituent of the bacterial cell wall. Unlike 

INH, IQG607 could be a potential anti-TB metallo-drug targeting InhA without 

depending on catalase-peroxidase KatG enzyme. Although this mechanistic route may 

not occur in vivo [38], IQG607 has exhibited exciting toxicological and 

pharmacological profiles, indicating also a potential to reduce the lengthy treatment 

once in combination with other first-line drugs [39]. These promising biological 

activities of IQG607 have stimulated the advances in pre-clinical studies [39-43]. 

 

2. Nitric oxide (NO•) and nitroxyl (HNO) in medicine and their donors as 

therapeutic platforms 

 

2.1. Nitric oxide (NO•) 

The role of nitric oxide (NO•) in biology was elucidated in the early 1980s, when 

researchers understood that NO• was the endothelium-derived relaxing factor (EDRF), 

which is involved in the stimulation of the soluble guanylate cyclase protein (sGC) via 

interaction with the heme group [44,45]. These discoveries led Robert F. Furchgott, 

Louis J. Ignarro and Ferid Murad to be awarded the Nobel Prize in Medicine or 

Physiology in 1998. 

2.1.1. Biological production of nitric oxide 

This small molecule is produced endogenously via the oxidation of L-arginine to 

L-citrulline, catalyzed by three types of isoenzymes called nitric oxide synthases (NOS) 

(Figure 8A and B) [46,47]. The main isoforms are known as: neuronal (nNOS or NOS1) 

[48], inducible (iNOS or NOS2) [49], and endothelial enzymes (eNOS or NOS3) 

[47,50], but there are others [51]. Most of the known effects of NO• are directly related 

to the stimulation of sGC (Figure 8C) [45,52]. This stimulus occurs through the NO• 

bond to the heme-iron unity of the beta subunit of sGC causing conformational changes 

that accelerate the conversion of guanosine-5'-triphosphate (GTP) into cyclic guanosine-

3′,5′-monophosphate (cGMP) and pyrophosphate (PPi) [53,54]. The important 

secondary messenger cGMP is responsible to trigger a series of downstream processes 

in the body [55-59]. 
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Figure 8. Endogenous production of nitric oxide. Panel A shows the two-step formation 
of NO• from arginine to citrulline, through the intermediate N-omega-hydroxy-L-
arginine formation. This reaction is catalyzed by nitric oxide synthase (NOS) with 
participation of O2, NADPH and the cofactor tetrahydrobiopterin (H4B) (Panel B). 
Panel C shows NO• diffusion from its production site (e.g., endothelial cells) into 

another cell reaching soluble guanylate cyclase (sGC), whose enzymatic activity is 
strongly stimulated with conversion of GTP to cGMP. 

 

A one-electron reduced form of nitric oxide, called nitroxyl (HNO) [60], has 

also brought considerable attention due to some distinct biological and/or 

pharmacological properties. This molecule exhibits protective effects against 

reperfusion damage for the treatment of myocardial infarction [61], ability to improve 

myocardial contractility in the treatment of heart failure [62], aldehyde dehydrogenase 

inhibitory activity in the treatment of alcoholism [63], and tumor growth inhibitory 

property and antiangiogenic effect in cancer treatment [64,65]. 

2.2. Nitroxyl (HNO)  

 Nitroxyl (HNO), a small molecule whose pKa is ca. 11.4 [66,67], was first 

mentioned by the Italian scientist Angelo Angeli, who obtained experimental evidence 

for the release of HNO and nitrate from sodium trioxodinitrate salt (N2Na2O3) [68,69]. 

The currently known Angeli's salt (AS) was placed in evidence as the first HNO donor 

with unique pharmacological properties, even before the discovery of the biological 
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roles of NO• [68]. Endogenous HNO production in human is still speculative, requiring 

further studies, which have motivated the scientific community [66,70-74]. One of the 

main issues contributing to this scenario is the fast reactivity of HNO, which 

decomposes reacting with itself to generate N2O (k = (8 ± 3) x 106 M-1 s-1) [75], with 

NO• (k = (5.8 ± 0.4) x 106 M-1 s-1) [75] or O2 ((1.8 ± 0.3) x 104 M-1 s-1 ) [76] (Scheme 

1). 

 
 

Scheme 1. HNO decomposition reactions followed by their respective constants 
[75,76]. 

 

 During the last decades, several pathways for HNO endogenous production have 

been proposed [74,77]. The first one is associated to the absence of the cofactor 

tetrahydrobiopterin (H4B) during endogenous production of NO• as a way to generate 

HNO [78]. This cofactor works in different ways during the synthesis of NO•, such as 

by stabilizing a dimeric structure of NOS (nitric oxide synthases) [79-81], accelerating 

the decomposition of the complex dioxygen-ferrous heme (NOS-FeII(O2)) [78,82], and 

increasing the rate of consumption of NADPH (Figure 8B) [83,84]. In addition, this 

cofactor is essential for the biosynthesis of NO• rather than for that of HNO [51,85]. So, 

it is possible that under these conditions of low concentrations or in absence of H4B, the 

production of HNO is favored. Based on that, mechanistic studies suggested NOS-

FeII(O2
•-) would react with N-omega-hydroxy-L-arginine (NOHA), converting this 

hydroxamic intermediate into L-citrulline, water, ferric enzyme NOS-FeIII and HNO 

[51,78]. Other possible pathways for HNO biosynthesis are the decomposition of 

nitrosothiols [86,87], through nitrosothiol enzymatic reduction [88-90], and oxidation of 

hydroxylamine (NH2OH) by hemeproteins [74,77], which will be discussed below. 

2.2.1. HNO endogenous synthesis by NOS 

While there is a consensus on the mechanism of NO• biosynthesis, HNO 

endogenous production is still poorly understood. This is likely due to the high 

instability of HNO and the lack of effective detection methods [72,91]. Nonetheless, 

there are some proposed routes for HNO production in cells. As mentioned before, one 
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of the first proposals was based on the conventional NO• biosynthesis pathways in 

conditions of low H4B concentration [51,78,80,82-84]. In the endogenous NO• 

synthesis, the absence of H4B increases the probability of HNO release rather than NO•. 

According to Stuehr and co-workers [78], the NOHA intermediate can be produced by 

NOS and L-arginine in the absence of H4B, requiring only the participation of the 

NADPH cofactor. This can lead to the formation of a nitroso intermediate, which can 

ensue with production of HNO. This nitroso intermediate can react with the heme group 

to produce NOS-FeII(NO), which might release HNO without any oxidative species. 

Scheme 2 shows the proposed mechanism of HNO production from L-

arginine/NOS/NADPH system without H4B cofactor. 

 

 

Scheme 2. The biological synthesis of NO• and likely production of HNO by NOS, 
references [51,78,80,83,84].  
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2.2.2. HNO endogenous production mediated by nitrosothiols decomposition 

Another possible endogenous route for the production of HNO arises from the 

decomposition of nitrosothiols (RSNO), which is considered the most physiologically 

relevant pathway [86,87,92]. RSNO are products of the reaction between nitric oxide 

and thiols (RSH). Thiols are biomolecules that play important biological roles and can 

be found in abundance as large (cysteine rich proteins) or small molecules [93,94]. The 

homocysteine (Hcy), cysteine (Cys), cysteinylglycine (CysGly), and glutathione (GSH) 

are examples of thiols performing vital functions in physiological processes. These 

molecules can be found in cells in different concentration ranges (from 5-15 µM for 

Hcy to 0.5-10 mM for GSH) [95-97]. RSNO is produced by the reaction of NO• with 

thiols under aerobic conditions, where nitrogen oxides play a critical role (Scheme 3) 

[98]. 

 

Scheme 3. Nitrosothiol (RSNO) production under aerobic conditions, reference [98]. 
 

Some authors also reported the production of RSNO through a reaction of the 

nitrosonium cation (NO+) with thiolate anion (RS-) [99-101]. However, free NO+ is 

stable only at low pH (~ 2.0) [102], while thiolate formation, dependent on the nature of 

the molecule and pH medium, is more abundant at pH > 7 [103-107]. Due to these 

properties, this route is likely less relevant in biology. 

2.2.3. HNO production by enzymatic reduction 

Enzymatic reduction of NO• mediated by superoxide dismutase (SOD) or 

xanthine oxidase (XO) under anaerobic conditions has been described as a potential 

route for HNO production. SOD can directly reduce NO• to HNO in the absence of O2 

through a reversible process [88,89]. In another reductive process, XO catalyzes an 

expected irreversible process where hypoxanthine is used as an electron donor to reduce 

NO• to HNO, in the absence of oxygen [90]. However, these routes of production of 

HNO are still under debate, particularly considering the methodology employed for 

HNO detection, which is susceptible to bring significant mistakes [108,109]. 

Another protein earlier claimed to produce HNO was the cytochrome c via a 

direct reduction of NO• to HNO, under anaerobic conditions [110], however, major 
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doubts were raised due to the probe used during those studies. Later, the same team has 

concluded HNO was indeed not produced discarding this route as a biological option 

[111]. 

2.2.4. HNO production by hydroxylamine oxidation 

Another possible pathway for the biosynthesis of HNO is the oxidation of 

hydroxylamine (NH2OH) to HNO mediated by heme proteins using H2O2 [74,112-114]. 

Wink and coworkers found that heme proteins containing proximal histidine ligand 

(e.g., horseradish peroxidase, lactoperoxidase, myeloperoxidase, myoglobin, and 

hemoglobin) could catalyze the conversion of NH2OH to HNO, in the presence of 

hydrogen peroxide (H2O2) [112]. Recently, Álvarez and coworkers confirmed this 

hypothesis, reporting that myoglobin catalyzes HNO production via peroxidation of 

NH2OH [74]. 

Hydroxylamine is a cellular metabolic product commonly found in physiological 

environments [113,115,116], its oxidation into HNO is caused by the intermediate heme 

FeIV•=O formed by the reaction of heme FeIII with H2O2 found in the cellular medium 

[117,118]. This reaction involves the heme FeIV•=O, which oxidizes NH2OH that 

decomposes into HNO and H2O, restoring heme FeIII as described in Scheme 4 

[112,119,120]. 

 

 

Scheme 4. HNO synthesis via oxidation of hydroxylamine (NH2OH) mediated by heme 
proteins and H2O2 [112,117-120]. 

 

2.3. The pharmacological importance of NO• and HNO in cancer, 

cardiovascular and tuberculosis diseases 

We have already mentioned that NO• and HNO play key roles in various 

physiological processes [121-123]. In the context of this thesis, only the implication of 

NO•/HNO in cancer, cardiovascular and tuberculosis affections will be considered. A 
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summary of each pathology will be addressed below mainly in order to explain how 

HNO can be considered as pertinent therapeutic agent. 

2.3.1. Cancer 

Cancer (neoplasia or malignant tumor) is the name for a set of diseases that have 

in common the uncontrollable cell growth [124]. Cells that grow out of control, also 

called cancer cells or tumor cells, are the result of genetic mutations that lead to growth, 

unrestricted cell division, and resistance to apoptosis [125]. As cancer cells increase, the 

process of cellular angiogenesis is stimulated, which in turn induces blood vessels 

formation as a way of obtaining nutrients and oxygen [126,127]. In the course of these 

processes, eventually, tumor cells can invade adjacent tissues spreading to other parts of 

the body, this process is called metastasis [128]. 

i. Global panorama 

The International Classification of Diseases lists more than 600 types of cancer. 

According to the World Health Organization (WHO), cancer is one of the main causes 

of death in the world, having registered 9.6 million deaths in 2018, with an estimated 

29.4 million cases in 2040 [124]. In 2018, the most diagnosed cancer type was lung 

(11.6% of all cases), followed by female breast (11.6%) and colorectal cancer (10.2%) 

[124]. From a geographical point of view, the incidence of cancer is influenced by sex 

and type of cancer. In 2018 the highest rates of lung cancer in men were reported in 

Micronesia/Polynesia (52.2 cases per 100,000 inhabitants), while in women it was in 

Northern America (30.7 cases per 100,000 inhabitants), while the highest rates of breast 

and prostate cancers occurred in Australia/New Zealand (breast = 106.8 cases per 

100,000 inhabitants, and prostate = 96.6 per 100,000 inhabitants) [129]. 

ii. Prevention and treatment 

Cancer is within non-communicable diseases (NCDs, or chronic diseases), 

configuring as non-transmissible, presenting long treatment, and can result from a 

combination of genetic, physiological, socioenvironmental, economic and behavioral 

factors [130,131]. The main factors that can influence the onset of cancer are: smoking 

(the agent that most contributes to cancer mortality), infections (e.g., Helicobacter 

pylori - stomach cancer, human papillomavirus (HPV) - cervical cancer, hepatitis B and 

C viruses - liver cancer), diet, overweight, physical inactivity, alcohol use, occupational 
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exposures (e.g., workers exposed to chemicals), pollution, food contaminants, medical 

drugs, ultraviolet and ionizing radiation, immunosuppressive drugs, and genetic 

susceptibility [124,132,133]. 

 Cancer is generally the most complex disease in terms of treatment among 

NCDs. Treatment can occur through surgery (procedure in which a surgeon removes 

cancer from your body), immunotherapy (treatment that helps your immune system 

fight cancer), hormone therapy (treatment that blocks the body's natural production of 

hormones), radiotherapy (treatment that uses high doses of radiation to kill cancer cells 

and shrink tumors), chemotherapy (use of drugs to kill cancer cells) and targeted 

therapy (treatment that targets proteins that control how cancer cells grow, divide, and 

spread) [124,134-139]. Targeted therapy can work via different mechanisms: i) helping 

the immune system to destroy can cells [140], ii) starving cancer cell from hormones 

that they need to growth [141], iii) helping cancer cells to go through dying process 

[142], iv) delivering cell-killing substances to cancer cell [143], and v) stopping signals 

that favor blood vessels formation, blocking the neo-angiogenesis of the tumor [127]. 

This last approach is a known way how NO•/HNO exert their anticancer action. 

Cancer treatment can occur through one or more combined treatment 

modalities/techniques. The combination of chemotherapy and targeted therapy, for 

example antiangiogenic drugs, have increased the progression-free survival (PFS, time 

period during and after treatment, in which a patient lives with the disease, but it does 

not get worse) of patients with metastatic cancer (pancreatic, colorectal, and breast), 

compared to treatment using chemotherapy alone [126,127,144,145]. These results 

helped to validate the concept of antiangiogenic agents in the treatment of cancer. 

Several antiangiogenic molecules have been approved by the Food and Drug 

Administration (FDA) for use as anticancer agents in combination with chemotherapy 

[127]. Figure 9 illustrates some examples of approved antiangiogenic drugs with their 

respective therapeutic indications.  
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Figure 9. FDA approved antiangiogenic drugs and their targets in parentheses. 

 

NO• can have beneficial and harmful roles on cancer disease tightly dependent 

on its biological levels. At low concentrations (100-300 nM), NO• can promote cancer 

growth through cell stimulation and enhancement of angiogenesis and metastasis. On 

the other hand, at high concentrations of NO• (>400 nM), it can disrupt cancer cell 

growth via apoptosis induction, tumor sensitization to chemo-, radio-, or immuno-

therapy treatments, and may also function by reversing resistance to chemotherapy and 

by inhibiting the angiogenic and metastatic cascades [146,147].  

Angiogenesis is a normal and complex process controlled by certain 

biomolecules produced in the body, and consists of the growth of new blood vessels 

from existing ones [148]. These new blood vessels will serve to take up the oxygen 

necessary to the growth of the cancer cell [126]. 

In cancer cells, the production of pro-angiogenic factors is induced in hypoxia 

conditions (caused by abnormal accelerated metabolism), which leads to the rapid and 

chaotic formation of blood vessels. Adaptation to different levels of oxygen in the cell 

(normal and cancer cells) is mediated by a family of transcriptional regulators, called 

hypoxia-inducible factors (HIFs) [127]. HIFs are heterodimers consisting of an oxygen-

independent β-subunit (HIF-β) and an oxygen-dependent α-subunit (HIF-α), which has 

three isoforms (HIF-1α, HIF-2α and HIF-3α) [127]. 
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Under normoxia, transcriptional activity of HIF is specifically suppressed 

through the degradation of the HIF-1α subunits, via a hydroxylation process mediated 

by an asparaginyl hydroxylase factor. Low oxygen conditions induce the stabilization of 

HIF-1α, promoting the upregulation of several pro-angiogenic genes including VEGF 

(vascular endothelial growth factor), FGF (fibroblast growth factor), and PDGF (platelet 

derived growth factor) [127,149]. The latters are responsible for inducing the formation 

of endothelial cells composing the blood vessels [148]. Thus, these different pro-

angiogenic factors have been considered as promising targets for anticancer therapy 

[126,127,145]. 

NO• and HNO have played a key role in the regulation of HIF-1α in tumor cells. 

While NO• has been indicated as a stabilizing agent for HIF-1α in normoxic conditions, 

HNO has been shown to act in the opposite way, blocking HIF-1α stabilization, induced 

by both hypoxia and NO• in normal air conditions, and hence inducing antiangiogenesis 

and cell death by apoptosis [65,150-152]. These properties open doors for the use of 

HNO donor agents as new and promising anticancer platforms. In the section 2.5, 

several HNO donor agents with potential antiangiogenesis and anticancer action are 

reported. One of such examples is object of this thesis and is described in chapter 1. 

2.3.2. Cardiovascular diseases 

Cardiovascular diseases (CVDs), or heart disease, are a group of disorders of the 

heart and blood vessels (cardiovascular system), including coronary heart disease, 

cerebrovascular disease, angina pectoris, myocardial infarction (heart attack), rheumatic 

heart disease, hypertensive heart disease, stroke, heart failure, cardiomyopathy, cardiac 

arrhythmias, among others [153-155]. 

i. Global panorama 

According to WHO, CVDs are the number 1 cause of death globally, with about 

17.9 million deaths per year (31% of all deaths worldwide) [153]. Roth and co-workers 

reported that in 2015 the countries with the highest CVD rates were those in Western 

and Eastern sub-Saharan Africa with 9,475 and 8,444 cases per 100,000 inhabitants, 

respectively [156]. 

ii. Prevention and treatment 

CVDs also belong to NCDs, therefore they are not transmissible, they tend to 

have a long duration, and the resulting factors for these diseases can be genetic, 

physiological, environmental and behavioral [130,131]. Several factors can contribute to 
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the development of CVDs: tobacco use, physical inactivity, unhealthy diet (rich in salt, 

fat, and calories), harmful use of alcohol, high blood pressure (hypertension), high 

blood sugar (diabetes), high blood lipids (e.g., cholesterol), overweight and obesity, 

poverty and low educational status, advancing age, male gender, genetic disposition and 

psychological factors (e.g., stress, depression) [154]. Currently, it is also known that 

Coronavirus Disease 2019 (COVID-19) pneumonia has significantly influenced the 

increase in clinical complications in patients with CVDs [157-160]. 

The choice for healthier lifestyle habits, good social habits avoiding stress, 

panic, among others, has proved to be an extremely strong ally in the prevention and 

treatment of CDVs [161]. Many heart problems are also amenable to treatment via 

surgical procedure and medication [154,162,163]. Cardiovascular drugs have been the 

most prescribed drugs in the world. The purpose of these medications is to prevent and 

treat morbid conditions that affect the cardiovascular system [163].  

Generally, the use of cardiovascular drugs is directed towards disease-related 

pathophysiological mechanisms, that is, cardiovascular drugs include compounds that 

directly regulate the function of the heart and blood vessels, through interaction with 

certain biological targets, resulting in a therapeutic response [164]. For example, in 

cases of hypertension, the treatment can occur by different types of drugs with different 

actions [155,165,166]: diuretics, β-blockers, calcium (Ca2+) channel blockers, ACE 

(angiotensin converting enzyme) inhibitors, α-adrenergic receptor, and direct 

vasodilators. Some examples of classic antihypertensive drugs used in cardiovascular 

treatment are listed in Figure 10, their classification within the group of 

antihypertensive drugs is also indicated [165,166]. 
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Figure 10. Some examples of cardiovascular drugs, followed in the parentheses by their 
pharmacological class. 

 

Vasodilation is one of the main therapeutic strategies to obtain an 

antihypertensive effect. In this thesis, we are particularly interested on the 

antihypertensive effects of NO•/HNO. From a mechanistic point of view, after the 

production of NO• in the body, either endogenously or through donor drugs, NO• readily 

diffuses through cell membranes, until it reaches its main target, soluble guanylate 

cyclase (sGC) protein (Figure 11) [54]. sGC is a heterodimeric protein made up of two 

subunits α and β. The β subunit has the prosthetic group (heme), which has a strong 

affinity for NO•. When NO• binds to FeII-heme of sGC, it disrupts the bond between FeII 

and the histidine residue (105) of the protein, a phenomenon also called trans-labilizing 

effect of NO•. As a result of the previous step, a significant conformational change in 

sGC is initiated in order to activate the catalytic site of the enzyme. This activation 

promotes an increase in Mg2+ dependent catalytic activity, resulting in the conversion of 

GTP into PPi and cGMP [54]. The latter regulates the effect of several biological 

systems such as cGMP-dependent protein kinases, ion channels, and 

phosphodiesterases, responsible for mediating several physiological processes including 

vasodilation [167]. HNO also acts as a potent vasodilator, however, despite numerous 
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mechanisms for HNO mediated vasodilation have been proposed, including NO•-like 

activity on sGC, the mechanisms of HNO in the cardiovascular system remain 

controversial [168,169]. 

 

 

Figure 11. Activation mechanism of soluble guanylate cyclase by NO•, reference [170]. 

 

2.3.3. Tuberculosis 

 Tuberculosis (TB) is an infectious disease caused by the Mycobacterium 

tuberculosis (Mtb) bacillus. It mainly affects the lungs (pulmonary TB) but can also 

affect other organs (extrapulmonary TB) [171]. 

i. Global panorama 

WHO indicates TB as one of the main infectious diseases present in the world. 

In 2018, it was estimated that 10 million people were contaminated by TB, and 1.5 

million had died from it [171]. More than one third of the current world’s population 

(1.7 billion) has latent tuberculosis, which means that these people are 

asymptomatically infected with Mtb [172]. From a geographical perspective, 

tuberculosis is widespread worldwide, however, in 2018, the majority of the cases, 

estimated by WHO, were concentrated in South-East Asia Region (44%), African 

Region (24%) and Western Pacific Region (18%), with the most affected countries 

being India (2,690 cases per 100,000 inhabitants), Indonesia (845 cases per 100,000 

inhabitants) and China (866 cases per 100,000 inhabitants) [171]. 
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ii. Transmission of disease 

In general, transmission occurs when an infected person coughs, sneezes or 

speaks, releasing pathogens into the air through micro-droplets of mucus, so a simple 

inhalation is enough to become infected [173]. In cases of primary infection, 

tuberculosis is usually cured spontaneously by the action of the host's immune system 

[174]. The bacilli ingested by macrophages multiply and trigger a chemotactic reaction, 

in which other macrophages and other defensive cells are attracted to the infected area. 

This agglomerate of cells, forms a granuloma (or tuber), in which Mtb develops poorly 

due to lack of oxygen and can therefore remain inactive. The disease remains in the 

latent phase and the lesions calcify. However, although tuberculosis bacilli are 

phagocyted by immune cells (e.g., macrophages, neutrophils, dendritic cells), they do 

have virulence factors that allow them to survive within these phagocytic cells [175].  

In 90% of cases of primary infection, the tubercular bacillus remains inactive. In 

this case, the infection is latent (latent TB infection (LTBI)), and asymptomatic, in 

addition, the host is not at risk of contagion [175,176]. Nevertheless, in conditions of 

low immunity (HIV-1 serostatus, diabetes, undernutrition, immunosuppressive) [171], 

Mtb tubers can be reactivated causing local inflammation and impairing the functioning 

of the lungs. Eventually a deficient immune response results in necrosis and rupture of 

granulomas, dispersing more infectious bacilli in the airways [177,178]. This 

pathological condition is called pulmonary tuberculosis (pulmonary TB). If adequate 

treatment does not occur, the spread of tuberculosis bacilli throughout the host's body 

can lead to extrapulmonary tuberculosis (extrapulmonary TB), in addition to eventual 

death [179]. 

iii. Treatment 

 The cell wall of Mycobacterium is the main characteristic of this genus. It is rich 

in fatty acids and lipids, making this microorganism one of the most pathogenic species 

to humans. Mtb has an extremely complex and impermeable mycobacterial wall, this 

protection consists of peptidoglycan, arabinogalactan, mycolic acids, and external lipids 

[180]. This protective structure contributes significantly to high virulence and resistance 

to classic antibiotic treatments [181]. 

The treatment of TB consists of the use of vaccine and antibiotics. In the case of 

treatment through vaccination, Bacillus Calmette – Guérin (BCG) is the only one 

specifically used to prevent severe forms of tuberculosis (TB meningitis and miliary 

TB) in children [182]. Another alternative is the use of antibiotics that are divided into 
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first-, second- and third-line drugs. The treatment modalities depend on the bacteria's 

sensitivity to the antibiotics used. Details are presented below. 

iv. First-line antitubercular drugs 

 Treatment regimen for all new cases of all forms of pulmonary and 

extrapulmonary tuberculosis (except meningoencephalitis), as well as for all cases of 

relapse and return after default, consists of 6 months. In the first 2 months, there is a 

daily intake of the four first-line drugs rifampicin, isoniazid (INH), pyrazinamide (PZA) 

and ethambutol (Figure 12), followed by another 4 months, using only rifampicin and 

INH, in order to ensure the complete extermination of Mtb from the host body [183]. 

 

 

Figure 12. First-line antitubercular drugs. 

v. Second-line antitubercular drugs 

The emergence of treatment-resistant bacteria using first-line antitubercular 

drugs has resulted in the employment of other medicines called second-line 

antitubercular drugs. The main second-line antitubercular drugs are: p-aminosalicylic 

acid, thioamides (ethionamide and prothionamide), cycloserine derivatives (cycloserine 

and terizidone), aminoglycosides (amikacin e streptomycin) and fluoroquinolones 

(levofloxacin and moxifloxacin) (Figure 13). Nevertheless, these compounds are 

generally less potent, more toxic, and more expensive. In addition, drug-resistant TB 

treatment is long, ranging from 9-12 months (shorter regimen) and 18-20 months 

(longer regimen) [184]. 
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Figure 13. Some examples of antitubercular second-line drugs. 

vi. Third-line antitubercular drugs 

Although the development of second-line drugs provides a cure for many 

multidrug-resistant tuberculosis (MDR-TB) patients, in some cases, the treatment is not 

effective beyond the high toxicity of these drugs [185]. As a way to overcome these 

treatment failures, new drugs with MDR-TB action, called antitubercular third-line 

drugs, have been developed. Three examples of third-line antitubercular drugs are 

bedaquiline, delamanid, and pretomanid. These drugs were the last antitubercular 

molecules approved for clinical use, bedaquiline in 2012 (by FDA), delamanid in 2014 

(by European Medicines Agency (EMA)), and pretomanid in 2019 (by FDA) (Figure 

14) [185,186]. WHO recently included bedaquiline and delamanid in the group of 

medicines recommended for use in longer MDR-TB regimens [187]. 

 

 

Figure 14. Structures of bedaquiline, delamanid, and pretomanid. 

 

Within the context of this thesis, delamanid stands out because it is reported as a 

HNO donor prodrug with anti-TB action. Despite delamanid is known to inhibit 

methoxy mycolic and keto-mycolic acids biosynthetic pathways, its mode of action at 
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molecular level remains uncertain [188]. It has been shown that to exert its anti-TB 

activity, an intracellular bioreductive activation via mycobacterial nitroreductase 

enzyme (Ddn) is required, consequently producing HNO/NO• as potential active 

metabolites (scheme 5) [189]. In fact, it has been proposed that HNO and NO• have 

anti-TB action, however the way, in which these molecules act against Mtb is still not 

well elucidated [190,191]. 

 

 

Scheme 5. Proposed mechanism for the activation reaction of delamanid by the Ddn 
enzyme, reference [188]. 

  

The pharmacological properties of NO•/HNO, discussed above, offer new 

medical perspectives for the use of NO•/HNO as a promising new anticancer, 

antihypertensive and anti-TB agent. As NO•/HNO are molecules highly unstable with 

no ideal chemical and pharmacokinetic properties to justify its use alone, the 

development of a new chemical family, able to act as pro-dugs and deliver NO•/HNO in 

vivo, is an exciting research topic, in which several researchers are working on it. In the 

next paragraph, an overview of NO• and HNO donors will be discussed. 

2.4. Nitric oxide (NO•) donors 

Nitric oxide must reach certain biological levels to establish its effects, which 

can vary from signaling regulation of blood pressure to cellular apoptosis of cancer 

cells. This illustrates well how critical are the strategies to delivery this molecule in a 

controlled and selective way to guarantee proper targeting and dosing of NO• [192]. 
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Aiming at different targets, several strategies have been used in the design NO• donors, 

particularly taking advantages of specific stimulus promoted by the body (e.g., pH, and 

enzymatic reaction) or even externally (e.g., light). Throughout the text, we will discuss 

the chemistry and biological properties of some NO• donors. 

2.4.1. Organic Nitrates 

Organic nitrite molecules are the oldest class of NO• donors [193]. Structurally 

they are nitric acid esters, generally represented by the formula RONO2. The glyceryl 

trinitrate (GTN), pentaerythrityl tetranitrate (PETN), and isosorbide dinitrate (ISDN), 

are examples of molecules that integrate this group (Figure 15). GTN is one of the most 

commonly known nitric acid esters, originally used in the industry of explosives, then 

recognized as a drug in the treatment and prevention of angina pectoris pain [194]. 

Curiously, the famous Alfred Nobel who made a fortune developing explosive 

formulations including GTN, was indeed treated with this same compound due to his 

angina pectoris medical problem. Today, GTN is also used in hypertensive crises [195] 

and erectile dysfunction [196]. Several other organic nitrates have been used in the 

treatment of cardiovascular diseases [197], angina pectoris, pre-eclampsia, pulmonary 

hypertension, and chronic heart failure in combination with hydralazine [198-200]. 

 

 

Figure 15. Classic organic nitrates. 

 

However, due to the side effects of some organic nitrates [197,201-207], the 

scientific community moved to explored its use in hybrid compounds of known drugs, 

expecting to generate dual pharmacological activities. The nicorandil (antianginal drug) 

[208], 2-acetoxy-benzoate-2-(2-nitroxymethyl)-phenyl ester (NCX4016, colorectal 

cancer prevention in clinical trials Phase I) [209], HCT 3012 (analgesic and anti-

inflammatory drug in clinical trials Phase III) [210], and NCX 701 (analgesic and anti-

inflammatory drug in clinical trials Phase I) [210], are examples of hybrid molecules 

developed with promising application in different biological segments: antianginal, 



Introduction 
_________________________________________________________________________________ 

 

45 
 

analgesic, anticancer, and anti-inflammatory. Figure 16 illustrates various nitrate hybrid 

drugs and describes the parent organic drug and the reasons for incorporating the nitrate 

group. 

 

Figure 16. New nitrate hybrids and the goals for their development. 

 

Most of the biological effects of organic nitrates are attributed to their ability to 

release NO•. In general, organic nitrates are able to release NO• after reaction with 

enzymatic systems (e.g., cytochrome P450, xanthine oxidoreductase, glutathione-S-

transferase, and aldehyde dehydrogenase 2), ferrous-heme proteins (deoxyhemoglobin 

and deoxymyoglobin), or thiols [193,197,211]. Glutathione is an exception because its 

reaction with organic nitrates must be catalyzed by glutathione-S-transferase [193].  

The mechanism of NO• release through organic nitrates in physiological medium 

requires reduction reactions involving three electrons [212]. In reductions catalyzed by 

enzymatic systems and ferrous-heme proteins, the first step produces hydrated nitrate 

ester, which decomposes into nitrite ester releasing water. Hydrolysis of nitrite ester 

yields the respective alcohol and nitrous acid (HNO2). In the final step, HNO2 can be 

reduced producing NO• and H2O (Scheme 6A) [212]. In the case of enzymatic reduction 

involving thiol, the reaction occurs by a nucleophilic attack in the nitrogen of nitrate 
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group. This reaction yields an alcohol and an unstable intermediate thionitrate. This 

latter can further react (nonenzymic) with another thiol molecule producing HNO2 and 

disulfides [213], or decompose into NO• and sulfenyl product (Scheme 6B) [214]. 

 

 

Scheme 6. Mechanism of nitrate organic reduction by enzymatic systems (without thiol 
participation) and ferrous-heme proteins (A) or enzymatic reduction involving thiols 

(B), references [212-214]. 

2.4.2. Secondary amines-based diazeniumdiolates (NONOates) 

The diazeniumdiolates or NONOates compounds have a -O-N=N-O- (NONO) 

moiety connected to a primary or secondary amine. This type of molecule, in special the 

secondary amines, is considered standard NO• donors and is thus used in several 

experimental models. DEA NONOate, DETA NONOate, PROLI NONOate, SPER 

NONOate, and MAHMA NONOate are some examples of these donors (Figure 17) 

[215,216]. A series of studies have shown the ability of NONOates derivatives to 

release NO•, where these molecules were investigated for biological activities such as 

vasodilation [217,218], platelet aggregation inhibition [219], and modulation of 

angiogenesis [215]. 

 

 

Figure 17. Structures of some NONOates derivatives molecules. 
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Diazeniumdiolate compounds are unstable under physiological conditions and 

can decompose directly generating up to 2 equivalents of NO• per NONO moiety. 

However, the rate of NO• release is dependent on the temperature, pH and structure of 

the parent compound [220,221]. In general, the decomposition of NONOates is acid-

dependent, such a decomposition mechanism can follow two different pathways 

potentially leading to the same final products as depicted in Scheme 7 [222]. 

 

 

Scheme 7. Mechanism of diazeniumdiolates decomposition, reference [222]. 

 

In order to fine-tune the release of NO• by these NONOates, several new pro-

drugs containing this functional group have also been developed in analogy to what was 

previously shown for DEA and PROLI NONOate. For example V-PYRRO/NO (1-

[(ethenyloxy)-NNO-azoxy]-pyrrolidine), a pro-drug with hepatoprotective properties 

against a variety of toxins, and JS-K (O2-(2,4-dinitrophenyl) 1-[(4-

ethoxycarbonyl)piperazin-1-yl]diazen-1-ium-1,2-diolate), a promising anticancer pro-

drug (Figure 18) [223]. Basically, all these proposal compounds are activated through 

the diazeniumdiolate moiety with the production of NO• under physiological conditions. 

Until now, NONOates are not yet approved for clinical use [224]. Up to our knowledge 

only a single study using NONOate derivative MK‐8150 (Figure 18) in hypertension 

treatment (clinical trials Phase I) exist [225]. However, the control of the NO• release as 

well as its targeted delivery through structural modulation, make NONOates potential 

candidates for therapeutic use. 
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Figure 18. Structure of some promising NONOates derivatives. 

 

2.4.3. S-Nitrosothiols (RSNOs) 

S-nitrosothiols (RS-NO) are considered one of the most common NO• releasers. 

Some well-known S-nitrosothiols derivatives are S-nitroso-glutathione (GSNO), S-

nitroso-cysteine (SNO-Cys), S-nitroso-N-acetylpenicillamine (SNAP), and 1-nitroso-

thiogalactose tetraacetate (SNAG) [193], which are illustrated in Figure 19.  

 

 

Figure 19. Structure of some S-Nitrosothiols (RSNOs).  

 

S-Nitrosothiols accomplish several functions in the body such as vasodilation, 

wound healing, anti-infectious action, and analgesic action against inflammatory pain 

[226]. In general, the properties of S-nitrosothiols are directly associated with their 

decomposition and the release of NO•. This process can be induced by certain metal 

ions [227,228], superoxide reductases (CuZn-SOD) [229], heat [230,231], and light 
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[232]. The mechanisms for all of these induced-decomposition processes are depicted in 

Scheme 8 [228,229,233]. 

 

Scheme 8. Mechanism of RSNOs decomposition induced by Cu+ ions (A), enzymes 
(CuZn-SOD) (B), other metal ions (Hg2+ and Ag+) (C), heat and light (D), references 

[227-233]. 
 

Currently, no S-nitrosothiols are available to clinical use, but there are a large 

number of clinical studies mainly to the GSNO, demonstrating their advantageous 

features, especially in the cardiovascular disorders [234,235]. In addition, its potential 

use in the treatment of asthma has also been evaluated (in clinical trials Phase I, 

ClinicalTrials.gov Identifier: NCT03926741) [236]. 

2.4.4. Furoxans 

Furoxans are molecules containing an 1,2,5-oxadiazole-2-oxides heterocycle as 

part of their structures. Currently furoxans have no clinical application, however, these 

molecules have many pharmacological activities including anti-inflammatory [237], 

antituberculosis, antimalarial [238,239], antiplatelet, antithrombotic [240], and 

anticancer [241], which have drew the attention of the scientific community. 

Additionally, many of the new reported furoxans have been designed by modifying 

known drug structures, enabling the potentiation of pharmacological action and 

reduction of possible side effects (Figure 20) [237-240,242-244]. 
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Figure 20. Structure of some promising furoxan hybrid-based agents. 

 

In general, these molecules release NO• in physiological medium through 

reaction with thiols [219,245,246]. The mechanistic proposal for this process is based 

on the nucleophilic attack of thiolate ions to the 4 or 3 positions of the furoxan ring, 

followed by the opening of a heterocyclic ring with formation of a nitroso intermediate. 

The latter can decompose releasing HNO, which, in turn, may react either with 

molecular oxygen, or other oxidative species yielding NO•. The formation of 

nitrosothiol is also a possible pathway to explain NO• formation (Scheme 9) [247]. 

Interestingly, despite the supposed generation of HNO in this class of molecules, the 

literature ignore that the observed pharmacological actions of these derivatives may also 

be related to HNO. A detailed analysis of the mechanism of the NO• or HNO release by 

this class of pro-drugs is thus necessary. 
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Scheme 9. Mechanism of furoxan-based molecules in releasing NO• by reaction with 
thiol, reference [247]. 

 

Besides that, other authors indicated that the decomposition of certain furoxan-

based molecules can also occur through simultaneous nucleophilic attack in both 3 and 

4 positions [248]. This proposal indicates decomposition of these molecules to release 

NO• is tightly dependent on their structure-reactivity. Beyond the reaction with thiol, 

photoisomerization has been suggested as a way to induce NO• release [249,250]. 

2.4.5. Sydnonimines 

The sydnonimines are a class of direct NO• donors, which have in their structure 

the mesoionic heterocyclic functional group oxadiazole, as shown in Figure 21. These 

compounds have also shown many pharmacological activities such as antihypertension 

[251], anti-ischemic [252], prevention of reperfusion damage [253], and others [254], 

associated to the release of NO• under physiological conditions. Molsidomine is the 

most well studied compound of this class. It is currently used as antianginal pro-drug in 

several countries in Europe [245,255]. Sydnocarb® is another example of sydnomine 

used clinically, however it is only used in Russia as a psychostimulant [256]. In order to 

improve the action of sydnonimines pro-drugs, new sydnonimine derivatives has been 

developed, especially through the hybridization of the sydnonimine moiety with 

chemical carriers (Figure 21). Cai, Nortcliffe and collaborators [257,258] developed 

new sydnonimines linked to carbohydrates and amino acids through carbamate-linked, 

enabling the recognition and internalization of these molecules by cells. These strategies 
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are highly interesting considering the importance of providing local and temporal dose 

of NO• to achieve greater efficacy and minimal side effects. 

 

 

Figure 21. Structures of some sydnonimine-based compounds. 

 

In general, for these sydnonimine-based compounds, the release of NO• depends 

on the pH, and their reactivities are associated to their chemical structures. Besides that, 

enzymatic reactions (e.g., esterase or glycosidases) [254,257] or reactions with thiols 

[258,259] can increase the rate of the NO• release in vivo. In physiological medium, O2 

plays a key role in the release of NO•, after an enzymatic conversion of oxadiazole 

compound to the ring-open form intermediate, this lasted is oxidized by O2, enabling the 

production of NO• [260]. As example, mechanism for the release of NO• by 

molsidomine is illustrated in Scheme 10. 

 

 

Scheme 10. Mechanism proposed by Janczuk and co-workers for the release of NO• by 
molsidomine [193]. 
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2.5. Nitroxyl (HNO) donors 

 

Despite relatively recent reports on the biochemical, pharmacological and 

physiological properties of HNO, this molecule is extremely unstable, dimerizing easily 

into N2O (8×106 M−1 s−1, pH 7.4, 22 °C). This process hinders the direct use of HNO 

and still raises debates about possible routes for the biosynthesis. Thus, the use of HNO 

donors has been essential for a better understanding of its biological role and for the 

appropriate use of this molecule. In addition, in analogy with NO• donors, different 

HNO releasing molecules have been developed and studied in order to generate new 

therapeutic agents, given the pharmacological potential of HNO. Differently from the 

NO• donor class, there are no HNO donors currently in clinical use. 

2.5.1. Angeli's salt and primary amine diazeniumdiolate-based donors 

Sodium trioxodinitrate or Angeli’s salt (AS, Na2N2O3), is an inorganic salt 

synthesized by Angelo Angeli more than 120 years ago (Scheme 11A) [68]. This 

inorganic compound is currently one of the most commonly used HNO donor, 

especially in pharmacological studies [77]. AS releases HNO through spontaneous 

decomposition from pH 4 to 8 [261]. Among the in vivo pharmacological effects 

observed for AS, one can mention: anti-inflammatory [262], vasodilator [263] and 

anticancer [65,264]. Nevertheless, under physiological conditions, AS has a short half-

life time (t1/2 = 2.3 min) requiring relatively high concentrations to achieve 

physiological responses, which has limited its therapeutic applications [217]. Thus, new 

HNO donors have been developed and biologically investigated. O2-alkylated primary 

amine-based diazeniumdiolates are a class of HNO donors structurally similar to AS, 

but with a longer half-life time under physiological conditions [265] and, in addition, 

with a possibility to undergo an enzymatic activation (esterase or β-galactosidase -

mediated hydrolysis) [266]. 
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Scheme 11. Angeli’s salt (A), AcOM-IPA/NO (B), and Gal-IPA/NO (C) 
decomposition, references [261,265,266]. 

 

Primary amine-based donors generally have short HNO release rates, besides the 

ability to release NO• based on pH, making them chemically similar to AS 

[217,261,267]. However, through O2-alkylation of the diazeniumdiolate group, the rate 

of decomposition can be fine tuned, which can also be achieved by other strategies (e.g., 

enzymatic activation). Keefer and collaborators [265], developed an O2-alkylated 

primary amine-based diazeniumdiolates pro-drug called AcOM-IPA/NO. This molecule 

showed capacity to release HNO spontaneously under physiological conditions, like 

AS, but with a release rate (t1/2 = 41 min) significantly longer than AS (Scheme 11B). 

Furthermore, AcOM-IPA/NO mostly releases HNO without traces of NO•, which makes 

an important agent in the study of the chemical and pharmacological properties of HNO. 
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Regarding to O2-alkylated primary amine-based diazeniumdiolates enzyme-activated, 

Holland and co-workers [266] synthesized a hybrid of α-D-galactose and IPA/NO 

(sodium 1-(isopropylamino)diazen-1-ium-1,2-diolate), named Gal-IPA/NO, which 

releases HNO with half-life time of 140 min upon catalysis with β-galactosidase 

(Scheme 11C). This result showed, besides the slow HNO release rate, that such 

modification generates a promising tool that can allow modulation of the HNO 

releasing. 

2.5.2. Hydroxylamine-based donors 

N-Hydroxybenzenesulfonamid or Piloty’s acid (PA) (Figure 22) is a well-known 

HNO donor like AS. In spite of being an old compound, whose synthesis was reported 

in 1896, PA has not been much used in biological studies involving HNO. This is likely 

due to a decomposition process that, in basic solutions (pH 8), occurs with a relatively 

long half-life time of 561 min [268]. PA has a hydroxylamine group linked to a sulfonyl 

group, which if deprotonated can produce an anionic intermediate that decomposes 

releasing HNO (Scheme 12). In order to improve its application in a physiological 

environment, Toscano and collaborators [269] modified the structure of PA by 

introducing a bromine group at position 2 of the benzene ring, resulting in a derivative 

called 2-bromo-Piloty's acid with efficient HNO releasing action in physiological 

medium (pH 7.4 at 24 °C). Thus, several derivatives have been synthesized, including 

CXL-1020, which is in Phase I/II of clinical studies (Figure 22) [268,270,271]. Other 

structural modification approaches have also been explored. Nakagawa and co-workers 

[272], in order to develop new PA derivatives capable of releasing HNO via light 

stimulation, modified the hydroxamic group of the 2-nitro-Piloty's acid by incorporating 

a photolabile protecting group (7-diethylaminocoumarin-4-yl)methyl. They obtained a 

Piloty’s acid derivative (N-((7-(diethylamino)-2-oxo-2H-chromen-4-yl)methoxy)-2-

nitrobenzenesulfonamide) that upon light irradiation (from 400-430 nm) promoted the 

release of the precursor PA in an anionic form, which then decomposes releasing HNO. 

Other classes of molecules containing hydroxylamine group have been explored as 

potential HNO donors in physiological environments. Toscano and collaborators [273-

275] developed new compounds such as (hydroxylamino)barbituric acid (HABA) and 

(hydroxylamino)pyrazolone (HAPY), which under physiological conditions exhibit 

half-life times of 0.7 to 107 min at pH 7.4 and 37 °C (Figure 22). 
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Figure 22. Examples of some hydroxylamine-based donors. 

 

 

Scheme 12. General mechanism of HNO release, reference [268]. 

 

2.5.3. Nitroso-based donors 

Nitroso compounds constitute a class of HNO donors through reactions with 

nucleophiles in aqueous medium [276-278]. Unlike derivatives of AS and PA, it has 

been shown that nitroso compounds, under physiological conditions, behave mainly as 

HNO donors. However, these species are extremely reactive, being in most cases 

produced in situ as intermediates via oxidative, photochemical and thermal reactions 

[279,280]. King and collaborators [276,277] synthesized a series of nitroso acyloxy 

compounds (the most known of them is 1-nitrosocyclohexyl acetate (NCA)) (Scheme 

13), which under physiological conditions releases HNO after hydrolysis. In addition to 

them, they also prepared nitroso acyl derivatives 9,10-dimethylanthracene cycloadducts, 

which upon a thermal retro-Diels-Alder decomposition (40 ºC) releases acyl nitroso 

compounds being a source of HNO [278] (Scheme 13). These latter derivatives can also 

donate HNO through photoinduced retro-Diels-Alder reaction, as demonstrated by 

Miyata and co-workers [281,282]. The ability of these molecules to act as HNO donor 
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pro-drugs have encouraged biological studies with promising cardiovascular properties 

[283-285]. 

 

Scheme 13. Mechanism of the decomposition of nitroso derivatives in HNO, promoted 
by nucleophilic attack (OH-) or thermal/photoinduction retro-Diels-Alder reaction, 

references [276-278]. 

 

2.5.4. Hydroxamic acid-based donors 

The first report on hydroxamic acids was dated back to 1869, when H. Lossen 

synthesized the oxalohydroxamic acid molecules [280], and until today these 

compounds continue to be studied with new synthetic approaches and possible 

applications in organic and inorganic chemistry [286-290], as well as in pharmacology 

[286,287,291,292]. These hydroxamic acid-base donors are illustrated by the following 

drugs: vorinostat (SAHA, approved by FDA in 2006 to treat the cutaneous T-cell 

lymphoma) [293], belinostat (PXD101, approved by FDA in 2014 to treat the relapsed 

or refractory peripheral T-cell lymphoma) [294], panobinostat (LBH-589, approved by 

FDA in 2015 to treat multiple myeloma) [295], and hydroxyurea used in the treatment of 

sickle cell disease (Figure 23) [296]. 
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Figure 23. Hydroxamic acid donors. 

 

Hydroxamic acids are within the class of nitrosocarbonyl precursor. In fact, 

hydroxamic acids have been reported as HNO donors through oxidation of the -NH-OH 

group to an acyl nitroso intermediate, which reacts with nucleophiles to release HNO 

[279,297]. The oxidative activation of hydroxamic acids has been studied in a 

physiological context aiming to explain the possible mechanisms of pharmacological 

action of these molecules [298,299]. Goldstein and collaborators have shown that 

SAHA can be oxidized under hypoxic conditions by MbFeIII/H2O2 system in 

physiological medium, causing enhanced radiological response of tumors by multiple 

mechanisms, supposedly attributed to the production of HNO and NO• [298]. 

2.6. NO•/HNO metal-based donors  

Several metal-based compounds have been developed showing potential 

pharmacological action [17,300]. Despite that and the knowledge of the important 

biological roles played by metallo-proteins [47,54,301,302], supporting the therapeutic 

potential of metal complexes, there are still not many metallo-drugs in clinical use, 

particularly if compared to organic-based drugs [17,300]. Related to the clinical use of 

NO• donor metallo-compounds, there is only one case, sodium nitroprusside (SNP, 

Na2[Fe(CN)5NO]). First prepared in 1849 by Playfair [24], SNP, a cyanoferrate 

complex, has been used in cardiac surgery with hypertensive crisis conditions and other 

acute hemodynamic emergency applications. Nonetheless, some harmful side effects are 
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related to its administration, due to the rapid release of NO• and cyanide. This latter can 

be managed by the co-administration of sodium thiosulfate and hydroxocobalamin [24]. 

Recently, a material containing SNP anchored in silica-based nanoparticles was 

prepared, where vasorelaxation activity similar to that of isolated SNP was noticed 

along with a significant reduction in cytotoxicity, proving an alternative for the safer 

and broader use of SNP in medicine [303]. 

In addition to strategies based on nanomaterials, several NO• metal donors have 

been developed in order to provide more efficient cardiovascular activities with lower 

undesired side effect to the patient. Oxacom®, a dinitrosyl iron complex (DNIC) 

containing glutathione as a ligand (Figures 6 and 24), is undergoing clinical trials in 

Phases I/II. This compound represents an exciting example of a new hypotensive drug 

with no adverse effects reported to date [26,304].  

Polypyridine ruthenium-nitrosyl complexes (Figure 24) have been considered as 

another large class of NO• donors widely studied by several laboratories. Many of these 

compounds have also shown moderate antihypertensive activities (e.g., EC50 from 200 

to 690 nM) compared to SNP [305-307]. These activities suggest that they may have 

opportunities to be used as models for antihypertensive drugs. Metal-compounds 

carrying NO• have also been investigated as NO• photoreleaser agents, opening further 

opportunities [305,306,308,309]. 

 

 

Figure 24. Structures and in vitro vasodilation action of nitrosyl iron and ruthenium 
complexes (4-bzpy = 4-benzoylpyridine, ImN = imidazole, and tu = thiourea). 
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2.6.1. Photorelease of NO• by nitrosyl complexes 

Phototherapy has emerged as an alternative way to minimize the toxicity of 

many treatments thanks to the possibility of performing more efficient temporal and 

local dosing of the drug [310]. Several metal complexes have been investigated as NO• 

releasing phototherapeutic agents [305,306,308,309]. Metal complexes are versatile in 

terms of design and reactivity modulation, which have raised interest in their use as 

model photosensitizers [19,311-313]. The incidence of irradiation (UV-Vis) in a 

metallo-nitrosyl compound induces formations of an excited state, in which π* anti-

bonding orbitals of the nitrosyl ligand are electronically populate, leading to a decrease 

in the bond order between the metallic center and NO•, promoting the release of the 

ligand [305,306,309].  

The [Ru(bpy)2(SO3)NO](PF6) complex is an interesting example on the 

modulation of reactivity based on the substitution of ancillary monodentate ligand. 

Once sulfite, bound through S atom, is used as ligand, there was a significant change in 

the overall electronic density of NO• moiety if compared to that of a complex with an 

N-based ligand instead (e.g., isonicotinamide). This can dramatically alter the acid-base 

equilibrium of nitrosyl/nitrite found for these systems (Scheme 14). Depending on the 

equilibrium constant for this process we can have in physiological pH mainly nitrite or 

nitrosyl bound species, which can modulate NO• release and reactivity. NO• 

photorelease may occur more efficiently if the nitrosyl bound is the main species. 

 

[M(L)x(NO)]n 
(aq) + 2 OH−  [M(L)x(NO2)](n-2) 

(aq) + H2O (aq) 

Scheme 14. Generic acid-base nitrosyl/nitrite equilibrium for polypyridine ruthenium-
nitrosyl complexes, reference [314]. 

 

By replacing isonicotinamide (isn) ligand for sulfite ion (SO3
2–) in the 

[Ru(bpy)2(L)NO]n+ system, there is a remarkable increased in the pH values for the 

conversion of nitrosyl into nitrite ligand, from 1.45 to 10.32 (Figure 25) [314]. This 

major change upon binding sulfite allowed the nitrosyl species to become the main 

species under physiological conditions and might be a reason for many promising 

biological properties found for this compound. Photorelease (463 nm) of NO• from the 

[Ru(bpy)2(SO3)NO]+ complex was validated using the selective NO• trap cPTIO (2-(4-

carboxyphenyl)-4,4,5,5-tetramethylimidazoline-1-oxyl-3-oxide potassium salt) [152]. In 
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contrast, in the presence of thiols (e.g., glutathione), the [Ru(bpy)2(SO3)NO]+ complex 

released HNO. Other polypyridine ruthenium compounds have also showed a pH of 

nitrosyl/nitrite (1:1) conversion close to or higher than the physiological pH (6.4-8.0) 

(Figure 25). Interestingly, all these metallo-nitrosyl derivatives show indeed an ancillary 

ligand bound to ruthenium through sulfur atom, indicating that such ligands can 

positively influence the acid-base nitrosyl/nitrite equilibrium. Those results showed the 

use of sulfur-based ligands as a relevant strategy in the development of new therapeutic 

platforms for NO•/HNO release [152,306,314,315]. 

 

 

Figure 25. Structures of some metallo-nitrosyl compounds and pH of nitrosyl/nitrite 
conversion (isn = isonicotinamide, tu = thiourea and tbz = thiobenzamide). 

 

Recently, two interesting new strategies involving photoactivation of metal 

complexes were published. The first one was based on the indirect route for NO• 

photorelease. Cardoso and co-workers developed a new Ru(II) nitrosylsulphito complex 

(trans-[Ru(NH3)4(isn)(N(O)SO3)]+) (Figure 26), where upon photoactivation (355-410 

nm) there is a release of ONSO3
- species, which further decomposes into NO• and SO3

•- 

[316]. It is interesting to note that there are only a few metallic systems with N-bonded 

nitrosylsulphite (N(O)SO3) ligand isolated and characterized, indicating this strategy 

has room for many further investigations as demonstrated by Cardoso. 
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Figure 26. Structures of nitrosyl FeII [Fe(NO)(TMSPS2)(TMSPS2H)] and ruthenium(II) 
nitrosylsulphito trans-[Ru(NH3)4(isn)(N(O)SO3)](PF6) (isn = isonicotinamide) complex. 

 

Another exciting case is based on the photorelease of HNO. Lee and 

collaborators [317] developed an nitrosyl iron complex based on the 2,2′-dimercapto-

3,3′-bis(trimethylsilyl)diphenyl)phenylphosphine (TMSPS2H2) ligand. This compound 

upon light irradiation (> 400 nm) showed formation of NO• that was reduced to HNO by 

a thiol group (-SH) already present in the structure (Figure 26). This photorelease of 

HNO features as a rare case via an iron complex nitrosyl, considering that in many cases 

NO• is found as NO+ and requires two-electrons for HNO production. 

One key issue for nitrosyl complexes as a photoreleaser species is the 

wavelength capable to promote this stimulus, which, unfortunately, in most of the cases 

requires highly energetic light. Despite that, any suitable phototherapy requires stable 

compounds with efficient activation using light from 650 to 900 nm, called therapeutic 

window, where light has maximum penetration in the skin with minimum issue on other 

biomolecules [318]. Several authors have developed strategies for the delivery of NO• to 

biological targets, mainly aiming at application within the therapeutic window, systems 

such as Roussin’s Red Salt ester, Ru(salen)(Cl)NO, Cr(cyclam)(ONO)2
+, 

[Mn(PaPy2Q)(NO)]+, in addition to nano-structured materials, are part of these 

therapeutic proposals as described elsewhere [308,309,319]. 

 

 

 



Introduction 
_________________________________________________________________________________ 

 

63 
 

Bibliography 

______________________ 

1.  Mjos, K. D.; Orvig, C., « Metallodrugs in medicinal inorganic chemistry », 
Chemical Reviews, 114, 8, 2014, pp. 4540-4563. 

 
2.  Lloyd, N. C.; Morgan, H. W.; Nicholson, B. K.; Ronimus, R. S., « The 

composition of Ehrlich's salvarsan: resolution of a century-old debate », 
Angewandte Chemie International Edition, 44, 6, 2005, pp. 941-944. 

 
3.  Sutton, B. M., « Gold compounds for rheumatoid arthritis », Gold Bulletin, 19, 

1, 1986, pp. 15-16. 
 
4.  Pricker, S. P., « Medical uses of gold compounds: Past, present and future », 

Gold Bulletin, 29, 2, 1996, pp. 53-60. 
 
5.  Arnesano, F.; Natile, G., « Mechanistic insight into the cellular uptake and 

processing of cisplatin 30 years after its approval by FDA », Coordination 

Chemistry Reviews, 253, 15-16, 2009, pp. 2070-2081. 
 
6.  Rosenberg, B.; VanCamp, L.; Trosko, J. E.; Mansour, V. H., « Platinum 

compounds: a new class of potent antitumour agents », Nature, 222, 5191, 1969, 
pp. 385-386. 

 
7.  Romero-Canelon, I.; Sadler, P. J., « Next-generation metal anticancer 

complexes: multitargeting via redox modulation », Inorganic Chemistry, 52, 21, 
2013, pp. 12276-12291. 

 
8.  Haas, K. L.; Franz, K. J., « Application of metal coordination chemistry to 

explore and manipulate cell biology », Chemical Reviews, 109, 10, 2009, pp. 
4921-4960. 

 
9.  Thompson, K. H.; Orvig, C., « Boon and bane of metal ions in medicine », 

Science, 300, 5621, 2003, pp. 936-939. 
 
10.  Reichert, D. E.; Lewis, J. S.; Anderson, C. J., « Metal complexes as diagnostic 

tools », Coordination Chemistry Reviews, 184, 1, 1999, pp. 3-66. 
 
11.  Markwalter, C. F.; Kantor, A. G.; Moore, C. P.; Richardson, K. A.; Wright, D. 

W., « Inorganic Complexes and Metal-Based Nanomaterials for Infectious 
Disease Diagnostics », Chemical Reviews, 119, 2, 2019, pp. 1456-1518. 

 
12.  Dasari, S.; Tchounwou, P. B., « Cisplatin in cancer therapy: molecular 

mechanisms of action », European Journal of Pharmacology, 740, 2014, pp. 
364-378. 

 
13.  Dilruba, S.; Kalayda, G. V., « Platinum-based drugs: past, present and future », 

Cancer Chemother Pharmacol, 77, 6, 2016, pp. 1103-1124. 
 



Introduction 
_________________________________________________________________________________ 

 

64 
 

14.  Zhong, Y.; Jia, C.; Zhang, X.; Liao, X.; Yang, B.; Cong, Y.; Pu, S.; Gao, C., « 
Targeting drug delivery system for platinum(Ⅳ)-Based antitumor complexes », 
European Journal of Medicinal Chemistry, 194, 2020, pp. 112229. 

 
15.  Xu, X.; Wang, H.; Li, H.; Hu, X.; Zhang, Y.; Guan, X.; Toy, P. H.; Sun, H., « S-

Dimethylarsino-glutathione (Darinaparsin®) targets histone H3.3, leading to 
TRAIL-induced apoptosis in leukemia cells », Chemical Communications, 55, 
87, 2019, pp. 13120-13123. 

 
16.  Kaiming, C.; Sheng, Y.; Zheng, S.; Yuan, S.; Huang, G.; Liu, Y., « Arsenic 

trioxide preferentially binds to the ring finger protein PML: understanding target 
selection of the drug », Metallomics, 10, 11, 2018, pp. 1564-1569. 

 
17.  Barry, N. P.; Sadler, P. J., « Exploration of the medical periodic table: towards 

new targets », Chemical Communications, 49, 45, 2013, pp. 5106-5131. 
 
18.  Thota, S.; Rodrigues, D. A.; Crans, D. C.; Barreiro, E. J., « Ru(II) Compounds: 

Next-Generation Anticancer Metallotherapeutics? », Journal of Medicinal 

Chemistry, 61, 14, 2018, pp. 5805-5821. 
 
19.  Imberti, C.; Zhang, P.; Huang, H.; Sadler, P. J., « New Designs for 

Phototherapeutic Transition Metal Complexes », Angewandte Chemie 

International Edition, 59, 1, 2020, pp. 61-73. 
 
20.  Chitambar, C. R., « Gallium-containing anticancer compounds », Future 

Medicinal Chemistry, 4, 10, 2012, pp. 1257-1272. 
 
21.  ClinicalTrials.gov. 

https://clinicaltrials.gov/ct2/show/NCT00050687?term=maltolate&draw=2&ran
k=2 (accessed 21/07/2020). 

 
22.  Kubista, B.; Schoefl, T.; Mayr, L.; van Schoonhoven, S.;  Heffeter, P.; 

Windhager, R.; Keppler, B. K.; Berger, W., « Distinct activity of the bone-
targeted gallium compound KP46 against osteosarcoma cells - synergism with 
autophagy inhibition », Journal of Experimental & Clinical Cancer Research, 
36, 1, 2017, pp. 1-13. 

 
23.  Baldari, S.; Di Rocco, G.; Toietta, G., « Current Biomedical Use of Copper 

Chelation Therapy », International Journal of Molecular Sciences, 21, 3, 2020, 
pp. 1-20. 

 
24.  Hottinger, D. G.; Beebe, D. S.; Kozhimannil, T.; Prielipp, R. C.; Belani, K. G., « 

Sodium nitroprusside in 2014: A clinical concepts review », Journal of 

Anaesthesiology Clinical Pharmacology, 30, 4, 2014, pp. 462-471. 
 
25.  Page, I. H.; Corcoran, A. C.; Dustan, H. P.; Koppanyi, T., « Cardiovascular 

actions of sodium nitroprusside in animals and hypertensive patients », 
Circulation, 11, 2, 1955, pp. 188-198. 

 



Introduction 
_________________________________________________________________________________ 

 

65 
 

26.  Hsiao, H. Y.; Chung, C. W.; Santos, J. H.; Villaflores, O. B.; Lu, T. T., « Fe in 
biosynthesis, translocation, and signal transduction of NO: toward bioinorganic 
engineering of dinitrosyl iron complexes into NO-delivery scaffolds for tissue 
engineering », Dalton Transactions, 48, 26, 2019, pp. 9431-9453. 

 
27.  Bonetta, R., « Potential Therapeutic Applications of MnSODs and SOD-

Mimetics », Chemistry, 24, 20, 2018, pp. 5032-5041. 
 
28.  Adeniji, A. A.; Knoll, K. E.; Loots, D. T., « Potential anti-TB investigational 

compounds and drugs with repurposing potential in TB therapy: a conspectus », 
Applied Microbiology and Biotechnology, 104, 13, 2020, pp. 5633-5662. 

 
29.  Gunatilleke, S. S.; Barrios, A. M., « Tuning the Au(I)-mediated inhibition of 

cathepsin B through ligand substitutions », Journal of Inorganic Biochemistry, 
102, 3, 2008, pp. 555-563. 

 
30.  McCarron, P.; McCann, M.; Devereux, M.; Kavanagh, K.; Skerry, C.; 

Karakousis, P. C.; Aor, A. C.; Mello, T. P.; Santos, A. L. S.; Campos, D. L.; 
Pavan, F. R., « Unprecedented in Vitro Antitubercular Activitiy of 
Manganese(II) Complexes Containing 1,10-Phenanthroline and Dicarboxylate 
Ligands: Increased Activity, Superior Selectivity, and Lower Toxicity in 
Comparison to Their Copper(II) Analogs », Frontiers in Microbiology, 9, 2018, 
pp. 1-10. 

 
31.  Lopes, L. G. F.; Carvalho, E. M.; Sousa, E. H. S., « A bioinorganic chemistry 

perspective on the roles of metals as drugs and targets against Mycobacterium 
tuberculosis - a journey of opportunities », Dalton Transactions, 49, 2020, pp. 
15988-16003. 

 
32.  Stringer, T.; Seldon, R.; Liu, N.; Warner, D. F.; Tam, C.; Cheng, L. W.; Land, 

K. M.; Smith, P. J.; Chibale, K.; Smith, G. S., « Antimicrobial activity of 
organometallic isonicotinyl and pyrazinyl ferrocenyl-derived complexes », 
Dalton Transactions, 46, 30, 2017, pp. 9875-9885. 

 
33.  Plutín, A. M.; Alvarez, A.; Mocelo, R.; Ramos, R.; Castellano, E. E.; Silva, M. 

M.; Colina-Vegas, L.; Pavan, F. R.; Batista, A. A., « Anti- Mycobacterium 
tuberculosis activity of platinum(II)/N,N-disubstituted-N′-acyl thiourea 
complexes », Inorganic Chemistry Communications, 63, 2016, pp. 74-80. 

 
34.  Ahmed, M.; Rooney, D.; McCann, M.; Devereux, M.; Twamley, B.; Galdino, A. 

C. M.; Sangenito, L. S.; Souza, L. O. P.; Lourenço, M. C.; Gomes, K.; Santos, 
A. L. S., « Synthesis and antimicrobial activity of a phenanthroline-isoniazid 
hybrid ligand and its Ag+ and Mn2+ complexes », Biometals, 32, 4, 2019, pp. 
671-682. 

 
35.  Oliveira, C. G.; Maia, P. I. S.; Souza, P. C.; Pavan, F. R.; Leite, C. Q.; Viana, R. 

B.; Batista, A. A.; Nascimento, O. R.; Deflon, V. M., « Manganese(II) 
complexes with thiosemicarbazones as potential anti-Mycobacterium 

tuberculosis agents », Journal of Inorganic Biochemistry, 132, 2014, pp. 21-29. 
 



Introduction 
_________________________________________________________________________________ 

 

66 
 

36.  Aguiar, I.; Tavares, A.; Roveda Jr., A. C.; Silva, A. C. H.; Marino, L. B.; Lopes, 
E. O.; Pavan, F. R.; Lopes, L. G. F.; Franco, D. W., « Antitubercular activity of 
Ru (II) isoniazid complexes », European Journal of Pharmaceutical Sciences, 
70, 2015, pp. 45-54. 

 
37.  Sousa, E. H. S.; Vieira, F. G. M.; Butler, J. S.; Basso, L. A.; Santiago, D. S.; 

Diógenes, I. C. N.; Lopes, L. G. F.; Sadler, P. J., « [Fe(CN)5(isoniazid)]3-: an 
iron isoniazid complex with redox behavior implicated in tuberculosis therapy », 
Journal of Inorganic Biochemistry, 140, 2014, pp. 236-244. 

 
38.  Abbadi, B. L.; Villela, A. D.; Rodrigues-Junior, V. S.; Subtil, F. T.; Dalberto, P. 

F.; Pinheiro, A. P. S.; Santos, D. S.; Machado, P.; Basso, L. A.; Bizarro, C. V., « 
Revisiting Activation of and Mechanism of Resistance to Compound IQG-607 in 
Mycobacterium tuberculosis », Antimicrob Agents Chemother, 62, 2, 2018, pp. 
1-5. 

 
39.  Rodrigues-Junior, V. S.; Villela, A. D.; Abbadi, B. L.; Sperotto, N. D. M.; 

Pissinate, K.; Picada, J. N.; Silva, J. B.; Bizarro, C. V.; Machado, P.; Basso, L. 
A., « Nonclinical evaluation of IQG-607, an anti-tuberculosis candidate with 
potential use in combination drug therapy », Regulatory Toxicology and 

Pharmacology, 111, 2020, pp. 104553. 
 
40.  Rodrigues-Junior, V. S.; Cintra, L.; Machado, P.; Dadda, A.; Basso, L. A.; 

Mafra, A.; Campos, A. H.; Campos, M. M.; Santos, D. S., « Toxicological 
profile of IQG-607 after single and repeated oral administration in minipigs: An 
essential step towards phase I clinical trial », Regulatory Toxicology and 

Pharmacology, 90, 2017, pp. 78-86. 
 
41.  Abbadi, B. L.; Rodrigues-Junior, V. D. S.; Dadda, A. D. S.; Pissinate, K.; 

Villela, A. D.; Campos, M. M.; Lopes, L. G. F.; Bizarro, C. V.; Machado, P.; 
Sousa, E. H. S.; Basso, L. A., « Is IQG-607 a Potential Metallodrug or 
Metallopro-Drug With a Defined Molecular Target in Mycobacterium 

tuberculosis? », Fronters in Microbiology, 9, 2018, pp. 1-21. 
 
42.  Rodrigues-Junior, V. S.; Machado, P.; Calixto, J. B.; Siqueira, J. M.; Andrade, 

E. L.; Bento, A. F.; Campos, M. M.; Basso, L. A.; Santos, D. S., « Preclinical 
safety evaluation of IQG-607 in rats: Acute and repeated dose toxicity studies », 
Regulatory Toxicology and Pharmacology, 86, 2017, pp. 11-17. 

 
43.  Dadda, A. D. S.; Rodrigues-Junior, V. S.; Carreno, F.; Petersen, G. O.; Pinto, A. 

F. M.; Dalberto, P. F.; Sperotto, N. D. M.; Pissinate, K.; Bizarro, C. V.; 
Machado, P.; Campos, M. M.; Costa, T. D.; Santos, D. S.; Basso, L. A., « 
Preclinical pharmacokinetic profiling of IQG-607, a potential oral metallodrug to 
treat tuberculosis », European Journal of Pharmaceutical Sciences, 111, 2018, 
pp. 393-398. 

 
44.  R. M. J. Palmer; Ferrige, A. G.; Moncada, S., « Nitric oxide release accounts for 

the biological activity of endothelium-derived relaxing factor », Nature, 327, 
1987, pp. 524–526. 

 



Introduction 
_________________________________________________________________________________ 

 

67 
 

45.  Follmann, M.; Griebenow, N.; Hahn, M. G.; Hartung, I.; Mais, F. J.; Mittendorf, 
J.; Schafer, M.; Schirok, H.; Stasch, J. P.; Stoll, F.; Straub, A., « The chemistry 
and biology of soluble guanylate cyclase stimulators and activators », 
Angewandte Chemie International Edition, 52, 36, 2013, pp. 9442-9462. 

 
46.  Knowles, R. G.; Moncada, S., « Nitric oxide synthases in mammals », 

Biochemical Journal, 298, 1994, pp. 249-258. 
 
47.  Forstermann, U.; Sessa, W. C., « Nitric oxide synthases: regulation and function 

», European Heart Journal, 33, 7, 2012, pp. 829–837. 
 
48.  Zhou, L.; Zhu, D. Y., « Neuronal nitric oxide synthase: structure, subcellular 

localization, regulation, and clinical implications », Nitric Oxide, 20, 4, 2009, 
pp. 223-230. 

 
49.  Taylor, B. S.; Geller, D. A., « Molecular regulation of the human inducible nitric 

oxide synthase (iNOS) gene », Shock, 13, 6, 2000, pp. 413-424. 
 
50.  Raman, C. S.; Li, H.; Martasek, P.; Kral, V.; Masters, B. S.; Poulos, T. L., « 

Crystal structure of constitutive endothelial nitric oxide synthase: a paradigm for 
pterin function involving a novel metal center », Cell, 95, 7, 1998, pp. 939-950. 

 
51.  Daff, S., « NO synthase: Structures and mechanisms », Nitric Oxide, 23, 1, 2010, 

pp. 1-11. 
 
52.  Ritchie, R. H.; Drummond, G. R.; Sobey, C. G.; De Silva, T. M.; Kemp-Harper, 

B. K., « The opposing roles of NO and oxidative stress in cardiovascular disease 

», Pharmacological Research, 116, 2017, pp. 57-69. 
 
53.  Horst, B. G.; Marletta, M. A., « Physiological activation and deactivation of 

soluble guanylate cyclase », Nitric Oxide, 77, 2018, pp. 65-74. 
 
54.  Kang, Y.; Liu, R.; Wu, J. X.; Chen, L., « Structural insights into the mechanism 

of human soluble guanylate cyclase », Nature, 574, 7777, 2019, pp. 206-210. 
 
55.  Schermuly, R. T.; Stasch, J. P.; Pullamsetti, S. S.; Middendorff, R.; Muller, D.; 

Schluter, K. D.; Dingendorf, A.; Hackemack, S.; Kolosionek, E.; Kaulen, C.; 
Dumitrascu, R.; Weissmann, N.; Mittendorf, J.; Klepetko, W.; Seeger, W.; 
Ghofrani, H. A.; Grimminger, F., « Expression and function of soluble guanylate 
cyclase in pulmonary arterial hypertension », European Respiratory Journal, 32, 
4, 2008, pp. 881-891. 

 
56.  Komsuoglu-Celikyurt, I.; Gocmez, S. S.; Mutlu, O.; Gacar, N.; Aricioglu, F.; 

Utkan, T., « Evidence for the involvement of neuronal nitric oxide synthase and 
soluble guanylate cyclase on cognitive functions in rats », Life Sciences, 89, 23-
24, 2011, pp. 905-910. 

 
57.  Wang, Y.; Kramer, S.; Loof, T.; Martini, S.; Kron, S.; Kawachi, H.; Shimizu, F.; 

Neumayer, H. H.; Peters, H., « Stimulation of soluble guanylate cyclase slows 



Introduction 
_________________________________________________________________________________ 

 

68 
 

progression in anti-thy1-induced chronic glomerulosclerosis », Kidney 

International, 68, 1, 2005, pp. 47-61. 
 
58.  Baltrons, M. A.; Agulló, L.; García, A., « Dexamethasone Up‐Regulates a 

Constitutive Nitric Oxide Synthase in Cerebellar Astrocytes but Not in Granule 
Cells in Culture », Journal of Neurochemistry, 64, 1, 1995, pp. 447-450. 

 
59.  Mülsch, A.; Böhme, E.; Busse, R., « Stimulation of soluble guanylate cyclase by 

endothelium-derived relaxing factor from cultured endothelial cells », European 

Journal of Pharmacology, 135, 2, 1987, pp. 247-250. 
 
60.  Miranda, K. M., « The chemistry of nitroxyl (HNO) and implications in biology 

», Coordination Chemistry Reviews, 249, 3-4, 2005, pp. 433-455. 
 
61.  Pagliaro, P.; Mancardi, D.; Rastaldo, R.; Penna, C.; Gattullo, D.; Miranda, K. 

M.; Feelisch, M.; Wink, D. A.; Kass, D. A.; Paolocci, N., « Nitroxyl affords 
thiol-sensitive myocardial protective effects akin to early preconditioning », 
Free Radical Biology and Medicine, 34, 1, 2003, pp. 33-43. 

 
62.  Katori, T.; Donzelli, S.; Tocchetti, C. G.; Miranda, K. M.; Cormaci, G.; Thomas, 

D. D.; Ketner, E. A.; Lee, M. J.; Mancardi, D.; Wink, D. A.; Kass, D. A.; 
Paolocci, N., « Peroxynitrite and myocardial contractility: in vivo versus in vitro 
effects », Free Radical Biology and Medicine, 41, 10, 2006, pp. 1606-1618. 

 
63.  Shoeman, D. W.; Shirota, F. N.; DeMaster, E. G.; Nagasawa, H. T., « Reaction 

of nitroxyl, an aldehyde dehydrogenase inhibitor, with N-acetyl-L-cysteine », 
Alcohol, 20, 1, 2000, pp. 55-59. 

 
64.  Augustyniak, A.; Skolimowski, J.; Blaszczyk, A., « Cytotoxicity of nitroxyl 

(HNO/NO-) against normal and cancer human cells », Chemico-Biological 

Interactions, 206, 2, 2013, pp. 262-271. 
 
65.  Norris, A. J.; Sartippour, M. R.; Lu, M.; Park, T.; Rao, J. Y.; Jackson, M. I.; 

Fukuto, J. M.; Brooks, M. N., « Nitroxyl inhibits breast tumor growth and 
angiogenesis », International Journal of Cancer, 122, 8, 2008, pp. 1905-1910. 

 
66.  Fukuto, J. M.; Dutton, A. S.; Houk, K. N., « The chemistry and biology of 

nitroxyl (HNO): a chemically unique species with novel and important 
biological activity », Chembiochem, 6, 4, 2005, pp. 612-619. 

 
67.  Paolocci, N.; Jackson, M. I.; Lopez, B. E.; Miranda, K.; Tocchetti, C. G.; Wink, 

D. A.; Hobbs, A. J.; Fukuto, J. M., « The pharmacology of nitroxyl (HNO) and 
its therapeutic potential: not just the Janus face of NO », Pharmacology & 

Therapeutics, 113, 2, 2007, pp. 442-458. 
68.  Pagliaro, P.; Gattullo, D.; Penna, C., « Nitroglycerine and sodium 

trioxodinitrate: from the discovery to the preconditioning effect », Journal of 

Cardiovascular Medicine, 14, 10, 2013, pp. 698-704. 
 



Introduction 
_________________________________________________________________________________ 

 

69 
 

69.  Paolocci, N.; Wink, D. A., « The shy Angeli and his elusive creature: the HNO 
route to vasodilation », American Journal of Physiology Heart and Circulatory 

Physiology, 296, 5, 2009, pp. H1217-H1220. 
 
70.  Eberhardt, M.; Dux, M.; Namer, B.; Miljkovic, J.; Cordasic, N.; Will, C.; 

Kichko, T. I.; Roche, J.; Fischer, M.; Suarez, S. A.; Bikiel, D.; Dorsch, K.; 
Leffler, A.; Babes, A.; Lampert, A.; Lennerz, J. K.; Jacobi, J.; Marti, M. A.; 
Doctorovich, F.; Hogestatt, E. D.; Zygmunt, P. M.; Ivanovic-Burmazovic, I.; 
Messlinger, K.; Reeh, P.; Filipovic, M. R., « H2S and NO cooperatively regulate 
vascular tone by activating a neuroendocrine HNO-TRPA1-CGRP signalling 
pathway », Nature Communications, 5, 2014, pp. 1-17. 

 
71.  Cortese-Krott, M. M.; Kuhnle, G. G.; Dyson, A.; Fernandez, B. O.; Grman, M.; 

DuMond, J. F.; Barrow, M. P.; McLeod, G.; Nakagawa, H.; Ondrias, K.; Nagy, 
P.; King, S. B.; Saavedra, J. E.; Keefer, L. K.; Singer, M.; Kelm, M.; Butler, A. 
R.; Feelisch, M., « Key bioactive reaction products of the NO/H2S interaction 
are S/N-hybrid species, polysulfides, and nitroxyl », Proceedings of The 

National Academy of Sciences of The USA, 112, 34, 2015, pp. E4651-E4660. 
 
72.  Li, H.; Yao, Q.; Xu, F.; Xu, N.; Ma, X.; Fan, J.; Long, S.; Du, J.; Wang, J.; Peng, 

X., « Recognition of Exogenous and Endogenous Nitroxyl in Living Cells via a 
Two-Photon Fluorescent Probe », Analytical Chemistry, 90, 7, 2018, pp. 4641-
4648. 

 
73.  Donzelli, S.; Goetz, M.; Schmidt, K.; Wolters, M.; Stathopoulou, K.; Diering, S.; 

Prysyazhna, O.; Polat, V.; Scotcher, J.; Dees, C.; Subramanian, H.; Butt, E.; 
Kamynina, A.; Schobesberger, S.; King, S. B.; Nikolaev, V. O.; Wit, C.; 
Leichert, L. I.; Feil, R.; Eaton, P.; Cuello, F., « Oxidant sensor in the cGMP-
binding pocket of PKGIalpha regulates nitroxyl-mediated kinase activity », 
Scientific Reports, 7, 1, 2017, pp. 1-14. 

 
74.  Alvarez, L.; Suarez, S. A.; Gonzalez, P. J.; Brondino, C. D.; Doctorovich, F.; 

Marti, M. A., « The Underlying Mechanism of HNO Production by the 
Myoglobin-Mediated Oxidation of Hydroxylamine », Inorganic Chemistry, 59, 
12, 2020, pp. 7939-7952. 

 
75.  Shafirovich, V.; Lymar, S. V., « Nitroxyl and its anion in aqueous solutions: spin 

states, protic equilibria, and reactivities toward oxygen and nitric oxide », 
Proceedings of The National Academy of Sciences of The USA, 99, 11, 2002, pp. 
7340-7345. 

 
76.  Smulik, R.; Debski, D.; Zielonka, J.; Michalowski, B.; Adamus, J.; Marcinek, 

A.; Kalyanaraman, B.; Sikora, A., « Nitroxyl (HNO) reacts with molecular 
oxygen and forms peroxynitrite at physiological pH Biological implications », 
Journal of Biological Chemmistry, 289, 51, 2014, pp. 35570-35581. 

 
77.  Paolocci, N.; Keceli, G.; Wink, D. A.; Kass, D. A., « From Heaven to Heart: 

Nitroxyl (HNO) in the Cardiovascular System and Beyond », Doctorovich, F.; J., 
Farmer P.; A., Marti M., The Chemistry and Biology of Nitroxyl (HNO), 
Elsevier, 1 ed., 2017, pp. 353-387. 



Introduction 
_________________________________________________________________________________ 

 

70 
 

 
78.  Adak, S.; Wang, Q.; Stuehr, D. J., « Arginine conversion to nitroxide by 

tetrahydrobiopterin-free neuronal nitric-oxide synthase. Implications for 
mechanism », Journal of Biological Chemistry, 275, 43, 2000, pp. 33554-33561. 

 
79.  Okada, D., « Tetrahydrobiopterin‐dependent stabilization of neuronal nitric 

oxide synthase dimer reduces susceptibility to phosphorylation by protein kinase 
C in vitro », FEBS Letters, 434, 3, 1998, pp. 261-264. 

 
80.  Moens, A. L.; Kass, D. A., « Tetrahydrobiopterin and cardiovascular disease », 

Arteriosclerosis, Thrombosis, and Vascular Biology, 26, 11, 2006, pp. 2439-
2444. 

 
81.  Kamada, Y.; Jenkins, G. J.; Lau, M.; Dunbar, A. Y.; Lowe, E. R.; Osawa, Y., « 

Tetrahydrobiopterin depletion and ubiquitylation of neuronal nitric oxide 
synthase », Molecular Brain Research, 142, 1, 2005, pp. 19-27. 

 
82.  Abu-Soud, H. M.; Gachhui, R.; Raushel, F. M.; Stuehr, D. J., « The ferrous-

dioxy complex of neuronal nitric oxide synthase. Divergent effects of L-arginine 
and tetrahydrobiopterin on its stability », Journal of Biological Chemistry, 272, 
28, 1997, pp. 17349-17353. 

 
83.  Hyland, K.; Heales, S. J. R., « Chapter C7 - The hph-1 Mouse », LeDoux, Mark, 

Animal Models of Movement Disorders, Elsevier, 1 ed., 2005, pp. 293-297. 
 
84.  Wang, Z.-Q.; Wei, C.-C.; Santolini, J.; Panda, K.; Wang, Q.; Stuehr, D. J., « A 

Tryptophan that Modulates Tetrahydrobiopterin-Dependent Electron Transfer in 
Nitric Oxide Synthase Regulates Enzyme Catalysis by Additional Mechanisms 

», Biochemistry, 44, 2005, pp. 4676-4690. 
 
85.  Pufahl, R. A.; Wishnok, J. S.; Marletta, M. A., « Hydrogen Peroxide-Supported 

Oxidation of NG-Hydroxy-L-Arginine by Nitric Oxide Synthase », 
Biochemistry, 34, 6, 1995, pp. 1930-1941. 

 
86.  Stoyanovsky, D. A.; Tyurina, Y. Y.; Tyurin, V. A.; Anand, D.; Mandavia, D. N.; 

Gius, D.; Ivanova, J.; Pitt, B.; Billiar, T. R.; Kagan, V. E., « Thioredoxin and 
lipoic acid catalyze the denitrosation of low molecular weight and protein S-
nitrosothiols », Journal of the American Chemical Society, 127, 45, 2005, pp. 
15815-15823. 

 
87.  Wedmann, R.; Zahl, A.; Shubina, T. E.; Durr, M.; Heinemann, F. W.; 

Bugenhagen, B. E.; Burger, P.; Ivanovic-Burmazovic, I.; Filipovic, M. R., « 
Does perthionitrite (SSNO-) account for sustained bioactivity of NO? A 
(bio)chemical characterization », Inorganic Chemistry, 54, 19, 2015, pp. 9367-
9380. 

 
88.  Liochev, S. I.; Fridovich, I., « Copper,zinc superoxide dismutase as a univalent 

NO(-) oxidoreductase and as a dichlorofluorescin peroxidase », Journal of 

Biological Chemistry, 276, 38, 2001, pp. 35253-35257. 
 



Introduction 
_________________________________________________________________________________ 

 

71 
 

89.  Niketić, V.; Stojanović, S.; Nikolić, A.; Spasić, M.; Michelson, A. M., « 
Exposure of Mn and FeSODs, but not Cu/ZnSOD, to NO leads to nitrosonium 
and nitroxyl ions generation which cause enzyme modification and inactivation: 
an in vitro study », Free Radical Biology and Medicine, 27, 9-10, 1999, pp. 992-
996. 

 
90.  Saleem, M.; Ohshima, H., « Xanthine oxidase converts nitric oxide to nitroxyl 

that inactivates the enzyme », Biochemical and Biophysical Research 

Communications, 315, 2, 2004, pp. 455-462. 
 
91.  Miao, Z.; King, S. B., « Recent advances in the chemical biology of nitroxyl 

(HNO) detection and generation », Nitric Oxide, 57, 2016, pp. 1-14. 
 
92.  Filipovic, M. R.; Miljkovic, J.; Nauser, T.; Royzen, M.; Klos, K.; Shubina, T.; 

Koppenol, W. H.; Lippard, S. J.; Ivanovic-Burmazovic, I., « Chemical 
characterization of the smallest S-nitrosothiol, HSNO; cellular cross-talk of H2S 
and S-nitrosothiols », Journal of the American Chemical Society, 134, 29, 2012, 
pp. 12016-12027. 

 
93.  Vos, O., « Role of endogenous thiols in protection », Advances in Space 

Research, 12, 2-3, 1992, pp. 201-207. 
 
94.  Biswas, S.; Chida, A. S.; Rahman, I., « Redox modifications of protein-thiols: 

emerging roles in cell signaling », Biochemical Pharmacology, 71, 5, 2006, pp. 
551-564. 

 
95.  Tian, M.; Guo, F.; Sun, Y.; Zhang, W.; Miao, F.; Liu, Y.; Song, G.; Ho, C. L.; 

Yu, X.; Sun, J. Z.; Wong, W. Y., « A fluorescent probe for intracellular cysteine 
overcoming the interference by glutathione », Organic & Biomolecular 

Chemistry, 12, 32, 2014, pp. 6128-6133. 
 
96.  Mansoor, M. A.; Svardal, A. M.; Ueland, P. M., « Determination of the in vivo 

redox status of cysteine, cysteinylglycine, homocysteine, and glutathione in 
human plasma », Analytical Biochemistry, 200, 2, 1992, pp. 218-229. 

 
97.  Ueland, P. M.; Refsum, H.; Stabler, S. P.; Malinow, M. R.; Andersson, A.; 

Allen, R. H., « Total homocysteine in plasma or serum: methods and clinical 
applications », Clinical Chemistry, 39, 9, 1993, pp. 1764-1779. 

 
98.  Zhang, C.; Biggs, T. D.; Devarie-Baez, N. O.; Shuang, S.; Dong, C.; Xian, M., « 

S-Nitrosothiols: chemistry and reactions », Chemical Communications, 53, 82, 
2017, pp. 11266-11277. 

 
99.  Kevil, C. G.; Patel, R. P., « S-Nitrosothiol biology and therapeutic potential in 

metabolic disease », Current opinion in investigational drugs, 11, 10, 2010, pp. 
1127-1134. 

100.  Astuti, R. I.; Nasuno, R.; Takagi, H., « Nitric Oxide Signalling in Yeast », 
Advances in Microbial Physiology, 72, 2018, pp. 29-63. 

 



Introduction 
_________________________________________________________________________________ 

 

72 
 

101.  Kim, W.; Stamler, J. S.; Lipton, S. A., « [27] - Redox Congeners of Nitric 
Oxide, N-Methyl-d-Aspartate Receptors, and Intracellular Calcium Ion », 
Methods in Neurosciences, 31, 1996, pp. 309-318. 

 
102.  Hardeland, R.; Backhaus, C.; Fadavi, A., « Reactions of the NO redox forms 

NO+, •NO and HNO (protonated NO-) with the melatonin metabolite N1-acetyl-
5-methoxykynuramine », Journal of Pineal Research, 43, 4, 2007, pp. 382-388. 

 
103.  Poole, L. B., « The basics of thiols and cysteines in redox biology and chemistry 

», Free Radical Biology and Medicine, 80, 2015, pp. 148-157. 
 
104.  Graminski, G. F.; Kubo, Y.; Armstrong, R. N., « Spectroscopic and kinetic 

evidence for the thiolate anion of glutathione at the active site of glutathione S-
transferase », Biochemistry, 28, 8, 1989, pp. 3562-3568. 

 
105.  Awoonor-Williams, E.; Rowley, C. N., « Evaluation of Methods for the 

Calculation of the pKa of Cysteine Residues in Proteins », Journal of Chemical 

Theory and Computation, 12, 9, 2016, pp. 4662-4673. 
 
106.  Pirie, N. W.; Pinhey, K. G., « Titration Curve of Glutathione », The Journal of 

Biological Chemistry, 84, 1929, pp. 321−333. 
 
107.  Glushchenko, A. V.; Jacobsen, D. W., « Molecular targeting of proteins by L-

homocysteine: mechanistic implications for vascular disease », Antioxidants and 

Redox Signaling, 9, 11, 2007, pp. 1883-1898. 
 
108.  Doro, F. G.; Pepe, I. M.; Galembeck, S. E.; Carlos, R. M.; Rocha, Z. N.; Bertotti, 

M.; Tfouni, E., « Reactivity, photolability, and computational studies of the 
ruthenium nitrosyl complex with a substituted cyclam fac-
[Ru(NO)Cl2(k3N4,N8,N11(1-carboxypropyl)cyclam)]Cl.H2O », Dalton 

Transactions, 40, 24, 2011, pp. 6420-6432. 
 
109.  Hoshino, M.; Maeda, M.; Konishi, R.; Seki, H.; Ford, P. C., « Studies on the 

Reaction Mechanism for Reductive Nitrosylation of Ferrihemoproteins in Buffer 
Solutions », Journal of the American Chemical Society, 118, 24, 1996, pp. 5702-
5707. 

 
110.  Sharpe, M. A.; Cooper, C. E., « Reactions of nitric oxide with mitochondrial 

cytochrome c: a novel mechanism for the formation of nitroxyl anion and 
peroxynitrite », Biochemical Journal, 332, 1998, pp. 9-19. 

 
111.  Silkstone, R. S.; Mason, M. G.; Nicholls, P.; Cooper, C. E., « Nitrogen dioxide 

oxidizes mitochondrial cytochrome c », Free Radical Biology and Medicine, 52, 
1, 2012, pp. 80-87. 

 
112.  Donzelli, S.; Espey, M. G.; Flores-Santana, W.; Switzer, C. H.; Yeh, G. C.; 

Huang, J.; Stuehr, D. J.; King, S. B.; Miranda, K. M.; Wink, D. A., « Generation 
of nitroxyl by heme protein-mediated peroxidation of hydroxylamine but not N-
hydroxy-L-arginine », Free Radical Biology and Medicine, 45, 5, 2008, pp. 578-
584. 



Introduction 
_________________________________________________________________________________ 

 

73 
 

 
113.  Schmidt, H. H.; Hofmann, H.; Schindler, U.; Shutenko, Z. S.; Cunningham, D. 

D.; Feelisch, M., « No NO from NO synthase », Proceedings of The National 

Academy of Sciences of The USA, 93, 25, 1996, pp. 14492-14497. 
 
114.  Louters, L. L.; Scripture, J. P.; Kuipers, D. P.; Gunnink, S. M.; Kuiper, B. D.; 

Alabi, O. D., « Hydroxylamine acutely activates glucose uptake in L929 
fibroblast cells », Biochimie, 95, 4, 2013, pp. 787-792. 

 
115.  Gross, P., « Biologic activity of hydroxylamine: a review », CRC Critical 

Reviews in Toxicology, 14, 1, 1985, pp. 87-99. 
 
116.  Arnelle, D. R.; Stamler, J. S., « NO+, NO•, and NO- donation by S-nitrosothiols: 

implications for regulation of physiological functions by S-nitrosylation and 
acceleration of disulfide formation », Archives of Biochemistry and Biophysics, 
318, 2, 1995, pp. 279-285. 

 
117.  Gough, D. R.; Cotter, T. G., « Hydrogen peroxide: a Jekyll and Hyde signalling 

molecule », Cell Death & Disease, 2, 2011, pp. 1-8. 
 
118.  Kim, D.; Kim, G.; Nam, S. J.; Yin, J.; Yoon, J., « Visualization of endogenous 

and exogenous hydrogen peroxide using a lysosome-targetable fluorescent probe 

», Scientific Reports, 5, 8488, 2015, pp. 1-6. 
 
119.  Goldstein, S.; Samuni, A., « Oxidation Mechanism of Hydroxamic Acids 

Forming HNO and NO: Implications for Biological Activity », Advances in 

Inorganic Chemistry NOx Related Chemistry, 67, 2015, pp. 315-333. 
 
120.  Marti, M. A.; Álvarez, L.; Suarez, S. A.; Doctorovich, F., « Is Azanone 

Endogenously Produced in Mammals? », Doctorovich, F.;  J., Farmer P.; A., 
Marti M., The Chemistry and Biology of Nitroxyl (HNO), Elsevier, 1 ed., 2017, 
pp. 337-351. 

 
121.  Porshneva, K.; Papiernik, D.; Psurski, M.; Nowak, M.; Matkowski, R.; Ekiert, 

M.; Milczarek, M.; Banach, J.; Jarosz, J.; Wietrzyk, J., « Combination Therapy 
with DETA/NO and Clopidogrel Inhibits Metastasis in Murine Mammary Gland 
Cancer Models via Improved Vasoprotection », Molecular Pharmaceutics, 15, 
11, 2018, pp. 5277-5290. 

 
122.  Manicam, C.; Ginter, N.; Li, H.; Xia, N.; Goloborodko, E.; Zadeh, J. K.; 

Musayeva, A.; Pfeiffer, N.; Gericke, A., « Compensatory Vasodilator 
Mechanisms in the Ophthalmic Artery of Endothelial Nitric Oxide Synthase 
Gene Knockout Mice », Scientific Reports, 7, 7111, 2017, pp. 1-12. 

 
123.  Cruz, J. P.; Arrebola, M. M.; Guerrero, A.; Cuesta, F. S.., « Influence of nitric 

oxide on the in vitro antiaggregant effect of ticlopidine », Vascular 

Pharmacology, 38, 3, 2002, pp. 183-186. 
 
124.  Organization, W. H. Cancer. https://www.who.int/health-

topics/cancer#tab=tab_1 (accessed 27/09/2020). 



Introduction 
_________________________________________________________________________________ 

 

74 
 

 
125.  Fulda, S., « Evasion of apoptosis as a cellular stress response in cancer », 

International Journal of Cell Biology, 2010, 2010, pp. 1-6. 
 
126.  Rajabi, M.; Mousa, S. A., « The Role of Angiogenesis in Cancer Treatment », 

Biomedicines, 5, 2, 2017, pp. 34. 
 
127.  Lugano, R.; Ramachandran, M.; Dimberg, A., « Tumor angiogenesis: causes, 

consequences, challenges and opportunities », Cellular and Molecular Life 

Sciences, 77, 9, 2020, pp. 1745-1770. 
 
128.  Fares, J.; Fares, M. Y.; Khachfe, H. H.; Salhab, H. A.; Fares, Y., « Molecular 

principles of metastasis: a hallmark of cancer revisited », Signal Transduction 

and Targeted Therapy, 5, 28, 2020, pp. 1-17. 
 
129.  Bray, F.; Ferlay, J.; Soerjomataram, I.; Siegel, R. L.; Torre, L. A.; Jemal, A., « 

Global cancer statistics 2018: GLOBOCAN estimates of incidence and mortality 
worldwide for 36 cancers in 185 countries », CA: A Cancer Journal for 

Clinicians, 68, 6, 2018, pp. 394-424. 
 
130.  Kim, H. C.; Oh, S. M., « Noncommunicable diseases: current status of major 

modifiable risk factors in Korea », Journal of Preventive Medicine and Public 

Health, 46, 4, 2013, pp. 165-172. 
 
131.  Tulchinsky, T. H.; Varavikova, E. A., « Non-Communicable Diseases and 

Conditions », Theodore H. T.; Elena A. V., The New Public Health, Elsevier, 
3rd ed., 2014, pp. 237-309. 

 
132.  Gallagher, M. P.; Kelly, P. J.; Jardine, M.; Perkovic, V.; Cass, A.; Craig, J. C.; 

Eris, J.; Webster, A. C., « Long-term cancer risk of immunosuppressive 
regimens after kidney transplantation », Journal of the American Society of 

Nephrology, 21, 5, 2010, pp. 852-858. 
 
133.  Versmissen, J.; Lennep, J. R.; Sijbrands, E. J. G., « Clinical Aspects of 

Transgenerational Epigenetics », Trygve T., Transgenerational Epigenetics, 
Elsevier, 1 ed., 2014, pp. 357-367. 

 
134.  Tannock, I. F., « Conventional cancer therapy: promise broken or promise 

delayed? », The Lancet, 351, 1998, pp. SII9-SII16. 
 
135.  Velcheti, V.; Schalper, K., « Basic Overview of Current Immunotherapy 

Approaches in Cancer », American Society of Clinical Oncology Educational 

Book, 35, 2016, pp. 298-308. 
 
136.  Yang, Y., « Cancer immunotherapy: harnessing the immune system to battle 

cancer », Journal of Clinical Investigation, 125, 9, 2015, pp. 3335-3337. 
 
137.  Abraham, J.; Staffurth, J., « Hormonal therapy for cancer », Medicine, 48, 2, 

2020, pp. 103-107. 
  



Introduction 
_________________________________________________________________________________ 

 

75 
 

138.  Bidram, E.; Esmaeili, Y.; Ranji-Burachaloo, H.; Al-Zaubai, N.; Zarrabi, A.; 
Stewart, A.; Dunstan, D. E., « A concise review on cancer treatment methods 
and delivery systems », Journal of Drug Delivery Science and Technology, 54, 
2019, pp. 101350. 

 
139.  Tsimberidou, A. M., « Targeted therapy in cancer », Cancer Chemotherapy and 

Pharmacology, 76, 6, 2015, pp. 1113-1132. 
 
140.  Xu, M. M.; Pu, Y.; Zhang, Y.; Fu, Y. X., « The Role of Adaptive Immunity in 

the Efficacy of Targeted Cancer Therapies », Trends in Immunology, 37, 2, 
2016, pp. 141-153. 

 
141.  Sava, G. P.; Ali, S., « Developing themes in targeted therapies for hormone 

receptor positive breast cancer », Current Opinion in Endocrine and Metabolic 

Research, 15, 2020, pp. 15-23. 
 
142.  Reed, J. C., « Apoptosis-targeted therapies for cancer », Cancer Cell, 3, 1, 2003, 

pp. 17-22. 
 
143.  Zhang, Q.; Chen, G.; Liu, X.; Qian, Q., « Monoclonal antibodies as therapeutic 

agents in oncology and antibody gene therapy », Cell Res, 17, 2, 2007, pp. 89-
99. 

 
144.  Bayat Mokhtari, R.; Homayouni, T. S.; Baluch, N.; Morgatskaya, E.; Kumar, S.; 

Das, B.; Yeger, H., « Combination therapy in combating cancer », Oncotarget, 
8, 23, 2017, pp. 38022-38043. 

 
145.  Gampenrieder, S. P.; Westphal, T.; Greil, R., « Antiangiogenic therapy in breast 

cancer », Memo, 10, 4, 2017, pp. 194-201. 
 
146.  Huang, Z.; Fu, J.; Zhang, Y., « Nitric Oxide Donor-Based Cancer Therapy: 

Advances and Prospects », Journal of Medicinal Chemistry, 60, 18, 2017, pp. 
7617-7635. 

 
147.  Thomas, D. D.; Ridnour, L. A.; Isenberg, J. S.; Flores-Santana, W.; Switzer, C. 

H.; Donzelli, S.; Hussain, P.; Vecoli, C.; Paolocci, N.; Ambs, S.; Colton, C. A.; 
Harris, C. C.; Roberts, D. D.; Wink, D. A., « The chemical biology of nitric 
oxide: implications in cellular signaling », Free Radical Biology and Medicine, 
45, 1, 2008, pp. 18-31. 

 
148.  Secord, A. A.; Siamakpour-Reihani, S., « Angiogenesis », Birrer M. J.; Ceppi, 

L., Translational Advances in Gynecologic Cancers, Elsevier, 1 ed, 2017, pp. 
79-109. 

 
149.  Gaspar, J. M.; Velloso, L. A., « Hypoxia Inducible Factor as a Central Regulator 

of Metabolism - Implications for the Development of Obesity », Frontiers 

Neuroscience, 12, 813, 2018, pp. 1-12. 
 



Introduction 
_________________________________________________________________________________ 

 

76 
 

150.  Metzen, E.; Zhou, J.; Jelkmann, W.; Fandrey, J.; Brune, B., « Nitric oxide 
impairs normoxic degradation of HIF-1alpha by inhibition of prolyl 
hydroxylases », Molecular Biology of the Cell, 14, 8, 2003, pp. 3470-3481. 

 
151.  Switzer, C. H.; Flores-Santana, W.; Mancardi, D.; Donzelli, S.; Basudhar, D.; 

Ridnour, L. A.; Miranda, K. M.; Fukuto, J. M.; Paolocci, N.; Wink, D. A., « The 
emergence of nitroxyl (HNO) as a pharmacological agent », Biochimica et 

Biophysica Acta (BBA) - Bioenergetics, 1787, 7, 2009, pp. 835-840. 
 
152.  Sousa, E. H. S.; Ridnour, L. A.; Florêncio S. Gouveia, J.; Silva, C. D. S.; Wink, 

D. A.; Lopes, L. G. F.; Sadler, P. J., « Thiol-Activated HNO Release from a 
Ruthenium Antiangiogenesis Complex and HIF-1alpha Inhibition for Cancer 
Therapy », ACS Chemical Biology, 11, 7, 2016, pp. 2057-2065. 

 
153.  WHO - Cardiovascular diseases.  https://www.who.int/health-

topics/cardiovascular-diseases/#tab=tab_1 (accessed 22/07/2020). 
 
154.  WHO - Global Atlason cardiovascular disease prevention and control.  

https://www.who.int/cardiovascular_diseases/publications/atlas_cvd/en/ 
(accessed 27/09/2020). 

 
155.  Charlton, M.; Thompson, J. P., « Drugs acting on the heart: antihypertensive 

drugs », Anaesthesia & Intensive Care Medicine, 16, 5, 2015, pp. 227-231. 
 
156.  Roth, G. A.;  Johnson, C.;  Abajobir, A.;  Abd-Allah, F.;  Abera, S. F.;  Abyu, 

G.;  Ahmed, M.;  Aksut, B.;  Alam, T.;  Alam, K.;  Alla, F.;  Alvis-Guzman, N.;  
Amrock, S.;  Ansari, H.;  Arnlov, J.;  Asayesh, H.;  Atey, T. M.;  Avila-Burgos, 
L.;  Awasthi, A.;  Banerjee, A.;  Barac, A.;  Barnighausen, T.;  Barregard, L.;  
Bedi, N.;  Belay Ketema, E.;  Bennett, D.;  Berhe, G.;  Bhutta, Z.;  Bitew, S.;  
Carapetis, J.;  Carrero, J. J.;  Malta, D. C.;  Castaneda-Orjuela, C. A.;  Castillo-
Rivas, J.;  Catala-Lopez, F.;  Choi, J. Y.;  Christensen, H.;  Cirillo, M.;  Cooper, 
L., Jr.;  Criqui, M.;  Cundiff, D.;  Damasceno, A.;  Dandona, L.;  Dandona, R.;  
Davletov, K.;  Dharmaratne, S.;  Dorairaj, P.;  Dubey, M.;  Ehrenkranz, R.;  El 
Sayed Zaki, M.;  Faraon, E. J. A.;  Esteghamati, A.;  Farid, T.;  Farvid, M.;  
Feigin, V.;  Ding, E. L.;  Fowkes, G.;  Gebrehiwot, T.;  Gillum, R.;  Gold, A.;  
Gona, P.;  Gupta, R.;  Habtewold, T. D.;  Hafezi-Nejad, N.;  Hailu, T.;  Hailu, G. 
B.;  Hankey, G.;  Hassen, H. Y.;  Abate, K. H.;  Havmoeller, R.;  Hay, S. I.;  
Horino, M.;  Hotez, P. J.;  Jacobsen, K.;  James, S.;  Javanbakht, M.;  Jeemon, 
P.;  John, D.;  Jonas, J.;  Kalkonde, Y.;  Karimkhani, C.;  Kasaeian, A.;  Khader, 
Y.;  Khan, A.;  Khang, Y. H.;  Khera, S.;  Khoja, A. T.;  Khubchandani, J.;  Kim, 
D.;  Kolte, D.;  Kosen, S.;  Krohn, K. J.;  Kumar, G. A.;  Kwan, G. F.;  Lal, D. 
K.;  Larsson, A.;  Linn, S.;  Lopez, A.;  Lotufo, P. A.;  El Razek, H. M. A.;  
Malekzadeh, R.;  Mazidi, M.;  Meier, T.;  Meles, K. G.;  Mensah, G.;  Meretoja, 
A.;  Mezgebe, H.;  Miller, T.;  Mirrakhimov, E.;  Mohammed, S.;  Moran, A. E.;  
Musa, K. I.;  Narula, J.;  Neal, B.;  Ngalesoni, F.;  Nguyen, G.;  Obermeyer, C. 
M.;  Owolabi, M.;  Patton, G.;  Pedro, J.;  Qato, D.;  Qorbani, M.;  Rahimi, K.;  
Rai, R. K.;  Rawaf, S.;  Ribeiro, A.;  Safiri, S.;  Salomon, J. A.;  Santos, I.;  
Santric Milicevic, M.;  Sartorius, B.;  Schutte, A.;  Sepanlou, S.;  Shaikh, M. A.;  
Shin, M. J.;  Shishehbor, M.;  Shore, H.;  Silva, D. A. S.;  Sobngwi, E.;  
Stranges, S.;  Swaminathan, S.;  Tabares-Seisdedos, R.;  Tadele Atnafu, N.;  



Introduction 
_________________________________________________________________________________ 

 

77 
 

Tesfay, F.;  Thakur, J. S.;  Thrift, A.;  Topor-Madry, R.;  Truelsen, T.;  
Tyrovolas, S.;  Ukwaja, K. N.;  Uthman, O.;  Vasankari, T.;  Vlassov, V.;  
Vollset, S. E.;  Wakayo, T.;  Watkins, D.;  Weintraub, R.;  Werdecker, A.;  
Westerman, R.;  Wiysonge, C. S.;  Wolfe, C.;  Workicho, A.;  Xu, G.;  Yano, Y.;  
Yip, P.;  Yonemoto, N.;  Younis, M.;  Yu, C.;  Vos, T.;  Naghavi, M.; Murray, 
C., « Global, Regional, and National Burden of Cardiovascular Diseases for 10 
Causes, 1990 to 2015 », Journal of the American College of Cardiology, 70, 1, 
2017, pp. 1-25. 

 
157.  Ganatra, S.; Dani, S. S.; Shah, S.; Asnani, A.; Neilan, T. G.; Lenihan, D.; Ky, B.; 

Barac, A.; Hayek, S. S.; Leja, M.; Herrmann, J.; Thavendiranathan, P.; Fradley, 
M.; Bang, V.; Shreyder, K.; Parikh, R.; Patel, R.; Singh, A.; Brar, S.; Guha, A.; 
Gupta, D.; Mascari, P.; Patten, R. D.; Venesy, D. M.; Nohria, A.; Resnic, F. S., « 
Management of Cardiovascular Disease During Coronavirus Disease (COVID-
19) Pandemic », Trends in Cardiovascular Medicine, 30, 6, 2020, pp. 315-325. 

 
158.  Mai, F.; Del Pinto, R.; Ferri, C., « COVID-19 and Cardiovascular Diseases », 

Journal of Cardiology, 76, 5, 2020, pp. 453-458. 
 
159.  Pranata, R.; Huang, I.; Lim, M. A.; Wahjoepramono, E. J.; July, J., « Impact of 

cerebrovascular and cardiovascular diseases on mortality and severity of 
COVID-19-systematic review, meta-analysis, and meta-regression », Journal of 

Stroke and Cerebrovascular Diseases, 29, 8, 2020, pp. 104949. 
 
160.  Li, G.; Hu, R.; Gu, X., « A close-up on COVID-19 and cardiovascular diseases 

», Nutrition, Metabolism and Cardiovascular Diseases, 30, 7, 2020, pp. 1057-
1060. 

 
161.  WHO - Prevention of Cardiovascular Disease - Guidelines for assessment and 

management of cardiovascular risk.  
https://www.who.int/cardiovascular_diseases/guidelines/Full%20text.pdf 
(accessed 27/09/2020). 

 
162.  Papakonstantinou, N. A.; Baikoussis, N. G.; Dedeilias, P.; Argiriou, M.; 

Charitos, C., « Cardiac surgery or interventional cardiology? Why not both? 
Let's go hybrid », Journal of Cardiology, 69, 1, 2017, pp. 46-56. 

 
163.  Fragasso, G.; Margonato, A.; Spoladore, R.; Lopaschuk, G. D., « Metabolic 

effects of cardiovascular drugs », Trends Cardiovasc Trends in Cardiovascular 

Medicine, 29, 3, 2019, pp. 176-187. 
 
164.  Zhang, K.; Zhao, Y.; Fent, K., « Cardiovascular drugs and lipid regulating 

agents in surface waters at global scale: Occurrence, ecotoxicity and risk 
assessment », Science of The Total Environment, 729, 2020, pp. 138770. 

 
165.  Laurent, S., « Antihypertensive drugs », Pharmacological Research, 124, 2017, 

pp. 116-125. 
   
166.  Zsotér, T. T., « Vasodilators », Canadian Medical Association Journal, 129, 

1983, pp. 424-428. 



Introduction 
_________________________________________________________________________________ 

 

78 
 

 
167.  Derbyshire, E. R.; Marletta, M. A., « Structure and regulation of soluble 

guanylate cyclase », Annual Review of Biochemistry, 81, 2012, pp. 533-559. 
 
168.  Zhu, G.; Groneberg, D.; Sikka, G.; Hori, D.; Ranek, M. J.; Nakamura, T.; 

Takimoto, E.; Paolocci, N.; Berkowitz, D. E.; Friebe, A.; Kass, D. A., « Soluble 
guanylate cyclase is required for systemic vasodilation but not positive inotropy 
induced by nitroxyl in the mouse », Hypertension, 65, 2, 2015, pp. 385-392. 

 
169.  Sun, H. J.; Wu, Z. Y.; Cao, L.; Zhu, M. Y.; Nie, X. W.; Huang, D. J.; Sun, M. 

T.; Bian, J. S., « Role of nitroxyl (HNO) in cardiovascular system: From 
biochemistry to pharmacology », Pharmacological Research, 159, 2020, pp. 
104961. 

 
170.  Sousa, E. H. S.; Carepo, M. S. P.; Moura, J. J. G., « Nitrate-nitrite fate and 

oxygen sensing in dormant Mycobacterium tuberculosis: A bioinorganic 
approach highlighting the importance of transition metals », Coordination 

Chemistry Reviews, 423, 2020, pp. 213476. 
 
171.  WHO - Global tuberculosis report 2019.  

https://www.who.int/tb/publications/global_report/en/ (accessed 27/09/2020). 
 
172.  Houben, R. M.; Dodd, P. J., « The Global Burden of Latent Tuberculosis 

Infection: A Re-estimation Using Mathematical Modelling », PLoS Medicine, 
13, e1002152, 2016, pp.1-13. 

 
173.  Churchyard, G.; Kim, P.; Shah, N. S.; Rustomjee, R.; Gandhi, N.; Mathema, B.; 

Dowdy, D.; Kasmar, A.; Cardenas, V., « What We Know About Tuberculosis 
Transmission: An Overview », Journal of Infectious Diseases, 216, 2017, pp. 
S629-S635. 

 
174.  Crevel, R.; Ottenhoff, T. H. M.; Meer, J. W. M., « Innate immunity to 

Mycobacterium tuberculosis », Clinical Microbiology Reviews, 15, 2, 2002, pp. 
294-309. 

 
175.  Laborde, J. Pro-drogues antituberculeuses : Approches pour lutter contre les 

résistances et compréhension des mécanismes oxydatifs d'activation. 2016. 
(PhD). ED SDM, Chimie-Biologie-Santé - CO 042, Université Paul Sabatier -
Toulouse III. 

 
176.  Churchyard, G.; Kim, P.; Shah, N. S.; Rustomjee, R.; Gandhi, N.; Mathema, B.; 

Dowdy, D.; Kasmar, A.; Cardenas, V., « What We Know About Tuberculosis 
Transmission: An Overview », The Journal of Infectious Diseases, 216, 2017, 
pp. S629-S635. 

 
177.  Russell, D. G.; Barry, C. E., 3rd; Flynn, J. L., « Tuberculosis: what we don't 

know can, and does, hurt us », Science, 328, 5980, 2010, pp. 852-856. 
 



Introduction 
_________________________________________________________________________________ 

 

79 
 

178.  Kaufmann, S. H., « EFIS lecture. Immune response to tuberculosis: How to 
control the most successful pathogen on earth », Immunology Letters, 175, 2016, 
pp. 50-57. 

 
179.  Kourbatova, E. V.; Leonard, M. K., Jr.; Romero, J.; Kraft, C.; del Rio, C.; 

Blumberg, H. M., « Risk factors for mortality among patients with 
extrapulmonary tuberculosis at an academic inner-city hospital in the US », 
European Journal of Epidemiology, 21, 9, 2006, pp. 715-721. 

 
180.  Vincent, A. T.; Nyongesa, S.; Morneau, I.; Reed, M. B.; Tocheva, E. I.; Veyrier, 

F. J., « The Mycobacterial Cell Envelope: A Relict From the Past or the Result 
of Recent Evolution? », Frontiers in Microbiology, 9, 2341, 2018, pp. 1-9. 

 
181.  Gao, L. Y.; Laval, F.; Lawson, E. H.; Groger, R. K.; Woodruff, A.; Morisaki, J. 

H.; Cox, J. S.; Daffe, M.; Brown, E. J., « Requirement for kasB in 
Mycobacterium mycolic acid biosynthesis, cell wall impermeability and 
intracellular survival: implications for therapy », Molecular Microbiology, 49, 6, 
2003, pp. 1547-1563. 

 
182.  Pang, Y.; Zhao, A.; Cohen, C.; Kang, W.; Lu, J.; Wang, G.; Zhao, Y.; Zheng, S., 

« Current status of new tuberculosis vaccine in children », Human Vaccines & 

Immunotherapeutics, 12, 4, 2016, pp. 960-970. 
 
183.  Rabahi, M. F.; Silva Junior, J.; Ferreira, A. C. G.; Tannus-Silva, D. G. S.; 

Conde, M. B., « Tuberculosis treatment », Jornal Brasileiro de Pneumologia, 
43, 6, 2017, pp. 472-486. 

 
184.  Pontali, E.; Raviglione, M. C.; Migliori, G. B., « Regimens to treat multidrug-

resistant tuberculosis: past, present and future perspectives », European 

Respiratory Review, 28, 190035, 2019, pp. 1-7. 
 
185.  Bahuguna, A.; Rawat, D. S., « An overview of new antitubercular drugs, drug 

candidates, and their targets », Medicinal Research Reviews, 40, 1, 2020, pp. 
263-292. 

 
186.  Keam, S. J., « Pretomanid: First Approval », Drugs, 79, 16, 2019, pp. 1797-

1803. 
 
187.  WHO consolidated guidelines on drug-resistant tuberculosis treatment.  

https://www.who.int/tb/publications/2019/consolidated-guidelines-drug-
resistant-TB-treatment/en/ (accessed 27/09/2020). 

 
188.  Laborde, J.; Deraeve, C.; Bernardes-Genisson, V., « Update of Antitubercular 

Prodrugs from a Molecular Perspective: Mechanisms of Action, Bioactivation 
Pathways, and Associated Resistance », ChemMedChem, 12, 20, 2017, pp. 1657-
1676. 

 
189.  Singh, R.; Manjunatha, U.; Boshoff, H. I.; Ha, Y. H.; Niyomrattanakit, P.; 

Ledwidge, R.; Dowd, C. S.; Lee, I. Y.; Kim, P.; Zhang, L.; Kang, S.; Keller, T. 
H.; Jiricek, J.; Barry, C. E., 3rd, « PA-824 kills nonreplicating Mycobacterium 



Introduction 
_________________________________________________________________________________ 

 

80 
 

tuberculosis by intracellular NO release », Science, 322, 5906, 2008, pp. 1392-
1395. 

 
190.  Jamaati, H.; Mortaz, E.; Pajouhi, Z.; Folkerts, G.; Movassaghi, M.; 

Moloudizargari, M.; Adcock, I. M.; Garssen, J., « Nitric Oxide in the 
Pathogenesis and Treatment of Tuberculosis », Frontiers in Microbiology, 8, 
2008, 2017, pp. 1-11. 

 
191.  Galizia, J.; Acosta, M. P.; Urdaniz, E.; Marti, M. A.; Piuri, M., « Evaluation of 

nitroxyl donors' effect on mycobacteria », Tuberculosis, 109, 2018, pp. 35-40. 
 
192.  Weinberger, B.; Laskin, D. L.; Heck, D. E.; Laskin, J. D., « The toxicology of 

inhaled nitric oxide », Toxicological Sciences, 59, 1, 2001, pp. 5-16. 
 
193.  Wang, P. G.; Xian, M.; Tang, X.; Wu, X.; Wen, Z.; Cai, T.; Janczuk, A. J., « 

Nitric oxide donors: chemical activities and biological applications », Chemical 

Reviews, 102, 4, 2002, pp. 1091-1134. 
 
194.  Csont, T.; Ferdinandy, P., « Cardioprotective effects of glyceryl trinitrate: 

beyond vascular nitrate tolerance », Pharmacology & Therapeutics, 105, 1, 
2005, pp. 57-68. 

 
195.  Wang, K.; Samai, K., « Role of high-dose intravenous nitrates in hypertensive 

acute heart failure », The American Journal of Emergency Medicine, 38, 1, 2020, 
pp. 132-137. 

 
196.  Ralph, D. J.; Eardley, I.; Taubel, J.; Terrill, P.; Holland, T., « Efficacy and 

Safety of MED2005, a Topical Glyceryl Trinitrate Formulation, in the Treatment 
of Erectile Dysfunction: A Randomized Crossover Study », Journal of Sexual 

Medicine, 15, 2, 2018, pp. 167-175. 
 
197.  Munzel, T.; Steven, S.; Daiber, A., « Organic nitrates: update on mechanisms 

underlying vasodilation, tolerance and endothelial dysfunction », Vascular 

Pharmacology, 63, 3, 2014, pp. 105-113. 
 
198.  Furman, B. Isosorbide Dinitrate - Reference Module in Biomedical Sciences. 

https://www.sciencedirect.com/science/article/pii/B9780128012383967114 
(accessed 27/09/2020). 

 
199.  Ziaeian, B.; Fonarow, G. C.; Heidenreich, P. A., « Clinical Effectiveness of 

Hydralazine-Isosorbide Dinitrate in African-American Patients With Heart 
Failure », JACC Heart Fail, 5, 9, 2017, pp. 632-639. 

 
200.  Travessa, A. M.; Menezes Falcao, L., « Vasodilators in acute heart failure - 

evidence based on new studies », European Journal of Internal Medicine, 51, 
2018, pp. 1-10. 

 
201.  Mülsch, A.; Busse, R.; Bassenge, E., « Desensitization of guanylate cyclase in 

nitrate tolerance does not impair endothelium-dependent responses », European 

Journal of Pharmacology, 158, 3, 1988, pp. 191-198. 



Introduction 
_________________________________________________________________________________ 

 

81 
 

 
202.  Leo, C. H.; Fernando, D. T.; Tran, L.; Ng, H. H.; Marshall, S. A.; Parry, L. J., « 

Serelaxin Treatment Reduces Oxidative Stress and Increases Aldehyde 
Dehydrogenase-2 to Attenuate Nitrate Tolerance », Frontiers in Pharmacology, 
8, 141, 2017, pp. 1-11. 

 
203.  Münzel, T.; Sayegh, H.; Freeman, B. A.; Tarpey, M. M.; Harrison, D. G., « 

Evidence for enhanced vascular superoxide anion production in nitrate tolerance. 
A novel mechanism underlying tolerance and cross-tolerance », Journal of 

Clinical Investigation, 1995, pp. 187–194. 
 
204.  Dalal, J.; Yao, L.; Parker, J. O., « Nitrate tolerance: influence of isosorbide 

dinitrate on the hemodynamic and antianginal effects of nitroglycerin », Journal 

of the American College of Cardiology, 2, 1, 1983, pp. 115-120. 
 
205.  Wagner, F; Siefert, F; Trenk D; E, J., « Relationship between pharmacokinetics 

and hemodynamic tolerance to isosorbide-5-mononitrate », European Journal of 

Clinical Pharmacology, 38, 1990, pp. S53-S59. 
 
206.  Sekiya, M.; Sato, M.; Funada, J.; Ohtani, T.; Akutsu, H.; Watanabe, K., « Effects 

of the long-term administration of nicorandil on vascular endothelial function 
and the progression of arteriosclerosis », Journal of Cardiovascular 

Pharmacology, 46, 1, 2005, pp. 63-67. 
 
207.  Thadani, U.; Prasad, R.; Hamilton, S. F.; Voyles, W.; Doyle, R.; Karpow, S.; 

Reder, R.; Teague, S. M., « Usefulness of twice-daily isosorbide-5-mononitrate 
in preventing development of tolerance in angina pectoris », The American 

Journal of Cardiology, 60, 7, 1987, pp. 477-482. 
 
208.  Kinoshita, M.; Sakai, K., « Pharmacology and Therapeutic Effects of Nicorandil 

», Cardiovascular Drugs and Therapy, 4, 4, 1990, pp. 1075-1088. 
 
209.  Wang, H.; Wang, L.; Xie, Z.; Zhou, S.; Li, Y.; Zhou, Y.; Sun, M., « Nitric Oxide 

(NO) and NO Synthases (NOS)-Based Targeted Therapy for Colon Cancer », 
Cancers (Basel), 12, 7, 2020, pp. 1-25. 

 
210.  Kumar, S.; Singh, R. K.; Bhardwaj, T. R., « Therapeutic role of nitric oxide as 

emerging molecule », Biomedicine & Pharmacotherapy, 85, 2017, pp. 182-201. 
 
211.  Daiber, A.; Munzel, T., « Organic Nitrate Therapy, Nitrate Tolerance, and 

Nitrate-Induced Endothelial Dysfunction: Emphasis on Redox Biology and 
Oxidative Stress », Antioxidants & Redox Signaling, 23, 11, 2015, pp. 899-942. 

 
212.  Wong, P. S.; Fukuto, J. M., « Reaction of organic nitrate esters and S-

nitrosothiols with reduced flavins: a possible mechanism of bioactivation », 
Drug Metabolism and Disposition, 27, 4, 1999, pp. 502-509. 

 
213.  Yeates, R A; Laufen, H.; Leitold, M., « The reaction between organic nitrates 

and sulfhydryl compounds. A possible model system for the activation of 
organic nitrates. », Molecular Pharmacology, 28, 1985, pp. 555-559. 



Introduction 
_________________________________________________________________________________ 

 

82 
 

 
214.  Page, N. A.; Fung, H. L., « Organic nitrate metabolism and action: toward a 

unifying hypothesis and the future-a dedication to Professor Leslie Z. Benet », 
Journal of Pharmaceutical Sciences, 102, 9, 2013, pp. 3070-3081. 

 
215.  Majumder, S.; Sinha, S.; Siamwala, J. H.; Muley, A.; Reddy Seerapu, H.; 

Kolluru, G. K.; Veeriah, V.; Nagarajan, S.; Sridhara, S. R.; Priya, M. K.; 
Kuppusamy, M.; Srinivasan, S.; Konikkat, S.; Soundararajan, G.; Venkataraman, 
S.; Saran, U.; Chatterjee, S., « A comparative study of NONOate based NO 
donors: spermine NONOate is the best suited NO donor for angiogenesis », 
Nitric Oxide, 36, 2014, pp. 76-86. 

 
216.  Miller, M. R.; Megson, I. L., « Recent developments in nitric oxide donor drugs 

», British Journal of Pharmacology, 151, 3, 2007, pp. 305-321. 
 
217.  Maragos, C. M.; Morley, D.; Wink, D. A.; Dunams, T. M.; Saavedra, J. E.; 

Hoffman, A.; Bove, A. A.; Isaac, L.; Hrabie, J. A.; Keefer, L. K., « Complexes 
of .NO with nucleophiles as agents for the controlled biological release of nitric 
oxide. Vasorelaxant effects », Journal of Medicinal Chemistry, 34, 11, 1991, pp. 
3242-3247. 

 
218.  Homer, K.; Wanstall, J., « In vitro comparison of two NONOates (novel nitric 

oxide donors) on rat pulmonary arteries », European Journal of Pharmacology, 
356, 1, 1998, pp. 49-57. 

 
219.  Gresele, P.; Momi, S.; Guglielmini, G., « Nitric oxide-enhancing or -releasing 

agents as antithrombotic drugs », Biochemical Pharmacology, 166, 2019, pp. 
300-312. 

 
220.  Davies, K. M.; Wink, D. A.; Saavedra, J. E.; Keefer, L. K., « Chemistry of the 

diazeniumdiolates. 2. Kinetics and mechanism of dissociation to nitric oxide in 
aqueous solution », Journal of the American Chemical Society, 123, 23, 2001, 
pp. 5473-5481. 

 
221.  Shaikh, N.; Valiev, M.; Lymar, S. V., « Decomposition of amino 

diazeniumdiolates (NONOates): molecular mechanisms », Journal of Inorganic 

Biochemistry, 141, 2014, pp. 28-35. 
 
222.  Dutton, A. S.; Fukuto, J. M.; Houk, K. N., « The mechanism of NO formation 

from the decomposition of dialkylamino diazeniumdiolates: density functional 
theory and CBS-QB3 predictions », Inorganic Chemistry, 43, 3, 2004, pp. 1039-
1045. 

 
223.  Nandurdikar, R. S.; Maciag, A. E.; Cao, Z.; Keefer, L. K.; Saavedra, J. E., « 

Diazeniumdiolated carbamates: a novel class of nitric oxide donors », 
Bioorganic & Medicinal Chemistry, 20, 6, 2012, pp. 2025-2029. 

 
224.  Alimoradi, H.; Greish, K.; Gamble, A. B.; Giles, G. I., « Controlled Delivery of 

Nitric Oxide for Cancer Therapy », Pharmaceutical Nanotechnology, 7, 4, 2019, 
pp. 279-303. 



Introduction 
_________________________________________________________________________________ 

 

83 
 

 
225.  Knox, C. D.; Kam, P. J.; Azer, K.; Wong, P.; Ederveen, A. G.; Shevell, D.; 

Morabito, C.; Meehan, A. G.; Liu, W.; Reynders, T.; Denef, J. F.; Mitselos, A.; 
Jonathan, D.; Gutstein, D. E.; Mitra, K.; Sun, S. Y.; Lo, M. M.; Cully, D.; Ali, 
A., « Discovery and Clinical Evaluation of MK-8150, A Novel Nitric Oxide 
Donor With a Unique Mechanism of Nitric Oxide Release », Journal of the 

American Heart Association, 5, 9, 2016, pp. 1-12. 
 
226.  Oliveira, M. G., « S-Nitrosothiols as Platforms for Topical Nitric Oxide Delivery 

», Basic & Clinical Pharmacology & Toxicology, 119, S3, 2016, pp. 49-56. 
 
227.  Burg, A.; Cohen, H.; Meyerstein, D., « The reaction mechanism of nitrosothiols 

with copper(I) », Journal of Biological Inorganic Chemistry, 5, 2, 2000, pp. 213-
217. 

 
228.  Swift, H. R.; Williams, D. L. H., « Decomposition of S-nitrosothiols by 

mercury(II) and silver salts », Journal of the Chemical Society, Perkin 

Transactions 2, 10, 1997, pp. 1933-1935. 
 
229.  Jourd'heuil, D.; Laroux, F. S.; Miles, A. M.; Wink, D. A.; Grisham, M. B., « 

Effect of superoxide dismutase on the stability of S-nitrosothiols », Archives of 

Biochemistry and Biophysics, 361, 2, 1999, pp. 323-330. 
 
230.  de Oliveira, M. G.; Shishido, S. M.; Seabra, A. B.; Morgon, N. H., « Thermal 

Stability of PrimaryS-Nitrosothiols: Roles of Autocatalysis and Structural 
Effects on the Rate of Nitric Oxide Release », The Journal of Physical 

Chemistry A, 106, 38, 2002, pp. 8963-8970. 
 
231.  Souza, G. F. P.; Denadai, J. P.; Picheth, G. F.; Oliveira, M. G., « Long-term 

decomposition of aqueous S-nitrosoglutathione and S-nitroso-N-acetylcysteine: 
Influence of concentration, temperature, pH and light », Nitric Oxide, 84, 2019, 
pp. 30-37. 

 
232.  Singh, R. J.; Hogg, N.; Joseph, J.; Kalyanaraman, B., « Photosensitized 

decomposition of S-nitrosothiols and 2-methyl-2-nitrosopropane Possible use for 
site-directed nitric oxide production », FEBS Letters, 360, 1, 1995, pp. 47-51. 

 
233.  Park, J. Y.; Lee, Y. N., « Solubility and decomposition kinetics of nitrous acid in 

aqueous solution », The Journal of Physical Chemistry, 92, 22, 1988, pp. 6294-
6302. 

 
234.  Giles, N. M.; Kumari, S.; Gang, B. P.; Yuen, C. W.; Billaud, E. M.; Giles, G. I., 

« The molecular design of S-nitrosothiols as photodynamic agents for controlled 
nitric oxide release », Chemical Biology and Drug Design, 80, 3, 2012, pp. 471-
478. 

 
235.  Kaposzta, Z.; Clifton, A.; Molloy, J.; Martin, J. F.; Markus, H. S., « S-

nitrosoglutathione reduces asymptomatic embolization after carotid angioplasty 

», Circulation, 106, 24, 2002, pp. 3057-3062. 
 



Introduction 
_________________________________________________________________________________ 

 

84 
 

236.  ClinicalTrials.gov GSNOR Phenotyping/GSNO Challenge in Severe Asthma. 
https://www.clinicaltrials.gov/ct2/show/NCT03926741?term=GSNO&draw=2&
rank=1 (accessed 06/09/2020). 

 
237.  Popov, S. A.; Semenova, M. D.; Baev, D. S.; Sorokina, I. V.; Zhukova, N. A.; 

Frolova, T. S.; Tolstikova, T. G.; Shults, E. E.; Turks, M., « Lupane-type 
conjugates with aminoacids, 1,3,4- oxadiazole and 1,2,5-oxadiazole-2-oxide 
derivatives: Synthesis, anti-inflammatory activity and in silico evaluation of 
target affinity », Steroids, 150, 2019, pp. 108443. 

 
238.  Fernandes, G. F. S.; Souza, P. C.; Marino, L. B.; Chegaev, K.; Guglielmo, S.; 

Lazzarato, L.; Fruttero, R.; Chung, M. C.; Pavan, F. R.; Santos, J. L., « Synthesis 
and biological activity of furoxan derivatives against Mycobacterium 

tuberculosis », European Journal of Medicinal Chemistry, 123, 2016, pp. 523-
531. 

 
239.  Mott, B. T.; Cheng, K. C.; Guha, R.; Kommer, V. P.; Williams, D. L.; Vermeire, 

J. J.; Cappello, M.; Maloney, D. J.; Rai, G.; Jadhav, A.; Simeonov, A.; Inglese, 
J.; Posner, G. H.; Thomas, C. J., « A furoxan-amodiaquine hybrid as a potential 
therapeutic for three parasitic diseases », Medchemcomm, 3, 12, 2012, pp. 1505-
1511. 

 
240.  Dutra, L. A.; Guanaes, J. F. O.; Johmann, N.; Lopes Pires, M. E.; Chin, C. M.; 

Marcondes, S.; Dos Santos, J. L., « Synthesis, antiplatelet and antithrombotic 
activities of resveratrol derivatives with NO-donor properties », Bioorganic & 

Medicinal Chemistry Letters, 27, 11, 2017, pp. 2450-2453. 
 
241.  Huang, Y.; Liu, M.; Meng, L.; Feng, P.; Guo, Y.; Ying, M.; Zhu, X.; Chen, Y., « 

Synthesis and antitumor evaluation of novel hybrids of phenylsulfonylfuroxan 
and epiandrosterone/dehydroepiandrosterone derivatives », Steroids, 101, 2015, 
pp. 7-14. 

 
242.  Carvalho, P. S.; Maróstica, M.; Gambero, A.; Jr., J. P., « Synthesis and 

pharmacological characterization of a novel nitric oxide-releasing diclofenac 
derivative containing a benzofuroxan moiety », European Journal of Medicinal 

Chemistry, 45, 6, 2010, pp. 2489-2493. 
 
243.  Zang, Y.; Lai, F.; Fu, J.; Li, C.; Ma, J.; Chen, C.; Liu, K.; Zhang, T.; Chen, X.; 

Zhang, D., « Novel nitric oxide-releasing derivatives of triptolide as antitumor 
and anti-inflammatory agents: Design, synthesis, biological evaluation, and 
nitric oxide release studies », European Journal of Medicinal Chemistry, 190, 
2020, pp. 112079. 

 
244.  Cena, C.; Lolli, M. L.; Lazzarato, L.; Guaita, E.; Morini, G.; Coruzzi, G.; 

McElroy, S. P.; Megson, I. L.; Fruttero, R.; Gasco, A., « Antiinflammatory, 
gastrosparing, and antiplatelet properties of new NO-donor esters of aspirin », 
Journal of Medicinal Chemistry, 46, 5, 2003, pp. 747-754. 

 
245.  Horton, A.; Schiefer, I. T., « Pharmacokinetics and pharmacodynamics of nitric 

oxide mimetic agents », Nitric Oxide, 84, 2019, pp. 69-78. 



Introduction 
_________________________________________________________________________________ 

 

85 
 

 
246.  Sorba, G.; Medana, C.; Fruttero, R.; Cena, C.; Di Stilo, A.; Galli, U.; Gasco, A., 

« Water soluble furoxan derivatives as NO prodrugs », Journal of Medicinal 

Chemistry, 40, 4, 1997, pp. 463-469. 
 
247.  Feelisch, M.; Schönafingeri, K.; Noack, H., « Thiol-mediated generation of 

nitric oxide accounts for the vasodilator action of furoxans », Biochemical 

Pharmacology, 44, 6, 1992, pp. 1149-1157. 
 
248.  Sako, M.; Oda, S.; Ohara, S.; Hirota, K.; Maki, Y., « Facile Synthesis and NO-

Generating Property of 4H-[1,2,5]Oxadiazolo[3,4-d]pyrimidine-5,7-dione 1-
Oxides », Journal of Organic Chemistry, 63, 20, 1998, pp. 6947-6951. 

 
249.  Seymour, C. P.; Tohda, R.; Tsubaki, M.; Hayashi, M.; Matsubara, R., « 

Photosensitization of Fluorofuroxans and Its Application to the Development of 
Visible Light-Triggered Nitric Oxide Donor », The Journal of Organic 

Chemistry, 82, 18, 2017, pp. 9647-9654. 
 
250.  Matsubara, R.; Takazawa, S.; Ando, A.; Hayashi, M.; Tohda, R.; Tsubaki, M., « 

Study on the Photoinduced Nitric-Oxide-Releasing Ability of 4-Alkoxy 
Furoxans », Asian Journal of Organic Chemistry, 6, 5, 2017, pp. 619-626. 

 
251.  Busse, R.; Pohl, U.; Mulsch, A.; Bassenge, E., « Modulation of the vasodilator 

action of SIN-1 by the endothelium », Journal of Cardiovascular Pharmacology, 
14 Suppl 11, 1989, pp. S81-S85. 

 
252.  Stengele, E.; Ruf, G.; Jähnchen, E.; Trenk, D.; Löffler, K.; Schulz, W.; 

Roskamm, H., « Short-term hemodynamic, anti-ischemic, and antianginal effects 
of pirsidomine, a now sydnonimine », The American Journal of Cardiology, 77, 
11, 1996, pp. 937-941. 

 
253.  Siegfried, M. R.; Erhardt, J.; Rider, T.; Ma, X. L.; Lefer, A. M., « 

Cardioprotection and attenuation of endothelial dysfunction by organic nitric 
oxide donors in myocardial ischemia-reperfusion », Journal of Pharmacology 

and Experimental Therapeutics, 260, 2, 1992, pp. 668-675. 
 
254.  Vinatier, V.; Soulere, L.; Hoffmann, P., « Esterase-activated chromane-

sydnonimine prodrug hybrids », Nitric Oxide, 15, 4, 2006, pp. 363-369. 
 
255.  Sharma, R.; Joubert, J.; Malan, S. F., « Recent Developments in Drug Design of 

NO-donor Hybrid Compounds », Mini-Reviews in Medicinal Chemistry, 18, 14, 
2018, pp. 1175-1198. 

 
256.  Gruner, J. A.; Mathiasen, J. R.; Flood, D. G.; Gasior, M., « Characterization of 

pharmacological and wake-promoting properties of the dopaminergic stimulant 
sydnocarb in rats », Journal of Pharmacology and Experimental Therapeutics, 
337, 2, 2011, pp. 380-390. 

 
257.  Cai, T. B.; Lu, D.; Tang, X.; Zhang, Y.; Landerholm, M.; Wang, P. G., « New 

glycosidase activated nitric oxide donors: glycose and 3-



Introduction 
_________________________________________________________________________________ 

 

86 
 

morphorlinosydnonimine conjugates », The Journal of Organic Chemistry, 70, 
9, 2005, pp. 3518-3524. 

 
258.  Nortcliffe, A.; Botting, N. P.; O'Hagan, D., « Novel amino acids: synthesis of 

furoxan and sydnonimine containing amino acids and peptides as potential nitric 
oxide releasing motifs », Organic & Biomolecular Chemistry, 11, 28, 2013, pp. 
4657-4671. 

 
259.  Laursen, B. E.; Stankevicius, E.; Pilegaard, H.; Mulvany, M.; Simonsen, U., « 

Potential protective properties of a stable, slow-releasing nitric oxide donor, 
GEA 3175, in the lung », Cardiovascular Drug Reviews, 24, 3-4, 2006, pp. 247-
260. 

 
260.  Feelisch, M.; Ostrowski, J.; Noack, E., « On the mechanism of NO release from 

Sydnonimines », Journal of Cardiovascular Pharmacology, 14, 1989, pp. S13-
S22. 

 
261.  Salmon, D. J.; Torres de Holding, C. L.; Thomas, L.;  Peterson, K. V.; 

Goodman, G. P.; Saavedra, J. E.; Srinivasan, A.; Davies, K. M.; Keefer, L. K.; 
Miranda, K. M., « HNO and NO release from a primary amine-based 
diazeniumdiolate as a function of pH », Inorganic Chemistry, 50, 8, 2011, pp. 
3262-3270. 

 
262.  Zarpelon, A. C.; Souza, G. R.; Cunha, T. M.; Schivo, I. R.; Marchesi, M.; 

Casagrande, R.; Pinge-Filho, P.; Cunha, F. Q.; Ferreira, S. H.; Miranda, K. M.; 
Verri, W. A., Jr., « The nitroxyl donor, Angeli's salt, inhibits inflammatory 
hyperalgesia in rats », Neuropharmacology, 71, 2013, pp. 1-9. 

 
263.  Chin, K. Y.; Michel, L.; Qin, C. X.; Cao, N.; Woodman, O. L.; Ritchie, R. H., « 

The HNO donor Angeli's salt offers potential haemodynamic advantages over 
NO or dobutamine in ischaemia-reperfusion injury in the rat heart ex vivo », 
Pharmacological Research, 104, 2016, pp. 165-175. 

 
264.  Stoyanovsky, D. A.; Schor, N. F.; Nylander, K. D.; Salama, G., « Effects of pH 

on the cytotoxicity of sodium trioxodinitrate (Angeli's salt) », Journal of 

Medicinal Chemistry, 47, 1, 2004, pp. 210-217. 
 
265.  Andrei, D.; Salmon, D. J.; Donzelli, S.; Wahab, A.; Klose, J. R.; Citro, M. L.; 

Saavedra, J. E.; Wink, D. A.; Miranda, K. M.; Keefer, L. K., « Dual mechanisms 
of HNO generation by a nitroxyl prodrug of the diazeniumdiolate (NONOate) 
class », Journal of the American Chemical Society, 132, 46, 2010, pp. 16526-
16532. 

 
266.  Holland, R. J.; Paulisch, R.; Cao, Z.; Keefer, L. K.; Saavedra, J. E.; Donzelli, S., 

« Enzymatic generation of the NO/HNO-releasing IPA/NO anion at controlled 
rates in physiological media using β-galactosidase », Nitric Oxide, 35, 30, 2013, 
pp. 131-136. 

 
267.  Bharadwaj, G.; Benini, P. G.; Basudhar, D.; Ramos-Colon, C. N.; Johnson, G. 

M.; Larriva, M. M.; Keefer, L. K.; Andrei, D.; Miranda, K. M., « Analysis of the 



Introduction 
_________________________________________________________________________________ 

 

87 
 

HNO and NO donating properties of alicyclic amine diazeniumdiolates », Nitric 

Oxide, 42, 2014, pp. 70-78. 
 
268.  Aizawa, K.; Nakagawa, H.; Matsuo, K.; Kawai, K.; Ieda, N.; Suzuki, T.; Miyata, 

N., « Piloty's acid derivative with improved nitroxyl-releasing characteristics », 
Bioorganic & Medicinal Chemistry Letters, 23, 8, 2013, pp. 2340-2343. 

 
269.  Cline, M. R.; Tu, C.; Silverman, D. N.; Toscano, J. P., « Detection of nitroxyl 

(HNO) by membrane inlet mass spectrometry », Free Radical Biology and 

Medicine, 50, 10, 2011, pp. 1274-1279. 
 
270.  Sirsalmath, K.; Suarez, S. A.; Bikiel, D. E.; Doctorovich, F., « The pH of HNO 

donation is modulated by ring substituents in Piloty's acid derivatives: azanone 
donors at biological pH », Journal of Inorganic Biochemistry, 118, 2013, pp. 
134-139. 

 
271.  Arcaro, A.; Lembo, G.; Tocchetti, C. G., « Nitroxyl (HNO) for treatment of 

acute heart failure », Current Heart Failure Reports, 11, 3, 2014, pp. 227-235. 
 
272.  Kawaguchi, M.; Tani, T.; Hombu, R.; Ieda, N.; Nakagawa, H., « Development 

and cellular application of visible-light-controllable HNO releasers based on 
caged Piloty's acid », Chemical Communications, 54, 73, 2018, pp. 10371-
10374. 

 
273.  Guthrie, D. A.; Nourian, S.; Takahashi, C. G.; Toscano, J. P., « Curtailing the 

hydroxylaminobarbituric acid-hydantoin rearrangement to favor HNO 
generation », Journal of Organic Chemistry, 80, 3, 2015, pp. 1349-1356. 

 
274.  Guthrie, D. A.; Kim, N. Y.; Siegler, M. A.; Moore, C. D.; Toscano, J. P., « 

Development of N-substituted hydroxylamines as efficient nitroxyl (HNO) 
donors », Journal of the American Chemical Society, 134, 4, 2012, pp. 1962-
1965. 

 
275.  Guthrie, D. A.; Ho, A.; Takahashi, C. G.; Collins, A.; Morris, M.; Toscano, J. P., 

« "Catch-and-release" of HNO with pyrazolones », Journal of Organic 

Chemistry, 80, 3, 2015, pp. 1338-1348. 
 
276.  Mohamed, H. A.; Abdel-Aziz, M.; Abuo-Rahma Gel, D.; King, S. B., « New 

acyloxy nitroso compounds with improved water solubility and nitroxyl (HNO) 
release kinetics and inhibitors of platelet aggregation », Bioorganic & Medicinal 

Chemistry, 23, 17, 2015, pp. 6069-6077. 
 
277.  Sha, X.; Isbell, T. S.; Patel, R. P.; Day, C. S.; King, S. B., « Hydrolysis of 

acyloxy nitroso compounds yields nitroxyl (HNO) », Journal of the American 

Chemical Society, 128, 30, 2006, pp. 9687-9692. 
 
278.  Zeng, B. B.; Huang, J.; Wright, M. W.; King, S. B., « Nitroxyl (HNO) release 

from new functionalized N-hydroxyurea-derived acyl nitroso-9,10-
dimethylanthracene cycloadducts », Bioorganic & Medicinal Chemistry Letters, 
14, 22, 2004, pp. 5565-5568. 



Introduction 
_________________________________________________________________________________ 

 

88 
 

 
279.  Maimon, E.; Samuni, A.; Goldstein, S., « Nitrogen Dioxide Reaction with 

Nitroxide Radical Derived from Hydroxamic Acids: The Intermediacy of Acyl 
Nitroso and Nitroxyl (HNO) », Journal of Physical Chemistry A, 122, 15, 2018, 
pp. 3747-3753. 

 
280.  Memeo, M. G.; Quadrelli, P., « Generation and Trapping of Nitrosocarbonyl 

Intermediates », Chemical Reviews, 117, 3, 2017, pp. 2108-2200. 
 
281.  Matsuo, K.; Nakagawa, H.; Adachi, Y.; Kameda, E.; Tsumoto, H.; Suzuki, T.; 

Miyata, N., « Alternative photoinduced release of HNO or NO from an acyl 
nitroso compound, depending on environmental polarity », Chemical 

Communications, 46, 21, 2010, pp. 3788-3790. 
 
282.  Adachi, Y.; Nakagawa, H.; Matsuo, K.; Suzuki, T.; Miyata, N., « 

Photoactivatable HNO-releasing compounds using the retro-Diels-Alder reaction 

», Chemical Communications, 41, 2008, pp. 5149-5151. 
 
283.  Gao, W. D.; Murray, C. I.; Tian, Y.; Zhong, X.; DuMond, J. F.; Shen, X.; 

Stanley, B. A.; Foster, D. B.; Wink, D. A.; King, S. B.; Van Eyk, J. E.; Paolocci, 
N., « Nitroxyl-mediated disulfide bond formation between cardiac myofilament 
cysteines enhances contractile function », Circulation Research, 111, 8, 2012, 
pp. 1002-1011. 

 
284.  Donzelli, S.; Fischer, G.; King, B. S.; Niemann, C.; DuMond, J. F.; Heeren, J.; 

Wieboldt, H.; Baldus, S.; Gerloff, C.; Eschenhagen, T.; Carrier, L.; Boger, R. H.; 
Espey, M. G., « Pharmacological characterization of 1-nitrosocyclohexyl 
acetate, a long-acting nitroxyl donor that shows vasorelaxant and 
antiaggregatory effects », American Society for Pharmacology and Experimental 

Therapeutics, 344, 2, 2013, pp. 339-347. 
 
285.  Shoman, M. E.; DuMond, J. F.; Isbell, T. S.; Crawford, J. H.; Brandon, A.; 

Honovar, J.; Vitturi, D. A.; White, C. R.; Patel, R. P.; King, S. B., « Acyloxy 
nitroso compounds as nitroxyl (HNO) donors: kinetics, reactions with thiols, and 
vasodilation properties », Journal of Medicinal Chemistry, 54, 4, 2011, pp. 
1059-1070. 

 
286.  Carvalho, E. M.; Rechignat, L.; Sousa, E. H. S.; Lopes, L. G. F.; Chauvin, R.; 

Bernardes-Génisson, V., « Mechanistic insights into the in vitro metal-promoted 
oxidation of (di)azine hydroxamic acids: evidence of HNO release and N,O-
di(di)azinoyl hydroxylamine intermediate », New Journal of Chemistry, 44, 
2020, pp. 11965-11973. 

 
287.  Anh, D. T.; Hai, P. T.; Huong, L. T.; Park, E. J.; Jun, H. W.; Kang, J. S.; Kwon, 

J. H.; Dung, D. T. M.; Anh, V. T.; Hue, V. T. M.; Han, S. B.; Nam, N. H., « 
Exploration of certain 1,3-oxazole- and 1,3-thiazole-based hydroxamic acids as 
histone deacetylase inhibitors and antitumor agents », Bioorganic Chemistry, 
101, 2020, pp. 103988. 

 



Introduction 
_________________________________________________________________________________ 

 

89 
 

288.  Monzyk, B.; Crumbliss, A. L., « Mechanism of ligand substitution on high-spin 
iron(III) by hydroxamic acid chelators. Thermodynamic and kinetic studies on 
the formation and dissociation of a series of monohydroxamatoiron(III) 
complexes », Journal of the American Chemical Society, 101, 21, 1979, pp. 
6203-6213. 

 
289.  Yu, X.; Zhang, R.; Yang, S.; Liu, C.; He, G.; Wang, H.; Wang, J., « A novel 

decanedioic hydroxamic acid collector for the flotation separation of bastnäsite 
from calcite », Minerals Engineering, 151, 2020, pp. 106306. 

 
290.  Li, Z.; Yamamoto, H., « Hydroxamic acids in asymmetric synthesis », Accounts 

of Chemical Research, 46, 2, 2013, pp. 506-518. 
 
291.  Marks, P. A., « Discovery and development of SAHA as an anticancer agent », 

Oncogene, 26, 9, 2007, pp. 1351-1356. 
 
292.  Hailu, G. S.; Robaa, D.; Forgione, M.; Sippl, W.; Rotili, D.; Mai, A., « Lysine 

Deacetylase Inhibitors in Parasites: Past, Present, and Future Perspectives », 
Journal of Medicinal Chemistry, 60, 12, 2017, pp. 4780-4804. 

 
293.  Paris, M.; Porcelloni, M.; Binaschi, M.; Fattori, D., « Histone deacetylase 

inhibitors: from bench to clinic », Journal of Medicinal Chemistry, 51, 6, 2008, 
pp. 1505-1529. 

 
294.  Alam, M. A., « Methods for Hydroxamic Acid Synthesis », Current Organic 

Chemistry, 23, 9, 2019, pp. 978-993. 
 
295.  Zhang, J. H.; Mottamal, M.; Jin, H. S.; Guo, S.; Gu, Y.; Wang, G.; Zhao, L. M., 

« Design, synthesis and evaluation of belinostat analogs as histone deacetylase 
inhibitors », Future Medicinal Chemistry, 11, 21, 2019, pp. 2765-2778. 

 
296.  Guarda, C. C.; Silveira-Mattos, P. S. M.; Yahouedehou, S.; Santiago, R. P.; 

Aleluia, M. M.; Figueiredo, C. V. B.; Fiuza, L. M.; Carvalho, S. P.; Oliveira, R. 
M.; Nascimento, V. M. L.; Luz, N. F.; Borges, V. M.; Andrade, B. B.; 
Goncalves, M. S., « Hydroxyurea alters circulating monocyte subsets and 
dampens its inflammatory potential in sickle cell anemia patients », Scientific 

Reports, 9, 14829, 2019, pp. 1-11. 
 
297.  Atkinson, R. N.; Storey, B. M.; King, S. B., « Reactions of acyl nitroso 

compounds with amines: Production of nitroxyl (HNO) with the preparation of 
amides », Tetrahedron Letters, 37, 52, 1996, pp. 9287-9290. 

 
298.  Samuni, Y.; Wink, D. A.; Krishna, M. C.; Mitchell, J. B.; Goldstein, S., « 

Suberoylanilide hydroxamic acid radiosensitizes tumor hypoxic cells in vitro 
through the oxidation of nitroxyl to nitric oxide », Free Radical Biology and 

Medicine, 73, 2014, pp. 291-298. 
 
299.  King, S. B., « N-hydroxyurea and acyl nitroso compounds as nitroxyl (HNO) 

and nitric oxide (NO) donors », Current Topics in Medicinal Chemistry, 5, 7, 
2005, pp. 665-673. 



Introduction 
_________________________________________________________________________________ 

 

90 
 

 
300.  Zhang, P.; Sadler, P. J., « Advances in the design of organometallic anticancer 

complexes », Journal of Organometallic Chemistry, 839, 2017, pp. 5-14. 
 
301.  Waldron, K. J.; Rutherford, J. C.; Ford, D.; Robinson, N. J., « Metalloproteins 

and metal sensing », Nature, 460, 7257, 2009, pp. 823-830. 
 
302.  Winkler, J. R.; Gray, H. B., « Electron flow through metalloproteins », Chemical 

Reviews, 114, 7, 2014, pp. 3369-3380. 
 
303.  Silva Filho, P. M.; Paz, I. A.; Nascimento, N. R. F.; Santos, C. F.; Araujo, V. R.; 

Aquino, C. P.; Ribeiro, T. S.; Vasconcelos, I. F.; Lopes, L. G. F.; Sousa, E. H. 
S.; Longhinotti, E., « Incorporation of Nitroprusside on Silica Nanoparticles-A 
Strategy for Safer Use of This NO Donor in Therapy », Molecular 

Pharmaceutics, 16, 7, 2019, pp. 2912-2921. 
 
304.  Liu, T.; Zhang, M.; Terry, M. H.; Schroeder, H.; Wilson, S. M.; Power, G. G.; 

Li, Q.; Tipple, T. E.; Borchardt, D.; Blood, A. B., « Hemodynamic Effects of 
Glutathione-Liganded Binuclear Dinitrosyl Iron Complex: Evidence for Nitroxyl 
Generation and Modulation by Plasma Albumin », Molecular Pharmacology, 
93, 5, 2018, pp. 427-437. 

 
305.  Sousa, A. P.; Fernandes, A. F.; Paz, I. A.; Nascimento, N. R. F.; Ellena, J.; 

Sousa, E. H. S.; Lopes, L. G. F.; Holanda, A. K. M., « A Potential Visible-Light 
NO Releaser: Synthesis, Reactivity and Vasodilator Properties », Journal of the 

Brazilian Chemical Society, 28, 2017, pp. 2117-2129. 
 
306.  Silva, C. D. S.; Paz, I. A.; Abreu, F. D.; Sousa, A. P.; Verissimo, C. P.; 

Nascimento, N. R. F.; Paulo, T. F.; Zampieri, D.; Eberlin, M. N.; Gondim, A. C. 
S.; Andrade, L. C.; Carvalho, I. M. M.; Sousa, E. H. S.; Lopes, L. G. F., « 
Thiocarbonyl-bound metallonitrosyl complexes with visible-light induced DNA 
cleavage and promising vasodilation activity », Journal of Inorganic 

Biochemistry, 182, 2018, pp. 83-91. 
 
307.  Costa, P. P. C.; Campos, R.; Cabral, P. H. B.; Gomes, V. M.; Santos, C. F.; 

Waller, S. B.; de Sousa, E. H. S.; Lopes, L. G. F.; Fonteles, M. C.; Nascimento, 
N. R. F., « Antihypertensive potential of cis-[Ru(bpy)2(ImN)(NO)]3+, a 
ruthenium-based nitric oxide donor », Research in Veterinary Science, 130, 
2020, pp. 153-160. 

 
308.  Eroy-Reveles, A. A.; Leung, Y.; Beavers, C. M.; Olmstead, M. M.; Mascharak, 

P. K., « Near-infrared light activated release of nitric oxide from designed 
photoactive manganese nitrosyls: strategy, design, and potential as NO donors », 
Journal of the American Chemical Society, 130, 13, 2008, pp. 4447-4458. 

 
309.  Ostrowski, A. D.; Ford, P. C., « Metal complexes as photochemical nitric oxide 

precursors: Potential applications in the treatment of tumors », Dalton 

Transactions, 48, 2009, pp. 10660–10669. 
 



Introduction 
_________________________________________________________________________________ 

 

91 
 

310.  Lerch, M. M.; Hansen, M. J.; Dam, G. M.; Szymanski, W.; Feringa, B. L., « 
Emerging Targets in Photopharmacology », Angewandte Chemie International 

Edition, 55, 37, 2016, pp. 10978-10999. 
 
311.  Huang, H.; Banerjee, S.; Qiu, K.; Zhang, P.; Blacque, O.; Malcomson, T.; 

Paterson, M. J.; Clarkson, G. J.; Staniforth, M.; Stavros, V. G.; Gasser, G.; Chao, 
H.; Sadler, P. J., « Targeted photoredox catalysis in cancer cells », Nature 

Chemistry, 11, 11, 2019, pp. 1041-1048. 
 
312.  Karges, J.; Heinemann, F.; Jakubaszek, M.; Maschietto, F.; Subecz, C.; Dotou, 

M.; Vinck, R.; Blacque, O.; Tharaud, M.; Goud, B.; Vinuelas Zahi Nos, E.; 
Spingler, B.; Ciofini, I.; Gasser, G., « Rationally Designed Long-Wavelength 
Absorbing Ru(II) Polypyridyl Complexes as Photosensitizers for Photodynamic 
Therapy », Journal of the American Chemical Society, 142, 14, 2020, pp. 6578-
6587. 

 
313.  Karges, J.; Yempala, T.; Tharaud, M.; Gibson, D.; Gasser, G., « A Multi-action 

and Multi-target RuII-PtIV Conjugate Combining Cancer-Activated 
Chemotherapy and Photodynamic Therapy to Overcome Drug Resistant Cancers 

», Angewandte Chemie International Edition, 59, 18, 2020, pp. 7069-7075. 
 
314.  Silva, F. O. N.; Araújo, S. X. B.; Holanda, A. K. M.; Meyer, E.; Sales, F. A. M.; 

Diógenes, I. C. N.; Carvalho, I. M. M.; Moreira, Í. S.; Lopes, L. G. F., « 
Synthesis, Characterization, and NO Release Study of the cis- and trans-
[Ru(bpy)2(SO3)(NO)]+ Complexes », European Journal of Inorganic Chemistry, 
2006, 10, 2006, pp. 2020-2026. 

 
315.  Cândido, M. C. L.; Oliveira, A. M.; Silva, F. O. N.; Holanda, A. K. M.; Pereira, 

W. G.; Sousa, E. H. S.; Carneiro, Z. A.; Silva, R. S.; Lopes, L. G. F., « 
Photochemical and Electrochemical Study of the Release of Nitric Oxide from 
[Ru(bpy)2L(NO)](PF6)n Complexes (L = Imidazole, 1-Methylimidazole, Sulfite 
and Thiourea), Toward the Development of Therapeutic Photodynamic Agents 

», Journal of the Brazilian Chemical Society, 26, 2015, pp. 1824-1830. 
 
316.  Roveda, A. C., Jr.; Santos, W. G.; Souza, M. L.; Adelson, C. N.; Goncalves, F. 

S.; Castellano, E. E.; Garino, C.; Franco, D. W.; Cardoso, D. R., « Light-
activated generation of nitric oxide (NO) and sulfite anion radicals (SO3

.-) from a 
ruthenium(II) nitrosylsulphito complex », Dalton Transactions, 48, 29, 2019, pp. 
10812-10823. 

 
317.  Chiang, C. K.; Chu, K. T.; Lin, C. C.; Xie, S. R.; Liu, Y. C.; Demeshko, S.; Lee, 

G. H.; Meyer, F.; Tsai, M. L.; Chiang, M. H.; Lee, C. M., « Photoinduced NO 
and HNO Production from Mononuclear {FeNO}6 Complex Bearing a Pendant 
Thiol », Journal of the American Chemical Society, 142, 19, 2020, pp. 8649-
8661. 

 
318.  Weissleder, R.; Ntziachristos, V., « Shedding light onto live molecular targets », 

Nature Medicine, 9, 1, 2003, pp. 123-128. 
 



Introduction 
_________________________________________________________________________________ 

 

92 
 

319.  Li, Y. H.; Guo, M.; Shi, S. W.; Zhang, Q. L.; Yang, S. P.; Liu, J. G., « A 
ruthenium-nitrosyl-functionalized nanoplatform for the targeting of liver cancer 
cells and NIR-light-controlled delivery of nitric oxide combined with 
photothermal therapy », Journal of Materials Chemistry B, 5, 38, 2017, pp. 
7831-7838. 

 

 



 

 
 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

OBJECTIVE 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



Objective 
_________________________________________________________________________________ 

 

94 
 

3. OBJECTIVE 

Taking into account that NO•/HNO can exhibit a large spectrum of interesting 

therapeutic actions and metal complexes can be useful in medicinal chemistry, the 

objective of this thesis is the development of new design strategies involving the 

synthesis and physicochemical and biological studies of metal complexes able to carry 

and delivery the biological active agent, NO•/HNO. 

The first chapter aims to i) study the reactivity of the nitrosyl complex trans-

[Fe(cyclam)(NO)Cl]Cl2, ii) investigate the stability of this complex under physiological 

conditions (pH 7.4 at 37º C) in order to assess the influence of any possible spontaneous 

decomposition, as well as the identification of possible products generated, iii) ascertain 

the influence of light (365 nm) on the possible release of NO•, and iv) verify the 

biological potential of the trans-[Fe(cyclam)(NO)Cl]Cl2 as an antiangiogenic agent with 

potential anticancer property. Besides that, another important objective is to investigate 

the vasodilation profile of the nitrosyl complex. All results from this work are already 

published and presented in chapter 1 [1].  

In order to advance in the search for new NO•/HNO donor platforms for 

therapeutic purposes, we explored the ability of aromatic hydroxamic acid derivatives to 

release NO•/HNO after oxidative reaction steps. This platform could be of particular 

interest due to the possible mechanism of activation of this type of molecule, in addition 

to NO•/HNO release (metabolite active of the anti-TB drug delamanid and vasodilatator 

agent), an aroyl radical intermediate or an aromatic carboxylic acid might also be 

formed, which can be seen, respectively, as the corresponding active metabolites of 

isoniazid and pyrazinamide, two major antitubercular drugs. Thus, the second part of 

this thesis describes two chapters. The aim of the first one (chapter 2) is the 

investigation of the intermolecular oxidative activation mechanism of the isonicotino-, 

nicotino-, and pyrazino- hydroxamic acids, respective analogues of isoniazid (anti-TB), 

nicotinamide (vitamin B3), and pyrazinamide (anti-TB), by reaction with potassium 

ferricyanide (K3[FeIII(CN)6]) in pH physiological conditions. This work could assist in 

the design of new drugs. This study has also been published in a scientific peer-

reviewed journal and presented in chapter 2 [2]. Then, the third project (chapter 3) is 

relative to the synthesis of new FeII complexes formulated with isonicotino-, nicotino- 

and pyrazino- hydroxamic acid ligands bound to the [-Fe(CN)5]n- moiety, as well as the 

study of the mechanism of the oxidative activation of these metal complexes by H2O2 
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and structural characterization of the species formed. This synthetic approach is applied 

aiming at development of new antituberculosis and cardiovascular agents. This latest 

study was equally published in a peer-reviewed journal and is presented in chapter 3 [3]. 

 

OBJECTIF 

Compte tenu du fait que le NO•/HNO peut présenter un grand spectre d’actions 

thérapeutiques intéressantes et que les complexes métalliques peuvent être un outil 

intéressant en chimie inorganique médicinale, l’objectif de cette thèse est le 

développement de nouvelles stratégies de conception de médicaments impliquant la 

synthèse et l’étude physicochimique et biologique de complexes métalliques capables 

de porter et de délivrer l’agent actif biologique, NO•/HNO. 

Le premier chapitre vise à i) étudier la réactivité du complexe nitrosyl trans-

[Fe(cyclam)(NO)Cl]Cl2, ii) étudier la stabilité de ce complexe dans des conditions 

physiologiques (pH 7,4 à 37 ºC) afin d’évaluer l’influence de toute décomposition 

spontanée possible, ainsi que l’identification des produits possibles générés, iii) 

déterminer l’influence de la lumière (365 nm) sur la libération possible de NO• , et iv) 

vérifier le potentiel biologique du trans-[Fe(cyclam)(NO)Cl]Cl2 en tant qu'agent 

antiangiogénique avec une propriété anticancéreuse potentielle. De plus, l’investigation 

du profil vasodilatateur du complexe nitrosyle est également un des objectifs de cette 

thèse. Les résultats de ces travaux ont déjà été publiés et sont présentés au chapitre 1 

[1]. 

Afin d’avancer dans la recherche de nouveaux châssis moléculaires capables de 

relarguer NO•/HNO et d’avoir des intérêts thérapeutiques, nous explorons l’habilité des 

dérivés aromatiques azotés de l’acide hydroxamique à libérer NO•/HNO après une étape 

de réaction oxydative. Cette forme de châssis moléculaire pourrait avoir un intérêt tout 

particulier parce qu’en fonction du mécanisme d’activation de ce type de molécule, 

outre la libération de NO•/HNO (métabolite actif du délamanide -médicament anti-TB- 

et agent vasodilatateur), un intermédiaire de type radical aroyle ou un acide 

carboxylique aromatique pourrait également être formé, ce qui pourrait être considéré, 

respectivement, comme le métabolite actif de l’isoniazide ou du pyrazinamide, deux 

pro-drogues antituberculeuses majeurs. Ainsi, la deuxième partie de cette thèse est 

divisée en deux projets. Le but du premier (chapitre 2) est l’étude d’un mécanisme 

intermoléculaire de l’activation oxydative des acides hydroxamiques dérivés des acides 

isonicotinoique, nicotinoique et pyrazinoique, analogues respectifs de l’isoniazide (anti-



Objective 
_________________________________________________________________________________ 

 

96 
 

TB), du nicotinamide (vitamine B3) et du pyrazinamide (antituberculeux), par le 

ferricyanure de potassium (K3[FeII(CN)6]) dans des conditions physiologiques de pH. 

Ceci afin d’aider à la conception de nouveaux médicaments. Cette étude a également été 

publiée dans une revue scientifique et est ici présentée dans le chapitre 2 [2]. Ensuite, le 

troisième projet (chapitre 3) est relatif à la synthèse de nouveaux complexes de FeII 

associant les ligands d’acide hydroxamique isonicotinique, nicotinique et pyrazinique 

au fragment [-Fe(CN)5]n-, ainsi qu’à l’étude d’un mécanisme intramoléculaire 

d’activation oxydative de ces complexes (oxydation via H2O2) suivi d’une 

caractérisation structurale des espèces formées. Cette approche de synthèse a été 

appliquée dans le but de développer de nouveaux agents antituberculaires et 

cardiovasculaires. Cette dernière étude est présentée dans le chapitre 3 [3]. 
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4. PART 1 - NITROSYL IRON COMPLEX: CYCLAM AS THERAPEUTIC 

PLATFORM 

The increase number of cases of cardiovascular diseases and cancer has led the 

scientific community to seek new treatment strategies that are more efficient and less 

harmful to patients. The part 1 of this manuscript presents the chemical and biological 

studies of a known nitrosyl FeII complex, which has never been further investigated 

from a pharmacological perspective. In the context of this thesis a special emphasis on 

the release of NO•/HNO and on potential antiangiogenic and cardiovascular action was 

placed. 

4.1. Introduction 

Among the drugs used to treat cardiovascular diseases, the SNP is the only metal 

complex available [1]. As we mentioned in the introduction of this thesis, in addition to 

the release of CN-, another factor that limits the widespread use of this drug, is its 

powerful vasodilating action, due to fast release of NO• in the body [1]. In order to 

obtain more moderate NO• donor agents, with lower toxicity compared to SNP, several 

other metal complexes have been explored, for example, the DNIC 2,2’-bipyridine- 

Fe(NO)2 [2], SNP analogs (Kn[M(CN)5NO] (M = V, Cr, Mn and Co with n = 3, or M = 

Mo with n = 4)) [3], and polypyridine ruthenium derivatives such as 

[Ru(bpy)2(ImN)NO](PF6)3 (bpy = 2,2’-bipyridine, ImN = imidazol)  and 

[Ru(phen)2(tu)NO](PF6)3 (phen = phenanthroline, tu = thiourea) [4,5]. 

In addition to the development of new nitrosyl complexes with therapeutic 

potential related to the NO• release, the discussion about the ability of these complexes 

to release HNO has also emerged, since the latter shows also biological relevance. 

Sousa and collaborators [6], motivated to identify the possible production of HNO by 

[Ru(bpy)2(SO3)NO]+, have studied the reaction of this ionic complex with glutathione 

(GSH). This study have shown, through the use of a selective trap to distinguish 

NO/HNO and cellular angiogenesis assays, the potential ability of this complex to 

release HNO under physiological conditions. Thus, HNO production in a physiological 

context has also been an important part of the reactivity studies involving nitrosyl 

complexes.  

Holanda and his collaborators developed in 2007 a new nitrosyl iron(II) complex 

using 1,4,8,11-tetraazacyclotetradecane (Cyclam) as ligand, called trans-

[Fe(cyclam)(NO)Cl]Cl2 [7]. This complex has been studied from a chemical point of 
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view, being indicated as a promising photoreleaser of NO•. However, such results 

lacked data showing NO• can be directly produced from the complex. Additionally, no 

results proving HNO release as well as relevant biological tests were available. Thus, 

the trans-[Fe(cyclam)(NO)Cl]Cl2 complex is an interesting system to be explored 

mainly from a biological point of view. 

In view of that, the following article presents details of the reactivity study of the 

well-known nitrosyl complex, trans-[Fe(cyclam)(NO)Cl]Cl2, with emphasis on 

examining the differential release capacity of NO• and HNO, either through 

photochemical stimulation or reaction with GSH. By using a selective probe cPTIO (2-

(4-carboxyphenyl)-4,4,5,5-tetramethylimidazoline-1-oxyl-3-oxide potassium) for UV-

Vis and EPR techniques, or through other experimental (Griess reagent) and theoretical 

studies (density functional theory (DFT) and time-dependent DFT (TD-DFT)), we were 

able to confirm the NO• production from the complex via light stimulus (365 nm). On 

the other hand, the reaction of trans-[Fe(cyclam)(NO)Cl]Cl2 complex with GSH 

indicated the HNO production, as well as the formation of an intermediate adduct 

between the nitrosyl complex and GSH (trans-[Fe(cyclam)(Cl)N(O)SG]+) [6]. The 

hypothesis that this complex can release HNO in the presence of thiols has been 

reinforced by a cell angiogenesis assay based on the HIF-1α degradation. Additionally, 

the vasorelaxation capacity of the metal complex ion was assessed, in comparison to the 

SNP, and a more moderate vasodilation activity was noticed. These results, in addition 

to the evidences of its low cytotoxicity [8], made the trans-[Fe(cyclam)(NO)Cl]Cl2 

complex a potential therapeutic model for cardiovascular diseases. 
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Chapter 1 - Nitrosyl trans-[Fe(cyclam)(NO)Cl]Cl2 complex - new approach in 

anticancer and antihypertensive treatments 

4.2. Article 1: Journal of Inorganic Biochemistry, 2020, 210, 111133 - Résumé 

de l’article en français 

 

Les complexes métalliques libérant oxyde nitrique (NO•) et/ou nitroxyle (HNO), 

ont fait l'objet d’études dans une perspective thérapeutique. L'exemple le plus connu est 

le complexe de fer appelé nitroprussiate de sodium (SNP, Na2[Fe(CN)5NO]). Ce 

puissant agent capable de libérer NO• est utilisé dans les cas cliniques d'hypertension 

artérielle. Cependant, son administration prolongée peut provoquer plusieurs effets 

secondaires dus à une libération trop rapide de NO• et de l’ion cyanure. Ces limitations 

ont conduit à la recherche de nouveaux agents alternatifs à base de métaux, en espérant 

avoir une libération plus lente de NO• et des effets secondaires moindres. De nombreux 

laboratoires se sont concentrés sur la synthèse et la caractérisation de complexes 

nitrosylés libérant du NO• en réponse à des stimuli lumineux ou après une réduction 

chimique. 

Dans le cadre de cette thèse, nous avons étudié dans un premier temps la 

réactivité chimique et la stabilité du complexe de fer, trans-[Fe(cyclam)(NO)Cl]2+ 

(cyclam = 1,4,8,11- tétraazacyclotétradécane) (1) (Figure 27). L'étude de stabilité 

thermique du composé 1 dans des conditions physiologiques (pH 7,4, 37 ºC), a été 

réalisée en utilisant des techniques spectroscopiques : infrarouge, (N≡O+ at 1894 cm-1), 

et UV-Vis, ( = 235 nm (transitions de transfert de charge de type intra-ligand (TCIL) 

et métal-ligand (TCML)) et 360 nm (transition de type transfert de charge ligand-

A divergent mode of activation of a nitrosyl iron complex with unusual 

antiangiogenic activity 
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ligand)), et chronoampérométriques (électrode NO• sélective). Ces études ont révélé que 

le complexe nitrosyle se décompose en solution, au moyen d'un processus 

d'oxydoréduction intramoléculaire spontané dans lequel le ligand NO+ est réduit par 

oxydation du centre métallique, provoquant sa libération sous forme de NO0 et la 

production du complex trans-[Fe(cyclam)(H2O)2]3+ complex. 

 

 

Figure 27. Structure des complexes trans-[Fe(cyclam)(NO)Cl]Cl2 (1) et trans-
[Fe(cyclam)Cl2]Cl (3). 

 

La capacité de la lumière à induire la libération de NO• ou de HNO à travers le 

complexe 1 a également été évaluée. À l'instar de l'étude précédente, ces expériences 

ont également été menées dans des conditions aqueuses tamponées (pH 7,4, 37 ºC) et 

suivies à l'aide de techniques spectroscopiques (UV-Vis et résonance paramagnétique 

électronique (RPE)). L'utilisation du piège sélectif cPTIO (2-(4-carboxyphényl)-4,4,5,5-

tétraméthylimidazoline-1-oxyl-3-oxyde de potassium) a permis l'identification et la 

distinction des espèces NO•/HNO, car les réponses spectroscopiques générées sont 

différentes. L'irradiation (365 nm) du composé 1 en présence de cPTIO, a conduit à la 

production de l'espèce cPTI (Schème 15), montrant une réaction directe du cPTIO et du 

NO• [1]. La photo-libération de NO• par le complexe 1 a également été renforcée par le 

test de Griess et des études théoriques (théorie fonctionnelle de la densité (DFT) et DFT 

en fonction du temps (TD-DFT)). 

 

Schème 15. Produits de réaction du cPTIO avec NO• ou HNO. 
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La réaction du complexe nitrosylé avec le glutathion (GSH) a été suivie par 

l’infrarouge, UV-Vis, Stopped-Flow et RPE. Les résultats ont indiqué que la présence 

de GSH provoque des changements significatifs dans le profil spectroscopique du 

complexe. Dans l'infrarouge, la bande caractéristique de l'étirement de la liaison N=O 

du  groupe NO+ (1894 cm-1) a été complètement supprimée après 5 minutes de réaction, 

indiquant que le ligand nitrosyle est directement affecté dans le processus. Cette même 

réaction a également été suivie par RPE en utilisant la sonde cPTIO, où la disparition du 

signal caractéristique de la forme cPTIO était presque complète après 15 minutes de 

réaction, indiquant que le produit cPTIO-H (Schème 15) non radicalaire était généré. Ce 

dernier, à son tour, est une preuve solide de la réaction du précurseur cPTIO avec HNO 

[1]. Ainsi, ce résultat corrobore l'hypothèse que l'un des principaux composés produits 

lors de la réduction du complexe trans-[Fe(cyclam)(NO)Cl]2+ par le GSH est HNO. 

Afin d'étudier le mécanisme d'activation réductrice du complexe nitrosyle par le GSH, 

l’utilisation des techniques « Stopped-Flow » et d'UV-Vis ont également été mises à 

profit. Il a été possible d'observer que le GSH provoque des changements significatifs 

dans le spectre électronique du complexe nitrosylé. Au cours de la réaction, une bande 

d'absorption maximale à 541 nm a été observée. Dans la littérature il a été rapporté que 

la réaction du SNP avec H2S, est responsable de la formation du complexe intermédiaire 

[Fe(CN)5N(O)SH]3- ; cette espèce étant responsable de l'apparition d'une bande 

d'absorption électronique avec un maximum à 535 nm à pH 7,4 [2]. Un comportement 

similaire a été observé pour la réaction de la cystéine avec d'autres complexes nitrosylés 

[3,4]. Ainsi, l'apparition de la bande à 541 nm dans la réaction étudiée dans le cadre de 

cette thèse, est une forte indication de la formation d'intermédiaires réactifs entre le 

complexe de fer trans-[Fe(cyclam)(NO)Cl]2+ et le GSH. Cet intermédiaire est appelé 

trans-[Fe(cyclam)(Cl)N(O)SG]+. Au fur et à mesure que la réaction progresse, la bande 

de 541 nm finit par diminuer presque totalement. Comme l’expérience suivie par RPE 

indiquait la formation de HNO, nous avons proposé que la désintégration de la bande à 

541 nm est liée à une seconde réduction par une autre molécule de GSH, conduisant à la 

production de HNO, ainsi qu'à la dégradation de l'adduit.  

Dans les cellules cancéreuses, la production de facteurs pro-angiogéniques est 

induite dans des conditions d'hypoxie (provoquée par un métabolisme accéléré 

anormal). L'adaptation à différents niveaux d'oxygène dans la cellule est médiée par une 

famille de régulateurs transcriptionnels appelés facteurs inductibles par l'hypoxie (HIF) 

[5]. Sous normoxie, l'activité transcriptionnelle de HIF est spécifiquement supprimée 
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par la dégradation de sa sous-unité α dépendante de l'oxygène (HIF-α). Des conditions 

de faible teneur en oxygène induisent la stabilisation de HIF-1α, favorisant 

l'angiogenèse cellulaire [6]. Ainsi, la protéine HIF-1α a été considérée comme une cible 

prometteuse pour la thérapie anticancéreuse [5]. 

NO• et HNO joue un rôle clé dans la régulation de HIF-1α dans les cellules 

tumorales. Alors que NO• a été indiqué comme agent stabilisant pour HIF-1α dans des 

conditions normoxiques, HNO s'est avéré agir dans le sens inverse, bloquant la 

stabilisation de HIF-1α, à la fois dans des conditions induites par l'hypoxie ou par NO•, 

ce dernier dans des conditions normales d'air [7,8]. Basé sur ces informations, la 

capacité antiangiogénique du complexe trans-[Fe(cyclam)(NO)Cl]2+ a été évaluée en 

utilisant le test de stabilité HIF-1α. Cette expérience, réalisée en collaboration avec 

l’équipe du Pr. David A. Wink où « National Cancer Institute, Cancer and Inflammation 

Program, Frederick – USA », a montré une diminution significative de l'accumulation 

de HIF-1α causée par le composé étudié. Parallèlement, le complexe 1 a également 

démontré une action antiangiogénique potentielle, via le test de formation du tube 

endothélial. Le test de formation du tube endothélial des cellules HUVEC (cellules 

endothéliales humaines de veine ombilicale) a démontré qu'en présence du composé 1, 

le nombre de vaisseaux était significativement réduit par rapport au composé précurseur 

sans NO+ (composé 3, trans-[Fe(cyclam)Cl2]+, Figure 27). Cette partie du travail a 

également été réalisée avec la collaboration du Pr. David A. Wink. 

 Les propriétés vasodilatatrices du composé 1 ont également été explorées, celui 

a présenté une CI50 = 910 nM (valeur correspondant à la concentration minimale 

nécessaire du composé pour provoquer une vasodilatation à 50%), tandis que celle de 

molécule de référence SNP est de 24 nM. Cette partie du travail a été réalisée avec la 

collaboration du Pr. Nilberto R. F. do Nascimento. Cette activité modérée, attribuée à 

libération de NO• ou HNO, ajoutée à la faible cytotoxicité du complexe (mesurée à 

travers les lignées cellulaires cancéreuses B16-F10 et HUH-7) [9], fait du composé 1 

une plateforme thérapeutique prometteuse pour des molécules à propriétés 

antihypertensive avec des avantages par rapport au SNP. En effet, l’activité du 

complexe 1 peut être indicative d'une libération plus contrôlée de NO•, évitant les 

problèmes d'hypotension causés par la libération trop rapide de NO• associée au SNP. 

De plus, ce complexe n’est pas concerné par le relargage des ions cyanures toxiques. En 

résumé, ce composé prometteur mérite des études biologiques complémentaires afin de 

découvrir tout son potentiel thérapeutique, car il représente l'un des premiers composés 
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de type nitrosyle de FeII à présenter toutes les avantages pharmacologiques mentionnées 

ici. 
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4.4. Supporting information 

4.4.1. DFT studies (Results and discussion) 

The structural and electronic properties of trans-[Fe(cyclam)(NO)Cl]2+ complex 

(1) were investigated using density functional theory (DFT) and time-dependent DFT 

(TD-DFT). Electronic transitions contributions were subsequently determined, which 

were used to guide interpretation of UV-Vis electronic absorption spectrum and 

photochemical processes. The optimized geometry of 1 obtained by DFT was compared 

with experimental data (Fig. S1 and Table S1) [1]. 

 

Fig. S1 DFT optimized structure of the complex trans-[Fe(cyclam)(Cl)(NO)]2+. 
 

 

Table S1. Bond lengths (Å) and angles (°) of the trans-[Fe(cyclam)(NO)Cl]Cl2: 
experimental and optimized. 

 Experimental Optimized Deviation (±) 

Bond lengths (Å)    
Fe–N(1) 1.682(3) 1.648 0.017 
Fe–N(2) 2.012(3) 2.057 0.023 
Fe–N(3) 2.009(3) 2.058 0.025 
Fe–N(4) 1.999(3) 2.029 0.015 
Fe–N(5) 2.006(3) 2.029 0.012 
Fe–Cl(1) 2.248(1) 2.305 0.029 
O(1)–N(1) 1.091(4) 1.135 0.022 
N(2)–C(1) 1.482(5) 1.495 0.007 
N(2)–C(10) 1.487(5) 1.495 0.004 
N(3)–C(3) 1.484(5) 1.495 0.006 
N(3)–C(4) 1.487(5) 1.495 0.004 
N(4)–C(6) 1.485(5) 1.491 0.003 
N(4)–C(5) 1.491(5) 1.492 0.001 
N(5)–C(9) 1.476(5) 1.492 0.008 
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Table S1. Continuation    
 Experimental Optimized Deviation (±) 
Bond lengths (Å)    
N(5)–C(8) 1.484(5) 1.491 0.004 
C(1)–C(2) 1.516(6) 1.527 0.006 
C(2)–C(3) 1.522(6) 1.527 0.003 
C(4)–C(5) 1.493(6) 1.519 0.013 
C(6)–C(7) 1.519(6) 1.528 0.009 
C(7)–C(8) 1.510(6) 1.528 0.009 
C(9)–C(10) 1.498(5) 1.519 0.011 
Bond Angle (°)    
N(1)–Fe–Cl(1) 178.63(11) 178.44 0.10 
N(1)–Fe–N(2) 91.53(13) 92.45 0.46 
N(1)–Fe–N(5) 91.40(14) 93.42 1.01 
N(2)–Fe–Cl(1) 88.44(9) 88.62 0.09 
N(3)–Fe–Cl(1) 87.94(10) 88.60 0.33 
N(3)–Fe–N(2) 95.36(13) 95.08 0.14 
N(4)–Fe–Cl(1) 86.50(10) 85.61 0.45 
N(4)–Fe–N(2) 174.80(12) 174.19 0.31 
N(4)–Fe–N(3) 85.61(13) 85.45 0.08 
N(4)–Fe–N(5) 93.41(13) 93.38 0.02 
N(5)–Fe–N(3) 175.13(13) 174.08 0.53 
N(5)–Fe–N(2) 85.20(12) 85.50 0.15 
N(5)–Fe–Cl(1) 87.24(9) 85.52 0.86 
O(1)–N(1)–Fe 177.4(3) 179.3 0.95 
C(1)–N(2)–Fe 118.9(3) 117.6 0.65 
C(10)–N(2)–Fe 107.6(2) 107.2 0.20 
C(1)–N(2)–C(10) 112.5(3) 112.6 0.05 
C(3)–N(3)–Fe 119.0(3) 117.7 0.65 
C(4)–N(3)–Fe 107.7(2) 107.1 0.30 
N(1)–Fe–N(3) 93.43(14) 92.44 0.50 
N(1)–Fe–N(4) 93.51(13) 93.31 0.10 
C(3)–N(3)–C(4) 112.7(3) 112.7 0 
C(5)–N(4)–Fe 107.8(2) 107.8 0.0 
C(6)–N(4)–Fe 117.4(2) 117.8 0.20 
C(6)–N(4)–C(5) 112.5(3) 113.6 0.55 
C(8)–N(5)–Fe 117.2(2) 117.9 0.35 
C(9)–N(5)–Fe 107.9(2) 107.7 0.10 
C(9)–N(5)–C(8) 112.9(3) 113.5 0.30 
N(2)–C(1)–C(2) 112.0(3) 112.4 0.20 
C(1)–C(2)–C(3) 113.8(3) 114.5 0.35 
N(3)–C(3)–C(2) 112.8(3) 112.7 0.05 
N(3)–C(4)–C(5) 108.0(3) 108.6 0.30 
N(4)–C(5)–C(4) 108.0(3) 108.2 0.10 
N(4)–C(6)–C(7) 111.3(3) 112.4 0.55 
C(8)–C(7)–C(6) 115.0(3) 115.4 0.20 
N(5)–C(8)–C(7) 112.6(3) 112.6 0 
N(5)–C(9)–C(10) 107.7(3) 108.2 0.25 
N(2)–C(10)–C(9) 107.7(3) 108.8 0.55 



Part 1 - Nitrosyl Iron complex: cyclam as therapeutic platform 
_________________________________________________________________________________ 

121 
 

The computed geometrical parameters of such complex are in excellent 

agreement with crystallographic data obtained by single crystal X-ray diffraction. 

Interestingly, a Fe-N-O angle of 179.3° calculated by DFT was very close to 177.4° 

found by X-ray data. This value indicated nitrosyl ligand primarily exhibits major NO+ 

character as previously reported [2]. Additionally, a plane containing O-N-Fe-Cl is not 

perfectly perpendicular to the one containing the nitrogen atoms of the cyclam ligand. 

This distortion occurs due to interactions of the hydrogens of cyclam with axial ligands 

[1]. 

A comparison of experimental and theoretical electronic spectra of 1 is shown in 

supporting Fig. S2, where satisfactory agreement was observed. These calculations 

provided support of assigned electronic transitions based on the character of the 

molecular orbitals involved in this process (see Tables S2 and Fig. S3-S4). 

 

 

Fig. S2 Experimental (▬), theoretical (---) electronic spectra of the trans-
[Fe(cyclam)(NO)Cl]2+ complex ion in water and vertical electronic transitions 

calculated by TD-DFT (▬).  
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Table S2. Selected electronic transitions of the trans-[Fe(cyclam)(NO)Cl]2+ obtained by 
TD-DFT and experimentally measured in water.  

 
LLCT = ligand-to-ligand-charge-transfer transition; ILCT = intraligand-charge-transfer 
transition; ligand-metal charge transfer (LMCT). 
 

 

Fig. S3 Molecular orbitals involved in the main electronic transitions of trans-
[Fe(cyclam)(Cl)(NO)]2+. 
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Fig. S4 Percent contributions of selected molecular orbitals of  
trans-[Fe(cyclam)(Cl)(NO)]2+. 

 

Interestingly, the very low-intensity band at 435 nm resulted mainly from 

isoenergetic transitions originating from the highest occupied molecular orbitals 

(HOMO and HOMO-1) centered mainly on Cl– ligand to the lowest unoccupied 

molecular orbitals (LUMO and LUMO+2) associated primarily with the NO• moiety 

(π*(NO)) (see Fig. S2 and S3). Considering the participation of these relevant MO, this 

absorption band can be assigned mainly as a ligand-to-ligand charge transfer (LLCT). 

The most intense band at 237 nm is associated with the transitions (HOMO-2 → 

LUMO+3 and HOMO-4 → LUMO+3). HOMO-2 and HOMO-4 are centered on the 

cyclam ligand while LUMO+3 is centered on σ-antibonding p(cyclam)-d(Fe) MO, 

which characterizes this transition as an intraligant charge transfer (ILCT). The latter 

has further contribution of the transition from HOMO-10 also centered on cyclam to 

LUMO-2 delocalized over the entire complex ion (σ-antibonding d(Ru)-p(all ligands) 

MO), this transition presents an mixture of ILCT and LLCT.  

We did not have observed any metal-to-ligand charge transfer (MLCT) 

transitions, which are expected to nitrosyl FeII complexes. This can be explained by the 

very strong π-acceptor bonding of NO+, which may stabilize significantly the iron-based 

orbitals. This supports the hypothesis that the character of FeIII is very expressive in a 

NO+ complex. 
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4.4.2. Thermal stability 

 

Fig. S5 Electronic spectra of aqueous solution of Griess reagent (50 mM) and trans-
[Fe(cyclam)Cl2]2+ (2 mM) after 24 hours in water at 37 ºC, under aerobic conditions. 

 

4.4.3. Photorelease of NO• 

 

 
Fig. S6 Probing the photorelease of NO•/HNO. Spectroscopic changes of a mixture of 
cPTIO (100 μM), complex trans-[Fe(cyclam)(NO)Cl]2+ (200 μM) in 0.1 M phosphate 
buffer pH 7.4 solution, containing DTPA (100 μM), during light irradiation at 365 nm 

for 20 min, at room temperature (ca. 25 oC) and aerobic conditions. Inset: kinetic curves 
at 560 nm (first order equation fit, kobs = 379.3 x 10-3 min-1, R2 = 0.9967). 
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Fig. S7 Electronic spectra of cPTIO (▬), cPTI (▬) (resulted of cPTIO in reaction with 
NO•, from a NO• saturated solution), cPTIO-H (▬) (resulted of cPTIO in reaction with 

HNO by using Angeli’s salt (200 μM)), trans-[Fe(cyclam)(NO)Cl]2+ (▬) (200 μM) 
after 30 min of light irradiation at 365 nm and cPTIO (▬) after 30 min of light 

irradiation at 365 nm. All electronic spectra were obtained in 0.1 M phosphate buffer 
pH 7.4 solution at 37 ºC, under aerobic conditions. The concentration of cPTIO used in 

all assays was 100 μM. 
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Fig. S8 EPR monitoring of the reaction of trans-[Fe(cyclam)(NO)Cl]2+ (400 µM) with 
light (365 nm) using cPTIO (200 µM) as probe, in 0.1 M phosphate buffer pH 7.4 

solution at 25 ºC. A. Reaction in the presence of light (365 nm) without complex. B. 
Reaction with complex in absence of light. C. Reaction of trans-[Fe(cyclam)Cl2]+ (400 
µM) with cPTIO (200 µM) in absence of light, 0.1 M phosphate buffer pH 7.4 solution 

at 25 ºC. All spectra were measured under aerobic conditions. 
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Fig. S9 – Electronic spectra of aqueous solution of Griess reagent (50 mM) and trans-
[Fe(cyclam)(NO)Cl]2+ (2 mM) before irradiation (gray), with 15 min of irradiation (λirrd 
= 365 nm) (black) and 15 min without irradiation (dotted) at room temperature (ca. 25 

oC), under aerobic conditions. Inset: Solution before and after irradiation. 

 

4.4.4. Reaction with glutathione 

 

Fig. S10 Investigation of the reaction of trans-[Fe(cyclam)(NO)(Cl)]2+ (10 mM) with 
glutathione (GSH, 100 mM) in 0.1 M phosphate buffer pH 7.4 solution monitored by 

FTIR-ATR at 25 ºC, under aerobic conditions. Phosphate buffer (▬), GSH (▬), 
complex trans-[Fe(cyclam)(NO)(Cl)]2+ (▬) and mixture containing the complex and 

GSH after 5 min of reaction (▬). 
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Fig. S11 EPR monitoring of the reaction of GSH (4 mM), cPTIO (200 µM), containing 
DTPA (400 µM) at 25 ºC, under aerobic conditions. All spectra were recorded during 

18 min at intervals of ca. 10 seconds. 
 

4.4.5. Cytotoxicity 

 

Fig. S12 Cell viability curves (%) vs. concentration (μM) of the complex trans-
[Fe(cyclam)(NO)Cl]2+ to a cell line (A) B16-F10 (mouse melanoma, IC50 = 202.7 μM. 
R2 = 0.9994) and (B) HUH-7 (human hepatocarcinoma, IC50 = 142.9 μM. R2 = 0.9965). 

 

Abbreviations 

ATR   Attenuated total reflectance 

cPTIO 2-(4-carboxyphenyl)-4,4,5,5-tetramethylimidazoline-1-oxyl-3-

oxide potassium salt 

Cyclam  1,4,8,11-tetraazacyclotetradecane 

DFT   Density functional theory 

DTPA   Diethylenetriaminepentaacetic acid 

EPR   Electron paramagnetic resonance 

GSH    Glutathione 
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HNO   Nitroxyl 

HOMO  Highest occupied molecular orbital 

IC   Cell viability 

ILCT   Intraligand-charge-transfer transition 

LLCT   Ligand-to-ligand charge-transfer 

LMCT   Ligand-metal charge transfer 

LUMO   Lowest unoccupied molecular orbital 

Mb-Fe3+   met-Myoglobin 

MLCT   Metal-to-ligand charge-transfer 

MO   Molecular orbital 

NO•   Nitric oxide 

TD-DFT   Time-dependent DFT 
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4.5. Unpublished results associated with the article 

Besides the results presented in article 1, some other studies were performed 

aiming at HNO detection from the trans-[Fe(cyclam)(NO)Cl]2+ in thermal- and photo-

decomposition conditions by using metmyoglobin (Mb-FeIII) as a probe. The stability of 

the iron complexes (trans-[Fe(cyclam)(NO)Cl]2+ and trans-[Fe(cyclam)Cl2]+), in the 

presence of the chelating pentetic acid (DTPA), were also carried out. Finally, the 

photostability of the nitrosyl complex trans-[Fe(cyclam)(NO)Cl]Cl2, in the solid state, 

was tested as well. These results are described and discussed below. 
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4.5.1. Experimental section 

Thermal- and photo- stability of the trans-[Fe(cyclam)(NO)Cl]2+
 in the presence of 

metmyoglobin (Mb-FeIII) 

The thermal stability of the trans-[Fe(cyclam)(NO)Cl]2+
 complex, in the 

presence of metmyoglobin (Mb-FeIII), was monitored by UV–Vis spectroscopy for ca. 

24 h at 37 ºC, using 134 μM of the nitrosyl complex and 6.7 μM of the Mb-FeIII 

dissolved in 0.1 M phosphate buffer pH 7.4 solution, under anaerobic conditions. The 

solutions were prepared in an argon atmosphere with the aid of an inert gas glove box. 

This study was also performed with Angeli’s salt (27 μM) and Mb-FeIII (6.7 μM) for 

comparative purposes. The experiment with Angeli’s salt was monitored for ca. 1 h at 

37 ºC. 

The study of NO/HNO photorelease was carried out using light irradiation at 

365 nm and Mb-FeIII as NO/HNO probe. The solution containing 4.6 μM of Mb-FeIII 

and 100.0 μM of the nitrosyl complex was prepared in anaerobic phosphate buffer (0.1 

M, pH 7.4), and monitored for 1.5 h at 37 ºC by absorption spectroscopy in UV-Vis 

region. This experiment was also prepared in an argon atmosphere with the aid of an 

inert gas glove box. 

 

Thermal stability in the presence of pentetic acid (DTPA) 

The stability of the nitrosyl complex in the presence of pentetic acid (DTPA), 

was studied by UV–Vis spectroscopy using a solution composed of trans-

[Fe(cyclam)(NO)Cl]2+ (2 mL at 50 μM) and of DTPA (2 mL at 75 μM), in 0.1 M 

phosphate buffer (pH 7.4). This study was also performed using a solution of trans-

[Fe(cyclam)Cl2]+ complex (2 mL at 100 μM) and DTPA (2 mL at 150 μM), under the 

same conditions. The solutions of these complexes were prepared and monitored for ca. 

4 h at 37 ºC under aerobic conditions. 

 

Photodecomposition in solid state 

The photostability of the nitrosyl complex, in solid state, was studied by FTIR 

using trans-[Fe(cyclam)(NO)Cl]Cl2 salt, dispersed in KBr pellet, and irradiation at 365 

nm. The study was monitored based upon the presence of the band at 1888 cm−1, 

assigned to the v(NO+), measured over a period of 6 h under aerobic conditions. 
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4.5.2. Synthetic procedures 

Precursor trans-[Fe(cyclam)Cl2](PF6) complex 

A solution of cis-[Fe(cyclam)Cl2]Cl (0.100 g, 0.214 mmol), in methanol/water 

(50%) was heated (80 ºC) and mixed for 30 min then a change of color from yellow to 

green was observed. A saturated solution of NH4PF6 in methanol was added dropwise. 

The green solid formed was filtered, washed with ice-cold methanol, and dried by 

vacuum. 

Yield = 40% (0.040 g), green solid. IR symmetric stretching (νs), symmetric bending 

(δs) and twisting (τ) (cm-1): 3255 – 3208 (νs N-H), 2980 - 2925 (νs C-H), 1483 – 1430 

(δs CH2), 1331 – 1280 (τ CH2), 1122 – 1020 (νs C-N), 835 and 561 (νs P-F). UV-Vis 

(H2O) λmax/nm (ɛ/M-1cm-1) = 238 (7635), 300, (2019), 355 (1096). Cyclic voltammetry 

in CF3COOH/CF3COONa solution 0.1 M (pH 3.2), V = 0.1 V s-1: E1/2 = 0.291 V vs 

NHE. 

 

Nitrosyl trans-[Fe(cyclam)(NO)Cl]Cl2 complex 

To a solution of cis-[Fe(cyclam)Cl2]Cl (0.100 g, 0.214 mmol), in degassed water 

(10 mL), it was bubbled NO gas for 60 min. The solution was concentrated by vacuum 

and, then, added dropwise to a mixture of ethanol/diethyl ether (70 mL, 1:1). The 

resulting yellow precipitate was kept overnight (16 h) at -20 ºC before it was collected 

by filtration, washed with ethanol/diethyl ether (1:1) ice-cold solution, and dried in a 

vacuum desiccator. CAUTION: since the complex is moderately light sensitive, it must 

be stored in a vacuum desiccator protected from light to extend their lifetime. 

Yield = 80% (0.080 g), yellow white solid. IR symmetric stretching (νs), symmetric 

bending (δs) and twisting (τ) (cm-1): 3092 (νs N-H), 3012 – 2857 (νs C-H), 1888 (νs NO), 

1452 (δs CH2), 1380 – 1290 (τ CH2), 1100 – 1044 (νs C-N), 835 and 885 (τ N-H), 812 (τ 

CH2). UV-Vis (H2O) λmax/nm (ɛ/M-1cm-1) = 232 (14025), 438, (66). Cyclic 

voltammetry in CF3COOH/CF3COONa solution 0.1 M (pH 3.2), V = 0.1 V s-1: E1/2 = 

0.292 and 0.595 V vs NHE, Epa = 0.905 V and Epc = -0.375 V vs NHE. 

4.5.3. Results and discussion 

Thermal- and photo- stability of the trans-[Fe(cyclam)(NO)Cl]Cl2 in the presence of 

metmyoglobin (Mb-FeIII) 

Metmyoglobin (Mb-FeIII) can be used as a probe for nitric oxide (NO) and 

nitroxyl (HNO) detection. While the reaction of Mb-FeIII with HNO directly generates 
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the NO-MbFeII adduct, k = 2.7 x 105 M-1 s-1 (Scheme 16) [1], that of NO and Mb-FeIII 

produces the NO-MbFeII adduct via three steps; (i) formation of NO-MbFeIII adduct 

(unstable species), k = 5.3 x 104 M-1 s-1, (ii) reaction between NO-MbFeIII and OH- 

generating nitrite (NO2
-) and Mb-FeII, k = 3.2 x 102 M-1 s-1, (iii) and myoglobin (Mb-

FeII) reaction with NO finally producing NO-MbFeII, k = 1.7 x 107 M-1 s-1 (Scheme 16) 

[2,3]. Thus, the thermal- and photo-stability of the ion trans-[Fe(cyclam)(NO)Cl]2+
 was 

studied in the presence of Mb-FeIII aiming at the discrimination of NO and HNO. 

 

 

Scheme 16. Production of the NO-MbFeII adduct through reacting with NO• or HNO 
[1-3]. 

 

First of all, a control experiment using Mb-FeIII and Angeli’s salt, a well 

established direct HNO donor, was performed under physiological conditions (degassed 

phosphate buffer 0.1 M, pH 7.4, at 37 ºC), to obtain the UV-Vis spectral profile of the 

NO-MbFeII adduct (Figure 28). All anaerobic experiments were prepared in an inert gas 

glove box. Before the spectrophotometer analysis, the cuvettes containing the samples 

were efficiently sealed to prevent the entry of atmospheric air. The main differences 

observed in the initial and final UV-Vis spectra of the heme-protein were the 

displacement of the Soret band, from 408 to 420 nm, and Q bands, from 506 and 634 

nm, to 548 and 580 nm, respectively. These modifications are indicative of the Mb-FeIII 

conversion to the NO-MbFeII form [1]. 
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Figure 28. Spectral variation in the UV-Vis region for a mixture containing Mb-FeIII 
(6.7 μM) and Angeli’s salt (27 μM), in anaerobic phosphate buffer (0.1 M, pH 7.4, at 
37 ºC). Solution before (grey) and after 1 h (black) of reaction. A = Full spectra (Soret 

band) and B = Spectra zoom between 450 and 700 nm (Q bands). 

 

The study of the trans-[Fe(cyclam)(NO)Cl]2+ complex in the presence of Mb-

FeIII, under the same conditions of the control experiment (anaerobic phosphate buffer 

solution, 0.1 M, pH 7.4, at 37 ºC), was monitored by UV-Vis for 24 h (Figure 29). The 

results did not indicate significant changes in the Mb-FeIII spectrum over the time (24 

h). Since the reaction of Mb-FeIII with NO is about fivefold slower than that with HNO, 

these results suggest a potential NO release, via thermal decomposition of the nitrosyl 

iron complex under physiological conditions, thus corroborating with the published 

results. 

 

 

Figure 29. Spectral variation in the UV-Vis region for a mixture containing Mb-FeIII 
(6.7 μM) and trans-[Fe(cyclam)(NO)Cl]2+ complex (134.0 μM), in anaerobic phosphate 

buffer (0.1 M, pH 7.4, at 37 ºC). Solution before (gray) and after 24 h (black) of 
reaction. A = Full spectra (Soret band) and B = Spectra zoom between 450 and 700 nm 

(Q bands). 
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In photodecomposition study, a mixture containing the nitrosyl complex and 

Mb-FeIII, in anaerobic solution of phosphate buffer (0.1 M pH 7.4 at 37 °C), was 

monitored before and after 1.5 h of irradiation (365 nm), by absorption spectroscopy in 

the UV-Vis region (Figure 30). No evidences of the NO-Mb-FeII adduct was observed 

over the time (1.5 h). Since the reaction of the oxidized protein with HNO is 

substantially faster, this result suggests that HNO was not produced in this experiment. 

 

 

Figure 30. Spectral variation in the UV-Vis region for an anaerobic solution of Mb-FeIII 
(4.6 μM) and trans-[Fe(cyclam)(NO)Cl]2+ (100.0 μM), in phosphate buffer 0.1 M, pH 
7.4, at 37 ºC. Mixture before (gray) and after 1.5 h (black) of irradiation (365 nm). A = 

Full spectra (Soret band) and B = Spectra zoom between 450 and 700 nm (Q bands). 

 

trans-[Fe(cyclam)(NO)Cl]Cl2 stability in the presence of pentetic acid (DTPA) 

Aiming to inhibit potential interferences of free iron ions in solution, some 

experiments were performed in the presence of chelating agents, pentetic acid (DTPA) 

or deferoxamine. For that, control experiments to examine the potential influence of the 

use of DTPA in the assays were performed. In this context, the stabilities of the trans-

[Fe(cyclam)(NO)Cl]2+ and trans-[Fe(cyclam)Cl2]+ complexes, alone and in the presence 

of DTPA, were monitored for 4 h via electronic absorption spectroscopy, in UV-Vis 

region, in phosphate buffer solutions (0.1 M, pH 7.4 at 37 °C). In the study involving 

the trans-[Fe(cyclam)(NO)Cl]2+ and DTPA, it was observed a decrease of the band at 

235 nm (Figure 31A) assigned to intraligand-charge-transfer transition (ILCT) of the 

cyclam ligand and ligand-metal charge transfer (LMCT) from the cyclam ligand to FeII 

metal center. The mixture of the trans-[Fe(cyclam)Cl2]+ and DTPA showed a 

hyperchromic and hypsochromic effect of the band at 320 nm related to the iron 

complex (Figure 31B). Similar results were obtained in the thermal stability 
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experiments of the trans-[Fe(cyclam)(NO)Cl]2+ and trans-[Fe(cyclam)Cl2]+ (see the 

chapter 1 - Thermal stability and NO release section), indicating that, in fact, the 

spectral changes observed are related to the spontaneous thermal decomposition of the 

iron complexes in solution, and do not arise from the presence of free iron ions. Since 

the spectral records, in the presence and absence of DTPA, showed similar profiles and 

trends, we conclude that DTPA did not influence the thermal decomposition of the 

complexes nor influence the other experiments. 
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Figure 31. Thermal stability of the iron complexes in the presence of DTPA. A. 
Spectroscopic changes for trans-[Fe(cyclam)(NO)Cl]2+ (50 μM) solution in the presence 

of DTPA (75 μM), inset shows the kinetic curve based on changes at 235 nm. B. 
Spectroscopic changes for trans-[Fe(cyclam)Cl2]+ (100 μM) solution in the presence of 
DTPA (150 μM), inset shows the kinetic curve at 320 nm. The spectra were monitored 
by electronic spectroscopy for ca. 4 h in 0.1 M phosphate buffer (pH 7.4) solution at 

37 ºC, under aerobic conditions. Final spectrum in black. 

 
Photostability study of the trans-[Fe(cyclam)(NO)Cl]Cl2 in solid state 

To verify the stability of the trans-[Fe(cyclam)(NO)Cl]Cl2, in solid state, when 

subjected to irradiation (365 nm), the nitrosyl complex, dispersed in KBr pellet, was 

irradiated at different times and then the respective spectra in the infrared region were 

recorded (Figure 32). It was observed that over the irradiation time, the stretch 

corresponding to the ligand NO+ (1888 cm-1) disappears, indicating that also in a solid 

state, the irradiation at 365 nm can induce the decomposition of the nitrosyl complex. 
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Figure 32. Irradiation of the trans-[Fe(cyclam)(NO)Cl]Cl2 at 365 nm (6 h), in KBr 
pellet, monitoring by FTIR. 

 

4.6. Conclusion 

The results shown in this section provide important information about the 

reactivity of the nitrosyl complex. The thermal stability and photoirradiation studies, 

involving Mb-FeIII and trans-[Fe(cyclam)(NO)Cl]2+ complex, indicated that the HNO 

was not detected in both experiments, corroborating with the experiments reported in 

the publication. The presence of the DTPA chelator was not able to induce significant 

changes in the standard spectra of the trans-[Fe(cyclam)(NO)Cl]2+ and trans-

[Fe(cyclam)Cl2]+ complexes, indicating that the presence of DTPA did not influence the 

experimental responses obtained. In addition, it was shown that the nitrosyl complex 

trans-[Fe(cyclam)(NO)Cl]Cl2, in solid state, can be photodecomposed by irradiation at 

365 nm, mainly affecting the interaction between the metallic center and the ligand 

NO+. 

 

Bibliography 

______________________ 

1.  Zapata, A. L.; Kumar, M. R.; Pervitsky, D.; Farmer, P. J., « A singular value 
decomposition approach for kinetic analysis of reactions of HNO with 
myoglobin », Journal of Inorganic Biochemistry, 118, 2013, pp. 171-178. 

 
2.  Sharma, V. S.; Isaacson, R. A.; John, M. E.; Waterman, M. R.; Chevion, M., « 

Reaction of Nitric Oxide with Heme Proteins: Studies on Metmyoglobin, 
Opossum Methemoglobin, and Microperoxidase », Biochemistry, 22, 16, 1983, 
pp. 3897-3902. 

1980 1950 1920 1890 1860 1830 1800
10

20

30

40

50

60

70

80

T
 (

%
)

Wavenumber (cm
-1

)

0 h of irrad.

1 h of irrad.

2 h of irrad.

4 h of irrad.

6 h of irrad.
n NO



Part 1 - Nitrosyl Iron complex: cyclam as therapeutic platform 
_________________________________________________________________________________ 

137 
 

 
3.  Hoshino, M.; Maeda, M.; Konishi, R.; Seki, H.; Ford, P. C., « Studies on the 

Reaction Mechanism for Reductive Nitrosylation of Ferrihemoproteins in Buffer 
Solutions », Journal of the American Chemical Society, 118, 24, 1996, pp. 5702-
5707. 



 

 
 

 

 

 

 

Part 2: Pentacyanoferrate 

complexes:  hydroxamic 

acids as therapeutic 

platforms 

 
 

 

 

 

 

 

 

 

 



Part 2 - Pentacyanoferrate complexes: hydroxamic acid as therapeutic platforms 
_________________________________________________________________________________ 

139 
 

5. PART 2 – PENTACYANOFERRATE COMPLEXES: HYDROXAMIC ACID 

AS THERAPEUTIC PLATFORMS 

Hydroxamic acids display several chemical and biological properties [1-4], 

many of which attributed to their ability to release NO•/HNO under oxidative 

conditions. The pharmacological effects aligned with the HNO and NO• metabolites are 

diverse, the releasing moiety may also display physiological roles, which illustrates the 

potential use of these agents in the development of new drugs [4-6]. In this part of the 

thesis, we focused on the oxidative study of these organic molecules. From a 

fundamental perspective, the chapter 2 describes the oxidative mechanism involving 

three azine hydroxamic acid derivatives, while in the chapter 3 we explore the 

antituberculosis and cardiovascular properties of new FeII hydroxamic acid complexes 

under oxidative conditions. HNO release is one of the key points of these two studies. 

5.1. Introduction 

The reaction between diethyl oxalate and hydroxylamine, producing the 

compound oxalohydroxamic acid (Scheme 17), carried out by H. Lossen in 1869, marks 

the beginning of hydroxamic acid chemistry [1,7]. From this milestone, a series of 

studies have begun involving new synthetic approaches and possible applications in 

organic and inorganic chemistry, and biochemistry as bioactive molecules [2,3]. 

 

 

Scheme 17. Oxalohydroxamic acid synthesis by Lossen [1,7]. 

 

It was mentioned earlier that hydroxamic acids are able to release NO•/HNO 

under oxidative conditions and many of their chemical and biological properties are 

attributed to this ability [2]. 

In the introduction of this thesis, we report that isoniazid (INH), pyrazinamide 

(PZA) and delamanid are all pro-drugs used in antituberculosis treatments [8]. The 

pharmacological action of these drugs is dependent on an activation step mediated by 

enzymes present in Mtb. INH is activated through an oxidative process mediated by the 

mycobacterial catalase-peroxidase enzyme, KatG, generating the isonicotinoyl radical 
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intermediate that reacts with NAD(H) yielding an INH-NADH adduct, the ultimate 

active metabolite against Mtb (Scheme 18) [9]. On the other hand, the PZA activation 

occurs via a hydrolysis process mediated by the pyrazinamidase enzyme, PncA, 

yielding pyrazinoic acid as the active metabolite (Scheme 18) [8]. Delamanid is also 

proposed as a pro-drug that requires enzymatic activation. It has been suggested that its 

main active metabolite against Mtb is HNO, this latter resulting from a reductive 

decomposition of the nitroimidazole group by a mycobacterial nitroreductase enzyme 

(Ddn) (Scheme 18) [9]. 

 

Scheme 18. Enzymatic activation of INH, PZA and delamanid [8,9]. 

 

Nevertheless, the emergence of multidrug-resistant strains of Mtb has limited the 

use of drugs such as INH and PZA in TB therapy. In most cases, the resistance 

mechanism is associated with mutations in the gene that encodes for the enzymes 

responsible for activating drugs, as a result, mycobacteria can no longer oxidize the 

drugs [8]. Multidrug-resistant tuberculosis (MDR-TB) has opened up opportunities to 

develop new strategies to control TB. Delamanid is an example of a new pro-drug 

developed for use in MDR-TB cases. However, the possible strategies are not limited to 

organic compounds only. Motivated by a potential therapeutic approach using metal 

complexes, Sousa and collaborators [9], developed a strategy based on the 

pentacyanoferrate(II) complex of INH, called IQG607. In summary, IQG607, when 

oxidized to FeIII by H2O2/O2
-, produces isonicotinoyl radical, a key tool in the anti-TB 
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action of INH (Figure 33). During this oxidation process, isonicotinic acid and 

isonicotinamide are also formed as final metabolites. Furthermore, this complex has 

shown an efficient inhibition of the InhA enzyme in vitro, even in the absence of KatG, 

accompanied by a very low MIC (0.2 μg/mL) against Mtb [9]. This approach could be 

very important, especially in cases of acquired resistance to INH, since this process 

would overcome the enzymatic activation of INH promoted by KatG. Thus, the use of 

the pentacyanoferrate(II) moiety as an alternative to enable drug activation has 

stimulated its use with other molecules of biological interest such as hydroxamic acids. 

 

 

Figure 33. Proposal of the redox metal-mediated activation of IQG607 in Mtb, 
extracted from the reference [9]. 

 

In light of what was discussed, the development of new therapeutic platforms 

capable of releasing HNO, through chemical activation mediated by metal-complexes, 

is a promising strategy. This part of the thesis presents the development and biological 

study of three new pentacyanoferrate (II) complexes containing pyrazino-, isonicotino-, 

and nicotino- hydroxamic acids as the sixth ligand. 

Prior to the synthesis of FeII complexes, we have judged necessary to study the 

ability of ligands alone to release NO•/HNO in oxidative conditions to better appreciate 

the interest to complex the hydroxamic acids (NO•/HNO donors) to a inorganic moiety 

[-Fe(CN)5]. Thus, the first article presents a study of three hydroxamic acid derivatives 

with oxidizing agents such as hexacyanoferrate(III) complex and H2O2. In this study, 
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when hexacyanoferrate(III) complex was used as oxidizing agent, it was possible to 

identify HNO as one of the final products of these reactions and N,O-

di(di)azinoylhydroxylamine as intermediate. In the presence of H2O2 alone, hydroxamic 

acids are not oxidized. The aim of this article is to highlight the ability of hydroxamic 

acids to act as HNO donors, and to provide more clarity as to its mechanism. 

The second article aims at the synthesis of pentacyanoferrate(II)-type complexes 

with the pyrazino- and isonicotino-hydroxamic acids as ligands, which are 

pyrazinamide’s and isoniazid’s analogs, respectively. The study of their oxidation 

mechanism and their potential to release HNO and another active metabolite (pyrazinoic 

acid or isonicotinoyl radical) was conducted. Finally, the antimycobacterial activity 

against the Mtb H37Rv and the vasodilator activity of these complexes were also 

investigated. 
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Mechanistic insights into the in vitro metal-promoted oxidation of (di)azine 

hydroxamic acids: evidence of HNO release and N,O-di(di)azinoyl 

hydroxylamine intermediate 

Edinilton Muniz Carvalho, Lionel Rechignat, Eduardo Henrique Silva Sousa, Luiz 

Gonzaga de França Lopes, Remi Chauvin, Vania Bernardes-Génisson. 

New Journal of Chemistry, 2020, 44, 11965-11973. 

 

Chapter 2 - Mechanistic study of oxidative activation of aryl hydroxamic acids 

5.2. Article 2: New Journal of Chemistry, 2020, 44, 11965-11973 - Résumé de 

l’article en français: 

 

Le nitroxyle (HNO) est un acide inorganique faible (pKa = 11,4) et instable [1] 

qui présente plusieurs activités biologiques importantes qui sont pourtant encore très 

mal comprises. L'une des principales propriétés pharmacologiques de HNO est son 

action bénéfique sur le système cardiovasculaire [2]. HNO présente aussi une activité 

antiangiogénique, en opposition à son cousin NO• qui lui favorise l'angiogenèse. Cette 

dernière propriété citée de HNO ouvre des opportunités intéressantes pour la thérapie 

contre le cancer [3]. Étant donné que HNO ne peut pas être directement utilisé in vivo 

en raison de sa forte instabilité en milieu aqueux (dimérisation et déshydratation 

donnant du protoxyde d'azote, N2O, schème 19) [4] et une forte réactivité vis-à-vis des 

biomolécules nucléophiles (principalement avec des composés soufrés) [5], toutes les 

études concernant les propriétés biologiques de HNO ou son emploi comme agent 

thérapeutique nécessitent des composés donneurs de HNO. 

 

Schème 19. Réactions de HNO en milieu aqueux ou biologique. 

 

Le HNO a été décrit comme l'un des principaux produits de l'oxydation de 

l'acide hydroxamique médiée par divers agents oxydants (NaIO4, metaloenzymas, 

Na3[FeII(CN)5NH3]/oxydante, K3[FeIII(CN)6], ˙OH, ˙N3, etc.). Toutefois, le mécanisme 
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exact de cette réaction d’oxydation dans des conditions physiologiques de pH ainsi que 

la caractérisation directe ou indirecte des éventuels intermédiaires générés, restent 

encore à être élucidés et font ainsi objet d'étude. Compte tenu du fort potentiel des 

acides hydroxamiques à générer de HNO, l'élucidation de leur mécanisme d'oxydation 

dans des conditions physiologiques de pH est cruciale pour assister à la conception de 

nouvelles molécules donneuses de HNO plus performantes. Dans le premier chapitre de 

cette deuxième partie (chapitre 2), nous avons examiné l'oxydation intermoléculaire 

directe des dérivés: acide hydroxamique isonicotinique (1), nicotinique (2) et 

pyrazinique (3), médiée par le ferricyanure de potassium (K3[FeIII(CN)6]) à pH = 7.4, 

ainsi qu’élucidé les structures des intermédiaires et des produits finaux formés (Schème 

20). 

 

Schème 20. Réaction d'activation oxydative de l'acide hydroxamique isonicotinique (1), 
nicotinique (2) et pyrazinique (3), par l'ion [FeIII(CN)6]3- à pH = 7.4. 

 

L'oxydation des acides hydroxamiques 1-3 (1 éq.) par [Fe(CN)6]3- (2,5 éq.) 

réalisée dans une solution tampon phosphate (D2O, pH = 7,4) a été initialement suivie 

par RMN 1H. Cette étude a révélé qu’après 1 h de réaction, il existe une conversion 

partielle du produit de départ (50%, 56% et 38% pour 1, 2 et 3, respectivement). 

L’analyse spectrale de RMN 1H montre, en plus des signaux relatifs au produit de 

départ restante, l’apparition d’un nouveau composé, possédant des signaux aromatiques 

dupliqués. Ce nouveau composé, au fil du temps, a tendance à disparaître en faveur de 

la formation d’un composé final présentant des signaux à 7,61–8,70 et 7,91 ppm pour 1, 

8,42 et 8,68 ppm pour 2 et 8,70–9,04 et 9,15 ppm pour 3, qui ont pu être reconnus 

comme étant caractéristiques des acides carboxyliques correspondants sous forme 

déprotonée (carboxylate). Cette proposition a été confirmée par comparaison avec les 

données de RMN 1H obtenues à partir d’échantillons authentiques de sels d’acides 

carboxyliques. Ces résultats confirment ainsi que l'acide carboxylique est le produit 

final de l'oxydation - métabolite potentiel - de l'acide hydroxamique. Après 312 h de 
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réaction, les spectres RMN 1H indiquent essentiellement des pics correspondant à la 

structure du carboxylate. Sur la base de ces résultats, nous postulons que l'oxydation des 

acides hydroxamiques dans de telles conditions se produit d'abord en produisant un 

radical nitroxyde instable (oxydation monoélectronique de l'acide hydroxamique), qui 

est converti, après dimérisation, en HNO et une N,O-di(di)azinoylhydroxylamine, ce qui 

explique la duplication de signaux aromatiques observés en RMN 1H (Schème 21). 

L'intermédiaire diacylhydroxylamine pourrait en effet être hydrolysé pour produire les 

acides carboxyliques correspondants et l'acide hydroxamique de départ qui subirait de 

nouveau une étape d’oxydation. 

 

Schème 21. Hypothèses mécanistiques pour la libération de HNO via oxydation des 
acides hydroxamiques. 

 

La possibilité d'une oxydation supplémentaire du radical nitroxyde (oxydation à 

2 électrons) conduisant à la formation d'un intermédiaire nitrosocarbonylé devrait être 

aussi considérée puisque ce dernier pourrait réagir facilement avec H2O se décomposant 

en acide carboxylique correspondant et HNO (Schème 21) [6].  Cependant, les spectres 

RMN 1H montrent qu'après 1 h de réaction la conversion de l’acide hydroxamique de 

départ conduit uniquement or très majoritairement à l'intermédiaire N,O-

di(di)azinoylhydroxylamine correspondant ; le produit acide carboxylique 

correspondant, qui pourrait être formé à partir d’un éventuel intermédiaire 

nitrosocarbonylé avec de l’eau, n'étant pas détecté en début de réaction. Ensemble, ces 

résultats suggèrent que l’intermédiaire nitrosocarbonylé n'est pas impliqué dans la 

formation de HNO et d'acide carboxylique. 

Pour tenter de caractériser l'intermédiaire proposé, les réactions d'oxydation des 

acides hydroxamiques 1-3 ont été répétées sur une échelle préparative (acide 

hydroxamique (0,72 mmol) et K3[FeIII(CN)6] (2,5 éq.)) et arrêtées après 24 h. Le 

nouveau produit a été isolé puis caractérisé par des techniques de RMN (1H et 13C) et 
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SM (basse et haute résolution (HR)). Pour le dérivé 1, l'analyse RMN 1H a montré un 

produit présentant quatre doublets à 8,91 (d, 1H), 8,81 (d, 1H), 7,99 (d, 1H) et 7,79 (d, 

1H) ppm. Par RMN 13C, on constate la présence de deux signaux à 167,7 et 166,0 ppm 

compatible avec le carbone quaternaire de deux groupes carbonylés différents, quatre 

signaux à 149,7, 147,8, 123,4 et 122,7 ppm dus à des CH aromatiques et deux pics à 

146,0 et 137,5 ppm désignés comme étant les Cq des noyaux aromatiques. L’ensemble 

des données corrèle très bien avec la structure N,O-diisonicotinoylhydroxylamine 

(Schéme 21, composé 4) proposée pour l’intermédiaire. L'analyse SM (DCI-CH4) n'a 

pas permis l'identification du pic ion moléculaire de cet intermédiaire (composé 4). Par 

contre, la détection des pics à m/z = 199, attribués à l'amide 13 [M+] (Schéme 21), m/z = 

124, attribué à l'acide 7a [M+ + 1] (Schème 22), et principalement à m/z = 123 qui a été 

attribué à l'amide 10 [M+ + 1] (Schème 22) sont des forts indices d’être des fragments de 

l’intermédiaire di(di)azinoylhydroxylamine proposé. En effet, l’amide m/z = 123 

pourrait être issu d’une étape de decarboxylation (perte de CO2) de 4. Par SMHR (mode 

positif ESI), un petit pic à m/z = 244,0726 a pu finalement être détecté et la masse 

exacte correspond bien à celle de la formule brute de 4 plus une unité [M+ + 1]. 

 

 

Schème 22. Voies de fragmentation par SM des intermédiaires proposés, N,O-di(di) 
azinoylhydroxylamines, issus de l'oxydation des acides (di)azine hydroxamiques. 
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La RMN 1H de la même réaction d’oxydation mais utilisant le composé 2 

comme substrat a montré 8 signaux attribuables aux hydrogènes aromatiques (9,18, 

9,00, 8,86, 8,68, 8,39, 8,18, 7,62, 7,49 ppm) du composé 5 (Schème 22). Par contre, le 

spectre de masse (DCI-CH4) du produit issu de la réaction d’oxydation de 2 a montré, 

des pics à m/z = 215 (composé 14 [M + CH4
+•]) et à m/z = 200 (composé 14, [M + H+]), 

caractéristique d’une fragmentation de 5 (Schème 22). De plus, l’analyse de masse de 

haute résolution (mode positif ESI) a permis de détecter d'un pic à m/z = 244,0726 

correspondant au ion moléculaire [M + H+] du composé 5. 

Contrairement aux études présentées pour les molécules 1 et 2, le spectre RMN 
1H de l'oxydation de 3 était plus spéculatif en raison de chevauchements de signaux, ne 

contribuant pas de façon significative à supporter la structure supposée pour 

l’intermédiaire 6. Par contre, dans le cas de l'oxydation de 3 (K3[FeIII(CN)6] + H2O2) [7] 

étudiée par SM haute résolution (mode positif ESI), il a été possible de détecter un pic 

de l'ion moléculaire à m/z = 246,0619 ([M + H+]) cohérent avec la structure proposée 

pour le composé 6 (schéma 21). L’ensemble de ces caractérisations supporte N,O-

di(di)azinoylhydroxylamine comme étant l’intermédiaire formé lors de l’étape 

d’oxydation des acides hydroxamiques in milieu aqueux et à pH physiologique. 

Outre les résultats de mise en évidence de l'intermédiaire N,O-

di(di)azinoylhydroxylamine, nous avons aussi démontré qu’en présence de méthylamine 

cet intermédiaire est capable d’agir comme un agent acylant conduisant la formation de 

dérivés de type N-méthylamide. 

Enfin, les résultats des études spectroscopiques (UV-Vis et EPR), en utilisant le 

piège cPTIO, du suivi de la réaction d’oxydation des acides hydroxamiques par l’ion 

FeIII, supportent fortement la proposition de formation de HNO. En effet, les réactions 

des acides hydroxamiques avec l’ion [FeIII(CN)6]3−, en présence de cPTIO, ont conduit à 

une diminution du quintuplet caractéristique du cPTIO présent dans le spectre de RPE et 

à une diminution de sa bande à 541 nm (UV-Vis). Les modifications observées lors de 

ces expériences, peuvent être corrélées à une réaction du cPTIO avec HNO [8]. Toutes 

ces approches expérimentales corroborent à une nouvelle perspective sur le mécanisme 

oxydatif des acides hydroxamiques aromatiques in milieu aqueux à pH physiologique. 
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5.4. Support information 

5.4.1. Experimental section 

General Protocol for the 1H NMR following of the K3[FeIII(CN)6] mediated oxidation of 

(di)azine hydroxamic acids 1, 2 and 3 

The isonicotinohydroxamic acid (1 eq.) was added in phosphate buffer solution 

(0.1 M, pH 7.4) (3 mL). After solubilization of the substrate, K3[Fe(CN)6] (2.5 eq.) was 

added to the hydroxamic acid solution. The mixture was stirred at room temperature and 

analyzed by 1H NMR spectroscopy for 322 h. 

 

General protocol for the synthesis of N,O-diaroylhydroxylamines 4, 5 and 6 

The hydroxamic acid (1 eq.) was added in phosphate buffer (0.1 M, pH 7.4) (3 

mL). After solubilization of the substrate, K3[Fe(CN)6] (2.5 eq.) was added to 

hydroxamic acid solution. The mixture was stirred at room temperature for 24 h. The 

mixture was extracted with EtOAc. The organic phase was concentrated under reduced 

pressure, and the solid residue was dried under vacuum before characterization. 

 

N,O-diisonicotinoylhydroxylamine (4) 

From isonicotinohydroxamic acid (0.100 g, 0.734 mmol) and K3[Fe(CN)6] (0.604 g, 

1.835 mmol). 1H NMR (400 MHz, DMSO-d6) δ (ppm): 8.91(d, J = 4.4 Hz, 2H), 8.81 

(d, J = 4.4 Hz, 2H), 7.98 (d, J = 4.4 Hz, 2H) and 7.79 (d, J = 4.4 Hz, 2H) (400 MHz, 

D2O) δ (ppm): 8.80 (tt, J = 4.6, 1.6 Hz, 4H), 8.22 (dt, J = 5.2, 1.6 Hz, 2H), 8.13 (dt, J = 

4.6, 1.6 Hz, 2H). 13C NMR (101 MHz, DMSO-d6) δ (ppm): 167.7 (C=O), 166.0 (C=O), 

149.7 (CH x 2), 147.8 (CH x 2), 146.0 (C), 137.5 (C), 123.4 (CH x 2), 122.7 (CH x 2). 

IR Symmetric stretching (νs), Antisymmetric stretching (νas), Symmetric bending (s) 

and Twisting () (cm-1): 3465-3297 (νs N-H), (νs C-H), 1719 (νs C=O/ bonding to O), 

1592 (νs C=O/ bonding to N) 1560 - 1499 (νs C=N, nsC=C), 1420 (s N-H), 1269 (s C-

H), 1059 - 1015 (νas C=N), 854 ( C-H). HRMS (ESI): m/z calcd. for C12H9N3O3: 

244.0722 found: 244.0726. 

 

N,O-dinicotinoylhydroxylamine (5) 

From nicotinohydroxamic acid (0.100 g, 0.734 mmol) and K3[Fe(CN)6] (0.604 g, 1.84 

mmol). 1H NMR (400 MHz, DMSO-d6) δ (ppm): 9.17 (dd, J = 2.2, 0.9 Hz, 1H), 9.00 

(dd, J = 2.3, 0.9 Hz, 1H), 8.86 (dd, J = 4.8, 1.7 Hz, 1H), 8.68 (dd, J = 4.8, 1.7 Hz, 1H), 

8.39 (dt, J = 8.0, 2.0 Hz, 1H), 8.18 (dt, J = 7.9, 2.0 Hz, 1H), 7.62 (ddd, J = 8.0, 4.9, 0.9 
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Hz, 1H), 7.50 – 7.45 (m, 1H). HRMS (ESI+): m/z calcd. for C12H9N3O3: 244.0722, 

found: 244.0726. 

 

N,O-dipyrazinoylhydroxylamine (6) 

From pyrazinohydroxamic acid (0.100 g, 0.719 mmol) and K3[Fe(CN)6] (0.592 g, 1.797 

mmol). MS (DCI/CH4): m/z = 230 [M9 + C2H5
+], 217 [M9 + CH3

+], 202 [M9 + H+] and 

m/z = 124 [M14 + H+].  

 

General protocol for the synthesis of N-methylisonicotinamide, N-methylnicotinamide, 

and N-methylpyrazinamide 16, 17 and 18 

The hydroxamic acid (1 eq.) and NH2CH3 40% in water (10 eq.) was added to a 

phosphate buffer solution (0.1 M, pH 7.4) (3 mL). After solubilization of the substrate, 

K3[Fe(CN)6] (2.5 eq.) was added to hydroxamic acid solution. The mixture was stirred 

at room temperature for 2 h. The solvent was removed by evaporation under reduced 

pressure. The crude material was purified by silica gel flash column chromatography 

using a mixture of MeOH/DCM (0-100 / 10-90) as eluent. 

 

N-methylisonicotinamide (16) 

From isonicotinohydroxamic acid (0.10 g, 0.734 mmol), NH2CH3 40% in water (0.228 

g, 7.35 mmol) and K3[Fe(CN)6] (0.604 g, 1.84 mmol). Yield = 79% (0.078 g), white 

solid. 1H NMR (400 MHz, DMSO-d6) δ (ppm): 8.78 – 8.65 (m, J = 4.44, 3H (In this 

case, the N-H part, there is in the same zone of the C-H of the ring), 7.73 (d, J = 4.44, 

2H), 2.80 (d, J = 4.6 Hz, 3H). 13C NMR (101 MHz, D2O) δ (ppm): 164.99 (C=O), 

150.22 (CH x 2), 141.36 (C), 121.10 (CH x 2), 26.25 (CH3). IR Symmetric stretching 

(νs), antisymmetric stretching (νas), symmetric bending (δs) and twisting () (cm-1): 

3348-3304 (νs N-H), 3000-2852 (νs C-H), 1644 (νs C=O), 1543 - 1494 (νs C=N, νs C=C), 

1407 (δs N-H), 1311 (s C-H), 1065 (νas C=N), 838 ( C-H). UV-Vis (H2O) λmax/nm 

(ε/M-1cm-1) = 266 (2706), 232 (4032), 221 (4535), 213 (5750). HRMS (DCI/CH4): m/z 

calcd. for [(C7H8N2O) + H+] 137.0715, found: 137.0712. Elemental Anal. calcd. for 

C7H8N2O·0.15H2O: C, 60.55; H, 6.03; N, 20.17. Found: C, 60.95; H, 6.13; N, 19.73. 

TLC Retention Factor (MeOH/DCM 10%) = 0.41. M.p. = 113 ºC. 
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N-methylnicotinamide (17) 

From nicotinohydroxamic acid (0.10 g, 0.734 mmol), NH2CH3 40% in water (0.228 g, 

7.35 mmol) and K3[Fe(CN)6] (0.604 g, 1.84 mmol). Yield = 68 % (0.067 g), white 

solid. 1H NMR (400 MHz, DMSO-d6) δ (ppm): 8.98 (d, J = 2.3 Hz, 1H), 8.69 (dd, J = 

4.9, 1.6 Hz, 1H), 8.62 (s, 1H), 8.16 (dt, J = 8.0, 2.0 Hz, 1H), 7.49 (dd, J = 8.0, 4.8 Hz, 

1H), 2.80 (d, J = 4.6 Hz, 3H). 13C NMR (101 MHz, D2O) δ (ppm): 165.18 (C=O), 

151.73 (CH), 148.25 (CH), 134.80 (CH), 129.96 (C), 123.47 (CH), 26.20 (CH3). IR 

Symmetric stretching (ns), antisymmetric stretching (nas), symmetric bending (s) and 

twisting () (cm-1): 3331 (ns N-H), 3091 - 2854 (ns C-H), 1644 (ns C=O), 1549 - 1484 

(ns C=N, ns C=C), 1412 (s N-H), 1315 (s C-H), 1029 (nas C=N), 829 ( C-H). UV-Vis 

(H2O) max/nm (/M-1cm-1) = 263 (3286), 212 (6723). HRMS (DCI/CH4): m/z calcd. for 

[(C7H8N2O) + H+]: 137.0670, found: 137.0706. Elemental Anal. calcd. for 

C7H8N2O·0.2H2O: C, 60.16; H, 6.06; N, 20.04. Found: C, 60.07; H, 5.87; N, 19.67. 

TLC Retention Factor (MeOH/DCM 10%) = 0.47. M.p = 108 ºC. 

 

N-methylpyrazinamide (18) 

From pyrazinohydroxamic acid (0.10 g, 0.729 mmol) NH2CH3 40% in water (0.226 g, 

7.29 mmol) and K3[Fe(CN)6] (0.600 g, 1.82 mmol). Yield = 69% (0.068 g), white solid. 
1H NMR (400 MHz, DMSO-d6)  (ppm): 9.17 (d, J = 1.4 Hz, 1H), 8.89 (s, 1H), 8.85 (d, 

J = 2.5 Hz, 1H), 8.71 (dd, J = 2.4, 1.6 Hz, 1H), 2.83 (d, J = 4.8 Hz, 3H). 13C NMR (101 

MHz, D2O)  (ppm): 163.29 (C=O), 147.37 (CH), 144.87 (C), 143.35 (CH), 143.32 

(CH), 25.98 (CH3). IR Symmetric stretching (ns), antisymmetric stretching (nas), 

symmetric bending (s) and twisting () (cm-1): 3358 (ns N-H), 2929 (ns C-H), 1669 (ns 

C=O), 1583 - 1542 (ns C=N, ns C=C), 1404 (s N-H), 1294 (s C-H), 1054 - 1024 (nas 

C=N), 868 ( C-H). UV-Vis (H2O) λmax/nm (ε/M-1cm-1) = 310 (657), 270 (7045), 209 

(8544). HRMS (DCI/CH4): m/z calcd. for [(C6H7N3O) + H+]: 138.0667, found: 

137.0662. TLC Retention Factor (MeOH/DCM 10%) = 0.58. M.p = 110 ºC. 

 

General protocol for the synthesis of sodium isonicotinoate, nicotinoate and 

pyrazinoate molecules 

To a mixture of the suitable carboxylic acid (1 eq.) in water (8 mL) was added a 

solution of NaOH (0.85 eq.) in water (2 mL). The solution was stirred at room 

temperature for 30 min. The solvent was removed by evaporation under reduced 

pressure at 50 ºC. The solid obtained was characterized. 
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Sodium Isonicotinoate (7b) 

From isonicotinic acid (0.12 g, 0.975 mmol) and NaOH (0.033 g, 0.817 mmol). Yield = 

99.0% (0.140 g), white solid. 1H NMR (400 MHz, D2O) δ (ppm): 8.64 (d, J = 2H), 7.78 

(d, J = 2H). 13C NMR (101 MHz, D2O) δ (ppm): 173.28 (C=O), 148.42 (CH x 2), 

147.47 (C), 124.19 (CH x 2), 49.50 (reference: CH3OD). IR Symmetric stretching (νs), 

Antisymmetric stretching (νas), Symmetric bending (δs) and Twisting (τ) (cm-1): 1576 

(νs C=O), 1528 - 1408 (νs C=N, C=C), 1300 (δs C-H), 1012 (νas C=N), 760 (τ C-H). 

UV-Vis (H2O) λmax/nm (ε/M-1cm-1) = 268 (2343), 211 (6575). Elemental Anal. calcd. 

for NaC6H4O2·0.1H2O: C, 49.06; H, 2.88; N, 9.54. Found: C, 49.10; H, 2.52; N, 9.45. 

Retention Factor (MeOH/DCM 50%) = 0.6. 

 

Sodium Nicotinoate (8b) 

From nicotinic acid (0.12 g, 0.975 mmol) and NaOH (0.033 g, 0.817 mmol). Yield = 

99.5 % (0.14 g), white solid. 1H NMR (300 MHz, D2O) δ (ppm): 8.95 (dd, J = 2.2, 0.9, 

1H), 8.62 (dd, J = 5.1, 1.7, 1H), 8.34 (ddd, J = 8.0, 2.2, 1.7, 1H), 7.59 (ddd, J = 8.0, 5.1, 

0.9, 1H). 13C NMR (101 MHz, D2O) δ (ppm): 172.98 (C=O), 149.74 (CH), 148.51 

(CH), 139.65 (CH), 133.54 (C), 125.04 (CH), 49.50 (reference: CH3OD). IR Symmetric 

stretching (ns), Antisymmetric stretching (nas), Symmetric bending (s) and Twisting () 

(cm-1): 1610 (νs C=O), 1562 - 1403 (ns C=N, ns C=C), 1322 (s C-H), 1029 (nas C=N), 

752 ( C-H). UV-Vis (H2O) λmax/nm (ε/M-1cm-1) = 272 (2137), 265 (2819), 260 (2549), 

212 (7350). Elemental Anal. calcd. for NaC6H4O2·0.4H2O: C, 47.32; H, 3.18; N, 9.20. 

Found: C, 47.35; H, 2.96; N, 9.48. TLC Retention Factor (MeOH/DCM 50%) = 0.6. 

 

Sodium pyrazinoate (9b) 

From pyrazine-2-carboxylic acid (0.12 g, 0.970 mmol) and NaOH (0.033 g, 0.817 

mmol). Yield = 87.5 % (0.124 g), white solid. 1H NMR (400 MHz, D2O) δ (ppm): 9.09 

(d, J = 1.1 Hz, 1H), 8.70 (m, 2H). 13C NMR (101 MHz, D2O) δ (ppm): 170.87 (C=O), 

148.54 (C), 146.46 (CH), 145.13 (CH), 144.79 (CH), 49.50 (reference: CH3OD). IR 

Symmetric stretching (ns), Antisymmetric stretching (nas), Symmetric bending (s) and 

Twisting () (cm-1) (cm-1): 1620 (ns C=O), 1572 - 1428 (ns C=N, ns C=C), 1384 (s C-

H), 1012 (nas C=N), 844 ( C-H). UV-Vis (H2O) λmax/nm (ε/M-1cm-1) = 313 (639.4), 

271 (7074), 204 (7345). Elemental Anal. calcd. for NaC6H4O2: C, 41.11; H, 2.07; N, 

19.18. Found: C, 41.33; H, 1.65; N, 19.06. TLC Retention Factor (MeOH/DCM 50%) 

= 0.5.  
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a)

 
b) 

 
c) 

 

Figure S1. 1H NMR spectra of a) sodium isonicotinoate, b) sodium nicotinoate acid, c) 
sodium pyrazinoate. 
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Figure S2. Mass spectra of a) isonicotionohydroxamic acid, b) nicotinohydroxamic acid 
and c) pyrazinohydroxamic acid. 

 

 

 

 

Figure S3. Reactions of cPTIO with NO• or HNO, and EPR patterns of the products. 
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Figure S4a. EPR spectra of the controls: a) cPTIO (200 µM), b) cPTIO (200 µM) and 
[Fe(CN)6]3- (15 mM), c) cPTIO (200 µM) and [Fe(CN)6]4- (15mM), d) cPTIO (200 µM) 
and isonicotinohydroxamic acid (5 mM), e) cPTIO (200 µM) and nicotinohydroxamic 

acid (5 mM), and f) cPTIO (200 µM) and pyrazinohydroxamic acid (5 mM) 5.5 hours in 
phosphate buffer 40 mM, pH 7.4 at room temperature. 
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Figure S4b: EPR signal intensity of the reaction of isonicotinohydroxamic acid, 
nicotinohydroxamic acid and pyrazinohydroxamic acid (5 mM) with [Fe(CN)6]3- 

(15 mM) in the presence of cPTIO (200 µM) at 0 and 5.5 h in phosphate buffer 40 mM 
(pH 7.4) and at room temperature. 

 

 

Figure S5. UV-Vis absorption monitoring at 0-24 h of the evolution of a mixture of 
cPTIO (150 µM) and K3[FeIII(CN)6] (15 mM) in 40 mM phosphate buffer (pH 7.4) at 

room temperature. 
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5.5. Unpublished results associated with the article 

The oxidative reaction of the hydroxamic acids synthesized in this work was 

also studied in the presence of PBN (N-tert-butyl-α-phenylnitrone) spin trap, aiming at 

the detection of the aroyl radical as a potential intermediate. Furthermore, the Diels-

Alder reaction was also investigated as a strategy to demonstrate the possible formation 

of a nitroso intermediate during oxidation of the isonicotino-hydroxamic acid ligand.  

An attempt to synthesize a new pentacyanoferrate(II) complex based on the 

hybridization of isoniazid (INH) and pyrazinamide was also made. The results obtained 

from these experiments are presented and discussed briefly below. 

5.5.1. Experimental section 

Attempts to detect the aroyl radical 

The experiments were monitored by EPR technique. All samples used were 

prepared in 40 mM phosphate buffer pH 7.4, at 0 °C, by mixing appropriate amounts of 

studied compound and PBN dissolved in phosphate buffer solution. The reactions were 

initiated by the addition of the oxidant (H2O2 or [Mn(H2P2O7)3]3-). The first spectrum 

was recorded ca. 2 min after initiating the reaction. In the control experiments were used 

solutions containing INH (1 mL at 5 mM) or IQG-607 (1 mL at 5 mM), the oxidizing 

agent (1 mL at 2.5 mM of [Mn(H2P2O7)3]3- for the INH oxidation, and 1 mL at 5 mM or 

15 mM of the H2O2 for the IQG-607 oxidation), and PBN (1 mL at 20 mM). 

 

Attempt to trap the acyl nitroso intermediate via Diels-Alder reaction 

The oxidative activation reaction of the isonicotino-hydroxamic acid ligand, in 

the presence of cyclohexa-1,3-diene, was performed using a THF:H2O (2:1, 6 mL) 

solution containing the isonicotino-hydroxamic acid ligand (0.05 g, 36.2 mmol) and 

cyclohexa-1,3-diene (48.9 μL, 54.3 mmol, 97%). K3[Fe(CN)6]·3H2O (0.333 g, 90.5 

mmol) was added in the previous solution and the mixture was stirred for 96 h at room 

temperature [3]. The organic phase was extracted with ethyl acetate (3 x 6 mL), 

combined, dried over MgSO4 (anhydrous) and concentrated under vacuum. The crude 

was purified by flash chromatography (eluent: dichloromethane/methanol: 100/0 to 

95/5). 
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5.5.2. Synthetic procedures 

Oxidant agent [Mn(H2P2O7)3]
3- 

The [Mn(H2P2O7)3]3- was prepared following the literature procedure with some 

adaptations [4]. Pyrophosphoric acid (1.75 mL, 5 M) was added dropwise in a 

pyrophosphate sodium solution (25 mL, 200 mM). The pH was measured at 4.4. Then, 

MnIII(OAc)3∙2H2O (0.027 g, 0.1 mmol) was added in the latter solution. The mixture 

was stirred overnight (16 h). After the time reaction, the concentration of the product 

[Mn(H2P2O7)3]3- was determined based on literature data:  6200 M-1cm-1 at 260 nm or 

104 M-1cm-1 at 480 nm, the valor obtained for this synthesis was 3.7 mM. The final 

product is stable for several months at 4 ºC. 

 

Ligand N’-(pyridine-4-carbonyl) pyrazine-2-carbohydrazide 

A suspension of pyrazinoic acid (0.104 g, 0.838 mmol) in thionyl chloride (1.2 

mL, 16.6 mmol) was refluxed at 75 ºC for 2.5 h. The color of solution changed from 

white to strong violet color. The excess of the thionyl chloride was then removed under 

vacuum. The crude was resuspended in dichloromethane (2 mL) and cooled to 0 ºC. 

INH (0.114 g, 0.838 mmol) and triethylamine (0.28 mL, 1.68 mmol) was added in the 

pyrazinoic acid solution. The reaction was stirred overnight (16 h) at r.t, and the residue 

was concentrated under vacuum (Scheme 23). The crude was purified by flash 

chromatography (eluent: dichloromethane/methanol: 100/0 to 94/6). The white solid 

was washed several times (4x) with dichloromethane. 

 

Scheme 23. Synthesis of N’-(pyridine-4-carbonyl) pyrazine-2-carbohydrazide. 

 

Yield = 39% (0.080 g), white solid. 1H NMR (400 MHz, DMSO-d6) δ (ppm): 10.98 (s, 

1H), 10.93 (s, 1H), 9.22 (d, J = 1.4 Hz, 1H), 8.95 (d, J = 2.5 Hz, 1H), 8.81 (m, 3H), 7.83 

(d, J = 4.0 Hz, 2H). 13C NMR (101 MHz, DMSO-d6) δ (ppm): 164.45 (C), 162.76 (C), 

150.95 (CH x 2), 148.59 (CH), 144.52 (C), 144.23 (CH), 144.14 (CH), 139.85 (C), 

121.79 (CH x 2). IR Symmetric stretching (νs), Antisymmetric stretching (νas), 
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Symmetric bending (δs) and Twisting (τ) (cm-1): 3304-3244 (νs N-H), 1708-1660 (νs 

C=O), 1546-1468 (νs C=N, νs C=C), 1402 (δs N-H), 1282 (δs C-H), 1024-994 (νas C=N), 

850 (τ C-H). UV-Vis (H2O) λmax/nm (ɛ/M-1cm-1) = 214 (15930), 274, (12480), 324 

(914), 379 (188). MS (DCI/NH3): m/z calcd. for C11H9N5O2: 243.2, found: 244.0 (M + 

H)+. Elemental Anal. calcd. For C11H9N5O2: C, 54.32; H, 3.73; N, 28.79. Found: C, 

53.92; H, 3.34; N, 28.44. TLC Retention Factor (MeOH/DCM 10%) = 0.41. M.p. = 

215 °C. 

 

Complex Na6[Fe2(CN)10(N’-(pyridine-4-carbonyl) pyrazine-2-carbohydrazide)] 

To a solution of Na3[FeII(CN)5(NH3)]·3H2O (0.100 g, 0.31 mmol, 2 equiv.) in 

degassed water (2 mL), it was slowly added a solution of the ligand N’-(pyridine-4-

carbonyl) pyrazine-2-carbohydrazide (0.038 g, 0.155 mmol, 1 equiv.) in degassed water 

(1 mL). The mixture was stirred at room temperature, under argon atmosphere and 

protected from light for 3 h. Then 100 mL of a cold solution of ethanol containing an 

excess of sodium iodide (30 equiv.) was added dropwise. The resulting suspension was 

kept overnight (16 h) at -20 °C before the precipitate was filtered, washed with cold 

ethanol, and dried in a vacuum desiccator.  

5.5.3. Results and discussion 

Attempts to detect aroyl radical 

In order to check whether an aroyl radical is formed as intermediate during the 

hydroxamic acids oxidation, reactions using [Mn(H2P2O7)3]3- or H2O2 as oxidizing 

agents and PBN (N-tert-butyl-α-phenylnitrone), a well-known trap for carbon-centered 

radicals [1,2], in phosphate buffer (40 mM, pH 7.4) were performed. 

The INH and IQG-607 were used as positive controls. Oxidation of INH by 

[Mn(H2P2O7)3]3- in the presence of PBN led to the formation of an EPR signal mainly 

consisting of a six-line spectrum with hyperfine splitting constants of aN = 15.5 - 15.8 G 

and aH = 3.2 - 3.6 G for a g-value of 2.006 attributed to the trapping, by PBN, of the 

isonicotinoyl radical (Figure 34A). Oxidation of IQG-607 by H2O2 resulted in a six-line 

spectrum with hyperfine splitting constants of aN = 15.5 - 15.6 G and aH = 4.5 - 4.6 G 

for a g-value of 2.006, ascribed to the acyl radical of the IQG-607 trapped by PBN, 

(Figure 34B), as described by Sousa and his collaborators [1,2]. 
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Figure 34. EPR signals for PBN-spin trap experiments controls. A. Mixture of INH 
(5 mM), [Mn(H2P2O7)3]3- (2.5 mM), and PBN (20 mM) in phosphate buffer (40 mM, 

pH 7.4). B. Mixture of IQG-607 (5 mM), H2O2 (5 mM) and PBN (20 mM) in phosphate 
buffer (40 mM, pH 7.4). 

 

After the control experiments, the next step was then to study the chemical 

activation of isonicotino-, nicotino-, and pyrazino-hydroxamic acids free ligands and 

complexed with FeII(CN)5 moiety in the presence of [Mn(H2P2O7)3]3- and PBN, in 

phosphate buffer (40 mM, pH 7.4). The resulting EPR spectra did not show any 

detectable signal (Figure 35A). In order to study the influence of the coordination to the 

pentacyanoferrate(II) moiety in the process of the oxidative activation, the same 

experiment was performed using the isonicotino-, nicotino-, and pyrazino-hydroxamic 

acids FeII complexes (Figure 35B), no signal was detectable, as well. 

 
Figure 35. EPR signals for PBN-spin trap experiments. A. Mixture of ligand (5 mM), 

[Mn(H2P2O7)3]3- (2.5 mM) and PBN (20 mM) in phosphate buffer (40 mM, pH 7.4). B. 
Mixture of complex (5 mM), [Mn(H2P2O7)3]3- (2.5 mM) and PBN (20 mM) in 

phosphate buffer (40 mM, pH 7.4). The vertical scale was kept identical for all spectra. 
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Then, similarly to the previous tests, the chemical activation of the isonicotino- 

and pyrazino-hydroxamic acid complexes was mediated by H2O2 and monitored by 

EPR in the presence of PBN, in phosphate buffer (40 mM, pH 7.4). Under these 

conditions, using two different proportions of complex:H2O2 (1:1 and 1:3), no signal 

was observed for the both complexes (Figure 36). In view of these results, experiments 

with the nicotino-hydroxamic acid pentacyanoferrate complex were not carried out. 

Altogether these results indicate that the aroyl radical is not an intermediate of the 

oxidation mechanism of the hydroxamic acid derivatives studied, corroborating the 

mechanistic proposition of this chapter. 

 

 

Figure 36. EPR signals for PBN-spin trap experiments. A. Mixture of isonicotino 
hydroxamic acid complex (5 mM), H2O2 (5 (black) or 15 (green) mM) and PBN 

(20 mM) in phosphate buffer (40 mM, pH 7.4). B. Mixture of pyrazino hydroxamic acid 
complex (5 mM), H2O2 (5 (black) or 15 (green) mM) and PBN (20 mM) in phosphate 

buffer (40 mM, pH 7.4). The vertical scale was kept identical for all spectra. 

 

Attempts to trap the potential acyl nitroso intermediate by Diels-Alder reaction 

As mentioned in article 2 (section 5.3), nitroso compound is one of the main 

intermediates proposed for hydroxamic acids oxidation. The Diels-Alder reactions, in 

organic solvent media, have been used as an approach for the detection of nitroso 

intermediate [3]. In this work, we tried to use this strategy in THF aqueous conditions 

(THF:H2O (2:1)). For this, the oxidation of the hydroxamic acid by [Fe(CN)6]3- 

(oxidizing agent) was performed in the presence of cyclohexa-1,3-diene, aiming at 

production of the (2-oxa-3-azabicyclo[2.2.2]oct-5-en-3-yl)(pyridin-4-yl)methanone, 

which could be an evidence for the nitroso intermediate formation (Scheme 24). 
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Scheme 24. Detection of the isonicotino nitroso intermediate by Diels-Alder reaction. 

 

Nevertheless, the product of the reaction between the potential intermediate acyl 

nitroso and cyclohexa-1,3-diene was not observed. The 1H NMR analysis of the crude, 

obtained at the end of the reaction, showed a higher percentage of the starting ligand 

and a small fraction of several other peaks non identifiable. 

 

Complex Na6[Fe2(CN)10(N’-(pyridine-4-carbonyl) pyrazine-2-carbohydrazide)] 

Bearing in mind the idea of synthesizing new hybrid-type antituberculosis pro-

drugs capable of exhibiting both isoniazid- (through isonicotinoyl radical potential 

formation) and pyrazinamide-like actions (through pyrazinoic acid potential formation), 

the synthesis of the binuclear complex Na6[FeII
2(CN)10(N'-(pyridine-4-carbonyl) 

pyrazine-2-carbohydrazide)] was investigated. 

First, the ligand was prepared from a mixture of pyrazinoic acid and thionyl 

chloride (20 equiv.) at reflux (75 ºC), followed by, after solvent evaporation, addition of 

isoniazid and triethylamine in dichloromethane. More details are presented in the 

experimental part. The attempt to obtain the corresponding pentacyanoferrate complex 

was produced by reacting the ligand N’-(pyridine-4-carbonyl) pyrazine-2-

carbohydrazide with the precursor Na3[FeII(CN)5(NH3)], following procedures already 

described for similar compounds [2]. Nevertheless, the desired compound was not 

obtained. By the 1H-NMR technique, we observed that the product obtained 

corresponds to a mixture of pyridine-4-carboxylate and pyrazine-2-carboxylate 

compounds coordinated to Fe(CN)5 moiety ([FeII(CN)5(pyridine-4-carboxylate)]4- in 

D2O, δ (ppm): 9.03 (d, J = 5.9, 2H), 7.46 (d, J = 5.9, 2H), and [FeII(CN)5(pyrazine-2-

carboxylate)]4- in D2O, δ (ppm): 9.54 (s, 1H), 9.16 (d, J = 3.3 Hz, 1H), 8.28 (dd, J = 2.9, 

1.5 Hz, 1H)), suggesting that the binuclear compound is very unstable and is rapidly 

oxidized and cleavage. 
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5.6. Conclusion 

The oxidative activation of the hydroxamic acid compounds in the presence of 

PBN, did not show evidences for the aroyl radical formation, corroborating the 

activation mechanism proposed in this chapter i.e. passing through the N,O-

di(di)azinoylhydroxylamine intermediate. The reaction of isonicotino-hydroxamic acid 

ligand, [Fe(CN)6]3- and cyclohexa-1,3-diene in THF aqueous conditions did not lead to 

the Diels Alder adduct. Two explanations are possible: i) the nitroso compound is 

probably not the intermediate of oxidative reaction of hydroxamic acids or ii) the Diels 

Alder reaction does not work well under these THF-aqueous conditions. Finally, the 

experimental results linked to synthesis of Na6[Fe2(CN)10(N'-(pyridine-4-carbonyl) 

pyrazine-2-carbohydrazide)] showed that the desired product was not obtained. On the 

other hand, a mixture of the pentacyanoferrate(II) complexes, coordinated with the 

pyridine-4-carboxylate and pyrazine-2-carboxylate ligands were produced. The 

formation of such products may be related to the instability of the binuclear complex 

formed, which after undergoing oxidative reaction could form the acid compounds as 

mentioned. 
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Chapter 3 - New pro-drugs study of FeII hydroxamic acids complexes based: a new 

approach in antihypertensive and antituberculosis treatments 

5.7. Article 3: Journal of Biological Inorganic Chemistry, 2020, 25, 887-901 - 

Résumé de l’article en français 

 

La tuberculose (TB), maladie due à l'infection par Mycobacterium tuberculosis 

(Mtb), reste aujourd'hui un problème majeur de santé publique mondial causant plus 

d'un million de décès par an [1]. Bien que la guérison de la tuberculose puisse être 

obtenue par un régime thérapeutique impliquant les médicaments de première ligne 

(isoniazide (INH), la rifampicine, l'éthambutol et le pyrazinamide (PYZ)) (Figure 37), 

ce traitement de première intention devient inefficace face à des souches de Mtb 

résistantes à des multiples médicaments. Le PYZ est un promédicament qui est activé 

par la pyrazinamidase (PncA), une enzyme du Mtb [2]. Cette activation passe par la 

conversion du PYZ en l’acide carboxylique correspondant (acide pyrazinoïque), ce 

dernier reconnu comme étant l'agent toxique pour Mtb. Cependant, l'émergence de cas 

de souches résistantes à ce médicament a également limité son utilisation [3]. 

  

Figure 37. Structure des promédicaments antituberculeux rifampicine, isoniazide 
(INH), pyrazinamide (PZY), éthambutol et délamanide. 

Pentacyanoferrate(II) complex of pyridine-4- and pyrazine-2-hydroxamic acid 

as source of HNO: investigation of anti-tubercular and vasodilation activities 

Edinilton Muniz Carvalho, Tercio de Freitas Paulo, Alix Sournia Saquet, Bruno 

Lopes Abbadi, Fernanda Souza Macchi, Cristiano Valim Bizarro, Rafael de Morais 

Campos, Talles Luann Abrantes Ferreira, Nilberto Robson Falcão do Nascimento, 

Luiz Gonzaga França Lopes, Remi Chauvin, Eduardo Henrique Silva Sousa, Vania 

Bernardes-Génisson. 

Journal of Biological Inorganic Chemistry, 2020, 25, 887-901. 
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Afin de surmonter les problèmes de résistances bactériennes dans le traitement 

de la TB, quelques nouveaux médicaments ont été développés. L'un de ces nouveaux 

médicaments est le délamanide (Figure 37), utilisé en troisième intention et approuvé 

pour le traitement de la tuberculose résistante [4]. Fort intéressant, il y a peu de cas de 

résistance rapportés pour ce médicament et son action est dirigée contre des souches de 

Mtb dormantes et réplicantes [5]. Le délamanide est en fait un promédicament 

nécessitant d’une étape d'activation enzymatique pour générer son métabolite actif, le 

HNO (nitroxyle). Une possible action émanant de NO• (oxyde nitrique) ne peut à ce jour 

être complètement exclue [3]. 

Outre la tuberculose, les maladies cardiovasculaires représentent également un 

défi dans le domaine de la santé et la situation d'urgence appelle au développement de 

nouveaux agents thérapeutiques, y compris ceux capables de libérer NO• et HNO. Dans 

la lignée des médicaments donneurs de NO•, nous pouvons mettre en évidence le 

nitroprussiate de sodium (SNP) comme le seul donneur de NO•, à base de métal 

approuvé cliniquement pour les procédures cardiovasculaires d'urgence à l’hôpital [6]. 

En revanche, il n'existe actuellement aucun agent donneur de HNO cliniquement 

disponible. 

Les acides hydroxamiques ont été classiquement signalés comme des espèces 

libérant des NO•/HNO après une réaction d'oxydation [7]. Dans cette même ligne 

d'activation oxydative, il a été décrit récemment dans la littérature, comme déjà cité 

précédemment, un système biomimétique, alternatif capable d’activer le promédicament 

antituberculeux INH tout en se franchissant de l’activation enzymatique par KatG à 

l’intérieur du Mtb. Ce système est basé sur la réactivité redox d'un complexe de FeII de 

l’INH ([FeII(CN)5(INH)]3-) qui en présence d'agents oxydants tels que H2O2 [8,9], 

génère le radical isonicotinoyle, espèce réactive de l’INH. L’activité antituberculeuse 

(in vitro MICMtb ~ 3,5 μM) [10], la stabilité chimique et l’absence de toxicité (indice de 

sélectivité SI> 4000, DL50> 2000 mg/kg) [11] du complexe [FeII(CN)5(INH)]3-, nous a 

motivé à étendre cette approche d'activation aux acides (di)azine hydroxamiques qui 

vont en fait servir de plateforme pour le développement de nouveaux complexes de fer 

capables de libérer HNO. 

Cet article présente la synthèse et la caractérisation de deux complexes de 

pentacyanoferrate(II) avec l'acide hydroxamique pyrazinique (3) (analogue du PYZ) et 

l'acide hydroxamique isonicotinique (6) (analogue de l’INH) (Figure 38). Ces 

complexes ont été capables, par l’action d'un agent oxydant (H2O2), de générer du HNO 
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et l’acide carboxylique correspondant : l'acide pyrazinique et isonicotinique, 

respectivement. Les oxydations du complexe 3 et 6 par H2O2 ont été suivies par RPE (à 

l'aide du piège sélectif cPTIO), UV-Vis et RMN 1H, ceci dans le but d'étudier le 

mécanisme de la réaction d’oxydation. 

 

Figure 38. Complexes de type pentacyanoferrate(II) synthétisés. 

 

Dans un premier temps, les ligands 2 et 5 ont été synthétisés à partir du 

pyrazine-2-carboxylate de méthyle et de l'isonicotinate de méthyle, respectivement, 

avec un excès d'hydroxylamine dans du méthanol. Après obtention des ligands, les 

complexes 3 et 6 ont été préparés en faisant réagir les acides hydroxamiques 

correspondants avec le complexe précurseur Na3[FeII(CN)5(NH3)] en milieu aqueux. 

Puis, les complexes ont été caractérisés par des techniques spectroscopiques telles que 

RMN (1H, 13C et 15N), infrarouge (IR), Raman et UV-Vis, analyse élémentaire et 

électrochimique (voltamétrie cyclique). 

Les spectres RMN 1H des composés 3 et 6 montrent que les protons aromatiques 

des positions vicinales au fragment N-Fe(CN)5
3- (pour 3 : H3 s, 9,46 et H5 d, 9,18 ppm, 

pour 6 : H3 et H5 d, 9,05 ppm) sont déplacés vers un champ faible par rapport au ligand 

libre 2 (H3 s, 9,11 et H5 d, 8,80 ppm) et 5 (H3 e H5 d, 8,70 ppm) respectivement 

(Figure 38). En revanche, les protons aromatiques distaux H6 de 3 et H6 et H2 de 6, 

sont déplacés vers un champ haut (pour 3 : 8,27 ppm ; pour  6 : 7,39 ppm) par rapport 

aux protons correspondants des ligands libre 2 (8,68 ppm) et 5 (7,67 ppm). Ce 

comportement a également été observé pour les noyaux 13CH aromatiques 

correspondants lors de l’analyse par RMN 13C. De plus, les résultats de la corrélation 

HMQC 1H-15N de 3 ont montré sans ambigüité que la coordination de 2 se produit 

sélectivement en position N4 du cycle pyrazine. Les signaux 15N1 et 15N4 de 2 à 319,30 

et 323,36 ppm sont respectivement décalés vers un champ haut à 308,56 et 301,11 ppm, 

respectivement dans le cas du complexe. Le déplacement le plus prononcé subi par N4 

suggère fortement que la coordination de l’entité Fe(CN)5 se produit à ce niveau. Les 
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spectres d’infrarouges (IR) et Raman de 3 et 6, à l'état solide, ont montré des bandes 

dans la région de 2050–2100 cm-1 caractéristiques des fréquences ν (C≡N) des systèmes 

Fe-C≡N [12]. Les comparaisons des spectres expérimentaux et théoriques (DFT) d’IR et 

Raman ont montré que les structures de 3 et 6 sont en accord avec celles représentées 

dans la Figure 38, c’est-à-dire avec l’espèce tétraanionique du complexe. Par ailleurs, 

les données de l'analyse élémentaire soutiennent aussi les formes tétraanioniques pour 

les composés 3 et 6. Considérant que la valeur de pKa de 3 et 6 est voisine de 8,5 

(déterminée par une méthode titrimétrique utilisant 0,025 M HCl), la forme 

tétraanonique des complexes est tout à fait cohérente, puisque la préparation de ces 

espèces a été faite en milieu basique (pH >> 9). 

Les données de voltamétrie cyclique obtenues pour 2, 3, 5, et 6 dans le tampon 

phosphate (0,1 M, pH 7,4) permettent de montrer que les ligands libres subissent deux 

processus d'oxydation (pour le composé 2 : 0,68 et 1,12 V vs NHE, pour le composé 5 : 

0,767 et 1,207 V vs NHE), tandis que les complexes, sont sujets à un processus 

réversible d'oxydation et de réduction, attribué à la paire redox FeII/III, et à un processus 

d'oxydation, relatif à l’oxydation du ligand coordonné (pour le complexe 3 : i) paire 

redox FeII/III = intervalle 0,50-0,90 V vs NHE, ii) oxydation de la partie organique du 

ligand coordonné = 1,091 V vs NHE ; pour le complexe 6 : i) paire redox FeII/III = 

intervalle 0,40-0,70 V vs NHE, ii) oxydation de la partie organique du ligand coordonné 

= 1,099 V vs NHE). Il convient de noter que l'oxydation de la partie organique des 

ligands coordonnés peut être initiée par un processus intramoléculaire impliquant le 

centre FeIII, bien qu'une réaction intermoléculaire ne puisse être strictement exclue. 

Enfin, les spectres électroniques des complexes 3 et 6 en solution aqueuse (pH = 

6,8), ont montré trois bandes principales avec des absorptions maximales à 216, 270 et 

486 nm, pour le composé 3 et à 233, 266 et 439 nm pour le composé 6. En général, les 

deux premières bandes sont attribuées à des transitions de type transfert de charge 

ligand-ligand (TCLL), tandis que la dernière est indiquée comme étant une transition de 

type transfert de charge métal-ligand (TCML). Les calculs TD-DFT ont validé le 

caractère de ces transitions. 

Après l'obtention du composé 3, celui-ci a été soumis à plusieurs expériences 

afin d'évaluer et de valider une éventuelle activation chimique médiée par H2O2. Les 

métabolites actifs potentiellement formés au cours de cette oxydation ont également été 

étudiés. L’ensemble de l’étude a également été réalisée avec le composé 6 à des fins de 

comparaison. 
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La réaction d'oxydation du composé 3 suivie par spectroscopie de l’UV-Vis 

pendant 2 h, après l'ajout de H2O2, a montré que la bande avec un maximum 

d’absorption à 489 nm et caractéristique de la transition TCML entre le centre 

métallique FeII et le ligand 2 diminue progressivement. En effet, une fois que le centre 

métallique est oxydé en FeIII, il n'y a plus d'électrons disponibles pour que cette 

transition TCML se produise, ce qui entraîne la disparition de cette bande. Cette 

expérience a indiqué que dans l'intervalle de temps étudié (2 h) l'agent H2O2 a agi 

efficacement dans l'oxydation du centre métallique de fer. 

La réaction d’oxydation par H2O2 (2,5 équivalents) a également été suivie par 

spectroscopie de RMN 1H. L’analyse spectral du milieu réactionnel après 52 h de 

réaction a révèle que 3 est presque totalement converti en acide pyrazinoique libre et 

que une toute petite fraction de l'acide pyrazinoique coordonné à Fe(CN)5 en reste. 

La réaction entre le complexe 3 (5 mM) et H2O2 (200 mM) a également été 

étudiée en présence de cPTIO par RPE. Au cours de la réaction, il a été observé que les 

signaux caractéristiques du cPTIO (quintuplet) diminuent, indiquant ainsi qu’une 

réaction potentielle entre cPTIO et le HNO généré in situ a eu lieu [13]. Puisque l’acide 

hydroxamique non complexé au fer est inerte à H2O2 (pas de libération de HNO) nous 

suggérons que l’oxydation des complexes par H2O2, conduisant à la libération de HNO, 

passe par un transfert intramoléculaire d'électrons du ligand acide hydroxamique vers le 

FeIII, ce dernier issu de l’oxydation du FeII par l’H2O2. D’autre part, vu qu’aucun radical 

aroyle n’a pu être détecté par RPE au cours de la réaction, nous proposons en 

conséquence un mécanisme réactionnel passant par l’intermédiaire nitrosocarbonylé, via 

lequel la formation des métabolites finaux, HNO et l’acide pyrazinoique, pourrait être 

expliquée. Le complexe 6 a montré le même profil d'activation chimique médiée par 

H2O2, et a conduit aux mêmes types de métabolites finaux : HNO et l'acide 

isonicotinoique. 

L'étude de l'activité inhibitrice de 3 et 6 ainsi que des ligands libres 

correspondants vis-à-vis de la croissance des souches H37Rv de Mtb, réalisée en 

collaboration avec Pr. Cristiano V. Bizarro et Pr. Luiz A. Basso où « Pontifícia 

Universidade Católica Do Rio Grande Do Sul (PUCRS), Porto Alegre, Brasil », a révélé 

qu'aucun des composés n'est actif (MIC > 10 μg/mL). Cependant, bien que ces 

complexes ne présentent pas d'activité anti-Mtb contre les souches non résistantes et en 

croissance active, l'activité putative de 3 et 6 contre les souches de Mtb intracellulaires 
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(à l’intérieur des macrophages) ou encore contre Mtb dans un état de dormance, mérite 

d’être examinée. 

La capacité de libération de NO•/HNO du composé 3 a également été évaluée 

par des tests de vasodilatation en collaboration avec l’équipe du Pr. Nilberto R. F. do 

Nascimento. Les ligands 2 et 5, ainsi que le SNP et le complexe 6 ont également été 

testés à des fins de comparaison. Alors que les ligands libres 2 et 5 présentaient une 

valeur d’CE50 (concentration efficace médiane) significativement plus élevée pour 

l'activité de vasodilatation (19 μM) en comparaison à SNP (CE50 = 13 nM), le complexe 

3 avait une valeur CE50 de 250 nM, étant ainsi 19 fois moins puissant que SNP. Le 

complexe 6 présente une CE50 inférieure (64 nM) à celle du composé 3 et est seulement 

cinq fois moins puissant que le SNP. De plus, les complexes 3 et 6 ont tous les deux 

montré une efficacité (effet de relaxation maximum) tout à fait comparable à celle du 

SNP. 

En conclusion, les résultats obtenus dans ce chapitre indiquent le rôle clé de la 

partie métallique des complexes 3 et 6 dans la vasodilatation exercée par ces systèmes. 

Bien que les complexes 3 et 6 soient moins puissants que le SNP, cela peut être un 

avantage, car le SNP, libérant du NO• trop rapidement, peut provoquer d'importantes 

chutes de tension artérielle, nécessitant un contrôle minutieux par titrage. Sans parler 

encore du danger de la libération des ions cyanures par le SNP, que dans le cas des 

nouveaux complexes de type pentacyanoferrate(II) est assez réduit. Ces résultats 

montrent que ces complexes sont extrêmement prometteurs du point de vue 

cardiovasculaire et qu’ils méritent davantage d'études en vue d’une future application 

thérapeutique. 
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5.9. Supporting information 

5.9.1. Synthetic procedures 

Sodium pyrazine-2-carboxylate (8) 

To a suspension of pyrazinoic acid (0.12 g, 0.970 mmol) in water (8 mL) was added a 

solution of NaOH (0.033 g, 0.817 mmol) in water (2 mL). The final solution was stirred 

at room temperature for 30 min. The solvent was removed under vaccum at 50 °C. The 

solid was collected and recrystallized (solubilized in water (1mL) then addition of 

ethanol (50 mL)). The mixture was stirred for 30 min then the solid was collected and 

washed with ice-cold ethanol. 

Yield = 87.5% (0.124 g), white solid. 1H NMR (400 MHz, D2O) δ (ppm): 9.02 (s, 1H), 

8.63-8.61 (s, 2H). 13C NMR (101 MHz, D2O) δ (ppm): 170.37 (C=O), 148.04 (Cq), 

145.96 (CH), 144.63 (CH), 144.29 (CH). IR symmetric stretching (ns), antisymmetric 

stretching (nas), symmetric bending (δs) and twisting (τ) (cm-1): 1612 - 1572 (ns C=O), 

1420 - 1380 (ns C=N, ns C=C), 1308 (δs C-H), 1156 - 1020 (nas C=N), 852 (τ C-H). UV-

Vis (H2O) max/nm (ɛ/M-1cm-1) = 211 (6575), 268 (2343).  

 

Na4[FeII(CN)5(pyrazine-2-carboxylate)] (9) 

To a solution of Na3[FeII(CN)5(NH3)]·3H2O (0.100 g, 0.307 mmol, 1 eq.) in water (3 

mL) was slowly added a solution of the ligand sodium pyrazine-2-carboxylate (0.054 g, 

0.368 mmol) in water (2 mL). The mixture was stirred at room temperature, under argon 

atmosphere and protected from light for 3 h. Then a cold solution of ethanol (150 mL) 

containing an excess of sodium iodide (30 eq.) was added dropwise. The resulting 

precipitate was stand overnight at -20 ºC before to be collected by filtration, washed 

with cold ethanol and dried in a vacuum desiccator. CAUTION: since these complexes 

are light- and oxygen-sensitive, they must be stored in a vacuum desiccator in the dark. 

Yield = 64% (0.064 g), red solid. 1H NMR (400 MHz, D2O) δ (ppm): 9.54 (s, 1H), 9.16 

(d, J = 3.3 Hz, 1H), 8.28 (dd, J = 2.9, 1.5 Hz, 1H). 13C NMR (101 MHz, D2O) δ (ppm): 

178.81 (CNeq), 173.95 (CNax), 171.02 (C=O), 154.05 (CH), 153.17 (CH), 147,09 (Cq), 

142.44 (CH). IR symmetric stretching (ns), antisymmetric stretching (nas), symmetric 

bending (δs), antisymmetric bending (δas) and wagging (π) (cm-1): 3532 - 3268 (ns C-H), 

2052 (ns C≡N), 1638 (ns C=O), 1578 - 1470 (ns C=C, ns C=N), 1410 - 1169 (δs C-H), 

1032 (τ C-H). 864 (δas C-H), 792 and 743 (π C-H), 653 (ns C=N). UV-Vis (H2O) 
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max/nm (ɛ/M-1cm-1) = 203 (22700), 268 (6228), 478 nm (3638). Electrochemistry in 

0,1M Phosphate buffer pH 7.4: E1/2 0.581 V/NHE. 

5.9.2. Tables and Figures 

 

Table S1. Selected experimental and calculated wavenumber values obtained from IR 
and NR spectra of solid complexes 3, and 6, and their corresponding vibrational 

assignments. 

Complex 
λEXP 

 /nm 

λDFT 

 /nm 

Osc. Strength 

 (f) 
Key transition Character 

3 

 496 0.0955 HOMO-1 →LUMO MLCT 

360 385 0.0113 HOMO-1 →LUMO+1 MLCT 

270 273 0.0147 HOMO-6→LUMO IL+LLCT 

216 218 0.0504 HOMO-17→LUMO IL+LLCT 

6 

439 493 0.1334 HOMO-1→LUMO MLCT 

266 284 0.0243 HOMO-3→LUMO MLCT+LLCT 

233 240 0.0640 HOMO-12→LUMO IL+LLCT 
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Table S2. Selected electronic transitions for complex 3 and 6. 

 Op = out-of-plane 

 

 

 

 

 

 

 

 

 

Wavenumber (cm–1) 

vibrational 

assignment 
Compound 

3 6 3 6 

Infrared Raman 

Exp. DFT Exp. DFT Exp. DFT Exp. DFT 
   508 503 507   β(FeC≡N) 

571  572 587 574 549 575 508 β(NH)OP 

654 617 697 663 653 617   Ring 

749 745   746 745   Ring 

856 828 849 828   701 722 β(CH)OP 

    1033 996 1023 975 Ring 

  1035 1034 1074 1023 1066  Ring+v(NO) 

  1169 1135 1155 1140   β(CH) 

1029 1050       Ring 

1176 1161      1135 Ring 

    1292 1344 1227 1191 ν(C–NH)+β(CH) 

1352 1360 1316 1339 1358 1388 1314 1338 β(NH)+β(CH) 

1574 1525 1415 1485     β(CH)+ν(C=O)+β(NH) 

 1539 1652 1560 1583 1542   ν(CC)ring+ν(C=O)+β(NH) 

      1610 1560 ν(CC)ring 

2053 2048 2047 2046 2071 2050 2070 2047 ν(C≡N) 

2094 2057 2093 2065 2097 2071 2093 2065 ν(C≡N) 
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Figure S1. (A) and (B) 1H NMR spectra of 2 and 3, respectively, in D2O, 400 MHz. (C) 
and (D) 13C NMR spectra of 2 and 3, respectively, in D2O, 101 MHz (13C reference = 

MeOD). (E) and (F) 2D 1H-15N HMQC NMR spectrum of 2 and 3, respectively, in D2O, 
50.7 MHz. 
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Figure S2 - Cyclic voltammograms of glassy carbon electrode in solution of compound 
[FeII(CN)5(PyzCONHO)]3- (A) and [FeII(CN)5(PyCONHO)]3- (B), using vitreous carbon 

electrode as work, platinum electrode as auxiliary electrode and saturated calomel 
electrode (SCE) as reference, in phosphate buffer 0.1M pH 7.4 as electrolyte. Scan 

speed of 200 mV s-1. Potential values were plotted from SCE to NHE for comparative 
purposes. Ligands in blue and complex in red. 

 
 

 

Figure S3. UV-Visible absorption spectra of the free ligand 2 (103 µM, blue) and 
complex 3 (45 µM, red) in water solution, at pH = 6.8. 
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Figure S4. Calculated UV-Visible absorption spectra and calculated singlet−singlet 
transition energies of the complexes 3 (a) and 6 (b) taking account in a water solvent 

field. 
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Scheme S1. (A) Reactions of cPTIO with HNO and NO• and (B) Trapping reaction of 
the isonicotinoyl radical by PBN. 

 

5.10. Unpublished results associated with the article 

This study allowed the development of the compound Na4[FeII(CN)5(pyridine-3-

hydroxamic acid)] (13), as well as its characterization and the study of its oxidative 

activation as done for complexes 3 and 6. Despite not being included in the previous 

article, this complex presented chemical and biological results similar to compounds 3 

and 6. The results regarding this complex are presented and discussed briefly below. 

5.10.1. Synthetic procedures 

Pyridine-3-hydroxamic acid (10) 

The synthesis of pyridine-3-hydroxamic acid followed the same protocol 

mentioned in the article for the preparation of hydroxamic acids ligands. 

Yield = 82 % (0.40 g), white solid. 1H NMR (300 MHz, DMSO-d6) δ (ppm): 11.39 (s, 

1H), 9.21 (s, 1H), 8.90 (dd, J = 2.3, 0.9 Hz, 1H), 8.70 (dd, J = 4.8, 1.7 Hz, 1H), 8.10 

(ddd, J = 7.9, 2.3, 1.7 Hz, 1H). 13C NMR (101 MHz, DMSO-d6) δ (ppm): 163.04 

(C=O), 152.30 (CH), 148.34 (CH), 135.13 (CH), 128.95 (Cq), 124.02 (CH). IR 

symmetric stretching (νs), antisymmetric stretching (νas), symmetric bending (δs) and 

twisting (τ) (cm-1): 3197 (νs N-H), 3100 (νs O-H), 1643 (νs C=O), 1588 – 1499 (νs C=N, 

νs C=C), 1300 (δs C-H), 1192 - 1024 (νas C=N), 808 (τ C-H). UV-Vis (H2O) λmax/nm 



Part 2 - Pentacyanoferrate complexes: hydroxamic acid as therapeutic platforms 
_________________________________________________________________________________ 

206 
 

(ε/M-1cm-1) = 208 (7459), 261 (3544).  HRMS (DCI/CH4): for {(C5H5N3O2) + H+} 

calcd.: 139.0508 found: 139.0514. Anal. Calcd. for C6H6N2O2: C, 52.17; H, 4.38; N, 

20.28. Found: C, 52.09; H, 3.96; N, 20.12. Retention Factor 

(methanol/dichloromethane 10%) = 0.31. M.T = 164 °C Electrochemistry (0,1 M 

Phosphate buffer pH 7.4) Epa = 0.641, 0.963 and 1.104 V vs NHE. 

 

Pyridine-4-carboxylate (11) and pyridine-3-carboxylate (12) sodium salt 

The synthesis protocol of pyridine-4-carboxylate (11) and pyridine-3-

carboxylate (12) sodium salt was the same employed for the sodium pyrazine-3-

carboxylate (described in the supplementary material of the article). 

 

Pyridine-4-carboxylate sodium salt (11) 

Yield = 99.0 % (0.140 g), white solid. 1H NMR (400 MHz, D2O) δ (ppm): 8.66 (d, J = 

4.8, 1H), 7.85 (d, J = 4.9, 1H). 13C NMR (101 MHz, D2O) δ (ppm): 173.28 (C=O), 

148.42 (CH), 147.47 (Cq), 124.19 (CH), 49.50 (MeOD). IR symmetric stretching (νs), 

antisymmetric stretching (νas), symmetric bending (δs) and twisting (τ) (cm-1): 1588 

(C=O), 1540 - 1396 (νs C=N, νs C=C), 1300 (δs C-H), 1216 - 1024 (νas C=N), 844 (τ C-

H). UV-Vis (H2O) λmax/nm (ε/M-1cm-1) = 211 (6575), 268 (2343). Anal. Calcd. for 

NaC6H4O2·0.1H2O: C, 49.06; H, 2.88; N, 9.54. Found: C, 49.10; H, 2.52; N, 9.45. 

 

Pyridine-3-carboxylate sodium salt (12) 

Yield = 99 % (0.14 g), white solid. 1H NMR (300 MHz, D2O) δ (ppm): 8.95 (dd, J = 

2.2, 0.9 Hz, 1H), 8.61 (dd, J = 5.0, 1.7 Hz, 1H), 8.25 (ddd, J = 7.9, 2.2, 1.7 Hz, 1H), 

7.52 (ddd, J = 7.9, 5.0, 0.9 Hz, 1H). 13C NMR (101 MHz, D2O) δ (ppm): 172.98 (C=O), 

149.74 (CH), 148.51 (CH), 139.65 (CH), 133.54 (Cq), 125.04 (CH). IR symmetric 

stretching (νs), antisymmetric stretching (νas), symmetric bending (δs) and twisting (τ) 

(cm-1): 1616 (νs C=O), 1557 - 1403 (νs C=N, νs C=C), 1301 (δs C-H), 1200 - 1029 (νas 

C=N), 837 (τ C-H). UV-Vis (H2O) λmax/nm (ε/M-1cm-1) = 212 (7350), 260 (2549), 265 

(2819), 272 (2137). Anal. Calcd. for NaC6H4O2: C, 49.67; H, 2.78; N, 9.65. Found: C, 

49.47; H, 2.07; N, 9.53. 
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Pentacyanoferrate(II) complexes 

The synthesis protocol of Na4[FeII(CN)5(pyridine-3-hydroxamic acid)] (13), 

Na4[FeII(CN)5(pyridine-4-carboxylate)] (14), and Na4[FeII(CN)5(pyridine-3-

carboxylate)] (15) was the same employed for the complex 3 (see article). 

 

Na4[FeII(CN)5(pyridine-3-hydroxamic acid)] (13) 

Yield = 92 % (0.202 g), yellow solid. 1H NMR (400 MHz, D2O) δ (ppm): 9.19 (d, J = 

2.0 Hz, 1H), 9.08 (dd, J = 5.7, 1.4 Hz, 1H), 7.95 (dt, J = 7.9, 1.8 Hz, 1H), 7.30 (dd, J = 

7.9, 5.6 Hz, 1H). 13C NMR (101 MHz, D2O) δ (ppm): 180.64 (CNeq), 175.84 (CNax), 

165.30 (Cq), 159.35 (CH), 154.67 (CH), 135.10 (CH), 128.83 (Cq), 123.91 (CH). IR 

symmetric stretching (νs), symmetric bending (δs), antisymmetric bending (δas) and 

twisting (τ) (cm-1): 3452 (νs N-H), 3312 - 3102 (νs O-H), 2056 (νs C≡N), 1638 - 1572 (νs 

C=C, νs C=N, νs C=O), 1319 (δs C-H), 1022 (τ C-H), 912 (δas C-H). UV-Vis (H2O) 

λmax/nm (ε/M-1cm-1) = 215 (18870), 261 (5254), 394 (2608). Anal. Calcd. for 

C11H5FeN7O2Na4·3.6H2O: C, 27.53; H, 2.56; N, 20.43. Found: C, 27.23; H, 2.92; N, 

20.17. Electrochemistry in 0,1 M Phosphate buffer pH 7.4: Epa = 0.623 and 0.891 V vs 

NHE, Epc = 0.818 and 0.447 V vs NHE. 

 

Na4[FeII(CN)5(pyridine-4-carboxylate)] (14) 

Yield = 42 % (0.042 g), yellow solid. 1H NMR (400 MHz, D2O) δ (ppm): 9.03 (d, J = 

5.9, 2H), 7.46 (d, J = 5.9, 2H). 13C NMR (101 MHz, D2O) δ (ppm): 180.71 (CNeq), 

176.45 (CNax), 170.66 (Cq), 157.50 (CH), 143.89 (Cq), 122.42 (CH), 49.50 (MeOD). 

IR symmetric stretching (νs), symmetric bending (δs), antisymmetric bending (δas) and 

twisting (τ) (cm-1): 2044 (νs C≡N), 1636 – 1540 (νs C=C, νs C=N, νs C=O), 1384 (δs C-

H), 1036 (τ C-H), 928 (δas C-H). UV-Vis (H2O) λmax/nm (ε/M-1cm-1) = 262 (2509), 416 

(1934). Anal. Calcd. for C11H4FeN6O2Na4·4.2H2O: C, 27.78; H, 2.63; N, 17.67. Found: 

C, 27.38; H, 2.24; N, 17.35. Electrochemistry in 0,1M Phosphate buffer pH 7.4: E1/2 = 

0.478 V/NHE. 

 

Na4[FeII(CN)5((pyridine-3-carboxylate)] (15) 

Yield = 60 % (0.060 g), yellow solid. 1H NMR (400 MHz, D2O) δ (ppm): 9.35 (s, 1H), 

9.02 (d, J = 5.5, 1H), 8.05 (d, J = 7.8, 1H), 7.25 (dd, J = 7.9, 5.6, 1H). 13C NMR (101 

MHz, D2O) δ (ppm): 180.88 (CNeq), 176.60 (CNax), 173.40 (Cq), 158.64 (CH), 157.58 

(CH), 136.62 (CH), 132.05 (Cq), 123.45 (CH), 49.50 (MeOD). IR symmetric stretching 
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(νs), symmetric bending (δs), wagging (π) and twisting (τ) (cm-1): 2044 (νs C≡N), 1612 – 

1564 (νs C=C, νs C=N, νs C=O), 1396 (δs C-H), 1192 (τ C-H), 856 (π C–H). UV-Vis 

(H2O) λmax/nm (ε/M-1cm-1) = 214 (21630), 261 (5872), 382 (2911). Anal. Calcd. for 

C11H4FeN6O2Na4·2H2O·0.3NaI: C, 27.47; H, 1.68; N, 17.47. Found: C, 27.44; H, 1.65; 

N, 17.37. Electrochemistry in 0,1 M Phosphate buffer pH 7.4: E1/2 = 0.468 V vs NHE. 

 

5.10.2. Results and discussion 

i. Characterizations 

As with complexes 3 and 6, the characterization results also indicated that 

compound 13 was successfully obtained. The data were very similar to that reported for 

3, so that only the spectra and tables relevant to the characterization of the complex 13 

are illustrated below. 

 

NMR spectroscopy 

 

Figure 39. (A) and (B) 1H NMR spectra of 10 and 13, respectively, in D2O, 400 MHz. 
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Figure 40. (A) and (B) 1H NMR spectra of 11 and 14, respectively, in D2O, 400 MHz. 

 

Figure 41. (A) and (B) 1H NMR spectra of 12 and 15, respectively, in D2O, 400 MHz. 
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Figure 42. (A), (B) and (C) 13C NMR spectra of 13, 14 and 15, respectively, in D2O, 
101 MHz (13C reference = MeOD). 
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Vibrational spectroscopy 

Table 1. Selected experimental and calculated wavenumber values obtained from IR 
and NR spectra of solid complex 13, and their corresponding vibrational assignments. 

Wavenumber (cm-1) Vibrational 

Assignment Infrared Raman 

Exp. DFT Exp. DFT 
  497 471 β(FeC≡N) 

571 524 577 548 β(NH)op 
692 689 647 629 Ring 
912  714 746 β(CH)op 

  914  Ring 
  1036 1011 Ring + ν(NO) 

  1204 1238 β(CH) 
1022 1042   Ring 
1176 1148   Ring 

  1327 1347 ν(C–NH) + β(CH) 
1319 1348 1337 1375 β(NH) + β(CH) 
1638 1537 1599 1573 ν(CC)ring + ν(C=O) + β(NH) 

  1577 1557 ν(CC)ring  
2056 2055 2094 2069 ν(C≡N) 
2100 2086 2084 2060 ν(C≡N) 

Op = out-of-plane / ν = symmetric stretching / β = symmetric bending. 

 

 

Figure 43. Experimental NR (A) and IR (B) spectra of the complex 13 under 
tetraanionic form, Na4[Fe(CN)5L], L = NicCONHO– (black line), in the solid state, and 

DFT-simulated spectra for [Fe(CN)5L]4− (gray line). 
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Cyclic voltammetry 

 

-1.0 -0.5 0.0 0.5 1.0 1.5

E (V) vs NHE, V = 200 mV s
-1

i = 2.8 A

-1.0 -0.5 0.0 0.5 1.0 1.5

i = 3.2 A

 

Figure 44. Cyclic voltammograms of glassy carbon electrode in solution of 10 (blue) 
and 13 (red), using vitreous carbon electrode as work, platinum electrode as auxiliary 

electrode and saturated calomel electrode (SCE) as reference, in phosphate buffer 0.1 M 
pH 7.4 as electrolyte. Scan speed of 200 mV s-1. Potential values were plotted from SCE 

to NHE for comparative purposes. 

 

UV–Vis absorption spectroscopy 

 

 

Figure 45. UV-Visible absorption spectra of the (A) ligand 5 (217 μM, blue) and 
complex 6H+ (50 μM, red), and (B) ligand 10 (105 μM, blue) and complex 13H+ (47 

μM, red), in water solution, at pH = 6.8. 
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Table 2. Selected electronic transitions for complex 13H+. 

λexp (nm) λDFT (nm) Osc. Strength (f) Key transition Character 

394 437 0.0289 HOMO-1→LUMO MLCT 
 375 0.0290 HOMO-1→LUMO+1 MLCT 
261 247 0.0227 HOMO-6→LUMO LLCT 
215 239 0.0547 HOMO-4→LUMO+1 LLCT 
 223 0.0594 HOMO-7→LUMO+1 LLCT 
LLCT = ligand-to-ligand charge transfer/ MLCT = metal-to-ligand charge transfer. 

 

 

Figure 46. Calculated UV-Visible absorption spectra and calculated singlet−singlet 
transition energies of the complex 13H+ taking account in a water solvent field. 

 
 

5.10.3. Chemical oxidation of the FeII complex under physiological pH 

conditions 

The chemical oxidation studies of complexes 6 and 13 via UV-Vis, 1H-NMR, 

and EPR (formation of NO•/HNO), also presented experimental behavior similar to the 

compound 3. The results obtained are reported below. 
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Figure 47. UV–Vis monitoring of the reaction of 6H+ (A) and 13H+ (B) (171 µM for 
both complexes) with H2O2 (427.5 µM) in phosphate buffer solution, 40 mM, pH 7.4, 

22 ºC. Reaction at t = 0 min, before addition of H2O2, (blue line), and after 2 h (red line). 
Inset shows the kinetic curve based on changes at 431 nm to the 6H+, and 396 nm to the 

13H+. 
 

 

Figure 48. 1H-NMR spectra at 400 MHz: of the complex 6H+ (20 mM) at 0 h (A) and at 
52 h (B) without addition of H2O2, at 52 h after reaction of 6H+ with H2O2 (50 mM) (C), 
and 14 complex (20 mM) (D) and isonicotinic carboxylate (11) (20 mM) (E). Solutions 

in 40 mM phosphate buffer, pH 7.4, at 25 ºC. 
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Figure 49. 1H-NMR spectra at 400 MHz: of the complex 13H+ (20 mM) at 0 h (A) and 
at 52 h (B) without addition of H2O2, at 52 h after reaction of 13H+ with H2O2 (50 mM) 

(C), and 15 complex (20 mM) (D) and nicotinic carboxylate (12) (20 mM) (E). 
Solutions in 40 mM phosphate buffer, pH 7.4, at 25 ºC. 
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Figure 50. EPR signal of the cPTIO radical in the presence of H2O2 and the complexes 
(6H+ (A) and 13H+ (D)) (t0 = black line and t10min = red line). Control of the stability of 

the cPTIO EPR signal in the presence of 6H+ (B) and 13H+ (C) (t0 = black line and 
t15min = red line). Control of the stability of the cPTIO EPR signal in the presence of free 

ligands (5 (C) and 10 (F)) and H2O2 (t0 = black line and t15min = red line). All spectra 
were recorded in phosphate buffer solution, 40 mM, pH 7.4. 

 
 

5.10.4. Anti-Mtb and vasodilation activities 

 Complex 13, as well as its ligand 10, did not show anti-Mtb activity against 

H37Rv strains, with MIC values > 100 μg/mL as compounds 2, 3, 5 and 6. However, a 

vasodilating activity was also observed for 13 (Figure 51). The hydroxamic acid 

complex 13 showed a promising vasodilator profile with EC50 = 106 nM, whereas 

ligand 10 showed a benefic action only in high concentration with EC50 = 43 μM. This 

remarkable difference supports the key role of metal center, which enhanced ca. 406-

fold the activity. This metal complex exhibited a more moderate action compared to 

SNP (EC50 = 13 nM), showing an EC50 value 8-fold higher than SNP. In addition, the 

concentration-response curve of the vasodilation experiment shows that 13 have lower 

efficacy than the SNP and the other complexes 3 and 6. 
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Figure 51. Relaxation effects on aortic rings pre-contracted with 0.1 µM phenylephrine: 
10 (red), 13 (blue), and SNP (black). The EC50 and respective 95% confidence interval 

were calculated only for 13 (106 nM, 62-181 nM). 

 

5.10.5. Cytotoxicity 

The cytotoxicity of the complexes (3, 6 and 13) and their respective free ligands 

(2, 5 and 10), was tested by Mrs Sandra Bourgeade-Delmas in Pharmadev laboratory 

(IRD-UPS, Toulouse), whose the director is Pr. Nicolas Fabre, using macrophage cells 

(J774A.1) in accord with the references [1-3]. The CC50 values (concentration equal to 

50% of the cytotoxicity effect) obtained for the six compounds were generally higher 

than 60 µM, being significantly less toxic (1200 -fold) than the doxorubicin control 

(CC50 = 0.05 µM) (Table 3), a chemotherapeutic used in the treatment against solid 

tumors of several cancers [4]. These high CC50 values are indicative of a low cytotoxic 

activity by the hydroxamic acid derivatives studied. 

 

Table 3. CC50 values to cytotoxic of complexes 3, 6, and 13, and ligands 2, 5, and 10, 
measured using macrophage (J774A.1) cells. 

Compound CC50 (µM) 

2 285.10 (± 2,22) 
3 > 106.37 

5 59.80 (± 1,26) 

6 68.26 (± 2,57) 

10 133.79 (± 0,65) 

13 > 104.60 

Doxorubicin 0.05 (± 0,01) 
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5.10.6. Antiparasitic activity (leishmaniasis and malaria) 

In an opportunistic way, the anti-leishmania and anti-malaria action of the 

complexes (3, 6, and 13) and the corresponding free ligands (2, 5, and 10) were also 

evaluated in collaboration with Pharmadev laboratory (IRD-UPS) in accord with the 

references [1-3]. The set of hydroxamic acids derivatives (ligands and complexes) tested 

showed high IC50 values (> 60 µM) for leishmaniasis, being approximately 860 -fold 

less active than the control amphotericin B (IC50 = 0.07 µM) (Table 4), a second-line 

antileishmanial drug [5]. These results showed that compounds 2-13 have no promising 

action against this type of disease. In contrast, anti-malaria tests exhibited more 

promising results, particularly to the free ligands 2, 5 and 10, which presented IC50 

values of 21.57, 2.53, and 3.98 µM, respectively, being relatively better than their 

respective FeII complexes (Table 4) and in the case of 5, it is only 14 less active than the 

antimalarial drug chloroquine (IC50 = 0.18 µM) [6]. Interestingly, the presence of the [-

Fe(CN)5] moiety was not responsible for beneficial effects, suggesting that biological 

action is not due to HNO as metabolite. 

 

Table 4. Antileishmanial and antimalarial activity from the compounds 2, 3, 5, 6, 10, 
and 13. 

 

Compound 
Anti-leishmania Anti-malaria 

IC50 (µM)* IC50 (µM)* 

2 117.03 21.57 

3 82.33 38.29 

5 85.43 2.53 

6 61.57 4.81 

10 121.70 3.98 

13 66.25 5.23 

Amphotericin B 0.07 - 

Chloroquine - 0.18 

*Concentrations referring to a single measure. 
 

5.11. Conclusion 

The complex 13 has exhibited the same chemical and biological behave as the 

complexes 3 and 6. Although 13 also had no action against Mtb strains, it has proven to 
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be an interesting vasodilating agent, which stimulates future studies. In addition, none 

of the complexes has shown high cytotoxicity in trials with macrophages, indicating that 

such compounds may be safe for further in vivo studies. The anti-leishmaniasis tests do 

not encourage us to use such systems for this purpose. Anti-malaria studies have shown 

that ligands 5 and 10 have a significant action against malaria, however the introduction 

of the metal center has not been responsible for improving antimalarial action and 

therefore HNO may not be a toxic metabolite for Plasmodium falciparum. 
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6. General conclusion and perspectives 

Metal complexes have proven to be quite versatile tools in the development of 

new therapeutic approaches. As part of this thesis, the association of metal system with 

ligands acting as NO• or HNO donors emerged as a promising alternative in 

cardiovascular and anticancer drug research.  

The first chapter focused on the reactivity of the trans-[Fe(cyclam)(NO)Cl]Cl2 

complex. Although this complex was known to release NO• upon light stimulus, in this 

work we demonstrated that it also exhibits a high potential as direct NO• and HNO 

donor in physiological conditions. This property is associated with the antihypertensive 

and antiangiogenic activities observed for this complex. In this way, the results of 

antiangiogenic activity through the inhibition of HIF-1α suggest this nitrosyl metal 

complex as a strong candidate in anticancer drug design. Moreover, the vasodilation 

studies show that the trans-[Fe(cyclam)(NO)Cl]Cl2 complex allows a milder control of 

the blood pressure (IC50 = 910 nM) than the classical metal pro-drug SNP (IC50 = 24 

nM), the latter being currently used in cases of hypertensive crisis. This can be 

considered as an advantage, the general use of the more potent vasodilator SNP being 

indeed limited by its abrupt capacity in inducing vasodilatation. In addition, the absence 

of cyanide ions in the coordination sphere of the FeII center, which, if released, can be 

very toxic for patients treated by SNP, supports the potential use of the present complex 

in future pre-clinical studies. 

The second part of the thesis has concerned the study of (di)azine hydroxamic 

acid derivatives, with emphasis on the ability of these molecules to release HNO after 

oxidative activation. A study of the oxidation of isonicotino-, nicotino-, and pyrazino-

hydroxamic acids by K3[FeIII(CN)6] in aqueous conditions, revealed that a N,O-

di(di)azinoylhydroxylamine intermediate was formed and no nitrosocarbonyl 

intermediate could be detected (Figure 52). These results contrast with the frequently 

reported hypothesis that a nitrosocarbonyl intermediate is responsible for the release of 

HNO by oxidation of hydroxamic acids. By performing the same oxidative treatment in 

the presence of NH2CH3, we put forwards that the N,O-di(di)azinoylhydroxylamine 

intermediate has an electrophilic character similar to that of a putative nitrosocarbonyl 

intermediate. In addition, the corresponding (di)azine carboxylic acids are the final 

products, thus resulting from the oxidation of hydroxamic acids, not from their 

hydrolysis.  
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Figure 52. Mechanistic hypotheses for HNO release by oxidation of aryl hydroxamic 

acids. 
 

The third chapter concerns the development of new iron-metal complexes 

derived from the molecules discussed above serving as ligands: the basic idea is the 

design of a hybrid metallic pro-drug through the association of precursors of the active 

metabolites of isoniazid (isonicotinoyl radical) or pyrazinamide (pyrazinoic acid) and 

delamanid (HNO). While in vitro treatment (at pH 7.4, 37 ºC) of the complexes 3, 6, 

and 13 (Figure 53) by the endogenous oxidizing agent H2O2 did not lead to any aroyl 

radical species, it was shown to trigger the formation of HNO and carboxylic acid 

derivatives, thus validating the concept of pyrazinamide-delamanid hybrid complex. 

These complexes failed to inhibit the growth of non-resistant Mtb strains. However, 

knowing that pyrazinamide is active upon non-replicating bacilli and not upon growing 

strains, it should be relevant to test these compounds towards this more appropriate 

model. On the other hand, a promising vasodilating action was found for the three 

complexes studied, with emphasis on the complex 6 (EC50 = 64 nM), which is only 5-

fold less potent than the SNP drug (EC50 = 13 nM). As shown for the trans-

[Fe(cyclam)(NO)Cl]Cl2 complex, hydroxamic acid complexes exhibit a moderate action 

as compared to SNP, and may thus provide a valuable advance in the design of new 

antihypertensive agents, since the rapid release of NO• from SNP can cause hazardous 

sudden drops in blood pressure. Moreover, while the complexes 3 and 6 showed 

efficacy similar to that of SNP, 13 was found slightly less effective. These results 

stimulated the consideration of complex 6 in studies of antihypertensive action in rats. 

Increasing the doses of complex 6 (1, 5, and 10 mg/kg) promoted a decrease in blood 

pressure more efficiently on hypertensive rats (by 45, 62, and 65%, respectively) than 

on normotensive rats (31, 51 and 53%, respectively). Comparison of the vasodilation 

curves of the "free ligands" with those of their complexes clearly show that the 

pentacyanoferrate(II) moiety plays a crucial role in the activation of hydroxamic acids 

leading to HNO release. 
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Figure 53. Structure of the pyrazino- (3), isonicotino- (6) and nicotino- (13) 
hydroxamic acids pentacyanoferrate(II) complexes. 

 

In summary, this work unveils significant systems and proposals in the area of 

bioinorganic chemistry. The results reported in this thesis confirm the possible use of 

metallo-compounds as an alternative strategy in the development of new therapeutic 

drugs, with special emphasis on the release of NO• and HNO. As a perspectives, further 

studies on the vasodilation effect of hydroxamic acid complexes may focus on 

mechanistic issues, e.g., using inhibitors of the soluble guanylyl cyclase (e.g., ODQ = 

1H-[1,2,4]oxadiazolo[4,3-a]quinoxalin-1-one) and NOS (e.g., L-NAME = "L-NG-nitro 

arginine methyl ester"), which are extremely important enzymes involved in the NO•-

mediated vasodilation mechanism. These studies deserve to be undertaken to bring 

more information about the vasorelaxant activity of the FeII complexes 3, 6 and 13. 

 

Conclusion générale et perspectives 

 

Les complexes métalliques se sont avérés être des outils polyvalents dans le 

développement de nouvelles approches thérapeutiques. Dans le cadre de cette thèse, 

l’association d’un système métallique à une molécule donneuse de NO• ou HNO, de 

type acide hydroxamique jouant le rôle de ligand est apparue comme une alternative 

prometteuse dans la recherche de médicaments cardiovasculaires et anticancéreux.  

Le premier chapitre a porté sur l’étude de la réactivité du complexe trans-

[Fe(cyclam)(NO)Cl]Cl2. Bien que la bibliographie indique que ce complexe libère NO• 

par action d’un stimulus lumineux, ce travail de thèse a permis de montrer que ce 

complexe présente un fort potentiel pour le relargage direct de NO• ou HNO dans des 

conditions physiologiques (à pH 7,4, à 37 ºC). Cette propriété permet d’expliquer les 

activités antihypertensives et antiangiogènes ce complexe, mises en évidence au cours 
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de cette thèse. Par ailleurs, les résultats de l’activité antiangiogène par inhibition de 

HIF-1α suggèrent que ce complexe de nitrosyle est un candidat pertinent pour être 

étudié comme agent anticancéreux. En outre, les études de vasodilatation ont montré 

que le complexe trans-[Fe(cyclam)(NO)Cl]Cl2 permet un contrôle plus doux de la 

pressions artérielle (IC50 = 910 nM) que la pro-drogue métallique classiquement utilisée 

en cas de crise d'hypertension, le SNP (IC50 = 24 nM). Ceci peut être considéré comme 

un avantage, l'utilisation du SNP, puissant vasodilatateur, étant limitée par sa capacité 

"abrupte" à induire la vasodilatation. De plus, l’absence d'ion cyanure dans la sphère de 

coordination du centre FeII, potentiellement toxique pour le patient dans le cas du SNP, 

est un argument de poids pour envisager ce complexe dans de futures études 

précliniques. 

La deuxième partie de la thèse a porté sur l’étude d'acides (di)azine 

hydroxamiques, en mettant l’accent sur leur capacité à libérer HNO après une activation 

oxydante. Une étude de l’oxydation des acides hydroxamiques isonicotinique, 

nicotinique et pyrazinique par K3[FeIII(CN)6] en milieu aqueux, a révélé non seulement 

la libération de HNO, mais aussi la formation d’intermédiaires de type N,O-

di(di)azinoylhydroxylamine, aucun dérivé nitrosocarbonylé n’ayant été détecté (Figure 

54). Ces résultats sont en contradiction avec l’hypothèse fréquemment rapportée que 

l’intermédiaire nitrosocarbonylé est le précurseur de HNO par oxydation des acides 

hydroxamiques. Par le même traitement oxydant, mais en présence de NH2CH3, nous 

avons pu mettre en avant que l’intermédiaire N,O-di(di)azinoylhydroxylamine présente 

aussi un caractère électrophile, similaire à celui de l’intermédiaire nitrosocarbonylé 

virtuel. En outre, les acides carboxyliques correspondants ont été identifiés comme les 

produits finaux, résultant donc de l’oxydation des acides hydroxamiques (et non de leur 

hydrolyse). 
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Figure 54. Hypothèses mécanistiques pour la libération de HNO par oxydation d'acides 

aryl hydroxamiques. 
 

Le troisième chapitre concerne le développement de complexes métalliques à 

ligands acides hydroxamiques, présentés précédemment à l'état libre : l'objectif ultime 

est la conception d’une pro-drogue hybride métallique issue de l’association, sur un 

centre métallique FeII, de précurseurs des métabolites actif de l’isoniazide (radical 

isonicotinoyle) ou du pyrazinamide (acide pyrazinoique) et du délamanide (HNO). 

Tandis que le traitement in vitro (à pH 7,4 à 37 ºC) des complexes 3, 6 et 13 (Figure 55) 

par l’agent oxydant endogène H2O2, n’a pas conduit à de quelconque radicaux aroyle, il 

a en revanche été démontré induire la formation de HNO et de l'acide carboxylique, 

validant ainsi le concept de complexe hybride pyrazinamide-délamanide. Ces composés 

n’ont pas été observé inhiber la croissance de souches actives de Mtb non-résistantes. 

Toutefois, sachant que le pyrazinamide est actif sur les bacilles latents et non sur des 

souches en croissance, il serait pertinent à l’avenir de tester ces complexes sur un 

modèle plus approprié. D’autre part, des activités vasodilatatrices prometteuses ont été 

trouvées pour les trois complexes, en particulier pour le complexe 6 (EC50 = 64 nM), 

seulement 5 fois moins puissant que le SNP (EC50 = 13 nM). Comme dans le cas du 

complexe trans-[Fe(cyclam)(NO)Cl]Cl2, l’activité modérée des complexes d’acides 

hydroxamiques, en comparaison du SNP, peut être considérée comme une avancée dans 

la conception de nouveaux agents antihypertenseurs, la libération trop rapide de NO• par 

le SNP pouvant provoquer de dangereuses baisses brutales de la pression artérielle. Les 

complexes 3 et 6 ont montré une efficacité similaire à celle du SNP, tandis que celle du 

complexe 13 était moindre. Ces résultats ont encouragé l'utilisation du complexe 6 dans 

des études de l’action antihypertensive chez les rats. L'augmentation des doses du 

complexe 6 (1, 5, et 10 mg/kg) a été observée favoriser une diminution de la pression 

artérielle, et ceci plus efficacement chez les rats hypertendus (de 45, 62, et 65%, 

respectivement) que chez les rats normotenseurs (de 31, 51 and 53%, respectivement). 

La comparaison des courbes de vasodilatation des complexes et des "ligands libres" 



General conclusion and perspectives 
_________________________________________________________________________________ 

226 
 

montre clairement que le centre pentacyanoferrate(II) joue un rôle crucial dans 

l’activation des acides hydroxamiques conduisant à la libération de HNO. 

 

 

Figure 55. Structure des complexes pentacyanoferrate(II) des acides hydroxamiques 
pyrazinique (3), isonicotinique (6) et nicotinique (13). 

 

En résumé, ce travail a mis au jour de nouveaux systèmes métallo-organiques 

capables de libérer HNO dans des conditions physiologiques, ainsi que des propositions 

plus générales dans le domaine de la chimie bio-inorganique. Les résultats rapportés 

dans cette thèse confirment le potentiel de tels complexes comme nouveaux agents 

thérapeutiques, en particulier comme agents cardiovasculaires. En perspectives, l'étude 

des propriétés vasodilatatrices des complexes d'acide hydroxamique mérite d'être 

complétée du point de vue mécanistique, en utilisant, par exemple, des inhibiteurs de la 

guanylyl cyclase soluble (par exemple le ODQ = 1H- [1,2,4] oxadiazolo [4,3-a] 

quinoxalin-1-one) et de la NOS (par exemple le L-NAME = L-NG-nitro arginine 

méthylester), qui sont des enzymes jouant un rôle clé dans le mécanisme de 

vasodilatation induite par NO•. Ces études sont méritent d'être entreprises en vue d' 

obtenir des informations complémentaires sur l'activité vasorelaxante des complexes 3, 

6 et 13. 
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Titre : Métallo-médicaments comme donneurs d'oxyde nitrique (NO•) et / ou de nitroxyle (HNO) : développement de nouveaux agents et 
investigation des activités anticancéreuses, antihypertensives et antituberculeuses. 
Résumé : Le cancer, les maladies cardiovasculaires et la tuberculose (TB) sont des défis de santé majeurs pour lesquels diverses stratégies 
médicamenteuses ont été développées, y compris l'utilisation d'agents inorganiques tels que des complexes métalliques et l'oxyde nitrique (NO•) ou 
le nitroxyle (HNO). L'objectif de la thèse porte sur la conception, la synthèse, les études physico-chimiques et l'évaluation biologique de molécules à 
base de métaux capables de libérer NO• et/ou HNO avec des effets pharmacologiques. Deux types de plates-formes organiques sont envisagés 
comme ligands des complexes de fer, conçus comme sources potentielles de NO•/HNO : le ligand spectateur cyclam (1,4,8,11-
tétraazacyclotétradécane) et les ligands réactifs du type azine acide hydroxamique (ArC(O)NHOH). Le premier chapitre traite de la réactivité du 
complexe trans-[Fe(cyclam)(NO)Cl]Cl2, qui se décompose en libérant NO• à pH physiologique, le processus est accéléré par irradiation lumineuse à 
365 nm. En revanche, des expériences in vitro en présence de glutathion ont révélé que le même complexe produit HNO. Des études d'angiogenèse 
ont montré que le complexe est capable d'inhiber le "facteur inductible par hypoxie" (HIF-1α) induit par hypoxie ou ajout d'un donneur de NO• 
(Spermine NONOate) dans les cellules cancéreuses du sein, résultat cohérent avec une libération de HNO. Des tests de vasodilatation, des anneaux 
aortiques de rat précontractés, ont révélé que le complexe présente une CI50 de relaxation de 910 nM, contre 24 nM pour le médicament de référence 
nitroprussiate. Les chapitres suivants traitent de la libération de HNO par oxydation d'acides hydroxamiques aromatiques. Le chapitre 2 se concentre 
sur le mécanisme d'oxydation des acides hydroxamiques isonicotinoïque, nicotinoïque et pyrazinoïque par le ferricyanure de potassium à pH 
physiologique. Il est montré que l'activation oxydante des acides hydroxamiques par des ions FeIII implique la production de l'intermédiaire N,O-
di(di)azinoylhydroxylamine avec libération concomitante de HNO, au lieu de l'espèce hypothétique acyl nitroso. Les acides hydroxamiques ont été 
évalués pour différentes activités biologiques et utilisés comme témoins pour être comparés aux complexes de fer décrits au chapitre 3. Les 
complexes de type Na3FeII(CN)5(ArCONHOH), initialement conçus comme modèles de médicaments hybride d'isoniazide (INH, anti-TB, dont le 
radical isonicotinoyle est le métabolite actif) et du délamanide (anti-TB, dont HNO est le métabolite actif), ont été synthétisés et caractérisés par des 
techniques spectroscopiques, voltammétrie cyclique, et calculs DFT. En utilisant la spectroscopie RPE et RMN 1H, l'oxydation de ces complexes de 
FeII avec H2O2 s'est avérée entraîner la libération de HNO et des acides azinoïques correspondants, via un probable transfert d'électrons 
intramoléculaire. Contrairement à ce qui a été observé pour le complexe Na3[FeII(CN)5(INH)], aucun radical azinoyle n'a été produit à partir des 
complexes d'acide hydroxamiques. Les acides carboxyliques correspondants ont par contre été observés, en particulier l'acide pyrazinoïque, 
métabolite actif du pyrazinamide, un autre promédicament anti-TB: ce résultat est a priori pertinent pour le traitement de la TB résistante au 
pyrazinamide, car l'activation pourrait ainsi se produire sans l'aide de l'enzyme pyrazinamidase de Mycobacterium tuberculosis (Mtb). Les acides 
hydroxamiques libres ou complexés n'ont montré aucune action antibiotique contre une souche de Mtb non résistante en croissance active. 
Cependant, les complexes ont montré une forte activité de vasodilatation dose-dépendante et réversible, proche de celle du nitroprussiate (64-250 nM 
vs 13 nM). Les acides hydroxamiques libres ont été 19 à 76 fois moins actifs que les complexes correspondants. Sur la base d'expériences in vivo, 
Na4[FeII(CN)5(PyCONHO-)] a aussi montré un profil d'activité cardiovasculaire prometteur pour le développement d'un nouveau médicament 
antihypertenseur. 
Mots clés : acides hydroxamiques, antiangiogenèse, complexes de fer, cyclam, mécanismes d'activation oxydante, nitroxyle, oxyde nitrique, 
tuberculose, vasodilatation. 
 
Title: Metallo-drugs as nitric oxide (NO•) and/or nitroxyl (HNO) donors: development of new agents and investigation of anticancer, 
antihypertensive and antituberculosis activities. 
Abstract: Cancer, cardiovascular diseases and tuberculosis (TB) are major therapeutic challenges, for which various drug strategies have been 
developed, including the use of inorganic agents such as metallo-drugs and NO• (nitric oxide)/ HNO (nitroxyl). Within this prospect, the thesis 
objective addresses the design, synthesis, physical-chemical studies and biological evaluation of metal-based drugs capable of releasing NO• and/or 
HNO with pharmacological effects. Two types of organic platforms are thus envisaged as ligands in FeII/III complexes devised as potential sources of 
NO•/HNO: the spectator cyclam ligand (1,4,8,11-tetraazacyclotetradecane) and three reactive azine hydroxamic acid ligands (ArC(O)NHOH). The 
first chapter deals with the chemical reactivity of a trans-[Fe(cyclam)(NO)Cl]Cl2 complex, which is shown to decompose by releasing NO• under 
physiological pH and temperature conditions, the process being significantly accelerated upon light irradiation at 365 nm. In contrast, in vitro 
experiments in the presence of glutathione revealed that the same complex produces HNO. Angiogenesis studies showed that the complex is able to 
significantly inhibit the hypoxia-inducible factor (HIF-1α) induced by hypoxia or addition of a NO• donor (Spermine NONOate) in breast cancer 
cells: this result is consistent with a release of HNO by the nitrosyl complex. On the other hand, vasodilation assays using precontracted rat aortic 
rings revealed that the complex exhibits a relaxation IC50 of 910 nM, vs 24 nM for the reference drug, nitroprusside. The next chapters deal with the 
oxidation-promoted release of HNO from aromatic hydroxamic acids. Chapter 2 focuses on the oxidation mechanism of isonicotinoic, nicotinoic and 
pyrazinoic hydroxamic acids, mediated by potassium ferricyanide (K3[FeIII(CN)6]) in physiological pH conditions. It is shown that oxidative 
activation of aryl hydroxamic acids, mediated by FeIII, involves the production of the N,O-di(di)azinoylhydroxylamine intermediate with 
concomitant release of HNO, instead of the putative acyl nitroso species. The free hydroxamic acids were also evaluated for different biological 
activities and used as controls to be compared with iron complexes described in chapter 3. These pentacyanoferrate(II) complexes, 
Na3FeII(CN)5(ArCONHOH), initially devised as potential hybrid of isoniazid (INH, first-line anti-TB prodrug, for which the isonicotinoyl radical is 
the active metabolite) and delamanid (third-line anti-TB, for which HNO is the active metabolite), were synthesized and characterized by 
spectroscopic techniques, cyclic voltammetry, and DFT calculations. Using EPR and 1H NMR spectroscopy, oxidation of these FeII complexes with 
H2O2 was shown to result in the release of HNO and corresponding azinoic acids, through a likely intramolecular electron transfer. In contrast to 
what was observed from the INH complex (Na3[FeII(CN)5(INH)]), no azinoyl radical species was evidenced to be produced from the corresponding 
hydroxamic acid complexes. Instead, the corresponding carboxylic acids were found to be formed, in particular pyrazinoic acid which is the active 
metabolite of pyrazinamide, another antitubercular pro-drug: this result would be relevant for the treatment of pyrazinamide-resistant tuberculosis, as 
the activation could thus occur without assistance of the pyrazinamidase enzyme of Mycobacterium tuberculosis (Mtb). The free hydroxamic acids 
and corresponding complexes did not show any antibiotic action against an actively growing/non-resistant Mtb strain. However, the complexes 
showed a strong dose-dependent and reversible vasodilation activity, close to that of nitroprusside (64-250 nM vs 13 nM). The free hydroxamic acids 
were found ca. 19- to 76-fold less active than the corresponding complexes. On the basis of in vivo experiments, Na4[FeII(CN)5(PyCONHO-)] also 
showed a promising cardiovascular activity profile for the development of a new antihypertensive agent.  
Key words: antiangiogenesis, cyclam, hydroxamic acids, iron complexes, nitric oxide, nitroxyl, oxidative activation mechanisms, tuberculosis, 
vasodilation.  
 


