
APPENDIX
ESSENTIAL TEXT TO COMPLETE THE RATIONALE BEHIND THE MANUSCRIPT

This appendix presents a storm of ideas so, italicized texts represent original texts, but all indicated. All this pathophysiology is the result of an intense search to unite biochemical pathways from the pre-COVID-19 era with a new virus. The assumptions here can be volatile and fleeting. It is science. We hope that, in some way, we have contributed for research to be carried out in the face of the provocations contained in this article. The main target of this article is to provide better management and comfort for people who have or have had COVID-19, a cruel disease.
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MAIN PHYSIOPATHOLOGY in chronological understanding order of COVID-19

M2 POLARIZATION, TRYPTOPHAN and PELLAGRA microenvironment 

With ACE-2 internalization, enterocytes do not absorb some amino acids and, among them, tryptophan. Tryptophan (Trp) is an amino acid whose indole derivatives cover the synthesis of the neurotransmitter/hormone serotonin (5-HT), pineal gland melatonin (MLT), and trace amine tryptamine. The breakdown of the Trp indole ring instead defines the “kynurenine shunt”, which produces cell-response adapters such as L-kynurenine, kynurenic and quinolinic acids, or the coenzyme nicotinamide adenine dinucleotide. The nutritional impact of Trp on the human diet is chronic exposure to a diet low in niacin (vitamin B3) and Trp, which results in Pellagra, a metabolic dysfunction defined by severe alterations of the skin, gut, and brain activity [33,34,38]. Tryptophan enters the brain by a transporter located in capillary endothelial cells, which shares with several other amino acids, large neutral amino acids (LNAAs). LNAAs include tryptophan, tyrosine, phenylalanine, and branched-chain amino acids (BCAAs; leucine, isoleucine and valine). The transporter is saturable and competitive, and raising the blood (or plasma or serum) levels of one LNAA raises the brain uptake of that LNAA and reduces those of the others. Trp entrance in the brain is glucose dependent, and it is important to consider that insulin has anabolic holes, while glucagon and cortisol have catabolic holes. In cHIS, disglycemia is a very frequent finding in our patients. It happens as a physiologic change demanded by lack of Trp, and perhaps cortisol at high levels in blood sera may be a good marker to locate patients during hyperinflammatory and immunoparalysis periods.

COVID-19 is a very intense disease behind a virus infection. COVID-19 is an infectious disease starting by the changes the virus promotes in the host cells and afterwards the disease changes to an intense fight between inflammatory versus tolerance status with a self-feeding mechanism based on inflammation/ACE-2 homeostasis [16,39,40].

A sequence of events can bring our theory to the light: variance is an important factor to be considered because symptoms vary greatly and may be related to intestinal infection, ACE-2 expression, genetic variations, nutritional status, and comorbidities.

SARS-CoV-2 is sensitive to INF-I, which acts by diminishing the virus’s ability to infect a cell. The virus uses a wide mechanism to downregulate INF-I molecules, generally inhibiting STAT-1. It is possible that part of the catastrophic disease starts at this point [1,2]. IFN-I signals through the heterodimeric receptor composed of IFNAR1 and IFNAR2, inducing cross phosphorylation of Tyk2 and Jak1, which leads to tyrosine phosphorylation and activation of signal transducers and activators of transcription (STATs) STAT1 and STAT2. INF-I downregulation polarizes macrophages to M2 instead of M1; in this way, viruses drive the immune response to the Treg tolerance pathway4. IFN-γ is downregulated in SARS-CoV-2 infections and responds by three mechanisms of inactivation: Inactivation of host translational machinery, degradation of host mRNAs, and inhibition of signal transducer and activator of transcription 1 (STAT1) phosphorylation [41-43].

Viruses infect the upper airway, replication starts, and lung infection is the most important place for virus pathology. First, cells that express ACE-2 are infected (pneumocytes, resident macrophages, epithelial cells, endothelial cells). Macrophages and monocytes release IL-6, TNF-α, IL-1β, tumour necrosis factor (TNF) and inflammatory chemokines, including CC-chemokine ligand 2 (CCL2), CCL3 and CXC-chemokine ligand 10 (CXCL10), and the soluble form of the α-chain of the IL-2 receptor4. SARS-Cov-2 spike promotes an upregulation of IL-6 and tumour necrosis alpha (TNF-α) in macrophages. The macrophage and monocyte polarization has its severity dependent on viral load, ACE-2, SARS-CoV-2 infecting enterocytes, and mainly of the intrinsic pre-polarization that represents the immunological mark that all diseases and environment have triggered in the person who is infected [4]. People who have inflammatory diseases naturally have macrophages and monocytes tending to undergo anti-inflammatory polarization to attenuate the stress caused by inflammatory comorbidities. Figures 4a-c show the two poles with intermediate diseases that may course to severe COVID-19 [44-49].

M1 macrophages are activated by lipopolysaccharide (LPS) and Th1 cytokines (such as IFN-γ and TNF-α) and are characterized by TLR-2, TLR-4, CD80, CD86, iNOS, and MHC-II surface phenotypes. These cells release various cytokines and chemokines (for example, TNF-α, IL-1α, IL-1β, IL-6, IL-12, CXCL9, and CXCL10), which exert positive feedback on unpolarized macrophages. Key transcription factors, such as NF-kB, STAT1, STAT5, IRF3, and IRF5, have been shown to regulate the expression of M1 genes. It seems that NF-κB and STAT1 are the two major pathways involved in M1 macrophage polarization and result in microbicidal and tumoricidal functions [50-52].

M2 polarization occurs in response to downstream signals of cytokines such as IL-4, IL-13, IL-10, IL-33, and TGF-β. Notably, only IL-4 and IL-13 directly induce M2 macrophage activation, whereas other cytokines (such as IL-33 and IL-25) amplify M2 macrophage activation by producing Th2 cytokines. Upregulation of cytokines and chemokines, such as IL-10, TGF-β, CCL1, CCL17, CCL18, CCL22, and CCL24, also attracts unpolarized macrophages to polarize into the M2 state. Key transcription factors, such as STAT6, IRF4, JMJD3, PPARδ, and PPARγ, have been reported to regulate the expression of M2 genes. So far, the STAT6 pathway has been the one to activate M2 macrophages.

In COVID-19, polarization tends toward M2 with an IL-6 profile. IL-6 is a critical determinant of subsequent cell fate decisions. IL-6 drives Th17 cell differentiation by phosphorylating and activating STAT3, which then induces Th17 cell specificity. STAT3 also inhibits Treg cell differentiation by downregulating TGF-β-induced expression of Foxp3. The effect of IL-6 is amplified by other proinflammatory cytokines, including IL-1β, IL-21, IL-23, and TNF-α, and for pathogenicity, Th17 cells require an IL-23 signal along with IL-6 plus TGF-β to induce IL-23. M1 macrophages are induced by IFNγ or PAMPs and are characterized by the production of iNOS and proinflammatory cytokines such as TNFα and IL-1β. M2 macrophages are induced by IL-4 and characterized by arginase and anti-inflammatory cytokine IL-10 production. Complement components C3a, C5a, and C5b-9 modulate cytokine production in macrophages toward an inflammatory (M1-like) phenotype. Apoptotic cells and targets opsonized with complement components C1q or C3b increase clearance and modulate cytokine production in macrophages toward an anti-inflammatory response, resolving (M2-like) phenotype and can block PAMP-mediated proinflammatory signalling. Thus, complement plays a dual role in macrophage activation and polarization and it occurs in COVID-19, and theory 1 discusses autoantibody formation (Figure 3).

People who have inflammatory diseases naturally have macrophages and monocytes tending to undergo anti-inflammatory polarization to attenuate the stress caused by inflammatory comorbidities. Figure 4a shows the two poles with intermediate diseases that may course with severity in COVID-19 [53,54].

IL-6 is the main key to the process of polarization, and its maintenance is caused and amplified by an autoinflammatory stimulus that can be exogenous or endogenous. Inflammatory factors feed themselves by altering tryptophan to kynurenine formation. Hypoxaemia also guides cell polarization to Tregs in detriment of TH17 cells. Metabolic demands dramatically increase during T cell activation and proliferation, and the transcription factor hypoxia-inducible factor 1 (HIF-1), a key metabolic sensor, controls a glycolytic pathway during Th17 differentiation and the effector function of Th17 cells by directly activating RORγt and IL-17. The kinase complex mTORC1 is also known to be a central regulator of transcriptional pathways mediated by metabolic stress and contributes to the differentiation and effector function of Th subsets. mTOR complex 1 (mTORC1) and mTOR complex 2 (mTORC2) are required for the upregulation of glycolysis and for differentiation into specific effector subsets. Because of the deficiency of both mTORC1 and mTORC2, naïve CD4 T cells are unable to upregulate the glycolytic machinery that is needed to support effector function, leading to Treg polarization and forces between regulation either for Th17 cells or for Tregs to collide with the tryptophan cycle [31,32].

Approximately 1 % of dietary tryptophan serves as a substrate for the biosynthesis of serotonin. Tryptophan (Appendix and Figure 4a-b) is also used for the “de novo” synthesis of niacin and is said to play a role in the immune regulation of normal T-cell function. Excess tryptophan, at levels above the requirement for protein and serotonin synthesis, is oxidized in the liver under the influence of the liver-specific enzyme L-tryptophan 2,3-dioxygenase (TDO) to ATP, CO2, and water. In contrast, tryptophan oxidation under the influence of the inflammation-inducible enzyme indoleamine 2,3-dioxygenase (IDO) occurs in various cell types and is not limited by a decrease in tryptophan levels. Two forms of indoleamine 2,3-dioxygenase exist, i.e., indoleamine 2,3-dioxygenase-1 and indoleamine 2,3-dioxygenase-2, with subtle differences in substrate specificity and inhibition characteristics [4].

This microenvironment formed by a large arsenal of autoantibodies (Theory I) associated with the tolerogenic environment of immunoparalysis is the prototype of the general pathophysiology of CSS and GS, and further explanations are found in the Appendix.

This physiopathology explained above mimics eosinophilic granulomatosis with polyangiitis and granulomatosis with polyangiitis, but there is a sequence of events in these syndromes. In COVID-19, vasculitis ultimately occurs at the same time autoantibodies are being formed, and these two events put in the host apoptotic with systemic mitosis that triggers an auto feeding disease that results in organ dysfunction syndrome (MODS) [43,55].

TOLERANCE-INFLAMMATION SYNDROME: Genesis and Apocalypse together 

This is the result of SARS-CoV-2 infection followed by highly intense platelet activation that promotes a rich environment with IL-6 and TGFβ.
The imbalance between Th17 cells and Tregs explained above shows induced Churg Strauss Syndrome + Wegener’s syndrome + Pellagra + tryptophan starvation and deficient cellular respiration inside the auto feeding environment COVID-19 with a wide variable spectrum that explains the interaction between host and virus and the different symptoms in the acute and chronic phases, from developing no sequelae to developing TIS and inducing Churg Strauss syndrome, fibrinous and organizing pneumonia, with systemic symptoms and autoimmune diseases or worse, once the syndrome generalized reaction caused by the accumulation of IDO1 in the absence of tryptophan. This occurs because M2 polarization of IL-6 tends to differentiate lymphocytes into the CD4+ pathway, which is responsible for the modulation of Treg/Th17 cells. TCD4+ cells secrete TGF-β1, which is a modulator of Th17 cells. At the same time, TGF-β1 induces the expression of the transcription factor aryl hydrocarbon receptor (AhR). In this case, dendritic cells and macrophages are in an inflammatory phase and produce ADO1 in an intense way, whose function is to produce tolerance. In the absence of tryptophan, there is an accumulation of ADO1 that initiates a self-destructive process of consumption in search of substrate. The host’s cells begin widespread cell death, and the host fails through a brutal process of apoptosis with a failed attempt at repairing and nothing seems to stop the process. Every metabolic process is catabolic and that, even so, is deficient with vitamin B3 deficiency. NAD/NADH can transfer electrons in a process that captures energy by generating high-energy phosphate bonds. Reduced NADPH is used in reactions that detoxify reactive oxygen species, metabolize drugs in a cytochrome P450 system, and support lipid biosynthesis (Figure 4a-c). All this environment comes together or appears in a short period of time: IgA, IgM and IgG antibodies, anti-SARS-CoV-2 antibodies, ANCA antibodies, anti-MPO antibodies, and immune complexes appear almost simultaneously with less intense or massive endothelial injury [56-60]. The result of the origin of autoantibodies in a highly mitogenic environment due to vasculogenic versus tolerogenic polarization with induced apoptosis creates a clash of physiological concepts that go beyond physiology and categorize this disease in a philosophical sphere sustained by an amino acid cycle, the lack of which promotes a totally self-destructive environment. SARS-CoV-2, as Pandora, has opened the box, and inside of it hope remains. The main point is that we have a high environment that requires angiogenesis with a high consumption of platelets, which I believe is fully involved in the process of a generalized apoptosis process in the cHIS period (Appendix). Low ionic calcium is the marker that may characterize this period because all apoptosis requires Ca2+ to complete cell death.

Endothelial lesions cause platelet adherence via the interaction of platelet glycoprotein Ib-IX-V-receptor (GPIb-IX-V) with collagen-bound von Willebrand factor (vWF). Especially at high shear rates, this first rather loose contact seems to be essential for slowing down platelets and for enabling the formation of more stable binding by the platelet receptors α2β1 and GPVI. The latter adheres tightly to collagen and promotes platelet activation via an FcRγ chain-mediated mechanism, and this process leads to a rise in cytosolic calcium levels. IL-1β upregulates both the expression of adhesion receptors and the secretion of IL-6 and IL-8 in endothelial cells, increases nitric oxide (NO)-induced vascular permeability and regulates normal T cell expressed and secreted (RANTES) and promotes the adhesion of monocytes to inflamed endothelium and atherosclerotic plaques [4,61-63].

The angiogenesis-related proteins released during angiogenesis can be differentiated into angiogenic activators and angiogenic inhibitors. Angiogenesis-activating proteins include VEGF, PDGF and matrix metallopeptidase-9 (MMP-9), while angiogenic inhibitors include transforming growth factor β (TGFβ). These angiogenesis-regulatory factors are released from activated platelets in the circulating blood of patients with cancer or the development of tumours.

After SARS-CoV-2 performed all changes explained, the process of angiogenesis was induced by hypoxia, which activated hypoxia-inducible factor-1 (HIF-1), which is responsible for the increased expression of proangiogenic genes, including VEGF. VEGF is a main contributor to angiogenesis by promoting endothelial cell growth, maturation and survival, enhancing vascular permeability and inhibiting apoptosis.

Dopamine and serotonin are primarily stored in and transported by platelets. This review focuses on the recently recognized role of dopamine and serotonin in the regulation of tumour behaviour by affecting angiogenesis and tumour cell proliferation. Dopamine inhibits tumour growth via activation of dopamine receptor D2 on endothelial and tumour cells. Serotonin stimulates tumour growth via activation of serotonin receptor 2B on endothelial cells and serotonin receptors on tumour cells [64] (Figure 4a-e).

Megakaryocytes release not only cytokines, including IL-1, IL-3, IL-6, and GM-CSF, but also factors. IL-6 stimulates hepatic production of thrombopoietin TPO. Activated platelets are a rich source of microparticles (PMPs) that stimulate the proliferation, survival, adhesion, and chemotaxis of hematopoietic cells. NETs activate platelet aggregation and thrombus formation. VEGF supports the transendothelial migration of monocytes and serves as a chemotactic factor for monocytes and mast cells. Both tumour-associated monocytes/macrophages and mast cells contribute to angiogenesis in cancer patients [61,62,65].

Platelet-derived microparticle function is multifactorial. They induce the procoagulant phenotype activation of blood-borne tissue factor (TF), or by triggering TF expression in monocytes expressing CD40, they contribute to proangiogenic thrombin and fibrin formation. PMP membranes are also enriched with TF and display negatively charged surfaces where clotting factor complexes can assemble. Finally, according to this theory, SARS-CoV-2 causes endothelial lesions that are later reinforced by the period in which the patient remains in a hypoxemic state (avoiding intubation, for example) [61,62,66,67]. The virus also stimulates a means that reinforces mechanisms for the development of autoimmune diseases, initially mediated by IL-6 in macrophages and monocytes. Platelets start to be activated by the repair mechanism, and then a self-powered cascade is started with a high consumption of nervous system mediators that are involved in regulating the angiogenesis process. In this process, tryptophan plays an important role in controlling the axes of tolerance and inflammation and, in this complex web of metabolic relations, perhaps acetyl salicylic acid has an important role in decreasing platelet activation and interrupting the self-feeding mechanism motivated by the apoptosis and disorganized cell growth mediated by MYC, RAS, MAPK, STAT and PI3K genes [61,62,65]. These pathways result in the inhibition of gene transcription, mitochondrial processing of apoptotic reactions and cytoskeletal organization, culminating in an increase in abnormal cell activities, including unimpeded proliferation and angiogenesis, and enhanced cell survival with maintenance of cell death by autoantibodies.

During exuberant clotting, anticoagulant protein S (PROS1) is depleted. This protein is in blood, where it acts with activated protein C to degrade factor Va and factor VIIIa and to terminate the coagulation reaction. As an anticoagulant in the blood coagulation cascade, PROS1 is one of two activating ligands for the TAM family of receptor tyrosine kinases (RTKs) — TYRO3, AXL and MER. The other TAM ligand is the structurally related GAS6, which does not contribute to the coagulation cascade. TAM RTKs are expressed by macrophages, dendritic cells and other immune sentinels, MER is found on the surface of all phagocytic tissue macrophages, and MER activation is broadly immunosuppressive and downregulates type I interferons, IL-6, and TNF. Deficiencies in TAM receptor signalling, by reduced receptor or PROS1 expression, are associated with autoimmune diseases. The hypothesis is that uncontrolled activation of platelets due to hypoxemia + autoantibodies + polymorphonuclear cells + monocytes causes the consumption of PROS1, which leads to an inflammatory environment and, once again, intensifies the war between inflammation and tolerance65.

Hyperinflammatory syndrome8 

is marked by immunoparalysis, translocation and vasculitis. It is not a Hyper Inflammatory period: It is a period of deeply immunosuppression. 

SYNDROME OF ACQUIRED AND TRANSITORY IMMUNODEFICIENCY secondary to IMMUNOPARALYSIS 

Many studies have shown that there is a period of immunosuppressed lymphocytes, initiating in the early lung phase with lymphopenia due to cell apoptosis, and it is more evident depending on how old people are. Granzymes are released but without perforin realization; granzymes without a target inflamed the microenvironment, and TCD8+ and/or TCD4+ cells start apoptosis due to caspase hyperexpression and high CD95 and TRIAL expression. The signature of acute COVID-19 tends to have stronger T cell lymphopenia in ICU patients, elderly patients and those with severe disease for both CD4+ and CD8+ T cells; IL-6, IL-10 and TNF-α and IFN-γ levels negatively correlate with lymphocyte count; T cells express higher levels of PD1 and TIM3 in ICU patients than in non-ICU individuals. PD-1 expression has an important role in the acute phase, and its function is antagonizing lymphocytes [68,69].

After 14 days of symptom onset, the patients maintained a cytokine signature, and their inflamed status continued. However, the question that remains is: how long do patients show us this important storm profile that has begun as a hurricane? It is a difficult answer, but the plausible answer is when patients return to homeostasis without inflammation or membrane ACE-2 expression. Some diseases or medicines are told to be promoters of ACE-2 expression, and obesity and heart diseases are responsible for stimulating ACE-2 expression, whereas immunosenescence promotes low ACE-2 expression, explaining a chronic inflamed environment in elderly individuals. Intrinsic ethnic characteristics and blood type are responsible for ACE-2 phenotype variance. Increasing RASS causes aldosterone elevation in blood sera that is, similar to ANGII, vasoconstrictive but also promotes glycogenic conversion to glycose in the liver with diabetic presentation or difficulties in controlling glycemia. High aldosterone titters respond to lung and kidney sclerosis and changes in cardiomyocytes. Lack of ACE-2 has been linked to lung fibrosis due to AT1 receptor activation and ACE hyperproduction of ANGI and ANGII. ANGI may be deviated to Bradykinin. It contributed not only to bradykinin increments but also to bronchospasms [4,13,70-72].

There are two additional coreceptors that are auxiliary in SARS-CoV-2 infection: receptor transmembrane protease serine 2 (TMPRSS2), which is downregulated by androgen prostate-independent hormones and upregulated by androgen prostate-dependent hormones. These coreceptors are linked with some types of cancer development. TMPRSS2 is used by a range of viruses, including SARS-CoV-2 (COVID19), to enter host cells [44,45,47,73].

ACE-2 changes on surface or intracellular T cell proteins have impacted the immune response, triggering a period of lymphopenia with an undetermined period of T cell and polymorphonuclear dysfunction, where the immune response against pathogens is deficient due to immune paralysis and leucocytes with unique functions are assumed to release cytokines. These changes are the first part of immunosuppression secondary to syndrome of immunoparalysis, and all findings related to these changes were previously described in immunoparalysis secondary sepsis.

In an immunosuppressed microenvironment, herpes zoster reactivation as well as tuberculosis and fungal latent reactivation are common because TCD8+ and TCD4+ are depleted or their function changes to an anergic priority, and macrophages also release IL-6.

SYNDROME OF INVERSE AETIOLOGY FOR BACTERAEMIA (SIAB) secondary to Immunoparalysis and sustained Inflammation 

After COVID-19 infection, symptoms have generally begun for approximately 14 days, and a new inflammatory phenomenon has appeared. Some studies are linking it with disease severity, although it may also appear in any grade of severity. We called this phenomenon syndrome of inverse aetiology for bacteria that are triggered by cHIS, since an intense site of inflammation is the gut and a continuous translocation of Enterococcus sp., gram-negative bacilli and general bacteria from the gut microbiota are identified in blood or urine samples. Gram + bacteria like Staphylococcus sp. have been identified too. These bacteraemia do not respond in most cases when antimicrobial medicines are used alone, because the active sites that feed the bloodstream with bacteria are (1) Inflamed gut and (2) Skin by “translocation” throughout broken barriers; both skin and gut allow continued translocation. In this situation, inflammation came first, and bacterial infection came after. Antimicrobials do not treat inflamed gut tissue, but corticosteroids do so.

SIAB CRITERIA (SUGGESTED ITEMS THAT NEED TO BE VALIDATED)

Proposed diagnosis is defined by 2 major criteria or 1 major criterion plus at least 3 minor criteria or at least five minor criteria isolated (recognizing bacteraemia, activated macrophages and tolerance).

Major criteria:

2 criteria were proposed:

i) Recurrent or refractory bacteraemia excluding abscess, endocarditis, hidden bacterial foci, catheter-related bloodstream infection. However, when antimicrobials are based on culture and there is failure with subjacent inflammation, it is necessary to consider excluding criteria as being secondary to inflammatory translocation.

ii) To be in cHIS CRON – authors definition (two or more criteria defined at least by one character)

Minor criteria: 

10 criteria were proposed that could identify immunoparalysis.

1. Lymphopenia at hemogram (every 5-7 days) with neutrophil marching to allow deviation with young forms in viral infection or in severe bacterial sepsis.

2. Isolated and marked periodic (every 5-7 days) neutrophil marching to allow deviation with young forms in viral infection or in severe bacterial sepsis.

3. Molecular expression of PD-1, TIM-3.

4. T cell degranulation by granzyme and not by perforin, at least in cytokine storm syndrome.

5. Caspase and neutrophil activation and periodic low blood Ca2+ serum levels.

6. IL-6 and TNF-α high titters.

7. IL-10 high titters.

8. Risk factors for HLA-DR: obesity, inflammatory diseases, diabetes, insulin resistance, elderly.

9. Low HLA-DR expression after 14 days of symptoms begun.

10. High serum cortisol.

It is necessary clarify that all these syndromes compound a unique and singular disease defined as being a period marked by variable and continuous imbalance in inflammation tolerance, which evolves Treg and Th17 cells, where monocytes, macrophages, Dendritic Cells release IL-6 and not perform phagocytosis and T cells express PD1 and TIM-3 exhaustion protein markers.  

TREATMENT

Antimicrobial therapy must be continued and adjusted by culture, but it is a case of sine qua non corticosteroid treatment. Which dose is needed? We are assessing, and we will start a protocol with pulse therapy, but we have been performing methylprednisolone in pulse therapy, and there were cases with good response and others that were refractory. Author observational findings: Pulse avoids recurrence with good discharge, but in some cases, where the interventions happened lately, there were relapses to an inflamed status. I think relapses are related to HLA-DR downregulation in this phase and, because of that I think it is necessary to use another medicine or associate corticosteroids with immunosuppressors could stop immunoparalysis.

SYSTEMIC VASCULITIS WITH VARIABLE EOSINOPHILIA 

This 2S2V syndrome is triggered by hypoxemic endothelial injury by SARS-CoV-2 infection, in which many vessels are directly damaged, and more intense hypoxemia worsen magnitude of the lesion and, consequently, the response to this lesion. A repair process is initiated, stimulated by factors that will reconstruct the injured tissue, and the search for serotonin is associated, linked to vasodilation, which allows tumour growth and the activation of genes already mentioned responsible for neovasogenesis. This process is widespread and requires significant consumption of 5-HT, so there is an intense demand for platelets. There is construction and more inflammation in an eternal stimulus between eosinophils and more neutrophils, between tryptophan and kynurenine (Figure 4 a-c). From this form, the sustained inflammatory process and with less and less 5-HT available, especially if there was a lot of internalization of ACE-2 in the intestine and with more and more expression of adhesins, the thrombus formation process becomes more evident and, almost generalized, many thrombotic events arise in the same person, often associated with elements of confusion such as associated rheumatological events [8,71,72,74-78].

EOSINOPHILIA IN COVID-19

Eosinophils express indoleamine 2,3-dioxygenase (IDO), which catalyses the oxidative degradation of L-tryptophan through the kynurenine pathway, resulting in inhibition of effector T cell responses and induction of suppressive immunity. Furthermore, tumour cell derived thymic stromal lymphopoietin (TSLP) increases the expression of interleukin-4 (IL-4) and IL-13 in eosinophils, and IL-13 (likely IL-4 as well) can polarize macrophages into a tumour-promoting activation state characterized by an immunosuppressive phenotype. Tumour cell derived TSLP also increases the expression of vascular endothelial growth factor A (VEGFA), which induces angiogenesis. Eosinophils may synthesize and release a plethora of other growth factors, such as epidermal growth factor (EGF) and transforming growth factor-β1 (TGFβ1), which can induce tumour cell growth and epithelial mesenchymal transition, respectively. Eosinophil migration into circulation is regulated primarily by IL-5. Circulating eosinophils interact with endothelial cells, migrate through the vessel wall, and infiltrate a target organ by a regulated process involving the interaction between adhesion molecules, chemokine receptors on eosinophils (CCR3) via their respective chemokine gradients (eotaxins), and cytokines (in particular products of Th2 and ILC2 cells, such as IL-4, IL-5, IL-13). The characteristic pathologic findings of eosinophil involvement in vasculitis include eosinophilic infiltration in tissue and intravascular and extravascular granuloma formation with a zone of centralized eosinophilic necrosis and surrounding epithelioid cells, histiocytes, multinucleated giant cells, and neutrophils [30,56,57,79,80].

Eosinophilia is a cause of neurologic symptoms that cause confusion and other types of psychiatric disorders of mood, in addition to IL-6 and neural inflammation, whose physiopathology has been studied and assumed to be of great importance.

We are admitting patients with heart failure who had normal cardiologic exams after COVID-19, but one to three months passed by, and they are coming back to the hospital with symptoms of heart failure. Myocarditis is prevalent, and we think it is due to eosinophils, since the lung pattern of image is formation pneumonia and atelectasis that resemble eosinophilic vasculitis, besides we have been performing bronchoalveolar lavage with cytology, some of them with eosinophilic pattern, or with high IgE levels on sera, or systemic symptoms [59,75,76,81]. Increases in the number of circulating eosinophils as well as inflammation-induced surges in the expression of eotaxins, IL5, or other chemoattractant (including complement anaphylatoxins C3a and C5a) cause the migration of inflammatory eosinophils towards nonphysiologically homing tissues. The heart is one of the preferential targets for eosinophil inflammation; furthermore, 0.5% of myocardial autopsies show signs of eosinophil infiltration irrespective of the inciting cause. The reason for the preferential homing of eosinophils in the myocardium under systemic inflammation is not clear. Impaired IFNγ-Th17- or NK-dependent responses have been claimed as potential favouring factors. We observed many symptoms with diarrhoea, abdominal pain, and an interstitial image in the lung. It is not a coincidence. Behind all these symptoms there is eosinophilic syndrome triggered by the acute phase of SARS-CoV-2 infection [77,78].

EOSINOPHILIA MYALGIA SYNDROME
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The symptoms and severity of eosinophilia-myalgia syndrome can vary greatly from one person to another. In most cases, the onset of the disorder is rapid.

The initial symptoms associated with eosinophilia-myalgia syndrome include breathing difficulties such as shortness of breath (dyspnea) and muscle aches, cramping and spasms. Muscle pain (myalgia) also occurs and may become progressively worse. Eventually, muscle pain may become incapacitating making it difficult to walk or perform daily activities. The muscles of the legs, back and shoulders are most often affected. Muscle spasms may be triggered by movement or exercise. Muscle weakness usually does not occur until later during the disorder.

Additional symptoms that often occur during this earlier phase of eosinophilia-myalgia syndrome include cough, fever, fatigue, joint pain (arthralgia), swelling due to the abnormal accumulation of fluid (edema), and a sensation of numbness or tingling, most often in the hands, feet, arms or legs. Affected individuals may also develop a rash that can be extremely itchy (pruritus). This initial (acute) phase of the disorder usually lasts approximately 3-6 months.

After this initial phase, affected individuals experience chronic symptoms that can affect several different organ systems of the body. The skin is the organ most often affected and may slowly swell, thicken and harden (eosinophilic fasciitis). The arms and legs are most often affected. Some individuals develop small areas of hair loss (alopecia).

The central nervous system becomes involved in some cases and can cause decreased feeling (sensation) in the hands, increased sensation (hyperesthesia) in the back and arms or legs, progressive muscle weakness, bladder dysfunction, changes in mood or behavior and cognitive deficits such as memory loss, difficulty concentrating and difficulty communicating. However, the relationship between cognitive deficits or behavioral changes and eosinophilia-myalgia syndrome is controversial. Some researchers believe these problems arise from severe pain, depression and disturbances in sleep patterns associated with eosinophilia-myalgia syndrome and not from the direct, underlying effects of the disorder.

Additional symptoms can occur during the chronic phase of eosinophilia-myalgia syndrome although they occur less often than the abovementioned symptoms. Such symptoms include heart (cardiac) abnormalities including inflammation of the heart muscle (myocarditis), irregular heartbeats (arrhythmias) and palpitations. Some individuals may have gastrointestinal symptoms including nausea, vomiting, diarrhea and abdominal pain.

Muscle pain, the characteristic finding of the acute phase, also occurs during the chronic phase of the disorder, although it often comes and goes (remission and relapse). Fatigue, which can be profound, also occurs during the chronic phase. Muscle cramps and shortness of breath are also present.

Diagnosis

EMS is a syndrome with multiple clinical presentations and variable severity. The first clinical reports showed that most patients developed profound eosinophilia and severe myalgias. Further, other symptoms included joint pains, weakness or fatigue, difficulty breathing or cough, rash, headache, peripheral edema (swelling), fever and abnormal tingling sensations. Most patients also showed an elevation of an enzyme called serum aldolase, which is an indicator of muscle damage. About one-half of the patients had abnormal liver function tests.

Clinical and histopathological findings of EMS overlap those of eosinophilic fasciitis a fibrotic syndrome characterized by tender swelling and hardening of subcutaneous tissues especially in arms and legs.

There are no medical tests to definitively diagnose EMS. Many physicians lack knowledge of EMS, and therefore, patients may be diagnosed with diseases that have overlapping symptoms, such as fibromyalgia, chronic fatigue syndrome, lupus, arthritis, fasciitis, and other autoimmune or neuromuscular disorders with similar symptoms. Criteria for the diagnosis have been described that are useful.

Clinical features

EMS is a syndrome with multiple clinical presentations and varying severity. The first clinical reports showed that most patients developed profound eosinophilia and severe myalgia. In addition, another symptoms included joint pain, weakness or fatigue, difficulty breathing or coughing, skin rash, headache, peripheral edema (swelling), fever and abnormal tingling sensations. Most patients also showed an elevation of an enzyme called serum aldolase, which is an indicator of muscle damage. About half of the patients had abnormal liver function tests.

The clinical and histopathological findings of EMS overlap with those of eosinophilic to fibrotic fasciitis syndrome characterized by sensitive edema and hardening of the subcutaneous tissues, especially in the arms and legs.

There are no medical tests to definitively diagnose SME. Many doctors are unaware of EMS and therefore, patients can be diagnosed with diseases that have overlapping symptoms, such as fibromyalgia, chronic fatigue syndrome, lupus, arthritis, fasciitis and other autoimmune or neuromuscular diseases with similar symptoms. Diagnostic criteria have been described which are useful.
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The pathophysiology of eosinophilia-myalgia syndrome is poorly understood. Nonspecific constitutional symptoms probably are caused by immunologic and inflammatory events during the acute phase of the disease. Serum levels of cytokines such as IL-5, interferon-γ, IL-2, and IL-4 may be elevated, especially during the acute phase and in patients with fasciitis and eosinophilia [100].
The signs and symptoms of eosinophilia-myalgia syndrome are variable, but many patients complain of flu-like constitutional symptoms such as fever, weight loss, and fatigue. Pulmonary symptoms include nonproductive cough and dyspnea in 30-80 percent during the acute phase [101]. Of the original 1,500 cases identified by 1990, 611 (59 percent) reported cough or dyspnea [102]. Interviews of 16 patients meeting CDC criteria for eosinophilia-myalgia syndrome were performed in another study, and pulmonary symptoms appeared more prevalent: 14 (87 percent) reported dyspnea, 10 (62 percent) complained of chest tightness, 7 (44 percent) had chest pain, 7 (44 percent) reported wheezing, and 5 (31 percent) complained of a nonproductive cough [103].
Eosinophilia-myalgia syndrome generally is characterized as having two phases: acute and chronic. The acute phase includes myalgias, fevers, rash, arthralgias, weight gain, edema, and dyspnea, while the chronic phase includes muscle cramps and pain, weakness, weight loss, fatigue, neuropathy, and scleroderma-like skin changes.

Chest radiograph findings are variable. A retrospective study reviewed the chest radiographs of 18 patients identified by state epidemiologists as meeting criteria for eosinophilia-myalgia syndrome. Of the 18 patients, 9 had normal results. Three radiographs demonstrated fine, irregular linear opacities most prominent at the bases, while three exhibited fine, irregular linear opacit

Symptoms associated with EMS vary widely and can include:

Initial symptoms

• Acute pain

• High blood eosinophil count

• Strong muscle cramp and / or pain

• Pain in muscle tissues

• Neuropathy (malfunction of the nerves resulting in numbness, weakness, burning pain and loss of reflexes)

• Joint pain

• tremors

• Swelling of soft tissues

• Sensations of numbness, tingling or burning

• Sensitivity and swelling of the extremities • Dry skin patches of yellow or ivory color that become hard and slightly depressed

• Low fever

• Pulmonary disorders

• Skin rashes

• Weakness and severe fatigue

• Gastrointestinal problems

• Cardiac arrhythmia

• Hair loss

• Cough

• Headache

Symptoms and complications developing later

• Loss of short-term memory, decreased concentration, communication problems

• Muscle and joint pain

• Severe pain in the nerves

• Cardiomyopathy (heart muscle disease)

• Irreversible scarring of the liver

• Internal fibrosis (excessive growth of hard and fibrous tissue that replaces normal bone tissue in a single bone. Symptoms include pain and bone fracture)

• High pressure

• Desmoid tumor (benign soft tissue tumors that are widely intertwined with the surrounding tissues)

• Malignant fibrous histiocytoma (a rare disease in which histiocytes begin to multiply and attack the person's own tissue or organs, resulting in tissue damage, fatigue and other symptoms) • Scleroderma-like syndrome (a fibrous connective tissue disease in skin and sometimes also on other organs of the body)

• Fibromyalgia syndrome (causes chronic pain, stiffness and tenderness in muscles, tendons and joints without detectable inflammation)

• Chronic fatigue syndrome

• Post-traumatic stress disorder (a psychological disorder that develops in individuals who have had significant traumatic experiences)

• Depression

• Vision and dental problems
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The time of COVID-19 with a later stage of Hyper inflammatory syndrome with variable eosinophilia, which seems to be dependent on the magnitude of the hypoxemia time to which a person was subjected to the first 14 days of the disease. The magnitude of hypoxemia must be responsible for the consumption of niacin and the diversion of the tryptophan cascade to form more vitamin B3. However, highly inflammatory medium tends to cascade to the formation of Kynurenine and its toxic metabolites. The symptoms for the resulting patients are due to eosinophilia and can be confused with the condition and EGPA, other eosinophilic syndromes, although COVID-19 provides all the conditions for an autoimmune disease and a true EGPA. Kynurenine 3-monooxygenase (KMO) is the only route of 3-hydroxykynurenine production known to occur in humans. KMO localizes to the outer membrane of mitochondria, and is highly expressed in peripheral tissues, including liver and
https://apfed.org/about-ead/eosinophilia-myalgia-syndrome/

COVID-19 AND TRYPTOPHAN METABOLISM: this is not a good “tryp”

LOW TRYPTOPHAN AND THROMBOSIS 

Mechanisms of tryptophan-derived uremic toxins promoting thrombosis. Tryptophan-derived uremic toxins promote thrombosis by inducing platelet hyperactivity, endothelial dysfunction, production of endothelial and platelet microparticles, and TF expression on monocytes, vascular smooth muscle cells, and endothelial cells. TF induction is mediated by AhR (aryl hydrocarbon receptor) activation. A decrease in NO bioavailability and an induction of ROS in platelets and endothelial cells participate in the thrombotic effects of tryptophan-derived uremic toxins (Figure 4a) [31,32]. Endothelial cells can synthesize von Willebrand factor (vWf) protein, which is then either secreted in a constitutive way or stored within specific cellular secretory granules, Weibel-Palade bodies. Stimulated secretion of vWf from these organelles is thought to be induced by agonists causing a transient increase in cytoplasmic calcium concentrations. 5-HT released by activated platelets has also recently been shown to induce the secretion of vWf. Serotonin is linked to endothelial stabilization, downregulating adhesins and vasospasm.

CONSUMPTIVE SYNDROME (HIDDEN OR NOT HIDDEN) RELATED TO COVID-19 due to 5-HT

This syndrome has appeared with greater or lesser intensity depending on the characteristics of the patients, as we have already explained throughout the article and the metabolic pathways.

COVID -19 now becomes a metabolic disease with high energy consumption mediated by enzymes that lead to sarcopenia and by 5-HT anorexigenic Many people are evolving with weight loss in a drastic way, others not so much, but the sarcopenia is clear.

The metabolic pathways needed to be compensated are exemplified below. These pathways shown here need to have supplies for them to work properly and for us to guarantee the proper functioning in relation to aerobic cell respiration. It is a mistake not to guarantee the minimum substrate to patients so metabolically devastated by COVID-19. Not guaranteeing substrate to the depleted patient is to perpetuate the oxidative and inflammatory process, since there are no acceptors for electrons and protons of the normal reactions of the aerobic pathways. In other words, we simply contribute to the maintenance of the disease if we do not pay attention that the patient needs to have guaranteed the minimum supplies of the classic metabolism pathways so that he can pass the disease less deleterious.

NEOPLASTIC DISEASES, BONE FRACTURES AND GRANULOMATOUS DISEASES ARE SECONDARY TO INFLAMMATION AND TRYPTOPHAN DEVIATION: another hypothesis or associated with the formation of autoantibodies?

Tryptophan is an essential amino-acid, metabolized by the kynurenine pathway. Rate-limiting factors in this pathway are Tryptophan 2,3-dioxygenase (TDO) and Indoleamine 2,3-dioxygenase (IDO). TDO and IDO are active mainly in physiological conditions and conditions characterized by immune activation, respectively.

Furthermore, minor amounts of IDO-like enzymes are produced by gut bacteria. This activity has been described to be enhanced in HIV-infected individuals. IDO catalyzes the catabolism of tryptophan to N-formylkynyrenine, which is rapidly decomposed to kynurenine. Thus, the ratio between kynurenine and tryptophan (KTR) in plasma can be used as an indirect measure of IDO activity. Increased KTR has been described in numerous conditions characterized by low grade inflammation, such as Alzheimer’s disease, cancer, and viral infections. We and other groups have described an increased KTR in HIV infection. Tryptophan catabolites, in particular kynurenine and quinolinic acid, are associated with immune activation, and increased KTR is associated with a higher level of immune activation in untreated HIV-infected individuals. Furthermore, tryptophan catabolism has been linked to CD4+ immune regulation. In particular, an inverse association between KTR and the ratio between Th17 cells and T regulatory cells in both primary and chronic phases of HIV infection has been described.

Oxidation products like kynurenine stopped proliferation of bone marrow mesenchymal stem cells. This may result in inhibition of osteoblastic proliferation and differentiation. Kynurenic acid acts as an antagonist at glutamate receptors, which are expressed on osteoclasts. Quinolinic acid activates N-methyl-D-aspartate receptors. 3-hydroxyanthranilic acid exhibits pro-oxidant and antioxidant activity. Decreased concentration of 3-hydroxyanthranilic acid can be one of the causes of osteoporosis. 3-hydroxykynurenine reduced the viability of osteoblast-like cells. Picolinic acid exerted osteogenic effect in vitro. Kynurenine derivatives exert various effects on bones. Discovery of the exact mechanism of action of tryptophan metabolites on bones may take us a step closer to understanding the complicated mechanism of bone metabolism, which in turn may result in finding a new, effective therapy for treating bone diseases’ (Michalowska M, Znorko B, Kaminski T, Oksztulska-Kolanek E, Pawlak D. New insights into tryptophan and its metabolites in the regulation of bone metabolism. J Physiol Pharmacol. 2015 Dec;66(6):779-91. PMID: 2676982).

Circulating levels of kynurenine, the oxidized product of tryptophan, are increased in aged (24mo) vs. mature (12mo) mice, and we recently observed that kynurenine‐treated mice have high marrow fat and low bone mass, mimicking the phenotype of Hdac3‐deficient and aged animals. This raises the possibility that oxidized by products, in particular kynurenine, could be a mechanistic link between aging and bone loss.

A study identified …” Tph1 as an erythroid gene and uncovered a fundamental role for 5-HT in regulating hematopoietic stem cell fate along the erythroid pathway. EPO induces TPH1 expression and 5-HT synthesis necessary for erythroid progenitor’s survival and proliferation. Importantly, as one of the hallmarks of MDS is ineffective haematopoiesis with anaemia, our findings argue that the use of selective serotonin reuptake inhibitors (SSRIs), such as fluoxetine—a common antidepressant, in the earliest stages of Myelodysplastic Syndrome (MDS), where anaemia is a major sign, may represent an innovative therapeutic strategy IDO is ubiquitously expressed and present in most extrahepatic tissues, and TDO present in the liver is responsible for regulating systemic tryptophan levels. Tryptophan is also the precursor of serotonin (5-hydroxytryptamine or 5-HT), a monoamine highly conserved throughout evolution. 5-HT synthesis is initiated by the rate-limiting enzyme, tryptophan hydroxylase (Tph), with two isoforms: Tph1 in the periphery and Tph2 in the central nervous system (CNS). 5-HT synthesized by Tph2 has a well-recognized role as neurotransmitter, acting on 5-HT receptors in various brain regions” … between the Kyn/Trp ratio and tryptophan plasma levels, indicating that an increase in IDO activity leads to greater tryptophan metabolism.” 

A study … “found that inhibition of tryptophan catabolism in IDO1-knockout mice led to increased mucosal destruction, cecal haemorrhage, and increased production of IFN-γ in response to C. difficile infection, but no significant change in mucosal effector or regulatory T cell numbers or IL-10 mRNA expression. The increased immunopathology in infected IDO1-knockout mice was associated with a lower C. difficile burden and an increased percentage of IFN-γ-expressing neutrophils. We further demonstrated the ability of kynurenine to induce apoptosis in bone marrow-derived neutrophils, whereas the presence of tryptophan reversed this effect, providing a possible mechanism for the increased neutrophil accumulation in IDO1(-/-) mice.” 

Both high IDO expression and intra‐tumoral neutrophils infiltration were independent prognostic factors for poor survival for HCC patients. There are three Trp‐catabolic enzymes (IDO1, IDO2, and TDO) in mammals which catalyze conversion of the essential amino acid tryptophan (Trp) to kynurenine (Kyn). In humans, IDO1 shows a high protein expression in the peripheral lymph organs, while IDO2 and TDO show high tissue specificity and much lower expression level than IDO1 that significantly restrict their activity. The “IDO” we discussed in this study was IDO1. In patients with solid tumours, such as colorectal cancer, small cell lung cancer, melanoma, and ovarian cancer, high IDO expression is correlated with a poor prognosis and shorter overall survival. In HCC, IDO was expressed in HCC cells following the stimulation of IFN‐γ, and our study confirmed that high IDO expression was a prognostic factor for poor survival for HCC patients. IDO modifies inflammation and immunity through a variety of effector cells: induces the differentiation of Treg cells and apoptosis of effector T cells, prevents Treg cells destabilization and maintains the suppressive phenotype, recruits and activates MDSCs to suppress antitumor immune responses, inhibits the surface expression of activating receptors and regulates NK‐cell function. There is strong evidence that suppression of antitumor immune responses by IDO would make such catabolism an attractive target for therapeutic intervention. 

In chronic granulomatous disease (CGD), defective phagocytic nicotinamide adenine dinucleotide phosphate (NADPH) oxidase activity causes reduced superoxide anion (O2·̄) radical production leading to frequent infections as well as granulomas and impaired wound healing indicative of excessive inflammation. Based on recent mouse studies, the lack of O2·̄-dependent interferon γ (IFNγ)–induced synthesis of kynurenine (kyn), an anti-inflammatory tryptophan metabolite produced by indolamine 2,3 deoxygenase (IDO), was proposed as a cause of hyperinflammation in CGD and this pathway has been considered for clinical intervention. Here, we show that IFNγ induces normal levels of kynurenine in cultures of O2·̄-deficient monocytes, dendritic cells, and polymorphonuclear leukocytes from gp91PHOX- or p47PHOX-deficient human CGD donors. Kynurenine accumulation was dose- and time-dependent as was that of a downstream metabolite, anthranilic acid. Furthermore, urinary and serum levels of kynurenine and a variety of other tryptophan metabolites were elevated rather than suppressed in CGD donors. Although we did not specifically evaluate kyn metabolism in local tissue or inflamed sites in humans, our data demonstrates that O2·̄ anion is dispensable for the rate-limiting step in tryptophan degradation, and CGD patients do not appear to have either hematopoietic cell or systemic deficits in the production of the anti-inflammatory kynurenine molecule.

Leukocyte recruitment into tissue compartments is a tightly regulated process orchestrated by chemokines. Chemokines convert leukocyte rolling or tethering on the vascular endothelium to firm arrest via the activation of leukocyte surface integrins. As chemoattractants, chemokines subsequently play an important role in the directional migration of leukocytes through tissues. Chemoattractant receptors are a subtype of G protein-coupled receptors (GPCRs) one of the largest known families of human proteins. Chemoattractant receptors bind a variety of agonists, including proteins such as interleukin-8 (IL-8, CXCL8) and monocyte chemoattractant protein-1 (MCP-1, CCL2), small peptides such as fMLP, as well as bioactive lipids including leukotriene B4. As such, chemoattractant receptors mirror the entire family of GPCRs, which can be activated by ligands ranging in size from metabolites to large protein.

GPR109B (also known as HM74) is an orphan G protein coupled receptor (GPCR), which was cloned during a search for novel leukocyte chemoattractant receptors relating to receptors for IL-8, N-formyl peptide, and C5a. A related receptor, GPR109A (HM74A), has been identified as a receptor for nicotinic acid (niacin). GPR109A is highly expressed in adipose tissue and the spleen. Nicotinic acid inhibits adipocyte lipolysis by inhibiting hormone-sensitive triglyceride lipase. This antilipolytic effect of nicotinic acid involves the inhibition of cAMP accumulation in adipocytes through Gi protein mediated inhibition of adenylyl cyclaseGPR109B (HM74) is a putative G protein-coupled receptor (GPCR) whose cognate ligands have yet to be characterized. GPR109B shows a high degree of sequence similarity to GPR109A, another GPCR that was identified as a high-affinity nicotinic acid (niacin) receptor. However, the affinity of nicotinic acid to GPR109B is very low. In this study, we found that certain aromatic D-amino acids, including D-phenylalanine, D-tryptophan, and the metabolite of the latter, D-kynurenine, decreased the activity of adenylate cyclase in cells transfected with GPR109B cDNA through activation of pertussis toxin (PTX)-sensitive G proteins. These D-amino acids also elicited a transient rise of intracellular Ca2+ level in cells expressing GPR109B in a PTX-sensitive manner. In contrast, these D-amino acids did not show any effects on cells expressing GPR109A. We found that the GPR109B mRNA is abundantly expressed in human neutrophils. D-phenylalanine and D-tryptophan induced a transient increase of intracellular Ca2+ level and a reduction of cAMP levels in human neutrophils. Furthermore, knockdown of GPR109B by RNA interference inhibited the D-amino acids-induced decrease of cellular cAMP levels in human neutrophils. These D-amino acids induced chemotactic activity of freshly prepared human neutrophils. We also found that D-phenylalanine and D-tryptophan induced chemotactic responses in Jurkat cells transfected with the GPR109B cDNA but not in mock-transfected Jurkat cells. These results suggest that these aromatic D-amino acids elicit a chemotactic response in human neutrophils via activation of GPR109B. 

This bacterium uses the kynurenine pathway to catabolize tryptophan. Interestingly, many host cells also produce kynurenine, which is known to control immune system homeostasis. We showed that most strains of P. aeruginosa isolated from cystic fibrosis patients produce a high level of kynurenine. Moreover, a strong transcriptional activation of kynA (the first gene involved in the kynurenine pathway) was observed upon contact with immune cells and particularly with neutrophils. In addition, using coculture of human neutrophils with various strains of P. aeruginosa producing no (ΔkynA) or a high level of kynurenine (ΔkynU or ΔkynA pkynA), we demonstrated that kynurenine promotes bacterial survival. In addition, increasing the amount kynurenine inhibits reactive oxygen species production by activated neutrophils, as evaluated by chemiluminescence with luminol or isoluminol or SOD-sensitive cytochrome c reduction assay. This inhibition is due neither to a phagocytosis defect nor to direct NADPH oxidase inhibition. Indeed, kynurenine has no effect on oxygen consumption by neutrophils activated by PMA or opsonized zymosan. Using in vitro reactive oxygen species-producing systems, we showed that kynurenine scavenges hydrogen peroxide and, to a lesser extent, superoxide. Kynurenine׳s scavenging effect occurs mainly intracellularly after bacterial stimulation, probably in the phagosome. In conclusion, the kynurenine pathway allows P. aeruginosa to circumvent the innate immune response by scavenging neutrophil reactive oxygen species production. 
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Adult T-cell leukemia/lymphoma (ATLL) is a peripheral T-cell neoplasm that develops in a small population of human T-cell lymphotropic virus type 1 (HTLV-1)-infected individuals and is characterized by mostly CD4+ and CD25+ mature T-cell phenotypes, and onsets at middle age or later. The exact mechanism of immune modulation in ATLL remains unknown. The essential amino acid l-tryptophan (l-TRP) is required for the biosynthesis of proteins and is precursor for several biologically important compounds: (a) 5-hydroxy-tryptamine (serotonin) which is formed by tryptophan 5-hydroxylase following decarboxylation; (b) kynurenine which is produced by l-tryptophan 2,3-dioxygenase (TDO); and indoleamine 2,3-dioxygenase (IDO). The latter two enzymes catabolize tryptophan via the so-called kynurenine-pathway synthesizing nicotinic acid, the vitamin niacin and nicotinamide adenine dinucleotides as end products. Although TDO is localized in the liver and is up-regulated by corticosteroids, IDO is expressed by a variety of cells and is inducible by various cytokines, especially interferon-γ. Recently, IDO has been identified as an enzyme endowed with powerful immunomodulatory effects, resulting from its enzymatic activity that leads to catabolism of the essential amino acid l-TRP. For example, certain IDO-generated l-TRP-derived metabolites, in particular l-kynurenine (l-KYN), have been reported to block Ag-driven specific T-cell proliferation and even to induce T-cell death. On the other hand, IDO has been found in various tumours of different histotypes and increments of IDO activity correlate with tumour progression. In addition, we have been reported that IDO is highly expressed in ATLL cells. Therefore, the provided l-TRP catabolism as a result of IDO activity may play an important role in the immune regulation exerted by the antigen-presenting cells. In this study, we investigated whether the level of l-TRP metabolites in blood could be a useful parameter of chemotherapy efficacy for ATLL patients.
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multiple tryptophan-related metabolic abnormalities in individuals with FA undergoing bone marrow transplant. Increased peripheral serotonin was detected in response to the stress of HSCT and was accompanied by reduced levels of kynurenine, both at baseline and after HSCT. Moreover, we discovered production of serotonin in the skin in FA. Abnormalities in the role platelets play in transport of serotonin and TGF-β were identified, suggesting previously undescribed abnormalities of platelets in FA. In addition, an inverse correlation was found between BMI and serotonin, suggesting that abnormalities of tryptophan metabolism may influence key parts of the FA phenotype.

Serotonin levels surge after HSCT (a severe stress, likely involving direct injury to the skin) in individuals with FA, despite baseline values being similar to those of transplant recipients with other diagnoses. In contrast, kynurenine levels were markedly reduced in individuals with FA before and after transplant, suggesting preferential metabolism of tryptophan into serotonin rather than kynurenine. TPH1 expression was increased in PBMCs in FA individuals at baseline and day 14 compared with non-FA individuals, in agreement with this finding. These data suggest that individuals with FA preferentially metabolize tryptophan into serotonin, with markedly reduced production of kynurenine, in contrast to persons without FA. The occurrence of similar changes in TPH1 and IDO RNA expression in host PBMCs (baseline samples, affected by FA) and donor PBMCs (day 14 sample, unaffected by FA) suggest that expression of TPH1 and IDO may not be cell autonomous but responsive to environmental cues. We recognize that these data are limited to PBMCs, based on sample availability, and that many other cells likely play important roles in tryptophan metabolism. Study of other tissues such as gut and skin when available is warranted.

The gut is known to be the site of production of most peripheral serotonin. Surprisingly, our data showed that serotonin in stool decreased after HSCT in individuals with FA, in contrast to the marked increase observed in serum. In the absence of evidence that serotonin originated in the gut, we tested potential alternative sites of production. The skin is one of the most consistently abnormal organs in individuals with FA, with characteristic pigmentation abnormalities and café au lait spots. In the general population, persons with burn injury exhibit elevation in tissue and blood serotonin. Increased local and systemic serotonin production after a burn improves wound healing by decreasing cell death, accelerating cellular migration to the affected site, and upregulating keratinocyte and fibroblast proliferation. Moreover, excess serotonin after burn injury is not mobilized from the gut but produced locally by skin-intrinsic mechanisms, likely bypassing the storage and transport role of platelets. Surges in skin serotonin in response to burn injury are accompanied by >10-fold increases in serotonin in the skin, with approximate twofold increases in serum and urine. In the current study, immunohistochemistry identified the presence of TPH1 in skin samples that was similar in patients with and without FA, confirming the capacity for production of serotonin in the skin, as outlined earlier. However, staining for serotonin in the skin was only observed in individuals with FA, whereas none was observed in age-matched control skin. Skin biopsy samples were collected from individuals with FA undergoing routine annual bone marrow examinations, outside of the setting of profound marrow failure and the major genotoxic stress of HSCT. In conjunction with normal serum serotonin values at baseline in this population, these data suggest that the skin of FA individuals produces serotonin throughout life, allowing chronic local and systemic increases. As a primary defence organ for the body, the skin is constantly exposed to stressors, including UV radiation, air pollution, infectious agents, and trauma. It is possible that skin tissue damage from the transplant preparative regimen releases a surge of serotonin, explaining the increases in circulating serotonin we measured. However, with multiple peripheral sites in the body capable of intrinsic serotonin production in addition to the skin, including the lungs, pancreas, adipocytes, and mammary epithelium, additional investigation surrounding contributing sites of production is warranted.

Platelets store and transport serotonin produced by enterochromaffin cells in the gut in dense granules, and TGF-β is similarly transported in α granules. We therefore expected that serotonin and TGF-β levels would be correlated with platelet count, and indeed found this to be true in transplant recipients without FA. In contrast, in patients with FA, neither serotonin nor TGF-β correlated with platelet count at baseline, suggesting that the constitution and function of platelet granules might differ in FA. At day 14, when platelets are largely blood bank derived, a strong correlation was observed between platelet count and TGF-β in persons with FA, suggesting an abnormality, likely cell autonomous to the platelet. In contrast, there was still no relationship between serotonin and platelet count at day 14 in FA, supporting a model of serotonin release from the skin that did not involve storage and transport by platelets. These findings were independent of platelet transfusion need during transplant, which was comparable between patients with and without FA. Further studies focused on platelet structure and function in FA are warranted.

Hyperserotonemia may contribute to the unexplained poor growth and numerous metabolic abnormalities in FA. Abnormalities reported in FA include insulin resistance, thyroid dysfunction, abnormal BMI, and dyslipidemia, all of which have been reported in association with abnormalities in serotonin metabolism, transport, and signaling in other clinical settings.Further support for a possible link between hyperserotonemia and FA metabolism is indicated by an inverse correlation between BMI and serum serotonin levels in individuals with FA. Many individuals with FA have low BMI and marked paucity of subcutaneous fat, which in general, is refractory to nutritional interventions. Metabolomics analysis suggests that FA individuals favor a metabolic fat burning “starvation” phenotype, tilted toward lipolysis. Moreover, patients with FA generally have reduced insulin sensitivity and increased blood glucose under stress, another effect of serotonin. Finally, increased levels of serotonin are reported to stimulate susceptibility to squamous cell carcinomas and hepatocellular carcinomas, both of which are markedly increased in FA.We recognize, however, that the functions of peripheral serotonin generally are complex and likely tissue dependent, regulated by expression of different serotonin receptors in various tissues, and prevalent paracrine loops within tissues. Additional studies will be needed to fully characterize the extent of abnormalities of tryptophan metabolism in FA.

Mouse and human data support an important role for serotonin in energy homeostasis. In general, available murine and human data suggest that peripheral serotonin promotes obesity, in contrast to our finding of an association of higher serotonin level with lower BMI. Our data indicate that much of the serotonin we measured was likely not produced by gut enterochromaffin cells and that at least one important site of production in FA is the skin. It is possible that production of serotonin in the skin could result in biological effects that are distinct from effects of serotonin produced in the gut. For example, skin-derived serotonin may have a strong local paracrine effect. It is also possible that additional sites of serotonin production outside the gut are important in FA, modifying the effect of serotonin on phenotype. Adipocytes produce serotonin, and notable different effects of serotonin on lipogenesis and lipolysis in brown and white adipocytes are regulated by differential receptor expression. Central serotonin reduces appetite, and higher levels of CNS serotonin are associated with reduced BMI. While the current study focused on serotonin production, transport and metabolism of serotonin are of great interest. The extent to which serotonin crosses the blood–brain barrier is controversial. In this study, we did not have the opportunity to measure serotonin in the CNS or in adipocytes in individuals with FA. It is possible that CNS serotonin, and production and metabolism of serotonin in tissues such as adipocytes, is also abnormal in FA, contributing to metabolic and phenotypic changes in individuals with FA. Experiments to test these hypotheses will be difficult in humans but may be feasible in mouse models; however, many murine models of FA poorly recapitulate the human phenotype.

Serotonin is a therapeutic target, and a number of licensed drugs modify production or block required receptors and might be beneficial in improving growth and correcting metabolic defects in individuals with FA. Individuals with FA are at a markedly increased risk of malignancy, and the literature implicates aberrant tryptophan metabolism and increased serotonin as important factors in oncogenesis, tumor development, progression, and metastasis in a variety of cancers, including squamous cell and hepatocellular carcinoma. Our findings suggest serotonin inhibition as a new avenue to diminish a multitude of clinical risks and disease phenotypes in FA, which will now require detailed characterization of local and systemic serotonin metabolism.
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Figure 7A.

Credits 

Herr, N., Bode, C., & Duerschmied, D. (2017). The Effects of Serotonin in Immune Cells. Frontiers in cardiovascular medicine, 4, 48. https://doi.org/10.3389/fcvm.2017.00048
Figure 7B
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Tryptophan metabolism. Kynurenine monooxygenase (KMO) (number 4) is an enzyme of the kynurenine (Kyn) pathway (KP), which is the major catabolic route of tryptophan. Kyn represents a branch point of the KP, being converted into the neurotoxin 3-hydroxykynurenine via KMO, neuroprotectant kynurenic acid, and anthranilic acid. As a result of this branch point, KMO is an attractive drug target for several neurodegenerative and/or neuroinflammatory diseases, especially Huntington's (HD), Alzheimer's (AD), and Parkinson's (PD) diseases. 

(I) Serotonin pathway: 1: tryptophan hydroxylase, 2: L-aromatic amino acid decarboxylase, and 3: serotonin-N-acetyltransferase and hydroxyindole-O-methyltransferase; (II) kynurenine pathway: 1: tryptophan dioxygenase (TDO) and indoleamine 2,3-dioxygenase (IDO), 2: formamidase, 3: kynurenine aminotransferases (KATs), 4: kynurenine 3-monooxygenase (KMO), 5: kynureninase, 6: kynureninase, 7: 3-hydroxyanthranilic acid oxygenase, and 8: quinolinic acid phosphoribosyltransferase.

RENAL INJURY BY KINURENINE 

Enzymes involved in the metabolism of tryptophan along the kynurenine pathway are located throughout the

body and brain and are most abundant in the liver and kidney. The conversion of tryptophan to N-formylkynurenine (KYN) is catalysed by tryptophan 2,3-dioxygenase (TDO) and indoleamine 2,3-dioxygenases (IDOs). The kynurenine pathway diverges at kynurenine into two distinct branches that are regulated by kynurenine aminotransferases (KATs) and kynurenine 3-monooxygenase (KMO), respectively. KMO is the only route of 3-hydroxykynurenine production known to occur in humans. KMO localizes to the outer membrane of mitochondria, and is highly expressed in peripheral tissues, including liver and kidney1. KMO expression in mouse kidney is localized to the proximal tubule epithelial cells when measured by single-cell transcriptomics and KMO protein in humans is also localized to kidney tubule epithelial cells using immunohistochemistry. 3-Hydroxykynurenine is injurious to several cell types, causing tissue injury via oxidative stress, pathological cross-linking of proteins, and inducing apoptotic cell death. Kynurenine may also be metabolized to kynurenic acid by KATs and to anthranilic acid by kynureninase. Kynurenic acid is sedative. and has been shown to be protective against cell injury in certain inflammatory situations (Figures 7-8). Zheng, X., Zhang, A., Binnie, M. et al. Kynurenine 3-monooxygenase is a critical regulator of renal ischemia–reperfusion injury. Exp Mol Med 51, 1–14 (2019). https://doi.org/10.1038/s12276-019-0210.

KMO is a mitochondrial protein, localizing to the outer mitochondrial membrane (OMM) due to a hydrophobic C-terminal domai. Although the catalytic properties of KMO and its role in disease have been extensively studied, any biological relevance of its mitochondrial localization are not understood. Mitochondrial dysfunction is typically accompanied by dissipation of membrane potential, which causes PTEN-induced kinase 1 (PINK1) to accumulate on the OMM. PINK1 phosphorylates Ser65 of ubiquitin molecules at the OMM, which promotes recruitment and tethering of PRKN. PINK1 also phosphorylates Ser65 of the ubiquitin-like domain of PRKN, activating its E3 ubiquitin ligase activity, leading to the extension of polyubiquitin chains on the OMM. Ubiquitin and PRKN are further phosphorylated by PINK1, creating a positive-feedback loop of mitochondrial PRKN recruitment, activation of its E3 ubiquitin ligase activity and decoration of mitochondria with polyubiquitin chains. PRKN ubiquitinates a number of targets on the OMM, including the mitofusins ​​MFN1 and MFN2 (encoded by Marf in Drosophila), targeting them for proteasomal degradation.

MFNs are important factors in the regulation of mitochondrial dynamics, an umbrella term for the mechanisms which control fission and fusion of mitochondria. While MFNs are responsible for fusion of the OMM, the mitochondrial dynamin-like GTPase OPA1 is responsible for fusion of the inner mitochondrial membrane. Dynamin related protein (DRP1), a GTPase which forms ring structured polymers, causes mitochondrial fission by constriction of the organelles. Mitochondrial dynamics and mitophagy have been well characterized in Drosophila. Indeed, parkin and Pink1 mutant flies exhibit a range of mitochondrial and morphological phenotypes, including elongated and aggregated mitochondrial networks, a decrease in respiratory capacity, ATP synthesis and locomotor ability, as well as dopaminergic neuron and muscle degeneration. An increase in gene dosage of Drp1 or a reduction in Marf or Opa1 rescues Pink1 and parkin mutant Drosophila phenotypes, revealing that the mechanisms governing mitochondrial dynamics and mitophagy are intrinsically linked. PINK1 regulates DRP1 GTPase activity in human cells by phosphorylating OMM-bound A-kinase anchoring protein 1 (AKAP1), releasing its interaction with protein kinase A (PKA) and resulting in a decrease in DRP1 phosphorylated at the Ser637 residue, and thus an increase in mitochondrial fission. This is thought to facilitate the compartmentalisation and selective mitophagy of damaged regions of the mitochondrial network, as opposed to wholesale elimination.

KMO overexpression in HEK 293T cells has been shown to be protective against 3-HK mediated loss of mitochondrial membrane potential. This protection was abolished upon inhibition of KMO enzymatic activity, or knockdown of downstream enzymes kynureninase (KYNU) and quinolinic acid phosphoribosyltransferease (QPRT), both of which are upregulated upon KMO overexpression, revealing complex feedback mechanisms operating in the KP. Therefore, the effect(s) of KMO overexpression on mitochondrial DRP1 could be further explored by pharmacological KMO inhibition or knockdown of KYNU/QPRT, which would clarify whether these observations are a direct effect of KMO protein or due to feedback mechanisms operating within the KP. Again, elevated KYNA cannot be excluded as the cause of this effect, potentially via alterations in Ca2+ signalling due to GPR35 activation, resulting in activation of calcineurin and dephosphorylation of DRP1. In: Maddison DC, Alfonso-Núñez M, Swaih AM, Breda C, Campesan S, Allcock N, et al. (2020) A novel role for kynurenine 3-monooxygenase in mitochondrial dynamics. PLoS Genet 16(11): e1009129. https://doi.org/10.1371/journal.pgen.100912

CALCIUM DISEASES AND OTHER LINKS THAT SHOW SENOIDAL VARIATION DURING CHRONIC COVID-19

Ca 2+ is widely recruited in the processes of apoptosis, migration, activation and NETosis of neutrophils, in addition to being used by megakaryocytes in platelet activation. A calcium depletion as it occurs in the worst spectra of the hyperinflammatory phase means intense endothelial injury, plus hypoxemia, activation of inflammation again, diversion of the tryptophane cascade to Kynurenine. This can all happen together with the existence or not of autoantibodies formed in the first phase of COVID-19, contributing to the maintenance of the second phase, which is catastrophic and has killed many people.

Calcium accompanies the variation of neutrophils in peripheral blood, which can be seen in a simple blood count. In the same way that there is an elevation of platelets and fibrinogen until a certain moment when there is a cascade of injury in the target organ or organs. When the lesion occurs, in the case of arteries and veins, there is a subtle decrease in platelets and fibrinogen, indicating that there was a new vascular lesion. The blood count is very characteristic showing this fluctuation in the number of cells almost periodically every 5 to 7 days showing a peak of neutrophils with hypocalcaemia. It is an observation hypothesis. 

Ref 9-20

SEROTONIN METABOLISM (5-HT): LEUKEMOID IMPLICATIONS AND CENTRAL

The time of COVID-19 with a later stage of Hyper inflammatory syndrome with variable eosinophilia, which seems to be dependent on the magnitude of the hypoxemia time to which a person was subjected to the first 14 days of the disease. The magnitude of hypoxemia must be responsible for the consumption of niacin and the diversion of the tryptophan cascade to form more vitamin B3. However, highly inflammatory medium tends to cascade to the formation of Kynurenine and its toxic metabolites. The symptoms for the resulting patients are due to eosinophilia and can be confused with the condition and EGPA, other eosinophilic syndromes, although COVID-19 provides all the conditions for an autoimmune disease and a true EGPA. Kynurenine 3-monooxygenase (KMO) is the only route of 3-hydroxykynurenine production known to occur in humans. KMO localizes to the outer membrane of mitochondria, and is highly expressed in peripheral tissues, including liver and
WHY OBESE AND DIABETICS HAVE A HIGH MAGNITUDE COVID-19?

ADIPOCYTES AND 5-HT

Credits: Stunes AK, Reseland JE, Hauso O, Kidd M, Tømmerås K, Waldum HL, Syversen U, Gustafsson BI. Adipocytes express a functional system for serotonin synthesis, reuptake and receptor activation. Diabetes Obes Metab. 2011 Jun;13(6):551-8. doi: 10.1111/j.1463-1326.2011.01378.x. PMID: 21320265.

Serotonin (5‐hydroxytryptamine, 5HT), a widely distributed monoamine neurotransmitter, and its receptors have been found in virtually all organs. In addition to its function in the nervous system, serotonin is a key mediator in gut and cardiovascular regulatory processes, embryogenesis and cell growth. Serotonin is well known to be involved in hypothalamic regulation of energy consumption and serotonin levels in the central nervous system (CNS) respond to both energy deficiency and excess. The hypophagic effect of serotonin is, among other factors, because of an inhibitory interaction with the orexigenic system through hypocretins and neuropeptide Y (NPY) and probably also through a stimulatory effect on the anorexigenic melanocortin system. The central serotonergic system is a target for antiobesity agents, and serotonin agonists and reuptake inhibitors have been tested for effects on energy intake and satiety in both rodents and humans.

Serotonin mediates its diverse actions via at least 14 different receptor types, belonging to 7 receptor families (5HT1–7). Serotonin is known to induce proliferation of hepatocytes, mesangial cells, smooth muscle cells, fibroblasts, endothelial cells and bone cells, through activation of 5H2 receptors. Since the first demonstration of functional serotonin receptors in osteoblasts and osteocytes in 2001, the expression of the serotonin transporter (5HTT or SERT) and the rate‐limiting enzyme in serotonin synthesis, tryptophan hydroxylase 1 (Tph1), have also been shown in rat osteoblasts and osteoclasts.

Circulating leptin, mainly produced by peripheral adipocytes, and ghrelin, produced by ghrelin cells in the stomach, cross the blood–brain barrier and interact with NPY in the hypothalamus to regulate hunger, feeding, energy expenditure and satiety.

As adipocytes and osteoblasts originate from the same mesenchymal stem cells, we aimed to investigate whether adipocytes express functional serotonin receptors, Tph1 and 5HTT. We also wanted to examine the effect of hyperserotoninaemia on adipocyte function in vivo and in vitro.

Credits: Oh, CM., Namkung, J., Go, Y. et al. Regulation of systemic energy homeostasis by serotonin in adipose tissues. Nat Commun 6, 6794 (2015). https://doi.org/10.1038/ncomms7794
studies on the effects of 5-HT on obesity have been focused on its central action, recent studies have reported the relationship between peripheral 5-HT and obesity. Genetic studies have reported that polymorphisms in human Htr genes (for example, HTR1A, HTR1Dβ and HTR2A) are associated with obesity. A recent study using Tph1 KO mice reported that inhibition of peripheral Tph1 protects against diet-induced obesity and promotes BAT thermogenesis. They found that inhibition of Tph1 increases the sensitivity of BAT to β3AR stimulation and its effects depend on Ucp1-mediated thermogenesis.

Most peripheral 5-HT is produced in enterochromaffin cells in the gut and stored in platelets. However, gut-specific Tph1 KO mice did not show resistance to diet-induced obesity, which led us to focus on adipose tissue-derived 5-HT. In the present study, we demonstrated that adipocytes can produce 5-HT separately from the gut and HFD increases Tph1 mRNA expression and tissue 5-HT levels in adipose tissues. Mice with inducible Tph1 KO in adipose tissues were resistant to HFD-induced weight gain and their glycemic control was improved.

Adaptive thermogenesis was enhanced in BAT of Htr3a KO mice after HFD feeding, which indicated that 5-HT regulates thermogenesis of BAT via Htr3. Previously, we reported that Htr3 activation depolarizes the β-cell membrane, thereby increasing glucose-stimulated insulin secretion in pancreatic islets25. The membrane potential is also important in BAT activity. The activation of BAT in response to β3AR stimulation involves a transient hyperpolarization of membrane potential, suggesting the possibility that Htr3 inhibition could enhance the responsiveness of BAT to β3AR stimulation through membrane hyperpolarization.

Although Htr3a KO mice showed reduced weight gain in HFD-induced obesity model, their WAT did not show remarkable differences in fat mass and histology compared with WAT of WT littermate, suggesting that insulin resistance of Htr3a-null WAT was comparable to WT WAT. Thus, the improved insulin sensitivity of Htr3a KO mice is probably due to the enhanced adaptive thermogenesis in BAT. In this context, obese WAT of Htr3a KO mouse could be considered as a neutral bystander, otherwise insulin sensitivity would not be improved in HFD-fed Htr3a KO mice. In addition, the inhibition of 5-HT synthesis under HFD resulted in the decreased lipogenesis in WAT and the increased thermogenesis in BAT, suggesting the role of different Htr in WAT. Indeed, in vitro experiments using 3T3-L1 adipocytes showed that Htr2a agonist treatment increased lipid accumulation and 5-HT suppressed lipolysis. Taken together, these results suggested that 5-HT could regulate energy storage in WAT through Htr2a and energy expenditure in BAT through Htr3.

I recommend this article Omran Farah, Christian Mark. Inflammatory Signaling and Brown Fat Activity. Frontiers in Endocrinology.v.11, 2020

URL=https://www.frontiersin.org/article/10.3389/fendo.2020.00156, DOI=10.3389/fendo.2020.00156    
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Inflammatory mediator actions on white and brown adipocytes. Pro-inflammatory factors secreted by immune cells and brown/beige adipocytes prevent the expression of brown fat genes in adipocytes, including UCP1, the main thermogenic protein (red arrows). In contrast anti-inflammatory mediators promote the transition of white to beige adipocytes and could prevent expression of the “whitened” brown adipocyte phenotype in brown adipose tissue (green arrows). IGF-1, Insulin-Like Growth Factor-1; CX3CL1, Fractaline; RBP4, Retinol-Binding Protein 4; TNFα, Tumor necrosis factor a; GDF8, Growth differentiation factor 8; ET-1, Endothelin 1; IL6, Interleukin 6; IL1, Interleukin 1; MCP1, Monocyte Chemoattractant Protein-1; SLIT2-C, C-terminal fragment of SLIT2 protein; VEGFA, Vascular endothelial growth factor A; FGF21, Fibroblast growth factor 21; CXCL14, C-X-C motif chemokine ligand-14; L-PGDS, Lipocalin prostaglandin D synthase; Fst, Follistatin; UCP1, Uncoupling Protein 1; GDF15, Growth and differentiation factor 15. Credits: Omran Farah, Christian Mark. Inflammatory Signaling and Brown Fat Activity. Frontiers in Endocrinology.v.11, 2020

CreditsURL=https://www.frontiersin.org/article/10.3389/fendo.2020.00156, DOI=10.3389/fendo.2020.00156    

PSYCHIATRIC SYMPTOMS IN COVID-19 AND TRYPHOPHAN METABOLISM 

Tryptophan, an essential amino acid, is the precursor of neurotransmitter serotonin which regulates gastrointestinal functions, mood and appetite. Tryptophan catabolism is mediated by tryptophan dioxygenase activation mainly in the liver or by IDO inducible by bacterial products (as lipopolysaccharide) and pro-inflammatory mediators [as tumour necrosis factor-α (TNF-α) and interferon-γ (IFN-γ)] in several tissues. Both enzymes are able to catalyse the conversion of tryptophan into kynurenine, quinolinic acid and kynurenic acid through a complex metabolic pathway. Increased depletion of tryptophan via tryptophan dioxygenase pathway increases the production of kynurenines which inhibit T cell responses and cause the development of dendritic cells with tolerogenic properties. A diet deficient in tryptophan increases plasma corticosterone levels and reduces plasma 5-HT levels and 5-HT positive cells in the dorsal and median raphe of chronically stressed rats. Patients submitted to peri-operative stress presents an increase in the kynurenine/tryptophan ration which might contribute to the increased risk of infection and postoperative immunosuppressive states. In addition, the increase in the tryptophan catabolism and serotonin degradation is related to schizophrenia and major depression in human. Thus, some studies have proposed that the L-tryptophan administration may be an alternative method to reverse the effect of stress on immune system and behaviour. The cells of the raphe nuclei located in the midline of brainstem (from the midbrain to the medulla) are the source of neuronal 5-HT in the CNS. The 9 raphe nuclei (B1-B9) are centred in the reticular formation, and axons from the serotonergic neurons in this region form a neurotransmitter system that functionally affects most parts of the CNS. The rostral group of nuclei project into multiple cortical and subcortical structures contributing to the regulation of wakefulness, attention, affective behaviour (depression and anxiety), sexual behaviour, appetite, thermoregulation, and migraine. The caudal group project into the spinal regions and are involved in motor tone as well as nociception. In the periphery 5-HT, produced in the enterochromaffin (EC) cells of the GI tract, is involved in the regulation of GI motility as well a number of roles in vascular biology. These include control of blood pressure through vasoconstriction or vasodilation depending on the expressed receptor type in the vessel wall, as well as control of haemostasis and platelet function. Serotonin is secreted during platelet activation, playing an important role in their aggregation and concomitant vasoconstriction of the surrounding blood vessels during haemostasis. Platelets lack enzymes to synthesise serotonin and are therefore reliant on taking up serotonin from the plasma via the serotonin transporter. Selective serotonin reuptake inhibitors can inhibit the uptake of serotonin by platelets leading to decreased aggregation responses and thereby increasing bleeding time. For this reason, SSRIs should be used in caution in those patients on anticoagulants or at higher risk of bleeding. Intriguingly, there is emerging evidence that SSRI treatment may lower myocardial infarction risk though their inhibition of platelet aggregation. The occurrence of disseminated intravascular coagulation in severe SS may be due to an exaggerated platelet aggregation response driven by excess peripheral serotonin.

The initial and rate-limiting step in the biosynthesis of 5-HT, the decarboxylation and hydroxylation of the essential amino acid tryptophan, is catalysed by TPH. There are 2 isoforms of this enzyme, TPH1 and TPH2, which are highly homologous but differ in their kinetic properties and their tissue distribution. Tryptophan hydroxylase 1, the source of most peripheral 5-HT, is predominantly expressed in the EC cells of the gut and other peripheral tissues, such as the pancreas, lung, and adipose tissue, though is also expressed in the pineal gland where 5-HT serves as the precursor molecule for melatonin biosynthesis. Tryptophan hydroxylase 2, the source of the central neurotransmitter pool of 5-HT, is predominantly expressed in the raphe projection neurons of the brainstem, though is also found in the myenteric neurons of the gut. Work with knockout animals suggests that TPH1 expression in the pineal gland does not significantly contribute to the central 5-HT pool, and similarly, TPH2 expression in the myenteric plexus does not significantly contribute to the peripheral 5-HT pool. Once synthesised from tryptophan, 5-HT is then stored in presynaptic vesicles until it is required for neurotransmission and released into the synaptic cleft. Serotonergic signalling is a tightly regulated process characterised by a combination of feedback loops, multiple reuptake mechanisms, and metabolising enzymes. Depolarisation of the presynaptic axon leads to the release of serotonin into the synaptic cleft, which leads to multiple downstream effects; activation of presynaptic serotonin autoreceptors inhibits exocytosis of further vesicles, while binding to postsynaptic 5-HT receptors effects neurotransmission. Serotonergic signalling is terminated primarily by the uptake of 5-HT from the synaptic cleft back into the presynaptic neuron. This is accomplished predominantly by the serotonin reuptake transporter protein (SERT) on the presynaptic membrane, though there is evidence that the plasma membrane monoamine transporter (PMAT) may also contribute. 5-Hydroxytryptamine is then metabolised into 5-hydroxyindoleacetic acid (5-HIAA) primarily by monoamine oxidase A (MAO-A). Scotton, W. J., Hill, L. J., Williams, A. C., & Barnes, N. M. (2019). Serotonin Syndrome: Pathophysiology, Clinical Features, Management, and Potential Future Directions. International journal of tryptophan research :

 IJTR, 12, 1178646919873925. https://doi.org/10.1177/1178646919873925
Ref: 1,2,3,4 

DO NOT PERFORM CONTINUOUS SEDATION WITH MIDAZOLAM NOR FENTANILA. ALWAYS PREFER KETAMINE 

The kynurenine pathway is involved in hyperalgesia. This pathway is activated by inflammation. Ketamine would interact with the kynurenine pathway and inflammation. A working hypothesis are the clinical effects of ketamine on neuropathic pain are greater in the presence of systemic inflammation and the mechanism of action involves an interaction on the kynurenine pathway. Ketamine has rapid antidepressant effects on treatment-resistant depression, but the biological mechanism underpinning this effect is less clear. Our aims were to examine whether kynurenine pathway metabolites were altered by six infusions of ketamine and whether these biological factors could act as potential biomarkers to predict ketamine's antidepressant effects.

A study shows “at baseline, serum levels of TRP and KYNA and the KYNA/KYN ratio were lower and the KYN/TRP ratio was greater in depressed patients than in healthy controls. Overall, fifty (59.5%) patients responded to ketamine at 13 d. Ketamine responders had a greater KYNA level and KYNA/KYN ratio than nonresponders at 24 h and 13 d (all P<0.05). Elevations in the KYNA levels and KYNA/KYN ratio at 24 h were significantly associated with reductions in MADRS scores at 24 hours, 13 d and 26 d in the linear regression analysis (all P<0.05). Our results showed a possible involvement of the kynurenine pathway in the rapid antidepressant effect of ketamine. Early changes in serum KYNA levels and the KYNA/KYN ratio could be potential predictors of antidepressant effects of repeated ketamine administration.” 

Midazolam treatment significantly downregulated Adora2b or Per2 mRNA in the hippocampus of C57BL/6J mice, and hippocampal PER2 protein expression or T-maze alternation was significantly reduced in Adora2b-/- mice. ADORA2B agonist BAY-60-6583 restored midazolam mediated reduction in spontaneous alternation in C57BL/6J mice. Analysis of hippocampal Tnf-α or Il-6 mRNA levels in Adora2b-/- mice did not reveal an inflammatory phenotype. However, C-fos, a critical component of hippocampus-dependent learning and memory, was significantly downregulated in the hippocampus of Adora2b-/- mice.

Ref: 5,6,7,8.

The diagnosis of serotonin syndrome is established on the basis of history and physical examination. These patients met the Sternbach and Hunter criteria for serotonin syndrome. Both patients had inducible clonus, agitation, and diaphoresis after being given an additional serotonergic agent. Neither had a reasonable alternative diagnosis such as neuroleptic malignant syndrome, anti-cholinergic toxicity, alcohol/sedative withdrawal, hallucinogen use, hypoglycemia, or other metabolic derangement. The administration of flumazenil to the first patient before arrival in the hospital might seem to suggest a diagnosis of benzodiazepine withdrawal. However, flumazenil has a short duration of action, with an elimination half-life of < 1 h, and we would not expect a prolonged episode of delirium after a single dose. It is more likely that flumazenil unmasked agitation secondary to serotonin syndrome by reversing benzodiazepine sedation. The family, and later the patient herself, denied regular benzodiazepine use as well as recent alcohol intake. Her return to baseline and discharge on the third hospital day is also inconsistent with alcohol (or benzodiazepine) withdrawal delirium, which typically continues for at least 3–5 days. Sedative withdrawal is unlikely in the second patient, because gabapentin and benzodiazepines were continued through her hospital admission. Although the second patient's agitation, hyperreflexia, and clonus were not noted until the first post-operative day, these symptoms were probably masked by the midazolam and morphine she received during and after her surgery.

The timing of symptom occurrence, after fentanyl administration in the setting of SSRI use, supports the diagnosis of serotonin syndrome due to drug interaction. Resolution of symptoms after these medications were withheld lends further support. Although alcohol/sedative-hypnotic withdrawal can mimic serotonin toxicity, there is little evidence favouring such a diagnosis in these patients. Anti-cholinergic toxicity, another alternative diagnosis, is quite unlikely because both patients were diaphoretic. As discussed below, there is a plausible pharmacological mechanism for fentanyl precipitating serotonin syndrome when combined with other serotonergic drugs. Re-challenging the patients with fentanyl and SSRI might have provided further support for the diagnosis of serotonin syndrome due to drug interaction. But such a re-challenge would have been a risky undertaking given the severity of these patients' symptoms.

The mechanism through which fentanyl might cause serotonin toxicity is not yet fully elucidated. Fentanyl, like other phenylpiperidine opioids (e.g., meperidine, tramadol, dextromethorphan), seems to be a weak serotonin reuptake inhibitor, but may also enhance serotonin release. A rodent study demonstrated that, in addition to acting as a direct agonist at the serotonin 1A receptor, fentanyl enhances serotonin release in the dorsal raphe nucleus. A recent human case report noted muscle rigidity in a patient chronically taking venlafaxine after she was given i.v. fentanyl during surgery (though she had also received a single dose of intramuscular meperidine just before the procedure) . That patient's physical examination was significant for hyperreflexia and ankle clonus. She may have met the Hunter serotonin toxicity criteria (the report does not specify whether diaphoresis or agitation occurred), but the authors do not consider the diagnosis of serotonin syndrome. Another case report notes onset of confusion with diaphoresis, rigidity, and myoclonus in a patient taking amitryptiline (a non-selective serotonin reuptake inhibitor) immediately after he was given i.v. fentanyl 50 μg. It is interesting to speculate whether the chest wall rigidity that sometimes complicates rapid i.v. fentanyl administration might be mediated by serotonin toxicity. Another rodent study demonstrated that pre-treatment with the serotonin antagonist ketanserin attenuated muscle rigidity induced by the fentanyl analogue alfentanil.

Kirschner R, Donovan JW. Serotonin syndrome precipitated by fentanyl during procedural sedation. J Emerg Med. 2010 May;38(4):477-80. doi: 10.1016/j.jemermed.2008.01.003. Epub 2008 Aug 30. PMID: 18757161.
Figure 10
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 The spectrum of clinical features in serotonin syndrome. gCS indicates glasgow Coma Scale. Source: Buckley et al. 8
NERVOUS SYSTEM CHANGES

Neurological manifestations are the sum of the hyper eosinophilic syndrome mediated by IL-6, plus diversion of the Tryptophan cascade to Kynurenine metabolites and finally added to phenylketonuria: a complex list of diseases caused by a virus that knows how to read the singularities of each person, making a unique disease, although with characteristics common to me, for each person.

Enteric Nervous System: Irritable Bowel Syndrome

It is well understood clinically that there is a bidirectional influence of the gut’s enteric nervous system (ENS) on the brain’s central nervous system (CNS) and vice versa. We commonly discuss “gut feelings” and recognize stress and emotions affect GI function, modify the gut microbiome, and change symptoms in IBS patients.31 In addition to elevations in cortisol, patients with IBS have significantly higher postprandial serotonin levels, which are associated with altered gastric emptying, increased small bowel contractions, faster small bowel transit time, and altered pain perception.

Dr. Michael Gershon first described the enteric nervous system (ENS) as the “second brain” 33 that detects nutrients, monitors the progress of digestion, and modulates the pressure / motility of the GI tract. Alterations in the gut – brain axis observed with functional magnetic resonance imaging (MRI) and brain network function testing35 highlight the role of emotions and mood in the perception of pain in patients with IBS. Recent studies recognize the importance of gut microflora, as well as diet, in bidirectional communication with the brain. That is, brain signaling changes the gut environment while changes in gut microflora can affect both emotions and pain perception through CNS signaling via vagal afferent nerves.36 Specific mechanisms through which this may occur include short-chain fatty acids (SCFA), bile salts, modified microbiome composition, metabolite production, and protease activity. Imbalances in microbiota composition and metabolism may modify signaling, as well as mucosal permeability (creating potential “downstream” consequences). There is a synergistic effect on signaling when inflammatory mediators are also present, leading to a further increase in visceral hypersensitivity.

Microflora, metabolism, serotonin-producing enterochromaffin cells, and localized inflammation also contribute to gut signaling. Pharmacological approaches have focused on the use of agents to bind enteric serotonin receptors; however, the untoward side effects of these agents have resulted in a high risk / benefit ratio. Integrative medicine takes the root cause of individual imbalances into account, leading to therapies that focus on the aforementioned areas of diet, digestion, intestinal permeability, gut microflora, inflammation / infection, stress, and mood.

Credits: Ninety-five percent of the body’s serotonin is in the gut rather than the brain. Patrick J. Hanaway MD, in Integrative Medicine (Fourth Edition), 2018

Serotonin and 5-hydroxyindoleacetic Acid (HIAA)

Urinary excretion of 5-hydroxyindoleacetic acid (HIAA) is the end product of serotonin metabolism. False-positive blood serotonin tests may occur due to release of platelet serotonin as well as by ingestion of tryptophan/serotonin-rich foods. Blood serotonin levels are not recommended as a standard diagnostic test for neuroendocrine tumours. Measurement of the 24-hour urinary excretion of HIAA is generally most useful in patients with primary midgut (jejunoileal, appendiceal, ascending colon) carcinoid tumours. Foregut (gastroduodenal, bronchus) and hindgut (transverse, descending and sigmoid colon, rectum, genitourinary) carcinoids rarely secrete serotonin, because they lack the enzyme DOPA decarboxylase and cannot convert 5-hydroxytryptophan (5-HT) to serotonin, and therefore to 5-HIAA into urine. A patient with symptoms may still have a carcinoid tumour even if the 5-HIAA level is normal. In patients treated for a carcinoid tumor, decreasing levels of 5-HIAA indicate a response to treatment, while increasing or excessive levels indicate a non-response. Putao Cen, ... Robert J. Amato, in Renal Disease in Cancer Patients, 2014.
Neuroleptic Malignant Syndrome

The pathogenesis of neuroleptic malignant syndrome (NMS) is not completely understood. Alterations in dopaminergic transmission, changes in sympathetic outflow, alterations in central serotonin metabolism, and abnormalities in muscle membrane function have been implicated. NMS has been associated with all groups of neuroleptics, although high‐potency agents, specifically haloperidol and fluphenazine, have been most frequently cited. Neuroleptic malignant syndrome has been described with the atypical neuroleptic medications clozapine, risperidone, and olanzapine.

Neuroleptic malignant syndrome tends to occur with the initiation of treatment or increases in dose and is more common with depot forms of neuroleptics. Affective disorder, concomitant lithium carbonate administration, psychomotor agitation, dehydration, exhaustion, and mild hyperthermia seem to increase susceptibility toward this condition.6
The principal features of NMS are hyperthermia, muscle rigidity, autonomic dysfunction, and mental status changes. Laboratory findings include elevated creatine kinase (CK), polymorphonuclear leucocytosis, elevated aldolase, alkaline phosphatase, lactic dehydrogenase, alanine aminotransferase and aspartate aminotransferase, hypocalcaemia, hypomagnesemia, low iron, proteinuria, and myoglobinuria. Approximately 40% of patients with NMS develop medical complications that may be life threatening. NMS is a clinical diagnosis based on the presence of the proper historical setting and the characteristic constellation of signs. Disorders with similar features include malignant hyperthermia, heat stroke induced by neuroleptics, lethal catatonia, other drug reactions, and vascular, infectious, or postinfectious brain damage.

Neuroleptic malignant syndrome is a potentially fatal disease, and a high index of suspicion is required for early recognition and intervention. Treatment includes discontinuing the offending agent, providing supportive measures, and administering dantrolene or bromocriptine or a combination of the two. In: Katie Kompoliti, Stacy S. Horn, in Textbook of Clinical Neurology (Third Edition), 2007

I recommend this site: Department of Psychiatry & Behavioral Neurosciences at McMasterUniversity  https://www.mhaus.org/nmsis/medical-education-programs/serotonin-syndrome/
Tryptophan Metabolism and Atherosclerosis

The development and progression of atherosclerosis, which ultimately gives rise to cardiovascular disease, has been causally linked to hypercholesterolemia. Mechanistically, the interplay between lipids and the immune system during plaque progression significantly contributes to the chronic inflammation seen in the arterial wall during atherosclerosis. Localized inflammation and increased cell-to-cell interactions may influence polarization and proliferation of immune cells via changes in amino acid metabolism. Specifically, the amino acids l-arginine (Arg), l-homoarginine (hArg) and l-tryptophan (Trp) have been widely studied in the context of cardiovascular disease, and their metabolism has been established as key regulators of vascular homeostasis, as well as immune cell function. Cyclic effects between endothelial cells, innate, and adaptive immune cells exist during Arg and hArg, as well as Trp metabolism, that may have distinct effects on the development of atherosclerosis. In this review, we describe the current knowledge surrounding the metabolism, biological function, and clinical perspective of Arg, hArg, and Trp in the context of atherosclerosis. ryptophan

Considering its role in diverse biological processes, including neurological and immune functions, Trp remains a well-researched AA throughout recent years. Unlike Arg and hArg, Trp is an essential AA that cannot be synthesized endogenously and must be acquired through diet. Although its role in protein synthesis continues to be integral, its metabolism and downstream metabolites have also demonstrated clear effects within the body; thus, Trp represents an intriguing player during plaque progression. Understanding Trp metabolism is essential to piece together its effects on atherosclerosis.

Within the body, Trp primarily initiates either the serotonin pathway or the kynurenine pathway. First, Trp can act as a substrate for serotonin and melatonin synthesis. Serotonin performs multiple functions, such as neurotransmission, in the central nervous system where its physiological levels are associated with anxiety and depression. In the periphery, it is also involved in thrombocyte aggregation, as well as blood pressure regulation.41–44 However, approximately only 10% of Trp enters the serotonin pathway, whereas the other 90% enters the kynurenine pathway. Here, Trp serves as a substrate for the enzyme IDO (indoleamine 2,3-dioxygenase) to first be metabolized to N-formyl-kynurenine, which is further degraded into kynurenine. Kynurenic acid or 3-hydroxy-kynurenine are subsequently generated, the latter being further metabolized into 3-hydroxyanthranilic acid (3-HAA), quinolinic acid, and ultimately to pyridine nucleotide nicotinamide adenine dinucleotide (NAD+), an electron/proton carrier (NADH) used in energy-producing pathways, such as glycolysis and citric acid cycle. Similar to the ARG enzyme, 2 isoforms of IDO exist. IDO1, typically expressed in lymphoid organs, is induced on inflammatory stimuli, including T helper (Th) 1 cytokines like IFN-γ. IDO2, however, is an IDO1 paralog, which was only recently discovered and has not been well-studied yet. Interestingly, a third enzyme called TDO (tryptophan 1,2-dioxygenase) catalyzes the same reaction as IDO but is resistant to inflammatory stimuli and rather controls Trp homeostasis in the body. Together, IDO and TDO form the rate-limiting reaction within the kynurenine pathway. 

Atheroinflammation is crucially driven by various cytokines, including IL-6 and IFN-γ, which act as mediators and inducers of AA metabolism. Specifically, expression of iNOS and IDO can be controlled to shape the inflammatory response. Therefore, Arg, hArg, and Trp metabolism may crucially contribute to immune cell regulation in atherosclerosis, which will be further addressed below.

Immune Cells, Function, and Metabolism in Atherosclerosis

As previously mentioned, atherosclerosis is defined as a chronic inflammatory disease of the arterial wall. Various cell types are responsible for the persistent inflammation seen during plaque progression including ECs, innate immune cells, and adaptive immune cells. As a consequence of the proinflammatory environment seen within the plaque, cell-to-cell interactions increase substantially, which leads to changes in cell metabolism. In the following section, we will address the contribution of ECs, innate immune cells, and adaptive immune cells to plaque progression with a focus on the cell-specific effects of Arg, hArg, and Trp metabolism.

Credits: Nitz K, Lacy M, Atzler D. Amino Acids and Their Metabolism in Atherosclerosis. Arterioscler Thromb Vasc Biol. 2019 Mar;39(3):319-330. doi: 10.1161/ATVBAHA.118.311572. PMID: 30650999.

Endothelial Cells

Although not an immune cell per se, ECs and their AA metabolism play a decisive role in vascular homeostasis and pathogenesis of atherosclerosis. Physiologically, ECs express eNOS, which hydrolyzes Arg and potentially hArg into NO, which subsequently activates the NO/cGMP cascade in VSMCs leading to vasodilation. However, several atherosclerotic risk factors, such as low shear stress, oxidative stress or LDL, and modified LDL cholesterol, promote EC dysfunction.52 In particular, limited bioavailability and activity of antithrombotic and antihypertensive molecules, such as Arg, eNOS, and NO may lead to eNOS uncoupling, a patho-physiological condition where eNOS produces superoxide instead of NO. 

Credits: Nitz K, Lacy M, Atzler D. Amino Acids and Their Metabolism in Atherosclerosis. Arterioscler Thromb Vasc Biol. 2019 Mar;39(3):319-330. doi: 10.1161/ATVBAHA.118.311572. PMID: 30650999.
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[image: image7.jpg]Osteoclast

Proiferation TProfiferation Tifferentiation
Differentiation Differentiation and

Bone




Metabolic pathways of the amino acids l-arginine (Arg), l-homoarginine (hArg), and l-tryptophan (Trp). A, Metabolic pathways of dietary and de novo synthesized Arg. Synthesis of Arg is catalyzed within the urea cycle: ornithine (Orn) is converted by OTC (ornithine transcarbamylase) to citrulline, which is further metabolized by ASS (argininosuccinate synthetase) and ASL (argininosuccinate lyase). NOS (nitric oxide synthase) and ARG (arginase) use Arg as a substrate to catalyze the formation of NO and urea, respectively. AGAT (l-arginine:glycine amidinotransferase) catalyzes the conversion from Arg and glycine to guanidino acetic acid, an intermediate which is further converted by GAMT (guanidoacetate methyltransferase) to form creatine. B, Metabolic pathways of dietary and de novo synthesized hArg. Endogenous hArg is generated by AGAT conversion from Arg and lysine (Lys). Alternatively, hArg may be synthesized via urea cycle enzymes (OTC, ASS, and ASL) from homocitrulline. Although hArg is predominantly excreted by the kidneys, intracellular hArg may serve as an alternative substrate for NOS, as well as putative inhibitor for ARG. C, Metabolic pathways of dietary Trp. Trp is metabolized by 2 distinct pathways: (1) Trp serves as a substrate for TPH (tryptophan hydroxylase) which generates 5-hydroxytryptophan and subsequently serotonin through AADC (amino acid decarboxylase) or (2) IDO (indoleamine 2,3-dioxygenase) and TDO (tryptophan 2,3-dioxygenase) catalyze the conversion of Trp to N-formyl-kynurenine that is further processed by KFase (N-formyl-kynurenine formamidase) into KYN (kynurenine). KYN is subsequently converted into KYN acid or into 3-hydroxy-kynurenine by KMO (kynurenine hydroxylase monooxygenase) which is further metabolized to 3-hydroxyanthranilic acid by KYNU (Kynureninase) and subsequently into quinolinic acid. Eventually, NAD+ is generated. Credits: Nitz K, Lacy M, Atzler D. Amino Acids and Their Metabolism in Atherosclerosis. Arterioscler Thromb Vasc Biol. 2019 Mar;39(3):319-330. doi: 10.1161/ATVBAHA.118.311572. PMID: 30650999.
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Figure 11 B-C

l-arginine (Arg), l-homoarginine (hArg), and l-tryptophan (Trp) metabolism in endothelial and immune cells. A, Endothelial function of Arg, hArg, and Trp. Under normal conditions, eNOS (endothelial NO synthase) hydrolyzes Arg and potentially hArg to NO, which diffuse to vascular smooth muscle cells (VSMCs) to prompt relaxation. In atherosclerosis, eNOS may become uncoupled, a condition where it generates reactive oxygen species instead of NO leading to endothelial dysfunction. Whereas Arg is subjected to ARG (arginase) metabolism, hArg serves as an inhibitor of ARG. IDO (indoleamine 2,3-dioxygenase) expression in endothelial cells promotes the conversion of tryptophan to kynurenine, which leads to relaxation of VSMCs as well. B, Cytokine-induced expression of Arg and Trp metabolizing enzymes promote polarization into distinct macrophage subsets. T helper (Th) 1 cytokines IFN (interferon)-γ and TNF (tumor necrosis factor)-α induce expression of IDO and iNOS (inducible NO synthase) and skew polarization into proinflammatory M1 type macrophages, which promote cytotoxicity and atheroprogression. Th2 cytokines IL (interleukin)-4 and IL-13 induce expression of ARG1 and favor polarization into anti-inflammatory M2 type macrophages, which promote immune suppression and tissue repair. C, Effects of myeloid Arg and Trp metabolism on T cells. Myeloid-mediated Arg and Trp starvation activates T-cell stress kinase GCN2 (general control nonderepressible 2) to phosphorylate eIF2a (phos-eukaryotic initiation factor 2a) to halt proliferation and protein synthesis via downregulation of the CD3ζ chain of the T-cell receptor. Myeloid-derived NO inhibits Jak/STAT (Janus kinase signal transducer and activator of transcription) phosphorylation and subsequent IL-2Ra (IL-2 receptor a) signaling in T cells. The myeloid-derived Trp metabolites kynurenine (KYN) and KYN acid induce expression of FoxP3 (Forkhead box P3), the lineage-defining transcription factor for regulatory T cells (Tregs). Activated T cells reenforce IDO expression in myeloid cells via CTLA-4 (cytotoxic T-lymphocyte associated protein 4).
Credits: Nitz K, Lacy M, Atzler D. Amino Acids and Their Metabolism in Atherosclerosis. Arterioscler Thromb Vasc Biol. 2019 Mar;39(3):319-330. doi: 10.1161/ATVBAHA.118.311572. PMID: 3065099
JAK3/STAT5 (JANUS KINASE SIGNAL TRANSDUCER AND ACTIVATOR OF TRANSCRIPTION

to the myeloid-derived Arg starvation, myeloid-derived NO has been shown to affect T-cell proliferation. iNOS-derived NO from macrophages and myeloid-derived suppressor cells was found to diminish T-cell proliferation by interfering with the traditional NO/cGMP signaling pathway and via inhibiting Jak3/STAT5 (Janus kinase signal transducer and activator of transcription) phosphorylation. Of note, IL-2/IL-2r (IL-2 receptor), which uses JAK/STAT, has been established as a pivotal pathway for T-cell differentiation and proliferation. Typically, regulatory T cells act as suppressors against the chronic inflammation seen during plaque progression. Interestingly, the IL-2r JAK3/ STAT5 axis is critical for development of regulatory T cells as the lineage-defining transcription factor forkhead box P3 (FoxP3) gene is activated. 

In contrast to these well-studied T-cell responses to myeloid-driven iNOS metabolism, knowledge on endogenous iNOS metabolism in T cells is still little. Endogenous iNOS expression has been confirmed in mouse and human Th17 cells and, although still vague, functional studies suggest that it regulates apoptosis and Th17 differentiation. Similarly, Trp metabolism crucially contributes to T-cell function as well as proliferation. Here, Trp metabolism also works either through metabolite deprivation or IDO-generated Trp metabolites, such as kynurenine, kynurenic acid, or 3-HAA. First, IFN-γ induces IDO activity in macrophages and dendritic cells, which subsequently leads to enhanced Trp metabolism and local Trp starvation. This phenomenon, similar to Arg starvation, has been shown to be sensed by the stress kinase GCN2-eIF2α axis, which ultimately leads to the arrest of T-cell proliferation and again downregulation of CD3ζ chain on CD8+ T cells. Later, myeloid-derived kynurenine further exerts immune suppressive functions by promoting regulatory T cell differentiation. Similar anti-inflammatory effects have also been implicated for 3-HAA. Mechanistically, activated T cells may induce IDO1 expression in dendritic cells through CTLA-4 (cytotoxic T lymphocyte-associated protein 4) thereby promoting their own immunosuppression. Conversely, blocking of IDO in dendritic cells promotes T-cell differentiation towards Th17-like cells, rather than regulatory T cells, through dendritic cell secretion of IL-6. 

Cell polarization and phenotypic switching are key inflammatory mechanism of atherosclerosis; therefore, targeting metabolism, including Arg, hArg, and Trp, as well as their downstream metabolites, may provide interesting strategies for clinical interventions. Credits: Nitz K, Lacy M, Atzler D. Amino Acids and Their Metabolism in Atherosclerosis. Arterioscler Thromb Vasc Biol. 2019 Mar;39(3):319-330. doi: 10.1161/ATVBAHA.118.311572. PMID: 30650999
5-HT AND CELL

Credits: Herr, N., Bode, C., & Duerschmied, D. (2017). The Effects of Serotonin in Immune Cells. Frontiers in cardiovascular medicine, 4, 48. https://doi.org/10.3389/fcvm.2017.00048
SEROTONIN MAY AFFECT THE PHAGOCYTIC ACTIVITY OF NEUTROPHILS

In a study by Nannmark et al. from 1992, direct treatment of polymorphonuclear leukocytes with serotonin suppressed tumor cell- and zymosan-induced phagocytosis in a chemiluminescence assay suggesting a possible negative role for serotonin in tumor cell destruction. These findings may explain the observation by Skolnik et al. (1985) that thrombocytopenia and 5-HT2 receptor antagonism with ketanserin both decreased the liver invasion by injected tumor cells. In contrast, as early as in 1961, Northover saw that serotonin stimulated polymorphonuclear cell phagocytosis of staphylococci.

When Schuff-Werner and Splettstoesser examined general biological functions of human polymorphonuclear cells after treatment with serotonin in 1999, they found complex dose-dependent responses upon challenge with opsonized Staphylococcus aureus: at physiological serotonin concentrations (1–10 µM), the antibacterial defense improved significantly (may be due to reduced autooxidation), whereas higher concentrations (1–10 mM) counteracted an efficient bacterial killing.

In conclusion, several studies suggest specific responses of neutrophils to serotonergic stimulation—and hence the presence of at least one serotonin receptor. To date, however, this has not been examined to the best of our knowledge. According to the presented studies, the main effect of serotonin on neutrophils may be the improvement of autooxidation and the suppression of oxidative burst, but neutrophil recruitment may also be influenced.
FLUVOXAMINE TRIAL AND CITAASCOV TRIAL

Credits: Garcia, F., Mendonça, R., Miguel, L.I. et al. CXCR4hi effector neutrophils in sickle cell anemia: potential role for elevated circulating serotonin (5-HT) in CXCR4hi neutrophil polarization. Sci Rep 10, 14262 (2020). https://doi.org/10.1038/s41598-020-71078-8
Our trial was based on Fluvoxamine trial and au to currently moment there are doubts about the results and physiology liked to this class of drugs but: long-term serotonin reuptake inhibition (SRI), which reportedly protects patients with depression from cardiovascular events, has been shown to deplete platelet serotonin stores in mice, while plasma serotonin levels correlated with neutrophil CD11b expression in patients hospitalized with acute coronary syndrome, indicating that inhibition of serotonin uptake may decrease neutrophil activation

SCA patients demonstrated a higher frequency of CXCR4hi neutrophils, indicating the existence of a pathophysiological environment conducive to neutrophil polarization to this phenotype. CXCR4hi neutrophils may have great relevance to the pathophysiology of SCA, since these cells exhibit a high density of surface molecules known to be involved in neutrophil priming and function, including TLR4, which plays an important role in mediating cellular innate immune responses. The increased activation of the Mac-1 integrin observed on these CXCR4hi neutrophils also confers important properties to these cells, facilitating cell recruitment to the vascular wall and adhesive interactions. Indeed, we found that CXCR4hi neutrophils captured significantly more platelets on their cell surface than CXCR4low/neg neutrophils, indicating that these cells probably make an important contribution to the increased heterotypic aggregate formation observed in SCA and that is associated with vaso-occlusion and pathophysiology in the disease. The neutrophils characterized, herein, as CXCR4hi neutrophils displayed some important effector functions, but could not all be denominated as aged neutrophils since, in general, the CXCR4hi neutrophil population did not display CD62L shedding, or increased nuclear lobe formation, compared to CXCR4low/neg neutrophils. Thus, the CXCR4hi neutrophil subset, described herein, may or may not contain a population of aged neutrophils, as defined by other authors.
Interestingly, both SCA patients on and off HU therapy presented a higher frequency of CXCR4hi neutrophils than control subjects; furthermore, the phenotypic profile of the CXCR4hi neutrophils identified did not differ between those patients that were taking HU, compared to those that were not. It is difficult to determine whether the lack of an association between HU therapy and modulation of CXCR4hi neutrophil frequency in SCA indicates a lack of effect of this therapeutic molecule on the factors that drive neutrophil polarization, or whether this observation may be due to HU indication bias. Presently, in centers that heavily rely on HU as a therapeutic approach for SCA, patients that are not on HU therapy are usually patients that have a less severe clinical course.

Platelet-neutrophil aggregates are formed by multiple ligands, but evidence suggests that they are principally formed by interactions between platelet surface P-selectin and neutrophil surface P-selectin glycoprotein ligand 1 (PSGL-1) and between platelet glycoprotein Ib (GPIb) and the neutrophil Mac-1 integrin. We found the Mac-1 subunit, CD11b, to be significantly more activated on CXCR4hi neutrophils in both control and SCA subjects, suggesting that this ligand may play a role in the elevated propensity of these cells to form these heterocellular aggregates. However, a role for P-selectin-PSGL-1 interactions in the CXCR4hi neutrophil aggregates observed should not be ruled out. Given the increased interaction that CXCR4hi neutrophils display with platelets, we determined whether platelets and/or factors released by these cells may influence neutrophil phenotype. Importantly, we found that factors released from platelets, and especially from activated platelets, can significantly induce the polarization of neutrophils to the CXCR4hi phenotype. It should be noted that, in addition to our observation of a likely influence of platelet activation on neutrophil phenotype, it is also probable that neutrophil polarization to the CXCR4hi phenotype may also influence platelet activation. Activated neutrophils are known to release several soluble platelet-activating mediators, and, while we did not evaluate NET generation by the CXCR4hi neutrophils, stimulation of neutrophil CXCR4 expression with a low dose of lipopolysaccharide has been associated with the release of NETs, which in turn have documented platelet activating and thromboinflammatory effects. 

EOSINOPHILS

Eosinophils express 5-HT1A, 5-HT1B, 5-HT1E, 5-HT2A, 5-HT2B, and 5-HT6 receptors with 5-HT2A being the most predominantly expressed.Via the 5-HT2A receptor eosinophil recruitment, airway inflammation, airway hyperresponsiveness, and remodeling is mediated in allergic asthma. In 2013, Kang et al. showed that serotonin induces eosinophil trafficking and recruitment via activation of ROCK, MAPK, PI3K, and the PKC-calmodulin pathway. Selective activation of the 5-HT2A receptor with (R)-DOI prevents eosinophil recruitment in an asthma model.

BASOPHILS/MAST CELLS

Mast cells in rodents are described to be an important source of serotonin, while in humans, serotonin is normally absent in mast cells (or at least found in very low concentrations). Serotonin is only found in mast cells in nameable concentrations in humans in discrete pathologies such as in the stroma of carcinoid tumors or in mastocytosis. Rodent and human mast cells express the enzyme Tph1, so that they are capable to produce serotonin and release it to form early edema in inflammation. One study of Crivellato and colleagues in 1991 even suggests that mast cells can release serotonin in part under neural control from nerve fibers containing substance P, calcitonin gene related peptide, vasoactive intestinal polypeptide, and somatostatin in the rat mesentery with a close anatomical relationship. In 2006, a study of Kushnir-Sukhov and colleagues showed that mast cell adhesion and migration in human and rodent mast cells is induced by serotonin via the 5-HT1A receptor.

LYMPHOCYTES

Lymphocytes take up serotonin via SERT. Interestingly, serotonin uptake via SERT drove apoptosis of Burkitt lymphoma cells, which could be reversed by SSRIs, in a study by Serafeim et al. in 2002.

In 2000, Stefulj et al. measured mRNA levels in spleen, thymus, and peripheral blood lymphocytes of the rat and found significant levels of 5-HT1B, 5-HT1F, 5-HT2A, 5-HT2B, 5-HT6, and 5-HT7 receptor mRNA. 5-HT3 receptor mRNA was only detected after stimulation with mitogens.

T-CELLS

T-cells express numerous 5-HT receptors as well as all other serotonergic components (TPH1, SERT, and MAO).

In 1991, Askenase and colleagues described that serotonin released from mast cells and activating 5-HT2 receptors on recruited T-cells initiates the delayed-type hypersensitivity. In 1997, the same group showed that local secretion of serotonin from platelets initiates T-cell-dependent contact sensitivity mediated by IgE antibodys.

T cell proliferation involves 5-HT2 receptors. The stimulation of the 5-HT1A receptor on T-cells was shown to increase cell survival and S-phase transition by increased translocation of NFκB to the nucleus. In 2007, Léon-Ponte et al. showed that naive T-cells express predominantly the 5-HT7 receptor and T-cell activation was hereby enhanced through serotonin stimulation. Activation of the 5-HT2A receptor subtype, which is expressed in high levels in activated T-cells, with (R)-DOI represses T helper cell 2 (Th2) gene expression in allergic asthma.

B-CELLS

In 1995, Iken and colleagues described that mitogen-stimulated B-cell proliferation was dependent on serotonin stimulation via the 5-HT1A receptor .Rinaldi et al. identified, in 2010, the expression of 5-HT3A in normal and neoplastic B-cells. In 2005, Meredith and colleagues showed that upon activation, B-cells exhibit a significant increase in SERT expression. As described above, serotonin uptake via SERT drives apoptosis in Burkitt lymphoma cells and could be reversed by selective serotonin reuptake inhibitors. Hernandez et al. showed accordingly that treatment with SSRIs increases the number of circulating B-cells. These findings show that serotonin influences the adaptive immune response.

NK-CELLS

As described above, serotonin suppressed interactions between monocytes and NK cells, leading to an increase of NK cell functions that are normally inhibited by monocytes, such as cytotoxicity and IFN-γ production in studies by Hellstrand and colleagues in the early 1990s. In 2008, Evans et al. showed that SSRIs enhanced the cytosolic functions of natural killer cells in vitro. Furthermore, 2 years later, Hernandez and colleagues showed that the long-term treatment with SSRIs enhanced the NK cell proliferation.The signaling mechanisms remain unclear.

IMMUNE COMPLEX (IC)

Credits: loutier N, Allaeys I, Marcoux G, Machlus KR, Mailhot B, Zufferey A, Levesque T, Becker Y, Tessandier N, Melki I, Zhi H, Poirier G, Rondina MT, Italiano JE, Flamand L, McKenzie SE, Cote F, Nieswandt B, Khan WI, Flick MJ, Newman PJ, Lacroix S, Fortin PR, Boilard E. Platelets release pathogenic serotonin and return to circulation after immune complex-mediated sequestration. Proc Natl Acad Sci U S A. 2018 Feb 13;115(7):E1550-E1559. doi: 10.1073/pnas.1720553115. Epub 2018 Jan 31. PMID: 29386381; PMCID: PMC5816207.

There is a growing appreciation for the contribution of platelets to immunity; however, our knowledge mostly relies on platelet functions associated with vascular injury and the prevention of bleeding. Circulating immune complexes (ICs) contribute to both chronic and acute inflammation in a multitude of clinical conditions. Herein, we scrutinized platelet responses to systemic ICs in the absence of tissue and endothelial wall injury. Platelet activation by circulating ICs through a mechanism requiring expression of platelet Fcγ receptor IIA resulted in the induction of systemic shock. IC-driven shock was dependent on release of serotonin from platelet-dense granules secondary to platelet outside-in signalling by αIIbβ3 and its ligand fibrinogen. While activated platelets sequestered in the lungs and leaky vasculature of the blood-brain barrier, platelets also sequestered in the absence of shock in mice lacking peripheral serotonin. Unexpectedly, platelets returned to the blood circulation with emptied granules and were thereby ineffective at promoting subsequent systemic shock, although they still underwent sequestration. We propose that in response to circulating ICs, platelets are a crucial mediator of the inflammatory response highly relevant to sepsis, viremia, and anaphylaxis. In addition, platelets recirculate after degranulation and sequestration, demonstrating that in adaptive immunity implicating antibody responses, activated platelets are longer lived than anticipated and may explain platelet count fluctuations in IC-driven diseases.

POST-STROCK DEPRESSION

Credits: Hu, J., Zhou, W., Zhou, Z., Han, J., & Dong, W. (2020). Elevated neutrophil‑to‑lymphocyte and platelet‑to‑lymphocyte ratios predict post‑stroke depression with acute ischemic stroke. Experimental and Therapeutic Medicine, 19, 2497-2504. https://doi.org/10.3892/etm.2020.8514

Post-stroke depression (PSD) is one of the most prevalent psychiatric disorders following strokes, and affects nearly a third of the survivors during the first 5 years after the stroke. The occurrence of PSD is associated with negative clinical outcomes, including impaired cognition and delayed recovery of neurological functions. Furthermore, PSD acts as a prominent barrier to stroke rehabilitation and has been related to a reduced quality of life as well as an increasing risk of stroke recurrence and mortality. Thus, early diagnosis as well as efficient management of PSD must be a priority in clinical stroke rehabilitation.

Extensive investigations have suggested that inflammation plays an important role in acute ischemic stroke and depression by stimulating various pro-inflammatory markers, where the subsequent inflammation has been demonstrated to be involved in the development of PSD. Acute ischemic stroke has been demonstrated to induce the inflammatory response accompanied by a significant increase in the expression levels of inflammatory and pro-inflammatory cytokines markers, such as interleukin (IL)-1β, IL-1α, tumour necrosis factor (TNF)-α, IL-6, IL-8 and soluble TNF receptor 1 in the plasma, which are frequently found in the acute phase of stroke. Pro-inflammatory cytokines induce an inflammatory cascade reaction, and the expression of inflammatory related cytokines are strongly related with larger infarct sizes and a poorer prognosis for stroke patients.

Previous studies have shown that low-grade inflammation plays a critical role in the development of depression. Antidepressants may moderately improve depressive symptoms by reducing the levels of pro-inflammatory cytokines and increase the production of anti-inflammatory cytokines. Inflammatory mediators have been found to interact with key biological systems in depression, including altering neurotransmitter metabolism, neuroendocrine function, neural plasticity and the levels of reactive oxygen species. Similarly, a cohort study showed that the serum levels of IL-6, IL-10, TNF-α and IFN-γ were significantly higher in the PSD cohort compared to the non-PSD cohort. Furthermore, a recent study found that the coexistence of higher homocysteine and C-reactive protein (CRP) expression levels were independent risk factors for PSD .

In recent years, the neutrophil-to-lymphocyte ratio (NLR) and platelet-to-lymphocyte ratio (PLR) have emerged as well-accepted biomarkers for the assessment of overall inflammatory status. The NLR and PLR are simple and cost-effective biomarkers that can be easily derived from blood during routine examinations. Elevated levels of NLR and PLR have been found to be related with oxidative stress and increased cytokine production in patients with depressive disorders. Furthermore, the NLR and PLR are strongly related to the prognosis of infarction and thrombo-inflammatory state. The NLR has been used as an indicator to reflect the prevalence of intracranial atherosclerosis and is an independent risk factor for ischemic stroke and a poorer prognosis. Similarly, the PLR has been used to predict poor prognoses, the rate of insufficient recanalization and the size of infarcted area following stroke.

In addition to the inflammation and stroke, the NLR and PLR are also considered to be related to psychiatric disorders, especially depression. The NLR has been found to be increased in patients with major depression without antidepressant therapy; however, the NLR returned to normal levels after 3 months of Selective Serotonin Reuptake Inhibitor treatment. Moreover, the PLR in patients with major depression has also been found to be increased. Recent studies have suggested that the NLR or PLR are associated with PSD 1 month following stroke occurrence, which highlighted the relationship between early PSD and the inflammation index. However, there was not clear association between these indicators and 6-month PSD. To the best of our knowledge, the present study is the first to explore the association between the NLR/PLR and PSD at 6 months. The aim of the present study was to examine the value of the NLR and PLR as joint indicators in the diagnosis of PSD. Whether the joint index has better diagnostic value than independence index is a valuable question which may improve the diagnosis of PSD.

NEUTROPHILIC LEUKOCYTOSIS

Credits: Boiocchi, L., Gianelli, U., Iurlo, A. et al. Neutrophilic leukocytosis in advanced stage polycythemia vera: hematopathologic features and prognostic implications. Mod Pathol 28, 1448–1457 (2015). https://doi.org/10.1038/modpathol.2015.100
The concurrence of elevated counts of peripheral neutrophils and pronounced mature myeloid proliferation in marrow prompted the hypothesis that at least some cases could share a biological relationship with the other types of myeloproliferative neoplasms that typically show increased neutrophilic and/or myeloid proliferation, as chronic neutrophilic leukaemia, atypical chronic myeloid leukaemia BCR-ABL1 negative or chronic myelomonocytic leukaemia. All cases retained their JAK2V617F mutation positivity and remained negative for BCR-ABL1 fusion. To explore other possible mechanisms involved with the development of leucocytosis, we investigated eight cases for mutations of CSF3R, SETBP1, and SRSF2 genes. Truncation mutations of the receptor cytoplasmic domain for CSF3R have been recently identified as a highly sensitive and specific molecular marker for CNL and SETBP1 is frequently mutated in atypical chronic myeloid leukemia26 in other myelodysplastic syndromes, myelodysplastic/myeloproliferative neoplasms27 or chronic myelomonocytic leukaemia. SRSF2 mutations has been described in 47% of chronic myelomonocytic leukaemia and, although less frequently, in other types of myelodysplastic and myeloproliferative neoplasms. All neutrophilic post-polycythemic myelofibrosis cases showed only wild-type alleles for these genes, a finding that suggests that the neutrophilic proliferation arising during the fibrotic stages of polycythaemia vera is caused by mechanisms biologically distinct from those involved in chronic neutrophilic leukaemia or atypical chronic myeloid leukaemia.

Cytogenetic abnormalities and complex karyotypes are a common feature of post-polycythaemia myelofibrosis and are considered evidence of progressive accumulation of genetic damage. However, among the neutrophilic cases an abnormal karyotype was found in 38% of cases, fewer than in the control group. The presence of chromosomal abnormalities did not correlate with the degree of peripheral neutrophilia or neutrophilic proliferation in marrow. In fact, among the four cases showing the highest myeloid:erythroid ratios and neutrophil counts cytogenetic results were mixed: two patients showed chromosomal anomalies but the remaining two displayed normal karyotypes. Moreover, there was no association between the development of leucocytosis and any specific alteration.

In spite of these negative results, the most likely explanation is that a yet undiscovered molecular alteration such as the presence of a myeloid cell subclone present at disease onset or acquired later in the course of polycythaemia vera, succeeds in becoming dominant during the late stage of the disease. The presence of such clonal instability might account both for the observed phenotypic shift and the worse overall survival of these patients. Clonal complexity as a mechanism underlying phenotypic shifts in myeloid neoplasm has been recently reviewed by Itzykson et al. The more widely known and best characterized example includes the development in cases of JAK2 mutation-positive myeloproliferative neoplasm of two different leukemic clones, one with JAK2 mutation-positive blasts and one with JAK2 wild-type blasts; another example of this mechanism could explain the selection of JAK2 positive/BCR-ABL1 negative clones from those rare cases of myeloproliferative neoplasms with concurrent BCR-ABL1 and JAK2 mutation-positivity treated with imatinib. Therefore, a more comprehensive mutational analysis with more numerous samples might be able to better estimate the type and frequency of molecular alterations associated with this uncommon event.
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Figure 12.

Effects on IDO activity on immune responses. IDO is expressed by various cells of the immune system in response to activation by inflammatory markers such as IFNs, ILs, TNFs, PGs and LPS. By decreasing the amount of available Trp IDO activates the GCN2 stress-kinase pathway leading to T cell anergy and cell cycle arrest, inhibits the mTOR pathway thus decreasing T cell proliferation. By increasing KP metabolite concentrations IDO also contributes to the apoptosis of effector T cells and promotes the formation of T cells of the regulatory subtype. Via these mechanisms IDO might exert profound effects on both systemic and local immune responses. Abbreviations: IFNs: interferons; Ils: interleukins; TNFs: tumour necrosis factors; PGs: prostaglandins; LPS: lipopolysaccharide; DC: dendritic cell; IDO: indoleamine 2,3-dioxygenase; Trp: tryptophan; KP: kynurenine pathway; mTOR: mammalian target of rapamycin. In: Boros Fanni A., Vécsei Lászl. Immunomodulatory Effects of Genetic Alterations Affecting the Kynurenine Pathway. Frontiers in Immunology. Vol. 10, 2019. DOI=10.3389/fimmu.2019.0257Kynurenine 3-monooxygenase in mitochondrial dynamics

Figure 13
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Serotonin and cells

NEUTROPHILIA AND MAINTENANCE OF A SYNDROME

Credits: Duerschmied, D., Suidan, G. L., Demers, M., Herr, N., Carbo, C., Brill, A., Cifuni, S. M., Mauler, M., Cicko, S., Bader, M., Idzko, M., Bode, C., & Wagner, D. D. (2013). Platelet serotonin promotes the recruitment of neutrophils to sites of acute inflammation in mice. Blood, 121(6), 1008–1015. https://doi.org/10.1182/blood-2012-06-437392
Platelets store serotonin in their dense granules at millimolar concentration and secrete it when they become activated. This requires a complex mechanism of uptake, storage, and targeted release that is similar to that in neurons, with the exception that platelets are not stationary but circulate in high numbers throughout the vasculature. Platelets do not synthesize serotonin but incorporate and store serotonin that is synthesized in duodenal enterochromaffin cells and secreted into blood. Several different effects of non-neuronal serotonin have been unraveled in the past, including prohemostatic (on platelets and vascular smooth muscle cells), mitogenic (on hepatocytes and pulmonary smooth muscle cells), and immunomodulatory (on lymphocytes, monocytes, and smooth muscle cells) functions. In vitro studies have shown that serotonin also activates the release of Weibel-Palade bodies (WPBs) from endothelial cells, which would promote leukocyte rolling via the WPB constituent P-selectin. However, it is not clear whether serotonin influences neutrophil-endothelial interactions, a central step in early innate immune responses.

We chose 2 approaches to study serotonin effects on leukocyte rolling and recruitment: genetic deficiency of non-neuronal serotonin, as has been established in Tph1−/− mice, and pharmacologic depletion of platelet serotonin. Tryptophan hydroxylase (TPH) 1 is the rate-limiting enzyme for the synthesis of serotonin in non-neuronal cells and has been identified in enterochromaffin cells (primary source), pulmonary endothelial cells, mast cells, and with limited indirect evidence, monocytes/macrophages. It is distinct from the neuronal isoform TPH2. Tph1−/− mice are known to have defects in haemostasis, liver regeneration, pulmonary arterial pressure regulation, and erythropoiesis, but acute inflammatory responses mediated by neutrophil recruitment have not been addressed. 

A striking inflammatory response is septic shock. We tested the hypothesis that non-neuronal serotonin enhances this neutrophil-driven disorder, which was suggested previously by pharmacologic studies with 5-HT2 receptor antagonists and fluoxetine. Indeed, Tph1−/− mice were protected from lethal LPS-induced septic shock. In the early response to LPS challenge, heart rate and blood pressure slightly decrease, TNFα levels increase, and heart rate variability drops significantly in mice. Because Tph1−/− mice showed a similar response in these parameters as WT mice, they appear to be independent of non-neuronal serotonin (serotonin-enhanced sympathetic tachycardia is primarily mediated by neuronal serotonin receptors). Serotonin is a known platelet coactivator and enhances the procoagulant properties of activated platelets, which may also affect intravascular coagulopathy in sepsis. Together, our data indicate that Tph1−/− mice are protected from septic shock because of reduced neutrophil recruitment (and possibly reduced platelet activation), but not because of a difference in cytokine secretion or cardiovascular changes.

5-HT AND BONE

In earlier works, it has already been shown that osteoblasts have several serotonin receptors, and here we investigated the bone phenotype of mice with a global invalidation of the serotonin 2B receptor (htr2b−/−). In all, 30% of newborn htr2b−/− mice die at birth with cardiac malformation, but the survivors have normal life expectancy and display only minimal cardiac dysfunction.  We have previously shown that mice displayed significantly reduced bone formation from 4 months of age.32 This osteopenia was intensified in 18-month-old mice that displayed a phenotype reminiscent of aging-related osteoporosis. This could not be detected in 3-month-old mice with an osteoblast-specific deletion of this serotonin 2B receptor studied by Yadav et al.  In the absence of serotonin, osteoblasts of 5-HT2BR−/− mice have reduced bone proliferation. Our pharmacological data suggest that this 2B receptor is capable of both constitutive and paracrine activities in accordance with the data obtained by Locker et al.41 on a mesoblastic cell line. The only other serotonin receptors known to have binding sites on osteoblasts were 5-HT2AR and 5-HT1AR. Several points need to be considered: first, although osteoblasts do express Tph1 transcriptionally, we could not detect any significant serotonin synthesis.42 Second, we observed that 10–100 nM serotonin has a proliferative action on primary murine osteoblasts, which is consistent with previous data for chicken osteoblasts, whereas an antiproliferative effect could be observed from 50 μM (unpublished data).

SEROTONIN AND OSTEOCLASTS.

In order to investigate in greater depth the role of the serotoninergic system in bone remodelling, we conducted a detailed in vivo study in Tph1−/− mice. We studied male mice while they were growing (six weeks of age) and at maturity (16 weeks). In the growing Tph1−/− mice, we observed an increase in bone mass that was resolved at maturity, in accordance with the data of Cui et al.34 In both juvenile and mature mice there was evidence of decreased bone resorption, as evaluated by both histomorphometry and D-pyridinoline, a biochemical marker of bone resorption. Bone formation was unchanged in growing mice and reduced in mature mice, which explains the elevated bone density seen in the growing mice that had returned to normal at maturity. We also showed that in vivo the decrease in bone resorption could be overridden by treatment with 5-HTP, which offsets the absence of TPH1. Furthermore, bone-marrow transplantation at birth of Tph1−/− mice with wild-type cells retarded the deficit in bone resorption and proved that an intrinsic osteoclast defect was responsible for the osteoclast phenotype. Ex vivo studies showed that osteoclast differentiation from spleen cells (in the absence of any osteoblastic cell of the osteoblast lineage) was reduced in Tph1−/− animals. Finally, we could show that osteoclasts were able to synthesize serotonin, and that this synthesis was increased by RANKL. These data could not have been observed by Yadav et al, as they reported only specific invalidation of Tph1 in the gut.

This result shows for the first time that there is a source of serotonin in the bone microenvironment. This synthesis of serotonin by osteoclasts might increase in a pathological situation where there is an increase in RANKL. Although our data show that serotonin increases osteoclastogenesis by a paracrine/autocrine mechanism, the physiological role of serotonin in osteoblastogenesis is less clear. It is possible that osteoclast synthesis of serotonin is sufficient to induce an increase in osteoblast proliferation, and that serotonin is one of the 'coupling factors' that are synthesized by osteoclasts and stimulate osteoblast formation.43 However, this hypothesis cannot explain why normal bone formation was maintained in growing mice despite the decreased bone resorption in Tph1−/− mice. 

Credits:de Vernejoul, M. C., Collet, C., & Chabbi-Achengli, Y. (2012). Serotonin: good or bad for bone. BoneKEy reports, 1, 120. https://doi.org/10.1038/bonekey.2012.120

Figure 14
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ANEMIA IN COVID-19 IS NOT CAUSED BY HEMOPAGOCYTIC SYNDROME: FERRITIN AND INFLAMMATION

The COVID-19 patient can present anemia in two ways: 1) from the lack of serotonin, with little stimulation of the erythroid receptors; 2) from neutrophil activation, presenting a much more intense and destructive inflammatory responses.  Serum ferritin levels, within the normal range, represent an independent risk factor of arterial stiffness in a large cohort of naïve hypertensive patients with different glucose tolerance and a strong effect modifier on the relationship between inflammation and PWV, thus a possible candidate for early marker of atherosclerosis at least in this setting of patients. This may be clinically relevant because ferritin is an easily determined laboratory parameters and widely used in medical practice.

The main limitation of the study is its cross-sectional design, therefore no causal link can be claimed. In addition the measurements of hepcidin, a well-known regulator of body iron fluxes, were not available. This may be important because the determination of hepcidin levels could give more information about iron metabolism, also in subclinical inflammation. However, we evaluated transferrin saturation which is an important determinant of hepcidin release.

Oxygen supply to tissues is a fundamental principle of mammalian life. Regulation of tissue oxygenation has attracted significant interest since it was first observed more than 100 years ago that the number of red blood cells is inversely related to ambient oxygen pressure, suggesting a negative feedback loop between tissue oxygen and red cell formation. The key regulator of this feedback loop is erythropoietin (EPO), which is mainly produced by kidneys and liver. Studies of EPO regulation led to the discovery of hypoxia-inducible transcription factors (HIFs), master regulators of hypoxic gene expression. HIFs are heterodimers formed by 1 of 3 oxygen-regulated α subunits and a constitutive β subunit. The oxygen-dependency of prolyl-hydroxylase domain enzymes (PHDs), which target HIFα for proteasomal degradation, provides the basis of a widespread oxygen-sensing mechanism. The roles of the different HIF isoforms are partially overlapping, but HIF-2 appears solely responsible for induction of EPO gene expression in response to hypoxia.

Figure 15
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 Schematic illustration of the role of hypoxia-inducible factor 2 ( HIF-2) in the control of red blood cell (RBC) production. Blood oxygen content, which is determined by the number of RBCs and arterial oxygen saturation, influences tissue oxygen concentrations and thereby impacts oxygen-dependent gene expression. HIF-2 determines erythropoietin (EPO) gene expression in the liver (mainly in fetal and early postnatal life) and kidneys (in adulthood). Hepatic hepcidin suppresses iron release from intestinal cells and macrophages (not shown in the scheme). Erythroid progenitor cells release erythroferron on stimulation with EPO, which suppresses hepcidin and thereby enhances iron availability to match the increased need. At a cellular level, hepcidin binds to and inactivates ferroportin (FPN), the only known cellular iron exporter. Intestinal iron absorption requires active ferroportin and appears to be responsive to the hypoxia-sensing pathway, with HIF-2 enhancing the expression of iron-absorbing genes. Recent data by Schwartz et al. 

 demonstrate that ferroportin can directly stabilize HIF-2 through a ferroportin-mediated iron efflux. This iron efflux presumably lowers intracellular iron concentrations and thereby inhibits one or more prolyl-hydroxylases, which normally target HIF-2 for proteasomal degradation. pO 2, partial pressure of oxygen.
 De Vernejoul, M. C., Collet, C., & Chabbi-Achengli, Y. (2012). Serotonin: good or bad for bone. BoneKEy reports, 1, 120. https://doi.org/10.1038/bonekey.2012.120
Schwartz AJ, Das NK, Ramakrishnan SK, et al. Hepatic hepcidin/intestinal HIF-2α axis maintains iron absorption during iron deficiency and overload. J Clin Invest.
GUT INFLAMMATION AND TRYPTOPHAN METABOLISM

CREDITS: Ma Ning, Guo Pingting, Zhang Jie, He Ting, Kim Sung Woo, Zhang Guolong, Ma Xi, Nutrients Mediate Intestinal Bacteria–Mucosal Immune Crosstalk, JOURNAL=Frontiers in Immunology, V.9,2018
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Figure 16

Effects of gut microbes on innate immune receptor. (A) Bifidobacterium infantis 35624 treatment increases IL-10 secretion through the TLR2/TLR6 pathway in human myloid dendritic cell (mDC) and monocyte-derived DC (MDDC), while IL-10 secretion in plasmacytoid DC (pDC) is TLR9 dependent. (B) Lactobacillus acidophilus NCFM facilitates murine myeloid DC to express antiviral genes, such as myxovirus resistance 1, interferon (IFN)-β and interferon stimulated gene 56 (Isg56), via TLR2 pathway. (C) Lactobacillus delbrueckii subsp. delbrueckii TUA4408L (Ld) response against Enterotoxigenic Escherichia coli (ETEC) 987P infection in porcine intestinal epithelial cells. Acidic extracellular polysaccharide (APS) and neutral extracellular polysaccharide (NPS) of Ld attenuate inflammation dependent on TLR2 and TLR4, respectively. (D) Non-invasive Helicobacter pylori infection in NOD2−/− mice relies on NOD2 signaling to induce Th1 inflammation response. (e) Non-invasive Clostridium difficile infection recruits neutrophils to infection sites via nucleotide-binding oligomerization domain protein 1 (NOD1). (F) Citrobacter rodentium induces inflammation exacerbation in NLRC4−/− mice by producing IL17A and IFN-γ.
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Figure 17
The effects of gut bacteria on T cells differentiation. (A) The polysaccharide A of segmented filamentous bacteria (SFB) induces Th17 cells differentiation and the antigen of SFB presented by dendritic cell (DC) is dependent on major histocompatibility complex II (MHCII). SFB adhesion induces Th17 accumulation by producing serum amyloid A (SAA) and reactive oxygen species (ROS). (B) The Bacteroides fragilis improves Treg cells differentiation mediated by PSA-activated DC. (C) Clostridia species induces Tregs accumulation presumably by cooperating with DC in the colon. (D) Butyrate, a large intestinal bacterial metabolite, drives colonic expansion of Treg cells in mice by reinforcing histone H3 acetylation in the promoter and conserving non-coding sequence regions of the Foxp3 locus. (e) Bacteria-producing Zwitterionic capsular polysaccharides (ZPS) can stimulate differentiation of Treg cells and IL-10 production dependent on antigen-presenting cell (APC). (F) 

Commensal A4 bacteria of Lachnospiraceae family inhibit Th2 cells production by increasing transforming growth factor-β (TGF-β) production of DC. (G) The Th17 cells produce IL-17, IL-21, and IL-22 to enhance inflammation response, while the Treg cells produce IL-10 to attenuate inflammation. 

Figure 18
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Tryptophan mediates the bacteria-immune crosstalk. When induced by proinflammatory cytokines, the majority of tryptophan is metabolized through the kynurenine (Kyn) pathway mediated by indoleamine 2,3-dioxygenase (IDO). Kyn can serve as agonists for aryl hydrocarbon receptor (AhR), and act on dendritic cell (DCs) to inhibit DCs maturation. Through AhR, Kyn can cause T cell energy loss and apoptosis, promote the proliferation of Treg and Th17 cells, and also decrease the differentiation of highly inflammatory Th17 cells and enhance the generation of IL-22 and IL-10. Tryptophan can be degraded to 5-HT by the aid of Tryptophan hydroxylase gene (TPH1). Corynebacterium spp., Streptococcus spp., and Escherichia coli can also synthesize 5-HT themselves from tryptophan. Spore-forming bacteria (Sp) can regulate the concentration and synthesis of 5-HT. Melatonin can be then secreted after 5-HT, which can affect the differentiation of Th17 cells in the intestine. 

IMMUNOSENESCENCE, ACE-2, AND 5-HT

Credits: Strasser Barbara,Volaklis Konstantinos,Fuchs Dietmar, et al. Role of Dietary Protein and Muscular Fitness on Longevity and Aging[J]. Aging and disease, 2018, 9(1): 119-132.

Main immunological changes observed during immunosenescence. Aging interferes with various aspects of innate and adaptive immune cells that can impair or compromise their function and response. In addition, several factors can deregulate intracellular homeostasis during aging, intensifying the secretion of inflammatory cytokines and chemokines (inflammation).
The cells of the innate immune system can be quantitatively and qualitatively affected by the aging process. In the case of monocytes, there is a prevalence of nonclassical, and intermediate subtypes associated with a lower phagocytic capacity (43). Monocytes from older individuals also secrete less IFN-α, IFN-γ, IL-1β, CCL20 and CCL8 when stimulated with adjuvants of the innate immune response, although some studies have suggested that these cells have a greater capacity to secrete proinflammatory cytokines under baseline conditions or after stimulation in older individuals. Recently, Zheng and colleagues reported an increase in the monocyte population in aged healthy adults, especially classical CD14 monocytes. Monocytes from aged individuals have higher expression of inflammatory genes, such as IL1B, TNF and CXCL8, and increased activation of the NF-κB, Toll-like receptor, inflammasome, and MAPK signalling pathways.

In the case of infection by SARS-CoV-2, there is a greater production of IL-6 and GM-CSF in the peripheral blood by CD14+ CD16+ monocytes. Additionally, in vitro infection of human monocytes with SARS-CoV-2 leads to the production of several inflammatory cytokines, such as IL-6, IL-1β, TNF-α, and IFN-I. Moreover, COVID-19 patients of advanced age have more monocytes than younger patients. These cells with an inflammatory profile can migrate into the lungs, contributing to the exacerbated inflammatory response and consequent tissue damage characteristic of the pathogenesis of the disease. In fact, because of their inflammatory properties, monocytes have been suggested to be among the main contributors to the disparate severity of COVID-19 in older patients.

The changes occurring in immunosenescence also affect antigen-presenting cells (APCs), such as dendritic cells (DCs) and macrophages. In both cell populations, antigen presentation is compromised in the old population, possibly due to the lower expression of CD80, CD86 and MHC-II after exposure to a stimulus and a lower production of superoxide anion by macrophages after treatment with IFN-γ. In vitro studies investigating DCs derived from peripheral blood monocytes show that infection with MERS-CoV induces the expression of MHC-II and CD86 and promotes the production of IFN-γ, CXCL10, IL-12, and CCL5. However, whether DCs from the older people respond similarly to infection by MERS or other coronaviruses is unclear.

In addition, SARS-CoV-1 is capable of infecting monocyte-derived DCs, rendering these cells producers of inflammatory cytokines, such as TNF-α and IL-6, and chemokines, such as CCL2, CCL3, CCL5 and CXCL10. However, it was not possible to identify the production of antiviral cytokines, such as IFN-α, IFN-β, IFN-γ and IL-12p40, which may indicate a possible viral escape mechanism mediated by blocking these pathways. In fact, Hu et al. showed that the SARS-CoV-1 N protein interacts with TRIM25, preventing the generation of IFN-I via RIG-I. In COVID-19 patients, an imbalanced production of IFN-I has also been reported, and it seems to correlate with disease severity (119, 120). Moreover, SARS-CoV-2 infection elicits reduced expression of IFN-I and interferon-stimulated genes (121). In addition, pretreatment with IFN-α or IFN-β reduced SARS-CoV-2 titers in in vitro infection studies. In fact, IFN-I administration has shown promising results in COVID-19 patient clinical trials. In a phase 2 study, the triple combination of lopinavir–ritonavir, ribavirin and interferon beta-1b was efficient in reducing symptoms, shortening the duration of infection and hospital stay in patients with mild to moderate COVID-19.

Muscle atrophy is an unfortunate effect of aging and many diseases and can compromise physical function and impair vital metabolic processes. Low levels of muscular fitness together with insufficient dietary intake are major risk factors for illness and mortality from all causes. Ultimately, muscle wasting contributes significantly to weakness, disability, increased hospitalization, immobility, and loss of independence. However, the extent of muscle wasting differs greatly between individuals due to differences in the aging process per se as well as physical activity levels. Interventions for sarcopenia include exercise and nutrition because both have a positive impact on protein anabolism but also enhance other aspects that contribute to well-being in sarcopenic older adults, such as physical function, quality of life, and anti-inflammatory state. The process of aging is accompanied by chronic immune activation, and sarcopenia may represent a consequence of a counter-regulatory strategy of the immune system.
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Figure 19

FINAL IDEA ABOUT PATHOPHYSIOLOGY OF COVID-19

COVID-19 is a systemic disease caused by a beta coronavirus that, by classification in its clade, was classified as a beta coronavirus. Although most of the cases have pulmonary symptoms, 60% are asymptomatic and, of the symptomatic ones, present varied symptoms. We considered as the first manifestations of COVID-19, in addition to the classics published since the beginning: acute myocardial infarction, stroke, delirium in the elderly due to urine examination altered by the Sars-CoV-2 lesion and which simulates infection, skin rash, thrombosis changes in mood and behaviour, lupus like syndrome. The virus has mechanisms to escape from our immune system and, much more than that, it is able to modulate our antibody production, so that we do not make large titers of IgM and IgM, although experiments show that IgA is the highest serum antibody, although it is primarily present in the mucosa The disease develops acutely in 14 days, and at the peak of viremia the infected person begins to feel the first symptoms and when he comes to the hospital with about 5 to 7 days of symptoms, the viremia is already very low in the vast majority of the cases. The pulmonary inflammatory phase begins, with major damage to the vascular endothelium and type II pneumocytes. Hypoxemia and its magnitude will determine how inflamed this person will be, that is, his prognosis is dependent on the medical conduct of leaving him or not being subjected to an amount of O2 that does not meet the needs that his organs need. This phase is still marked by IL-6, IL-10.

After 14 days, the subacute phase begins, which continues to chronic period. Hypoxemia in the first 14 days depletes niacin reservoirs, so aerobic respiration is impaired. There is a deficit of NAD / NADH + and the metabolic pathways that would lead tryptophan to produce niacin are blocked by hypoxemia, leaving kynurenine, which presents toxic products for the central nervous system, being chemotactic for eosinophils and neutrophils. In the same way that IL-6 also ends up having as a product of its stimulus the intense migration of eosinophils to the tissues, although each person presents a pattern that can be more or less eosinophilic. So, in a simple way, but with all the complexity hidden in biochemical pathways, Sars-CoV-2 makes a specific disease for each person, as if it were custom-made. Obese, diabetic, and elderly people already have IL-6 due to their comorbidities, which is why they often have a serious illness. Also, the impairment of erythrocytes due to the activation of neutrophils is present and identifies those patients who will develop into forms of severe inflammatory disease due to a process of self-feeding of neutrophilic stimulus maintained by platelet activation and new lesions generating hypoxemia.

This review includes almost 1 year of handling the patient COVID-19 and I am sure that this manuscript is something small in relation to what we do not yet know. COVID-19 brought this need to re-study a lot about the human being, about sepsis, about the parasite-host relationship and even rethink these diseases. COVID-19 brought many problems, but also the need to show courage and strength to fight for our lives.
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GENERAL THERAPY (suggested by author) DESTINATED TO COVID-19

 Specific exams to assessing eosinophilia:

Bronchoalveolar lavage with cytology and culture for fungi and bacteria, differential cytology.

serum IgE research.

research for eosinophil in stool.

bronchoscopy with biopsy if possible.

serum cortisol


Exams could help in the identification of prognosis and beyond those 
already mentioned, maybe use:

serum tryptase.

basophil activation tests.

Tryptophan / Kynurenine ratio. (THE BEST).

HLA-DR expression, including for the identification of corticosteroids as the drug of choice.

We have been using albumin replacement although controversial uses. 

We have advised that measures that increase systemic inflammation should not be used in this phase:

transfusion only in dire need.

avoid sudden changes in glycemia respecting the interval 120-180 mg / dL

avoid volume expansion with saline or any other expander.

do not prescribe any psychiatric drugs that negatively interfere with serotonin and dopamine pathways, as they may increase neurological symptoms.

in the event of a new septic shock, initially associate noradrenaline and terlipressin or vasopressin, because patient is already in a hypercatabolic state and high doses of noradrenaline would be highly catabolic and increase O2 dependence. In addition, terlipressin plays a role in renal vasodilation. Volemic Expansion: 250 mL to 500 mL of saline and rapidly starting with vasoactive drugs.

It is necessary to replace vitamin B complex or niacin to try not to cause diversion of the tryptophan cascade to kynurenine
The use of corticosteroids is already justified by the development of autoimmune diseases and COVID-19, but we know that the patient is often refractory and needs other immunosuppressive. Joint monitoring with Rheumatologists is essential.

Neutrophils are the main cause of cytokine storm and they need to be blocked as soon as the viraemic phase is over. For now, the only route I see possible is the corticosteroid pulse, either by the dose performed by the respected team at the University of Tehran or the classic dose with attempts of low doses between other pulse if assessment indicates it. I think corticosteroid therapy must be evaluated by clinical assays with reliable statistical data. 

The second phase of the disease has been distressing, and writing this article was more of a cry for help so that patients can be seen and investigated regarding their symptoms. We are facing a chronic phase of immunoparalysis reactivating many latent diseases mediated by IL-6 and Treg cytokine profiles. Many Sars-cov-2 reinfections are due to this silent and lethal immunoparalysis.

I feel, after all this, nutrition also plays a fundamental role both in restoring immunity and in stopping the consumptive syndrome post COVID-19. This syndrome is hidden. But it is happening in front of us. The sarcopenia of critically ill patients is evident, however, patients who had mild or asymptomatic forms of COVID-19 also progress with the syndrome, usually presenting unexplained weight loss, skin injury, and sarcopenia. 

It is mandatory in these cases: nutrition with amino acid supplementation (ensuring tryptophan via), B3 reposition and N-acetyl cysteine (ensuring aerobic NAD/NADH+ and mitigating oxidative stress, acetyl - salicylic acid (mitigating Platelets activation).  Supplemental O2 is requested by inpatients and, even with lung improvement, it needs to be supplied, or a maintained hypoxemia may cause chronic inflammation status.

Vasculitis: multiple bleedings from the airways in the nurses, poor and unusually evolution of surgical patients. Far beyond an inflammatory syndrome, we have vasculitis, many of them eosinophilic, in activity. We need to track these patients and chest CT is mandatory. Serologies help if you are positive. A negative result is simply worthless, and We need to investigate symptoms.

Any medication that evolves with bone marrow toxicity in relation to neutrophils tends to be protective in some way against COVID-19, I mention some of them: some antiretrovirals, clozapine, but neutropenia happens when patients are in its uses for medium and long term. Use in acute illness may not have an impact on COVID-19 progression.

Anti-neutrophils antibodies that must be assessed in Chronic COVID-19 besides immune-complex evolvement: 

c-ANCA - specifically proteinase 3 (PR3).

p-ANCA antigens include myeloperoxidase (MPO).

p-ANCA without nuclear extension occurs with antibodies cathepsin G, elastase, lactoferrin and lysozyme.

GS-ANA: antibodies directed to granulocyte specific nuclear antigens.

Less common antigens include: HMG1 (p-ANCA pattern), HMG2 (p-ANCA pattern), alpha enolase (p and c-ANCA pattern), catalase (p and c-ANCA pattern), beta glucuronidase (p-ANCA pattern) , azurocidin (p and c-ANCA pattern), actin (p and a-ANCA) and h-lamp-2 (c-ANCA).

ACUTE COVID-19 TREATMENT: AVOIDING OROTRACHEAL INTUBATION

-acute covid-19 and treatment for early lung phase (about 6 and 7 days after symptoms have begun) 

In April of this year we realized, since European and China published many articles about COVID-19 physiopathology that would be the possibility the virus lasting four or five days and the cytokine storm would be a consequence without virus presence, corroborated by PCR (nasal swab) negative. Immunobiological medicines had been proposed for COVID-19 treatment. Thinking about these ideas and encouraged by abroad1,2 experience we started Methylprednisolone pulse therapy (Table 1.). The treatment success gave us the opportunity to develop a randomized trial that is in initial phase of lung disease or during the Hyper inflammatory Syndrome. Our first observational cohort had 8 patients and only 3 of them needed orotracheal intubation but is important to note that PaO2/FiO2 of these three patients were below 200 at admission. All patients were Diabetics, Obese or elderly. in September, a group of University of Tehran published a randomized trial with a different dose of Methylprednisolone pulse with good results3,4. Methylprednisolone is not expensive medicine and can reach every Brazilian people independent of social class.  All pulse therapy has as pre-treatment: 2 pairs of haemocultures, 1 urine exam with culture and Ivermectin 200mcg/kg unique dose or Albendazole 400 mg twice a day for five days for strongyloidiasis hyper infection syndrome. Cultures are repeated every 2 days or if necessary (Table 1 and Figure 1 – article).

SUBACUTE AND CHRONIC COVID-19 AND TREATMENT FOR HYPER INFLAMMATORY SYNDROME (AFTER 14 DAYS OF THE SYMPTOMS HAVE BEGUN) AND WHAT WE ARE DOING NOW

COVID-19 associated Hyperinflammatory Syndrome (cHIS)1,2 maybe be the most important issue in COVID-19 that needed to be reported to be diagnosed, since the prolonged period of hospitalization motivated by intubation and Intensive Care Unit (ICU) period and, after ICU, by wards of convalescence stay. Recognizing this syndrome and treating it is an endeavour to discharged patients with no new hospital admission after Sars-cov-2 infection.

We have been admitting patients that were discharged in the past, but now returning due to global inflammation with worsening in breath. Upon anamnesis we used to identify if patients were at other period of worsening that motivated hospital assessment at Urgency Unity after COVID-19 and hospital discharge. The diagnose are currently pneumonia, but its recurrence is almost weekly or each few days These new pneumonias have at least one aetiology and the most important is Inflammation with or without bacterial infection (Figure 2 and Table 2).

Understanding a broken in the pattern for bacteraemia treatment we propose that, after ruled out any other cause of bacteraemia and the maintenance of refractory or recurrent infection, the possible site of bacterial or fungal infection is the gut and skin and the treatment is corticosteroids with antimicrobials medicine, in our protocol we have proposed Methylprednisolone pulse therapy (Table 2). Inflamed gut is the focus of infection by bacterial translocation and, to stop translocation, we need to block Hyperinflammatory Syndrome. In our cohort we pulsed 12 patients, 4 patients were refractory maybe motivated by almost 30-60 days of hospital care with inflammation that was not realized as cHIS. Pre-treatment is the same used in the acute phase, but in cHIS we used to prescribe empiric antimicrobial medicines covering gut microbiota (piperacillin-tazobactam or the last schema used guided by previous performed culture and, sometimes covering candida sp.).

Table 1. Criteria for METHYLPREDNISOLONE PULSE (1g-0,5g-0,5g) on Early Pulmonary Phase. 

THE BEST PERIOD FOR PULSING:

With patient still stable and necessarily with PaO2 / FiO2> 200 without O2 supplementation and according, by us called, Tehan's (Iran) definition: the early pulmonary phase is defined as the start of the pulmonary involvement including hypoxia (SO2<93%) tachypnoea (RR>18) and little dyspnoea and based on CT scan findings, and we add that pulse therapy should happen before the neutrophilia and the

Table 2. Criteria for pulsing patients after 14 days and in cHIS (Chronic COVID-19)
CONSUMPTIVE SYNDROME (HIDDEN OR NOT HIDDEN) RELATED TO COVID-19

This syndrome has appeared with greater or lesser intensity depending on the characteristics of the patients, as we have already explained throughout the article and the metabolic pathways.

COVID -19 now becomes a metabolic disease with high energy consumption mediated by enzymes that lead to sarcopenia. Many people are evolving with weight loss in a drastic way, others not so much, but the sarcopenia is clear. Consumptive syndrome in COVID-19 is also triggered by serotonin due to metabolic changes on tryptophan via.

The metabolic pathways needed to be compensated are exemplified below. These pathways shown here need to have supplies for them to work properly and for us to guarantee the proper functioning in relation to aerobic cell respiration. It is a mistake not to guarantee the minimum substrate to patients so metabolically devastated by COVID-19. Not guaranteeing substrate to the depleted patient is to perpetuate the oxidative and inflammatory process, since there are no acceptors for electrons and protons of the normal reactions of the aerobic pathways. In other words, we simply contribute to the maintenance of the disease if we do not pay attention that the patient needs to have guaranteed the minimum supplies of the classic metabolism pathways so that he can pass the disease less deleteriously.

We believe that the basic requirement must necessarily contain:
1- daily assessment of the clinical nutrology team.

2- albumin replacement if serum albumin <3.0g /dL.

3- vitamin B complex, intravenous, 1 time a day.

4- ascorbic acid, intravenous, 1 time a day.

5- n-acetyl cysteine ​​600mg, intravenous, 1 time a day.

6- continuous oxygen catheter, even without apparent need.

7- avoid excess volume, maintaining water balance equal to zero or negative depending on the need, but never overhydrate.

8- avoid any psychiatric drugs that interfere with dopaminergic pathways.

9- opt for selective serotonin reuptake inhibitors.

10- acetyl salicylic acid (requires trials).

We believe that from items 1 to 10 there should be a minimum obligation to guarantee the basics of physiological functioning.

SUGGESTED SEPSIS AND SEPTIC SHOCK PROTOCOL: (randomized assays are needed)

1- quickly identify new sepsis.

It is difficult, especially for post-ICU patients, as this patient presents compensatory tachypnoea due to loss of oxygen exchange space due to the disease, so the classic criteria lose sensitivity. In addition, these patients have a lot of changes in consciousness due to the duration of ICU and neurological disorders caused by COVID-19. Identifying sepsis in this case is always hard work and a lot of attention.

We suggest evaluating:

- reduction of diuresis.

-changing breathing pattern in relation to the patient's new baseline.

-fever, which can only be inflammatory.

-lactate.

-hypotension.

-variation of arterial and venous pO2.

-venous turgor ultrasound assessment if available. 

-blood pressure variation with lower limb elevation.

2- immediate plan and first hour plan.

Performing of general lab exams with blood gas and lactate.

Performing volume between 250 to 500 mL of saline associated or not with albumin in the dose:

[image: image2.jpg]Dose (g) = (2.5 g/dL — actual albumin
concentration) x (kg x 0.8) (table I).




Legend:

2.5 g/dL: desired concentration of albumin; kg: body weight; 0.8: coefficient to calculate the volume of plasma.

The use of albumin therapy in the following circumstances:

- albuminaemia > 2.5 g/dL; we consider 3,0g/dL (put 3,0 as desired albumin).

- malnutrition;

- non-haemorrhagic shock;

- ascites responsive to diuretics;

- acute or chronic pancreatitis;

Side effects: Albumin is usually well tolerated. However, immediate allergic-type reactions are possible with fever, shivers, nausea, vomiting, urticaria, hypotension, increased salivation, and effects on respiration and heart rate. Very fast infusions (20 – 50 mL/minute) can cause a brusque fall in systemic blood pressure and, in elderly subjects and those at risk of congestive heart failure, it can induce manifest congestive heart failure, particularly when the more concentrated solutions of albumin are used. Albumin is considered a safe blood derivative from the point of view of transmission of infections, although there are some questions about the potential transmission of prions.

The physiological plasma volume can be taken to be approximately 40 mL per kg of body weight.

Liumbruno, G. M., Bennardello, F., Lattanzio, A., Piccoli, P., Rossettias, G., & Italian Society of Transfusion Medicine and Immunohaematology (SIMTI) (2009). Recommendations for the use of albumin and immunoglobulins. Blood transfusion = Trasfusione del sangue, 7(3), 216–234. https://doi.org/10.2450/2009.0094-09
Our experience for using albumin in COVID-19: we need a trial, but due to clinical follow-up we have seen that replacing albumin avoids hyperhydration, in addition to providing substrate to carry drugs and to recompose tissue (requires replacement of ascorbic acid). Always start a diet followed by Nutrology so that the need to offer albumin is removed as soon as possible.

Avoiding hyperhydrating. We suggest, based on articles and clinical management.

a) Start vasopressors, even in the peripheral route, until a central or deep vessel line is achieved. Do not postpone the vasoactive drug.

Starting noradrenaline concomitant with vasopressin or Terlipresin ((We suggest terlipressin 1mg (intravenous, 4 x per day)) and decrease noradrenaline to avoid the patient has increment onoxygen demands. But realize that norepinephrine MUST be the first drug to start.

b) Do not postpone the hydrocortisone attack. Performing between 100 to 200 mg intravenously with 50 mg every 6 hours. These patients have already undergone an intense syndrome after sepsis and after ICU, and their glands are working in a "hypo" way, most of the time. This patient may already be basically deficient in multiple glands and may already be refractory to the initial measurements.

Assessment and follow up

i) Always watch out for sodium and potassium inversion, as it may be indicative of adrenal insufficiency.

ii)  Blood and urine cultures and then antimicrobial drugs

iii) New lactate in 1 hour after protocol has started.

Be alert. 

iv) Too much volume and rapid infusion trigger damage to the COVID-19 patient. Injured endothelium, hypoalbuminemia, plasma escapes to the third space and worsens the management of the critical patient.

v) Assessment for inotropic drugs

vi) Continuous sedation: avoiding “deeply sedation”. 

vii) Be thrifty. Start the usual protocol often with fentanyl and midazolam (prefer ketamine) but try to decrease these drugs with concomitant use of dexmedetomidine hydrochloride.

viii) Glycemic control. without exaggeration. Do not leave the patient in hypoglycaemia or in a hyperosmolar state. A good control is one that allows a blood glucose variation between 120-180 mg / dL as "Nice sugar".

3- sequential plan: assess whether the patient is a candidate for a place in the ICU or if the initial condition is improving

Assessing causes for refractory shock in patient COVID-19:

i) cardiac failure due to acute injury or eosinophilic myocarditis.

ii) insufficiency of glands.

iii) volume depletion for third space.

iv) bleeding from vasculitis.

Joint assessment with Rheumatology with an indication for PULSING THE PATIENT WITH CORTICOSTEROID OR ASSOCIATED PULSING OR IF STARTING PLASMAPHERESIS IN CASE OF VASCULITIS.

Attention to the control of electrolytes.

i) Na, K, Ca, Mg, Phosphate, venous blood gases should be the rule: two collections a day in patients with difficult management, as the patient COVID-19 has a lot of hypocalcaemia and hypomagnesemia which can lead to cardiorespiratory arrest and seizures.

ii) Type 1 urine: worsening of leukocyturia, proteinuria, haematuria and increase in cylinders will always suggest new lesions in the glomerulus and is a great way to assess the improvement in the light of the measures taken (data will be published).

SKIN INJURY 

Skin damage has been linked to vitamin B3 deficiency (Pellagra), autoimmune injuries (vasculitis, scleroderma, morphea syndrome etc.).
Focus in Morphea
Morphea, also known as localized scleroderma, is a disorder characterized by excessive collagen deposition leading to thickening of the dermis, subcutaneous tissues, or both. Morphea is classified into circumscribed, generalized, linear, and pan sclerotic subtypes according to the clinical presentation and depth of tissue involvement.] Unlike systemic sclerosis, morphea lacks features such as sclerodactyly, Raynaud phenomenon, nailfold capillary changes, telangiectasias, and progressive internal organ involvement. Morphea can present with extracutaneous manifestations, including fever, lymphadenopathy, arthralgias, fatigue, central nervous system involvement, as well as laboratory abnormalities, including eosinophilia, polyclonal hypergammaglobulinemia, and positive antinuclear antibodies (review by MEDSCAPE, In: https://emedicine.medscape.com/article/1065782-overvie accessed in 29/11/2020).

Prostatitis due to COVID1-19

Many cases of prostatitis have coincided with the acute and chronic phase of COVID-19, although they are underdiagnosed. These cases need to be investigated, as the use of corticosteroids should be indicated for these cases of prostatitis related to COVID-19.

The covid-19 patient is not within a guideline. They need our studies and technical knowledge, and we need to recognize our limitations and the lack of knowledge about this new disease in order to progress in the clinical management and seek the best we have before new pathophysiological discoveries in covid-19.

We need to perform trials to compare sepsis protocols. But, by clinical management, changes are needed as you as perform them and realize that maintaining a practice can led worsening to the patient.
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CRON criteria modified byMI-HSPE 


Fever


Defined as a temperature of more than 38·0°C;





Macrophage activation


Defined as a ferritin concentration of 700 mg./L or more;





*Haematological dysfunction


Defined as a neutrophil to lymphocyte ratio of 10 or more, or both haemoglobin concentration of 9,2 g/dL or less and platelet count of 110 × 10⁹ cells per L or less;





Coagulopathy


Defined as a D-dimer concentration of 1·5 μg/mL or more;





Hepatic injury


Defined as a lactate dehydrogenase concentration of 400 U/L or more, or an aspartate aminotransferase concentration of 100 U/L or more;





Cytokinaemia


Defined as an interleukin-6 concentration of 15 pg/mL or more†, or a triglyceride concentration of 150 mg/dL or more‡, or a CRP concentration of 15 mg/dL or more.





**Refractory bacteraemia or recurrent bacteraemia


Refractory bacteraemia was defined as, at least, 72 hours without a negative culture (haemoculture or uruculture) with correct antimicrobial medicine base on antibiogram. 


Recurrent bacteraemia was defined as a subsequent episode of bacteraemia ≥7 days after the first episode. 





**Worsening in respiratory pattern or image


New inflammation may be accompanied by worsening of breath and or lung image.





cHIS=COVID-19-associated hyperinflammatory syndrome. CRP=C-reactive protein. *Ferritin concentration might be elevated in end-stage renal disease on haemodialysis. †Original validation used a 10 pg/mL threshold; post-hoc analysis suggested that 15 pg/mL has better discrimination for poor outcomes. ‡Triglycerides might be elevated due to concomitant propofol administration. 


**added by HSPE Clinic of Infectious Diseases, due to after pulse therapy no more bacteraemia was noted, except when patients were refractory for pulse therapy.





PHASE OF HYPERINFLAMATORY SYNDROME:


SCHEME (1 - 0.5 - 0.5 - 5 X 80)


-Induction


1st day: Pulse of Methylprednisolone: 1000 mg.


2nd and 3rd days: Pulse of Methylprednisolone: 500 grams.





-Consolidation


4th to 8th days: with 80mg / day of Methylprednisolone











I) Diagnosis of Covid-19:


A) positive RT-PCR-SARS-COV-2 OR





B) Consider the presence of IgM class antibodies with or without IgG, associated with a clinical and tomographic picture compatible with Covid-19, and whose RTPCR- -COV-2 tests are negative.





Maintain observation about tomography OR





C) high clinical probability (desaturation below 90% in arterial blood gases, excluding other causes) in the presence of negative A and B.





AND





D) Tomography result compatible with CORADS 3,4 OR 5.





II) Definition of Cytokine Storm Syndrome:


A) Patient with oxygen saturation (Sat O2) <94% at rest (ambient air) OR with blood oxygen saturation <90%.





OR


B) Mild tachypnoea - respiratory rate> 18 rpm (although the definition used.





FR> 30, for inclusion we need that the patient is still in good condition clinical and not deteriorated in the case of a respiratory rate greater than or equal to 30).





AND





C) Have 2 altered BIOMARKERS: C-reactive protein greater than 10, ferritin and D-DIMER are upper the limit with or without leucocytosis, preferably IL-6 if available.








PULSE IF ONLY I AND II ARE CONTEMPLATED.


SCHEME (1- 0.5 - 0.5)


1st day: Pulse of Methylprednisolone in the dose of 1000 mg.


2nd and 3rd days: Pulse of Methylprednisolone at a dose of 500 grams.
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