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ABSTRACT 

 

Psoriasis is a chronic inflammatory skin disease. The role of Interleukin-17A (IL-17A) is 

emerging in the pathogenesis of psoriasis and considered the main driver of inflammation and 

dysregulated angiogenesis promoting in psoriatic keratinocytes the release of soluble 

mediators including the vascular endothelial factor-A (VEGF-A).  

The early growth response-1 (Egr-1) transcription factor, recently demonstrated upregulated 

in the skin of patients with psoriasis, has been suggested to influence angiogenesis by 

regulating VEGF-A expression. It is reported that IL-17A increases Egr-1 expression in 

human keratinocytes, however little is known about the biological function of Egr-1 in 

psoriasis.  

Notably, the successful employment of the novel therapeutic monoclonal antibody anti-IL-

17A Secukinumab (Cosentyx, Novartis) is ascribable to the indirect inhibition of 

angiogenesis.  

Beside cell-to-cell contacts and release of cytokines, hormones and second messangers, cells 

communicate each other through the release of extracellular vesicles (EVs) containing DNA, 

RNA, microRNAs and proteins. It has been reported the alteration of EVs trafficking in 

several diseases, but there is scare evidence of the involvement of EVs trafficking in the 

pathogenesis of psoriasis.  

Accordingly, we investigated the molecular mechanism by which Egr-1 could affect psoriasis 

angiogenesis in response to IL-17A signaling and if Secukinumab reduces angiogenesis in 

psoriatic keratinocytes by an Egr-1-dependent mechanism. We also aimed to characterize the 

release, the cargo content and the capacity to transfer bioactive molecules of EVs produced by 

keratinocytes following IL-17A treatment compared to untreated keratinocytes. 

Results indicate that Secukinumab downregulates VEGFA mRNA and its soluble levels in 

human keratinocytes (HaCaT) treated with IL-17A. Conditioned medium from keratinocytes 

previously exposed to Secukinumab significantly decreases cell proliferation and migration of 

endothelial cells and inhibits capillary tube formation in vitro. The use of Egr-1 siRNA 

downregulates IL-17A-mediated VEGF-A expression. Overall, these data suggest that 

Secukinumab indirectly inhibits keratinocytes angiogenic property by interfering with IL-

17A/Egr-1/VEGF-A axis. 

As what concern the study of keratinocyte-derived EVs, results indicate that the treatment 

with IL-17A significantly modifies the EVs cargo and release. Vesicles from IL-17A-treated 
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cells display a specific pattern of mRNA which is abrogated by Secukinumab. Further, EVs 

are taken up by acceptor cells irrespective of their content but only those derived from IL-

17A-treated cells enable recipient cells to express psoriasis-associated mRNA. These results 

imply a role of EVs in amplifying the pro-inflammatory cascade induced in keratinocytes by 

pro-psoriatic cytokines. 
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1. INTRODUCTION 

 

1.1 PSORIASIS 

Psoriasis is a chronic systemic inflammatory disease, with prevalent cutaneous involvement, 

characterized by a chronic relapsing course (Nestle FO et al., 2009). It is spread all over the 

world with a prevalence that varies considerably among the different populations and the 

various ethnic groups considered, in relation to the various geographical, environmental and 

genetic factors (Christophers E, 2001). Psoriasis seems to be most prevalent in Caucasian 

population and less frequent in Asian individuals and in black people (Gelfand JM et al., 

2005; Schafer T, 2006). 

In the USA, the prevalence of psoriasis has been estimated between 2.2% and 2.6%; in 

contrast, in Japan, the prevalence is lower and practically absent in Australians and Indians 

from South America. African Americans have an approximately 52% reduction in the 

prevalence of psoriasis compared with Caucasians (1.3% vs. 2.5%) (Saraceno R et al., 2008). 

In Europe the prevalence is higher in the Nordic countries than in the Mediterranean, probably 

due to climatic and environmental factors (Parisi R et al., 2013). The estimated prevalence of 

psoriasis in Southern Europe varies from 1.3% in Germany to 1.55% in Croatia and 1.58% in 

the UK (Saraceno R et al., 2008) (Figure 1). 
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Figure 1. Psoriasis. The prevalence of psoriasis worldwide (Greb JE et al., 2016). 

 

 

In Italy the prevalence of psoriasis is about 2.9% of the population, with a notable non-

homogeneous distribution among the various regions; in fact, the calculated range varies from 

0.8% to 4.5% with reference to the various locations considered (Saraceno R et al., 2008). 

The regions that show a greater prevalence are Lazio, Abruzzo, Molise (4.5%) and Emilia 

Romagna (4%), while Sardinia (0.8%) is the region with the lowest prevalence, followed by 

Calabria, Puglia and Basilicata (1.6%) (Saraceno R et al., 2008) (Figure 2). 
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Figure 2. Psoriasis. Italian regions and percentage of people affected from psoriasis (Saraceno R et 

al., 2008). 

 

The disease affects males and females equally, although it has been suggested that the onset 

of psoriasis is generally earlier in women than in men in some European countries (Parisi et 

al., 2013). Based on the age of onset, psoriasis is divided into two types (Griffiths CEM and 

Barker J, 2007): 

 

 type I psoriasis, present in about 75% of cases, is characterized by an early onset (before the 

age of 40) with a peak incidence between 16 and 20 years of age, high familiarity and a strong 

tendency to evolve towards a serious and/or generalized clinical form (Nevitt GJ and 

Hutchinson PE, 1996); 

 type II psoriasis, referred to as "late onset", with a peak incidence of around 50-60 years of 

age, a positive family history only in a limited number of cases and a less severe clinical 

course (Henseler T and Christophers E, 1985). 
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1.1.1 Clinical features and classification 

The main clinical-pathological characteristic of psoriasis is the typical lesions consisting of 

chronic erythematous plaques, covered with ipercheratosic scales. Although lesions can be 

present throughout the body, they are most frequently located at the elbow, knee and scalp 

level (Nestle FO et al., 2009).  

The plaque contains histopathological hallmarks that include a thickening of the epidermis 

(acantosis) caused by hyperproliferation of keratinocytes, hyperkeratosis and paracheratosis, 

or retention of nuclei in the stratum corneum; there is also a lengthening of the epidermal 

ridges downwards and an increase in the dilation and tortuousness of the vessels of the dermal 

papillae. At the level of the dermis and, to a lesser extent, the epidermis there is a rich 

inflammatory infiltrator, mainly consisting of T cells, myeloid and plasmacytoid dendritic 

cells, NK lymphocytes, macrophages and neutrophil granulocytes (Mahil et al., 2016). 

The course is chronic, characterized by the alternation of acute phases and phases of 

remission difficult to predict. The disease can start silently for years until a stimulus of an 

undefined nature, sufficiently intense, determines the appearance of a psoriatic slick in the 

seat of injury.  

Another typical, but not exclusive, feature of psoriasis is reactive isomorphism, which 

consists of the appearance of psoriasis patches in locations subject to mechanical stress 

(scarification, burns, surgical scars) (Pedace FJ et al., 1969). 

From a clinical point of view, based on the form of the lesions and their localization, psoriasis 

can be distinguished in (Figure 3): 

 psoriasis vulgaris: is the commonest form of psoriasis, accounting for 90% of all cases; it 

is characterized by red skin lesions (plaques) covered by silvery scales and well-delineated  

from  surrounding  normal  skin. Lesions appear as erythematous, a few centimeters thick and 

typically located on elbows and knees, but can extend and affect other skin areas (Griffiths 

CE et al., 2007); 

 guttate psoriasis: this acute form primarily affects adolescents and children; it is marked by 

the rapid appearance of small (less than 1 cm), punctiform and scaling lesions (papules), 

scattered with regularity and symmetry over the entire surface of the skin, preferring the area 

of the trunk and face. It is generally triggered by a bacterial infection, usually of streptococcal 

origin (group A β-haemolytic streptococcus), such as tonsillitis or pharyngitis, or a viral 
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infection (Martin BA et al., 1996; Griffiths CE and Barker J, 2007). Guttate  psoriasis  is  self-

limiting,  resolving  within  3–4  months  of  onset,  although its long-term prognosis is 

unknown. One study indicated  that  only  a  third  of  individuals  with  guttate  psoriasis 

develop classic plaque disease (Martin BA et al., 1996); 

 pustular psoriasis: there are three main forms; 

- generalized pustular psoriasis (von Zumbusch psoriasis) is  an  acute  form  in  which  

small pustules develop in painful inflamed skin. The patient can also have fever, 

chills, severe itching and diarrhea (Gooderham MJ et al., 2019); 

- palmo-plantar pustulosis, consisting of yellow-brown pustules on palms and soles. 

About 25% of people with palmoplantar pustulosis also have chronic plaque psoriasis. 

Patients are predominantly women (9:1 female:male ratio) and either current or 

previous smokers  (95%) (Kubeyinje EP and Belagavi CS, 1997); 

- Hallopeau's Acrodermatitis that occurs on the fingertips, on the peri-ungueal region, 

while the involvement of the nail matrix determines the complete loss of the nail. It is 

associated with an impairment of the general state with malaise, fever and asthenia 

(Baran R, 1979); 

 erythrodermic psoriasis: the least common type of psoriasis; the whole body surface is 

affected by psoriasis, which    can    lead    to    hypothermia,    hypoalbuminaemia, and high-

output cardiac failure. Erythroderma  can  be  caused  by  other  diseases,  including  atopic  

dermatitis,  drug eruptions, and cutaneous T-cell lymphoma. (Griffiths CE and Barker J, 

2007);  

 inverse psoriasis: is a form of psoriasis that selectively involves the folds, recesses, and 

flexor surfaces such as the ears, axillae, groin folds, inframammary folds, navel, intergluteal 

cleft, genitals, lips, and webspaces. Inverse psoriasis causes smooth patches of red, inflamed 

skin that worsen with friction and sweating. Fungal infections may trigger this type of 

psoriasis. (Griffiths CE and Barker J, 2007); 

 nails psoriasis: a type of psoriasis that affect  fingernails and toenails, causing pitting, 

abnormal nail growth and discoloration. Psoriatic nails might loosen and separate from the 
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nail bed (onycholysis) (Farber EM and Nall ML, 1974). This form is closely associated with 

artopathic psoriasis (Griffiths CE and Barker J, 2007); 

 psoriatic arthritis: is a seronegative inflammatory arthritis that occurs in the presence of 

psoriasis. Five types of psoriatic arthritis have been proposed distal interphalangeal joint only; 

asymmetrical oligoarthritis; polyarthritis; spondylitis and arthritis mutilans. Classic psoriatic 

arthritis consists of oligoarthritis, distal interphalangeal joint involvement, dactylitis and 

calcaneal enthesitis. Recently presented data indicate that its prevalence has been greatly 

underestimated, and may be as high as 25% in people with psoriasis. In about 10% of people 

with psoriatic arthritis, the arthritis appears before skin manifestations of psoriasis (Moll JMH 

and Wright V, 1973; Gladman DD et al., 2005; Helliwell PS and Taylor WJ, 2005). 

Depending on the severity (extension on the body surface), psoriasis can be considered mild 

in the presence of a limited number of plaques, typically less than 3% of the skin surface is 

affected, moderate if 3 to 10% of the skin surface is occupied by plaques, and severe when 

more than 10% of the skin surface is affected (Meier M and Sheth PB, 2009). 
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Figure 3. Psoriasis. The different types of psoriasis. (A) plaque psoriasis; (B) guttate psoriasis; (C) 

pustular psoriasis; (D) reverse psoriasis; (E) erythrodermic psoriasis; (F) onychopsoriasis; (G) 

psoriatic arthritis (modified from Nestle FO et al., 2009; Boehncke WH and Schon MP, 2015). 

 

1.1.2 Comorbidities  

 

Several diseases have a higher incidence in psoriasis patients than the unaffected population, 

including Crohn's disease (Cohen AD et al., 2009), type 2 diabetes mellitus (Lee MS et al., 

2014), metabolic syndrome (Arias-Santiago S et al., 2012), cardiovascular disease (Griffiths 

CE and Barker JN, 2007), depression and some cancers. A recent study showed that psoriasis 

patients are three times more likely to develop lymphomas than the unaffected population 

(Gelfand JM et al., 2006). An increased risk of developing skin cancer (melanoma and non-

melanoma) in psoriasis patients has not been proven, but a 14-fold increased risk of 

developing squamocellular carcinomas has been observed in patients of phototype I-II who 

received 250 UV phototherapy (PUVA) sessions compared to patients who received the least 

number of treatments (Griffiths CE and Barker JN, 2007). Treatments with metotrexate and 
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cyclosporin in high doses can also be associated with the development of tumors ( De Oliveira 

Mde F et al., 2015). 

The relationship between psoriasis, diabetes and cardiovascular disease is increasingly 

emerging Studies in psoriasis patients have found an increase in plasma levels of different 

inflammation markers, such as pro-inflammatory cytokines, or thrombosis regulators, 

suggesting that psoriatic pathology is associated with a state chronic flogosis (Fernández-

Armenteros JM et al., 2019). This condition can lead to the onset of insulin resistance which, 

at the level of endothelial cells, leads to a reduction in the release of vasodilatory factors such 

as nitrogen monoxide. These events lead to the development of a state of endothelial 

dysfunction with increased expression of adhesion molecules, providing the basis for the 

development of ateroscletoric plaques and thus increasing the risk of cardiovascular 

pathology. Among the biomarkers identified in the plasma of patients and related to 

endothelial dysfunction are the soluble form of cell adhesion molecules VCAM-1 and E-

selectine. To date the clinical relevance of these markers remains, however, unclear (Steyers 

CM and Miller FJ, 2014). 

 

  

1.1.3 Pathogenesis and risk factors 

The cause of psoriasis isn't yet fully understood; it is believed that clinical manifestations are 

determined by the combination of predisposing genetic factors and environmental triggers; 

among these, an important role is played by skin traumatism, infectious processes and some 

drugs (Kavli et al., 1985; Elder JT et al., 2009).  

Its pathogenesis is therefore multifactorial and is conditioned by an abnormal immune 

response, probably triggered against an epidermal antigen (Lowes MA et al., 2007). Since 

1970 it has been thought that the massive presence in psoriasis patients of immune system 

cells, especially dendritic cells and T lymphocytes, suggested a possible pathogenic role for 

the disregulation of the immune system in psoriasis (Nestle FO et al., 1994). 

Although the literature data do not provide sufficient evidence that psoriasis is a real 

autoimmune disease, it shares with other immune-mediated diseases, such as Crohn's disease 

and diabetes mellitus, some characteristic manifestations chronic inflammation in the absence 

of a known antigen (Davidson A and Diamond B, 2001). For these reasons, psoriasis lesions 
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are believed to evolve from the interaction between cells and innate and adaptive immunity 

mediators and skin connective and epithelial tissues (Schon MP and Boechncke WH, 2005).  

Several pathogenic hypotheses have been formulated to explain the origin and clinical 

expression of psoriasis. Among the various theories, the most accredited is that psoriasis 

depends on an altered response of psoriasis keratinocytes to disparate inflammatory stimuli, 

which originate from the intervention of innate immunity cells, such as dendritic cells, 

polymorphucleates, mastcells, NK cells, and from adaptive immunity cells, such as CD4+ and 

CD8+  T-cells (Liu et al., 2007). Under normal conditions, there are, at the dermal level, a 

small number of T cells and CD11+ cells, while at the epidermal level Langerhans cells are 

present evenly in the various layers. In the psoriatic lesion, there is an increase in CD11+ 

dendritic cells and CD8+ T lymphocytes, which migrate at the epidermis level, respectively, 

at the basal layer or throughout the area. Langerhans cells continue to be present in the 

epidermis, but migrate at the spinosum layer level, while neutrophils accumulate at the 

stratum corneum level forming small aggregates (Liu et al., 2007). 

One of the pathogenic mechanisms for the development of psoriatic lesion involves, as the 

first event, the formation of a complex consisting of DNA fragments released by stressed or 

dying keratinocytes and the peptide LL-37 (Figure 4). This complex is able to activate 

plasmacytoid dendritic cells (pDCs) to produce IFN- α (Lande R et al., 2007). 

LL-37 belongs to the family of catelicides, which relate to the class of antimicrobial peptides.  

These molecules are able to promote the elimination of pathogenic microorganisms and to 

modify the inflammatory response. In psoriasis lesions, three types of peptides are 

overexpressed: catelicide, β defensine and S100 proteins (Morizane S et al., 2012). 

After the formation of the DNA-LL37 complex, the IFN-α produced by pDCs and the 

interleukin IL-1β, IL-6, the "tumor necrosis factor-α" (TNFα) produced by the keratinocytes 

activate the dermal dendritic cells (DDCs) that in turn produce IL23A, nitric oxide (NO) and 

TNFα (Zaba LC et al., 2009). 

DDCs migrate to the lymph nodes, where they present the antigen to naive T cells promoting 

differentiation inTh17, Th1 and Th22. These cells express on their surface the receptors for 

the cytokines CCR4 and CCR6, which bind CCL17 and CCL20 respectively, and the 

"cutaneous lymphcyte-associated antigen" (CLA), a surface glycoprotein capable of binding 

E-selectin (Yamanaka K et al., 2008). 

Through the lymphatic and blood vessels, Th17 and Th22 lymphocytes arrive at the level of 

the psoriatic lesion in presence of chemotactic factors CCL20 and CCL17 released by 
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keratinocytes. IL23A, produced by activated dendritic cells, induces Th17 and Th22 to release 

IL-17A , IL-17F, IL-22 and IFN-a. IL-17A and IL-17F stimulate keratinocytes to produce 

chemokines capable of recruiting neutrophils, including CCL17, CCL20, CXCL8, CXCL10, 

and antimicrobial peptides (LL-37 and the S100 family). (Wilson NJ et al., 2007). 

CD8 T lymphocytes, which express on their Surface VLA-1 that can bind VCAM-1 expressed 

by endothelial cells, accumulate in the epidermis and produce IL-17 (Laggner U et al., 2011). 

Th1 and Th22 reach the inflammatory site and induce the production, in synergy with the 

Th17, of IL-22, responsible for epidermal hyperplasia, altering the differentiation of 

keratinocytes, with a possible contribution of IL17A (Di Meglio P et al., 2011). 

 

 

 

Figure 4. Psoriasis. Pathogenetic model of psoriasis (Di Meglio P et al., 2011). 

 

The greatest risk factor for psoriasis is the positive family history for the disease (Farber EM 

et al., 1974). It is estimated that about 30% of psoriasis patients have at least one family 

member with the same condition (Andressen C and Henseler T, 1982). This highlights a 

strong genetic component in the etiology of psoriasis.  

In recent years linkage analysis studies have led to the mapping of 15 gene loci, distributed on 

different chromosomes, that are associated with psoriasis susceptibility, numbered 1 to 15 

(Table 1). PSORS (psoriasis susceptibility) loci correspond to regions in which localize genes 
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involved in inflammatory processes or genes involved in the differentiation phases of 

epidermis.  

 

Table 1. Psoriasis. PSORS loci with cytogenetic location, genomic coordinates and candidate 

genes (Singh et al., 2019). 

 

The first of these loci, the PSORS1 locus, is the major genetic determinant of psoriasis which 

is confined to ~300 kb region in the major histocompatibility complex (MHC) (Russell TJ et 

al., 1972; Nair et al., 2006; Liu Y et al., 2007). The SNPs detected through genomic 

association studies revealed about fifteen genes (DDR1, DPCR1, MUC21, MUC22, HCG22, 

C6orf15, PSORS1C1, CDSN, PSORS1C2, CCHCR1, TCF19, POU5F1, PSORS1C3, 

HCG27, HLA-C) in the 300-kb critical region of PSORS1 are strongly associated with 

psoriasis (Capon et al., 2002). The association with the locus HLA is responsible for 30-50% 

of cases of the disease (Trembath et al., 1997, Nair RP et al., 2006). Fourteen PSORS regions 

(PSORS2-15) outside the MHC are reported to be associated with psoriasis. PSORS2 is 

associated with psoriatic patients having family history (Nair et al., 1997; Enlund et al., 

1999;). PSORS3 locus represents psoriasis associated SNPs in IL2 and IL21, that takes part in 

T lymphocytes proliferation, Th17 differentiation, and keratinocyte proliferation (Liu et al., 

2008). PSORS4 genes mainly participate in keratinization process and expressed in upper 

strata of the epidermis. Mutations in PSORS4 genes are reported to have high probability of 

triggering psoriasis vulgaris (PsV) (Capon F et al, 2001; Hüffmeier et al., 2009). 

SNPs in SLC12A8 that encode a potassium/chloride transporter, is reported to be associated 

with psoriasis in PSORS5 locus (Hewett et al., 2002). SNPs in PSORS6 locus enhances risk 

of early-onset psoriasis vulgaris (Hüffmeier et al., 2009). IL23R with 19 psoriasis associated 
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SNPs, at PSORS7, has been established as one of the major susceptible gene that can trigger 

psoriasis (Di Meglio and Nestle, 2010). PSORS8 is reported as an overlapping susceptibility 

locus for both psoriasis and Crohn disease (Nair et al., 1997). The locus PSORS9, 

PSORS10,PSORS11 and PSORS12, are not reported to show significant association towards 

a distinct clinical subtype of psoriasis. As that of PSORS4, mutations in PSORS13 locus were 

observed to be associated with psoriasis vulgaris (Ellinghaus et al., 2010). The locus 

PSORS14 and PSORS15 have high association with pustular psoriasis cases (Setta-Kaffetzi et 

al., 2014).  

There are various type of environmental factors that act on the polygenic substrate; those most 

involved are traumatic, infectious, pharmacological, endocrine-metabolic, alimentary and 

psychological (Barker J, 1991; Enamandram M and Kimball AB, 2013). Any physical trauma, 

such as burns and scars, can cause psoriatic lesions to appear in affected sites in predisposed 

persons. The phenomenon of reactive isomorphism, which implies the appearance of a 

psoriatic lesion on apparently healthy skin following traumatic insults, is an example of the 

role played by traumatic factors on the development of psoriasis. Generally it occurs within 

two weeks of the traumatic event at the affected site but the latency period can be even shorter 

(3 days) or much longer (even a year) (Weiss G et al., 2002). 

Even the sunrays, which usually improve the clinical picture of most patients, in some 

subjects (especially those with phototype I and II) can cause an aggravation of psoriasis acting 

as a traumatic factor. In fact, photosensitive psoriasis is defined as the form of dermatosis in 

which there the appearance of new lesions following sun exposure (Rutter KJ et al., 2009). 

The incidence of photosensitive psoriasis varies from 14% to 24% depending on the different 

studies, while the phototype represents the most important factor of susceptibility (Nalluri R 

et al., 2010). 

Infections, not only affecting the skin, but also internal organs are important elements that can 

trigger a latent psoriasis. The role of streptococcal infections in the pathogenesis of guttate 

psoriasis is known, which occurs within 15 days of disease onset (McFadden et al., 2009). 

More rarely, exanthematous diseases (measles and chickenpox) and HIV can be considered 

triggers (Naldi L et al., 2005; Patel RV and Weinberg JM, 2008). 

Even some drugs can be a risk factor, that can interfere with psoriasis in various ways: 

aggravating a pre-existing psoriasis, causing the appearance of lesions on previously 

uninvolved skin areas, causing the appearance of psoriasis ex novo, favoring a resistance to 

treatment (Milavec-Puretić V et al., 2011 ). Among the most frequently implicated drugs are 
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antimalarials, lithium, β-blockers and nonsteroidal anti-inflammatory drugs (NSAIDs) 

(Basavaraj KH et al., 2010). 

As far as endocrine factors are concerned, the existence of peaks of incidence at puberty and 

in menopause has always suggested the interference of phenomena of hormonal nature. 

Psoriasis may aggravate during estrogen intake and in the pre-menstrual period (Hall G and 

Phillips TJ, 2005). 

There is numerous clinical evidence regarding the influence of metabolic disorders on the 

appearance or aggravation of psoriasis. In particular, dyslipidemias and obesity have 

considerable effects on skin disease (Naldi L et al., 2005). 

Anxiety and stress are very often triggers of psoriasis that alter immune mechanisms 

(Raychaudhuri SP and Gross J, 2000). It is widely recognized that stress plays an important 

role as a trigger for psoriasis both in the first manifestation and as an aggravation of an 

already existing form (Heller MM et al., 2011). Stressful events can worsen psoriasis severity 

and even extend the period of exacerbations. The percentage of psoriatic subjects who think 

that stress alters the condition of their skin (stress-responders) is particularly high: from 37% 

to 78% (Basavaraj KH et al., 2011). Numerous studies have confirmed a higher alcohol 

consumption in the psoriatic population. Alcohol abuse not only acts as a triggering factor, 

but also as an aggravating factor in the disease, causing a greater extension of the lesions with 

a more evident inflammatory component (Jankovic et al., 2009). 

Finally, it is estimated that in about 25% of psoriatic patients the disease is triggered by 

cigarette smoking, which has been particularly associated with palmar-plantar pustular 

psoriasis (Naldi L et al., 2005; Jin Y et al., 2009). There is a statistically significant dose-

response association between the number of cigarettes smoked and the risk of disease, with a 

more consistent correlation for females (Setty AR et al., 2007). 

 

1.1.4 Diagnosis  

The diagnosis of psoriasis is mainly carried out on clinical observation which takes into 

consideration the appearance of the skin lesions, with particular attention to the color of the 

lesions, the size, the morphology, the distribution of the different body regions involved. 

The PASI index (Psoriasis Area and Severity Index) is used to monitor the pathology through 

the evaluation of some parameters, and combines the assessment of the severity of lesions and 
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the area affected into a single score in the range from 0 (absence of psoriasis) to 72 (severe 

psoriasis). 

The body is divided into four sections: head (H) (10% of skin surface); arms (A) (20%); trunk 

(T) (30%); legs (L) (40%). For each area, the percent of area of involved skin is estimated and 

then transformed into a grade from 0 to 6: 

0. 0% of involved area 

1. < 10% of involved area 

2. 10–29% of involved area 

3. 30–49% of involved area 

4. 50–69% of involved area 

5. 70–89% of involved area 

6. 90–100% of involved area.  

Within each area, the severity is estimated by three clinical parameters: erythema (redness), 

induration (thickness) and desquamation (scaling). Severity parameters are measured on a 

scale of 0 to 4, where 0 indicates a complete lack of skin involvement and 4 represents the 

highest possible involvement. The sum of all three severity parameters is then calculated for 

each section of skin, multiplied by the area score for that area and multiplied by weight of 

respective section (0.1 for head, 0.2 for arms, 0.3 for body and 0.4 for legs) (Oji V et al., 

2015). 

Although this is a validated and widely used method, recommended for attributing a shared 

degree of psoriasis severity to both scientific and clinical applications, it has a very low 

sensitivity. This limit is particularly evident in the case of mild or moderate intensity diseases, 

with a low percentage of the body surface area (BSA) involved, and does not take into 

consideration the symptoms that affect the hands, nails, feet, face, or genitals . The European 

Medicine Agency (EMA) recommends the use of PASI in combination with the PGA index 

(Physician Global Assessment), which uses a 4 to 10 point scale, evaluating erythema, plaque 

extension and injuries involved (Robinson A et al., 2012). 

Psoriasis can be considered mild, in the case in which less than 3% of the skin surface is 

affected, moderate, if a surface is involved from 3 to 10%, and severe, when it extends over 

10% (Meier M and Sheth PB, 2009). 
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1.1.5 Treatments 

 

In the treatment of mild and moderate psoriasis, topical drugs containing various active 

ingredients are often used, including corticosteroids, analogues of vitamin D and retinoids ie. 

metabolites derived from vitamin A. 

Glucocorticoids belong to the corticosteroid family, a group of hormones produced by the 

cortex of the adrenal glands. These molecules penetrate the cell by passive diffusion and bind 

to cytosolic glucocorticoid receptors (GC) forming a glucocorticoid-receptor complex that 

translocates to the nucleus and interacts with specific nuclear sequences, glucocorticoid 

responsive elements (GRE), regulating the expression gene. The anti-inflammatory action of 

glucocorticoids is caused by the activation of several genes such as IκB (NF-κB inhibitor), 

DUSP 1, also known as mitogen activated protein kinase (MAPK) phosphatase 1, IL-10, 

glucocorticoid-induced leucine zipper (GILZ) and annexin A1 (Spies CM et al., 2011). All 

these genes are involved in the inhibition of proinflammatory factors or in the expression of 

anti-inflammatory molecules (Guichard A et al., 2015). Following treatment with 

corticosteroids there is the appearance of local secondary effects due to the application and 

systemic effects due to drug absorption. The local effect is represented by cutaneous atrophy 

caused by the inhibition of proliferation, mitosis and protein synthesis in dermal fibroblasts 

causing cell cycle arrest and induction of apoptosis (Hein R et al., 1994; Amsterdam A et al., 

2002). Among the systemic effects there is a decrease in the concentration of the 

corticotropin-releasing hormone (CRh) and of the adrenocorticotropic hormone (ACTH). 

Following absorption, corticosteroid levels increase in the blood leading to the appearance of 

clinical signs of Cushing's syndrome (Castela E et al., 2012). 

Calcipotriol is an analogue of vitamin D that is used in psoriatic therapy alone or in 

combination with betamethasone (steroid drug). The pharmacological target is the vitamin D 

receptor (VDR) expressed by the keratinocytes present in the basal layer of the epidermis and, 

following the receptor binding, inhibits proliferation and normalizes keratinocyte 

differentiation (Naga Sravan Kumar Varma V et al., 2014). Several clinical studies have 

demonstrated an excellent efficacy and safety profile of this compound in the treatment of this 

pathology (Trémezaygues L and Reichrath J, 2011). 

Tazarotene is a synthetic retinoid, recently introduced for the treatment of mild psoriasis; is a 

prodrug that is rapidly hydrolyzed in the active form that binds receptors for retinoic acid 

(RARs) by normalizing keratinocyte differentiation and proliferation. Although able to induce 
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a remission of the psoriatic lesion, its use is limited by the irritant action, which exerts both on 

healthy skin and on the plaque itself. 

Among the various therapeutic options, phototherapy for psoriasis may be indicated in 

particular cases of the disease.  

Narrowband ultraviolet B (UVB) rays are often used in psoriasis patients. The treatment 

involves exposure to artificial UVB rays, naturally present in sunlight. Applications are 

administered several times during the week and the therapy cycle can last a long time, up to 

twenty or thirty applications. 

Another source of ultraviolet light used for the treatment of psoriasis is PUVA, which 

involves the association of ultraviolet radiation A (UVA) with the use of psoralens taken 

orally which sensitize the skin, making it more prone to treatment. The mechanism of action 

of the PUVA therapy is not well known, but probably determines the activation of the 

psolarenes, which inhibit cell reproduction. Treatment with PUVA and psolarenes is 

associated with an increased risk of skin cancer, especially malignant melanoma and 

squamous cell carcinoma, which is why PUVA therapy cannot be used in the long term. 

Systemic treatment is reserved for subjects with severe or particularly extensive forms, or for 

those patients in whom topical or phototherapeutic treatments have proved ineffective. 

Systemic therapy for the treatment of psoriasis uses retinoids, methotrexate, cyclosporine A, 

mofetil mycophenolate and tacrolimus. 

Several retinoids have been used in the treatment of psoriasis. Currently, acitretin is used, 

which has favorable pharmacokinetic properties, the most important of which is the shorter 

half-life. Acitretin has a marked effectiveness in pustular and erythrodermic psoriasis. When 

this drug is used on its own, the daily dosage varies from 25 to 50 mg; treatment with dosages 

of 10 to 20 mg is started and increased gradually (if necessary). Although complete remission 

is only achieved in 50% of cases, the majority of patients see the number of plaques, their 

extension or flaking decrease dramatically. Higher doses of Acitretin (50-75 mg/day) are 

more effective in less time, but are associated with more important side effects. Like all 

retinoids, Acitretin is also teratogenic, so it is necessary to adopt safe contraceptive measures 

in women of childbearing age. These must be maintained for three years after treatment has 

been suspended. The most easily observed side effects are dryness of the lips, nose, eyes and 

the thinning and fragility of the nail plates. Hyperostosis and tendon calcifications have been 

reported.  
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Methotrexate inhibits the enzyme dehydrofolate reductase, which is necessary for the 

synthesis of nucleotides and amino acids. In this way, the drug reduces DNA synthesis and 

inhibits mitoses, especially of rapidly proliferating cells. It is able to alter lymphocyte and 

neutrophil. Methotrexate should not be administered in patients with active infection, 

alcoholism, cirrhosis, viral hepatitis, immunological defects, renal failure and in women who 

do not take contraception measures.  

Side effects can range from simple nausea to cancer. The recommended starting dose is 7.5 

mg once a week. The use of methotrexate for the treatment of psoriasis is today less frequent 

than in the past. 

Ciclosporin is an immunosuppressant, which inhibits the production of interleukin 2 and 

therefore the immune response mediated by T cells. The initial dosage is 2.5-4 mg/kg/day, 

divided into two doses. Given the side effects of the drug, it is necessary to monitor both 

blood pressure, renal function and bone marrow function. In fact, the major side effects are 

nephrotoxicity and hypertension, as well as hirsutism and gingival hyperplasia. Unfortunately, 

in addition to the side effects during treatment with Cyclosporine, the suspension usually 

leads to a reignition of the disease with worsening and difficulty in responding to other 

treatments. 

Mofetil mycophenolate is able to prevent transplant rejection being an immunosuppressive 

agent; it has been used in the treatment of psoriasis. The recommended dose is 1 gr for 2 times 

a day or 500mg for 4 times a day. This drug is generally well tolerated and has a good safety 

profile. The main side effects are gastrointestinal disorders, anemia, leukopenia and onset of 

infections. 

Tacrolimus has a mechanism of action very similar to that of cyclosporine and is used at a 

dosage of 0.1-0.15 mg/ kg/day. The most common side effects are paresthesia and diarrhea. 

The new biological agents, that act on the various steps of the autoimmune-inflammatory 

process, offer an important alternative in the treatment of moderate to severe plaque psoriasis 

in adult patients who have not responded, or who have intolerance or contraindications to 

other systemic therapies, including cyclosporine, methotrexate and PUVA therapy (Table 2). 

Pro-inflammatory cytokines such as TNF-α play a central role in the pathogenesis of 

psoriasis. High levels of TNF-α have been found in psoriatic plaques. In plaque psoriasis, the 

infiltration of inflammatory cells, including T cells, leads to an increase in TNF levels in 

psoriatic lesions compared to levels in unaffected skin. (Gearing AJ et al., 1990). This 

explains why anti-TNF-α, such as Etanercept, Infliximab and Adalimumab, led to an 
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improvement in the treatment of the disease. Etanercept is a fusion protein of p75 tumor 

necrosis factor (TNF)  receptor (p75TNF-R) with the Fc fraction of human IgG1 

immunoglobulin. The protein act as a soluble receptor for TNF-α; it is a competitive inhibitor 

of TNF-α binding to its surface cellular receptors, p55 and p75, and therefore inhibits the 

biological activity of TNF. Etanercept is indicated for plaque psoriasis, psoriasis arthritis, 

rheumatoid arthritis and ankylosing spondylitis (Rønholt K and Iversen L, 2017). Infliximab 

is chimeric human-murine monoclonal antibody that binds with high affinity to both the 

soluble and trans-membrane forms of TNFα, inhibiting its activity. It is currently approved for 

the treatment of rheumatoid arthritis, Crohn's disease, ankylosing spondylitis, psoriatic 

arthritis and psoriasis (Laws PM and Young HS, 2012). Adalimumab is a recombinant human 

monoclonal antibody produced in Chinese Hamster Ovary cells. It selectively binds to TNF 

and neutralizes its biological function by blocking its interaction with cell membrane TNF 

receptors. The drug has been approved for use in psoriasis and psoriatic arthritis (Laws PM 

and Young HS, 2012).  

Recently, a new class of biological drugs blocking both interleukins (IL)-12 and 23 was 

identified. This cytokines induce CD4+ naϊve lymphocytes to differentiate into T helper1 

(Th1) and T helper17 (Th17) lymphocytes respectively. Ustekinumab is a fully human IgG1κ 

monoclonal antibody that binds the p40 protein subunit of human cytokines IL-12 and IL-23 

with high affinity and specificity, inhibiting its activity and preventing binding of these 

cytokines with the respective receptor protein IL-12Rβ1 expressed on the surface of immune 

cells. Ustekinumab currently can be used in psoriasis and in psoriatic arthritis treatment 

(Thibodaux RJ et al., 2018). Currently there are no strong criteria to guide the choice between 

anti-TNF drugs available and between Etanercept, Infliximab, Adalimumab and 

Ustekinumab. However, the Etanercept vs Ustekinumab comparison suggests that 

Ustekinumab shows greater efficacy to Etanercept over a 12-week period (Sterry et al., 2004). 
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Tab.2 Psoriasis. Biologics approved for psoriasis by the United States Food and Drug Administration 

(Rønholt K and Iversen L, 2017). 
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1.2. SECUKINUMAB: THE NEW ANTI-IL-17A BIOLOGIC AGENT 

 

IL-17A is a dimeric glycoprotein and belongs to a family of cytokines family that includes 

other five members, i.e. IL-17B, IL-17C,IL-17D, IL-17E and IL-17F, which are involved in 

inflammatory disorders and autoimmune diseases such as psoriasis and cancer (Kolls & 

Linden 2004). IL-17A was first described in 1993 in human peripheral blood, as an important 

pro-inflammatory cytokine with a critical role against extracellular microorganisms and in the 

pathogenesis of different autoimmune diseases (Rouvier E et al., 1993). Within the IL-17 

family, IL-17A and IL-17F are central players in the adaptive immune response, particularly 

against bacteria and fungi while the function of IL-17B, IL-17C and IL-17D is less 

understood (Kolls JK and Lindén A, 2004; Iwakura Y et al., 2011). The induction and 

production of IL-17A during CD4+ or CD8+ T-cell differentiation is up-regulated by TGF-β, 

IL-6, IL-21 and IL-23 (Heidenreich et al. 2009). Specialized Th17 cell subsets of the adaptive 

immune response are characterized as main sources of IL-17A in vivo (Kirkham BW et al., 

2014). IL-17A exists as either a homodimer of two IL-17A chains or a heterodimer with IL-

17F. IL-17A and IL-17F signal through the same receptor subunit (IL-17RA and IL-17RC). 

However, IL-17A is approximately 10-30 times more potent than IL-17F in activating gene 

expression, cause to different ligand-receptor affinities (Gu C et al., 2013). IL-17A plays a 

critical role in the pathogenesis of a range of inflammatory diseases, including psoriasis, 

rheumatoid arthritis, psoriatic arthritis, autoimmune uveitis (Kirkham BW et al., 2014); it is 

known that this cytokine is elevated in lesions of psoriasis and in the serum of patients 

(Raychaudhuri SP, 2013; Chiricozzi et al., 2014). IL-17A has many functions that are relevant 

to psoriasis, including the direct activation of keratinocytes leading to increased production of 

other inflammatory mediators and the enhancement of angiogenesis (Marinoni et al., 2014). 

Secukinumab is a human monoclonal IgG1k antibody that has been developed to target and 

block the actions of IL-17A. Secukinumab was developed by Novartis and the first 

publication was a Phase I trial published in 2010 (Frieder J et al., 2018). In January 2015, the 

FDA (Food and Drug Administration) approved Secukinumab to treat adults with moderate-

to-severe plaque psoriasis (Sanford M and McKeage K, 2015; Rønholt K and Iversen L, 

2017). It was the first IL-17A inhibiting drug ever approved. In January 2016, the FDA 

approved it to treat adults ankylosing spondylitis and psoriatic arthritis (Roman et al., 2015). 

The recommended dose is 300 mg by subcutaneous injection (into the front of thighs, lower 
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abdomen or outer upper arms but not into areas of skins that is affected by psoriasis) at week 

0, 1, 2, 3 and 4 followed by 300 mg every four weeks. The mean half-life range from 22 to 31 

days. At the therapeutic concentrations used in psoriasis, Secukinumab fully neutralizes the 

activity of IL-17A, does not neutralize IL-17F, leaves other function of TH17 cells intact and 

does not directly influence the TH1 pathway. This specific mechanism of action is unique to 

IL-17 inhibitors and leads to the normalization of skin histolgy, including achievement of 

clear to almost clear skin for the majority of patients (Garnock-Jones KP, 2015).  

In clinical studies, Secukinumab has demonstrated the achievement and maintenance of skin 

that is free or almost free of lesions (from PASI 90 to PASI 100) in 80% of patients. During 

the studies, 70% of patients treated with Secukinumab obtained the resolution complete 

(PASI 100) or almost complete (PASI 90) of cutaneous manifestations after the first year of 

treatment. During Phase III clinical trials, 70% or more of patients receiving Secukinumab 

300 mg achieved complete (PASI 100) or near complete (PASI 90) resolution of cutaneous 

manifestations during the first 16 weeks of treatment (Hueber W et al., 2010; Godse K, 2017). 
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1.3 THE ROLE OF ANGIOGENESIS IN PSORIASIS  

The formation of new capillaries from pre-existing blood vessels is described as angiogenesis. 

This process is tightly regulated by a balance between pro- and anti-angiogenic mediators. 

Physiological angiogenesis is induced only transiently during processes such as wound 

healing or pregnancy. Dysregulated angiogenesis occurs under pathological conditions such 

as tumor growth and chronic inflammation, as observed during psoriasis. In this condition, 

angiogenesis is needed for disease development and progress (Folkman 1995; Kneilling et al. 

2007; Heidenreich et al. 2008). The dermis of patients with psoriasis presents peculiar 

histological features, including elongated, tortuous, blood capillaries, increased in diameter 

and number (Braverman & Sibley 1982) (Figure 5). Vascular alterations occur prematurely 

and precede the characteristic epidermal hyperplasia of the disease (Schon & Boehncke 2005; 

Griffiths & Barker 2007). 

 

 

 

 

 

 

Figure 5. The role of angiogenesis in psoriasis. Psoriasis histology. (A) H&E staining of 

psoriasis skin. (B) Healthy skin (Heidenreich et al., 2009). 

 

As angiogenesis is one of the key features of psoriasis, various studies have been focused on 

the identification of pro-angiogenic mediators in psoriatic skin. It is of interest that the 

remodeling of the vasculature in lesional psoriatic skin depends considerably on factors 

derived from the epidermis, whereas blood vascular remodeling is essential for nutrient 

supply of the hyperproliferative epidermis. Evidence for keratinocyte-derived pro-angiogenic 

signals came from a study comparing the angiogenic activity of conditioned media from 

keratinocytes isolated from either lesional or non-lesional skin of psoriasis patients. 

Conditioned media from lesional or non-lesional keratinocytes stimulated endothelial cell 

migration in vitro and showed strong angiogenic activity in the rat cornea micropocket assay 

(A) (B) 
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in vivo. In contrast, conditioned media from keratinocytes of healthy donors showed no pro-

angiogenic response (Nickoloff et al. 1994).  

Several pro-angiogenic factors are up-regulated in psoriasis development, among them 

vascular endothelial growth factor (VEGF), hypoxia-inducible factors (HIFs), angiopoietins 

(ANGs), tumor necrosis factor (TNF)-α, interleukin (IL)-8, interleukin (IL)-17, transforming 

growth factor (TGF)-α e TGF-β (Elder et al. 1989; Christophers 1996; Starnes et al. 2001; 

Creamer et al 2002; Numasaki et al. 2003; Ghoreschi et al. 2007; Heidenreich et al. 2008). 

Combined action of these factors stimulate endothelial cells from dermis to form new blood 

vessels.  

VEGFs are a class of secreted polypeptides structurally similar to those of the "platelet 

derived growth factor" family (PDGF). The family members expressed by mammalian cells 

are VEGF-A, VEGF-B, VEGF-C, VEGF-D and the placental growth factor (PGF). VEGFs 

and its tyrosine kinase receptors VEGFR-1 and VFGR-2 (KDR) are essentially involved in 

vascular embryogenesis and adult neovascularization. VEGF-A, PGF and VEGF-B act mainly 

at the level of blood vessels, while VEGF-C and VEGF-D are essential for 

lymphangiogenesis. The VEGF receptors VEGFR-1 or -2 are primary expressed by vascular 

endothelial cells (De Vries et al. 1992; Shibuya 1995; Ferrara et al. 2003; Shibuya & 

Cleasson-Welsh 2006).  

VEGF-A is a major regulator of physiological and pathological angiogenesis. This factor was 

strongly up-regulated in psoriatic skin lesions. Indeed, although this angiogenic factor can be 

produced by mast cells, monocytes/macrophages and infiltrating neutrophils, in psoriatic 

lesions the primary source of VEGF-A is keratinocytes. Physiological production of VEGFA 

contributes to normal proliferation, differentiation and function of the epidermis, such as 

epidermal barrier homeostasis (Man et al. 2006; Elias et al. 2008); in psoriasis VEGFA 

overexpression might contribute to keratinocytes hyperproliferation in an autocrine manner 

and  to the epidermal changes observed in this disease (Canavese et al. 2010). Experiments 

based on in situ hybridization techniques and immunohistochemistry have demonstrated an 

increase in VEGF-A expression, both at the transcriptional and translational level, in psoriatic 

keratinocytes, and an increase in the expression of its receptors tyrosine kinase at endothelial 

cell level in dermal papillae. In psoriatic skin, VEGFR-1 and VEGF-2 receptors are detectable 

and functional in keratinocytes. In addition to an increased expression in the skin, psoriatic 

patients show a high secretion of VEGF-A in the bloodstream and these elevated plasma 

(serum) levels are correlated with an early onset (esordio) of the disease, with disease severity 
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and with the subsequent development of psoriatic arthritis (Creamer et al. 1996; Bhushan et 

al. 1999; Nielsen et al. 2002). VEGFA pathologically increased secretion by keratinocytes are 

triggered by a wide variety of factors, including pro-inflammatory cytokines secreted by 

leukocytes and the tumor growth factor TGF-α found in high concentrations in patients with 

psoriasis (Detmar et al. 1994). In humans, some polymorphisms of the gene encoding VEGF-

A, rs2010963 and rs833061, have been associated with early development of psoriasis. The 

VEGFA gene is in the vicinity of the PSOR1 gene on chromosome 6p21; however, there is no 

linkage disequilibrium between these two genes, suggesting that they are inherited 

independently (Young et al. 2004, 2006). 

HIFs represent heterodimeric transcription factors composed of a constitutively expressed β 

subunit (aryl hydrocarbon receptor nuclear translocators: ARNT, ARNT2, ARNTL) and a 

regulatory α subunit (HIF-1α, HIF-2α, HIF-3α) (Harris 2002; Maxwell & Ratcliffe 2002; 

Wenger 2002). At physiological oxygen tension, HIF-α subunits are continuously synthetized 

and degraded by the proteasome. For degradation, prolyl residues of HIF-α subunits are 

hydroxylated by prolyl hydroxylase, which are active only in the presence of normal oxygen 

concentrations. Under hypoxic conditions, prolyl hydroxylases are inactive; in consequence, 

HIF-α subunits are no longer degraded and the increasing HIF concentrations lead to nuclear 

translocation. Among the HIF target genes are mains regulators of angiogenesis such as 

VEGF, VEGFR-1, VEGF-2 and IL-8 (Elvert et al. 2003; Takeda et al. 2004; Kim et al. 2006).  

In psoriasis lesions, HIF-1α and -2α expression are both increased (Rosenberger et al. 2007). 

In epidermal keratinocytes, HIF-1α colocalizes with VEGF expression, whereas HIF-2α is 

expressed in the epidermis and in dermal capillaries. Epidermal hypoxia and increased HIF 

expression may result from the strong epidermal proliferation (Tovar-Castillo et al. 2007).  

Angiopoietins are a family of secreted oligomeric proteins composed of 4 proteins, ANG1, 

ANG2, ANG3 and ANG4. ANG1 is widespread in the adult vascular system where it is 

mainly produced by pericytes that surround the endothelium of the vessels and, to a lesser 

extent, by monocytes and neutrophils. ANG2 is generally not expressed in healthy tissues, but 

is released following the presence of stimuli such as thrombin and histamine (Fiedler et al. 

2004). ANG1 and ANG2 bind to the receptor tyrosine kinase Tie2. This receptor is ubiquitous 

at the level of the vascular endothelium, where it is constitutively phosphorylated in quiescent 

endothelial cells suggesting an active role in vascular homeostasis (Dumont et al. 1994; Davis 

et al. 1996) . Tie2 is also expressed by other cell types such as monocytes, neurons and tumor 

cells. ANG1 is an agonist of Tie2 and, following interaction with the receptor, induces a 
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protective response, inhibiting cell apoptosis, promoting both the migration of endothelial 

cells and smooth muscle cells (Davis et al. 1996). Moreover, ANG1 has a clear pro-

angiogenic effect and an anti-inflammatory effect on endothelial cells, reducing the 

expression of E-selectin, of ICAM-1 and VCAM-1 induced by VEGF-A, thus inhibiting 

leukocyte diapedesis (Kim et al 2000). ANG2, on the other hand, is able to antagonize the 

effect of ANG1 at the receptor level (Yuan et al. 2009). Following inflammatory stimuli, 

ANG2 is released very quickly from pericytes and inhibits the ANG1-Tie2 bond in a 

competitive manner, destabilizing the extracellular cell-matrix contact and activating the 

expression of adhesion molecules for leukocytes (Moss 2013). In psoriasis, ANG1 is 

expressed at the level of fibroblasts and dendritic cells, while ANG2 is expressed at the level 

of endothelial cells. It has been demonstrated in transgenic mouse models that the over-

expression of the ANG1 / ANG2 / Tie2 system is able to increase epidermal hyperplasia, 

hyperkeratosis, parakeratosis and induce an increase in vascularization at the dermal level. In 

particular, ANG2, synthesized by endothelial cells in response to inflammatory stimuli such 

as TNF-α, increases the expression of ICAM-1 and VCAM-1 at endothelial cell level, 

facilitating leukocyte adhesion and extravasation. In this way, ANG2 could contribute to the 

development of psoriasis (Heidenreich et al. 2009). 

Several cytokines exhibit a profound impact on angiogenesis by influencing endothelial cells 

proliferation, migration or survival, or by modulating the expression of pro- or anti-

angiogenic factors. Among the cytokines with pro-angiogenic activity, TNF, IL-8 and IL-17 

are overexpressed during psoriasis.  

TNF induces various pro-angiogenic factors, such as VEGF, IL-8, bFGF, in endothelial cells 

and exerts both pro-angiogenic and anti-angiogenic effects (Yoshida et al. 1997). Elevated 

levels of TNF mRNA and protein are detectable in psoriasis skin (Johansen et al. 2006). 

Therapies blocking the activity of TNF lead to clinical improvement of psoriasis and 

decreased expression of pro-angiogenic factors. The data confirm that TNF contributes to 

angiogenesis associated with psoriasis. It remains open whether it directly causes 

angiogenesis or indirectly through the induction of pro-inflammatory or angiogenic factors. 

IL-8 or CXCL8 belongs to the CXC family of chemokines (Baggiolini et al. 1997). IL-8 is a 

strong chemoattractant for neutrophils, basophils and T lymphocytes, and is involved in 

autoimmune, inflammatory and infectious diseases (Brat et al. 2005).  Enhanced IL-8 and IL-

8 receptor mRNA and protein is detected within the epidermis of psoriatic lesions. 

Immunohistochemistry localizes IL-8 protein to suprabasal keratinocytes and neutrophils 
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(Duan et al. 2001; Gillitzer & Goebeler 2001). IL-8 is a strong chemoattractant for 

neutrophils, basophils and T lymphocytes, and is involved in autoimmune, inflammatory and 

infection diseases. IL-8 can be induced by IL-1, TNF, IL-6, IFN-γ, reactive oxygen species 

and other mediators of cellular stress (Strieter et al. 1992). IL-8 is also a potent pro-

angiogenic factor (Koch et al. 1992); it has been described to stimulate endothelial cells 

proliferation, migration, survival and expression of MMPs (Koch et al. 1992; Szekanecz et al. 

1994; Shono et al. 1996; Li et al. 2003). Moreover, IL-8 can stimulate keratinocyte 

proliferation (Tuschil et al. 1992). Various cell types are capable of producing IL-8, including 

immune cells such as mast cells, neutrophils or T cells, keratinocytes and EC (Nickoloff et al. 

1994; Biedermann et al. 2000; Gillitzer & Goebeler 2001; Karl et al. 2005).  

IL-17A is a pro-angiogenic factor; it can induces new vessel formation in the rat cornea 

micropocket assay and IL-17A overexpressing tumor cells can induce more rapid tumor 

growth with significantly enhanced tumor vascularization in vivo (Numasaki et al. 2003). 

Although it does not have a direct effect on the proliferation of endothelial vascular cells, IL-

17 stimulates their migration and the production of capillary-like structure in vitro 

(Heidenreich et al. 2009). Moreover, IL-17A triggers the production of chemokines, growth 

factor and adhesion molecules by epithelial cells, fibroblasts, and EC including IL-6, IL-8, IL-

1 and ICAM-1, an adhesion molecule secreted by fibroblasts and keratinocytes. Thus IL-17 

enhances neutrophils accumulation. This interleukin is also capable of stimulating VEGF 

production by keratinocytes and fibroblasts. Consequently, by inhibiting the activity of IL-

17A, Secukinumab inhibits angiogenesis indirectly reducing the production of VEGF by 

keratinocytes associated to vascular neo-formation.  
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Figure 6. The role of angiogenesis in psoriasis. Schematic representation of angiogenic 

signaling pathways (Heidenreich et al., 2009). 

 

 

1.3.1 Angiogenesis as a potential target of novel therapies 

 

Although angiogenesis is a central process in the evolution of psoriasis and is closely linked 

with the clinical manifestation, treatments aimed directly to the inhibition of this process have 

received little attention so far. Systemic therapies currently used in the management of 

psoriasis patients modulate the immune response but also have indirectly an additional anti-

angiogenic effect. As an example, there is evidence that methotrexate or cyclosporine 

therapies, that interfere with immune activation, can indirectly inhibit/target important 

mediators of angiogenesis (pro-angiogenic mediators) targeting the VEGF pathway (Hirata et 

al. 1989; Hernandez et al 2001; Yamasaki et al. 2003). Anti-TNF-α treatments such as 

Infliximab, Etanercept and Adalimumab, that target a cytokine that exerts multiple effects on 

angiogenesis, proved to exhibit potent anti-angiogenic activities in the therapy of psoriasis 

(Vassalli 1992; Pandya et al. 2006). The epidermal expression of VEGF, Ang-1, An-2, MMP-

9 decreases significantly during psoriasis therapy with the TNF-α antagonist Infliximab 

(Markham et al. 2006). The same antibody was shown to reduce the expression of VEGF and 
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its receptors during psoriasis arthritis (Cordiali-Fei et al. 2006). Similar effects occur with 

other TNF antagonists, Etanercept and Adalimumab, that reduces VEGF-A and thereby 

reduces blood supply at the site of the tissue damage and psoriatic inflammation (Wcislo-

Dziadecka et al. 2015). In addition some traditional therapies are associated with a reduction 

in plasma VEGF-A levels and, among these, topical use of mineral tar in combination with 

UVB therapy.  

Increasing experimental data show that directly blocking angiogenic pathways that drive 

cutaneous inflammation could represent a promising therapeutic strategy for psoriasis 

treatment. The antiangiogenic agent Neovastat may represent a new potential treatment 

modality in patients with moderate to severe psoriasis. Neovastat it is a VEGF antagonist and 

has been shown to inhibit endothelial cells proliferation in vitro and angiogenesis in vivo 

(Dupont et al. 2002). In a phase I/II clinical trial which involved 49 plaque psoriasis patients, 

was noted a statistically significant decrease in PASI score (Sauder et al. 2002). Moreover, 

Neovastat have an excellent tolerability. Further studies need to be performed before the drug 

is approved by FDA for the treatment of psoriasis. Despite the promising results obtained in 

pre-clinical murine models (Schonthaler et al. 2009), further studies are required before for a 

possible use of Bevacizumab, a humanized monoclonal antibody directed against VEGF-A 

and used in adjuvant therapy of colon cancer, also in psoriatic pathology (Weidemann et al. 

2013). To date, only one case of a patient has been reported, subjected to Bevacizumab 

treatment for metastatic colon cancer, who has had a simultaneous and complete remission of 

his psoriasis (Akman A et al. 2009).  

 

 

 

 

 

 

 

 

 

 

 



36 
 

1.4 THE EARLY GROWTH RESPONSE (EGR)-1 IN THE PATHOGENESIS OF 

PSORIASIS 

 

The early growth response (Egr)-1 is a zinc finger transcriptional factor (Sukhatme VP, 1990) 

which plays an important role in the regulation of cell growth, differentiation, cell survival 

and immune response (McMahon SB and Monroe JG, 1996; Qu Z et al., 1998; Sakamoto KM 

et al., 2004). Egr-1 is rapidly induced by a broad spectrum of extracellular signals including 

growth factor, cytokines and many physiologic stimuli (Thiel G et al., 2002). Egr-1 induces 

the expression of growth factors, growth factor receptors, extracellular matrix proteins, 

proteins involved in the regulation of cell growth or differentiation, and proteins involved in 

apoptosis, growth arrest, and stress responses (de Belle I et al., 1999; Virolle T et al., 2001; 

Krones-Herzig A et al., 2005; Zwang Y et al., 2011). Comparable to some other 

transactivators, Egr-1 associates with corepressor proteins that can modulate transcription of 

Egr-dependent genes. Two corepressors of Egr-1, Nab1 and Nab2, have been identified using 

yeast two-hybrid screening (Svaren J et al., 1996; Swirnoff AH et al., 1998). These factors 

bind to Egr-1 by direct protein-protein interactions, thus inhibiting the transactivating 

potential of Egr-1. Whereas Nab1 is constitutively expressed in most tissues and appears to be 

a general transcriptional regulator (Swirnoff AH et al., 1998), Nab2 may function as an 

important inducible regulator of gene expression (Svaren J et al., 1996).  

Egr-1 was originally identified as a tumor suppressor gene in a variety of human tumor cell 

lines including osteosarcomas, fibrosarcomas (Huang et al., 1995), hepatocellular carcinoma, 

and esophageal carcinoma (Hao et al., 2002). Lung and breast carcinoma can be entirely 

lacking in Egr-1 expression (Huang et al., 1997; Levin et al., 1994), and deletion of the Egr-1 

containing locus 5q31 has been observed in acute myelogenous leukemia (Fairman et al., 

1995) and breast cancer (Ronski et al., 2005). In contrast, prostate cancer and metastatic 

gastric cancer can exhibit high levels of Egr-1 (Kobayashi et al., 2002; Thigpen et al., 1996). 

The mechanisms underlying these tissue-specific effects of Egr-1 are under active 

investigation.  

Egr-1 also regulates inflammatory genes in many diseases such as atherosclerosis and 

pancreatitis (Harja E et al., 2004; Gong LB et al., 2005).  

Furthermore, Egr-1 plays a crucial role in angiogenesis (Khachigian LM and Collins T, 1997; 

Thiel G and Cibelli G, 2002; Fahmy RG et al., 2003; Lucerna M et al., 2006). Egr-1 is 

critically involved in the regulation of the expression of proangiogenic genes, such as 
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VEGFA, FGF2 and IL-6 in endothelial cells or TNF-α in macrophages (Fahmy RG et al., 

2003; Yan SF et al., 2000; Hao F et al., 2008; Park PH et al., 2007). Moreover, Egr-1 

knockdown, or overexpression of Nab2, attenuates the proangiogenic effects of fibroblast 

growth factor 2 (FGF-2) and vascular endothelial growth factor (VEGF) on proliferation and 

differentiation of ECs (Fahmy RG et al., 2003; Lucerna M et al., 2003). Several studies have 

reported that Egr-1 expression in cancer cells, endothelial cells and macrophages is related to 

tumor progression (Lucerna M et al., 2006; Abdulkadir SA et al., 2001; Guha M et al., 2001). 

Collectively, these findings suggest that Egr-1 plays important roles in tumor-associated 

angiogenesis and tumor progression.  

Interestingly, in human epidermis, it was observed that Egr-1 was decreased in both basal cell 

carcinoma (BCC) and squamous cell carcinoma (SCC) but was strongly increased in the skin 

lesions of patients with psoriasis. (Wee S et al., 2001; Fang M et al., 2017), raising the 

possibility that Egr-1 may contribute to differences between benign and malignant 

proliferation in epidermis. Emerging evidence demonstrate that IL-17A increases Egr-1 

expression in human keratinocytes (Jeong et al., 2004). However, the role and the regulatory 

mechanism of Egr-1 in psoriasis are still unknown. 
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1.5 EXTRACELLULAR VESICLES (EVs) 

Besides cell-to-cell contacts and the release of cytokines, chemokines, growth factors, 

hormones and other soluble messengers, it has been recently demonstrated the ability of cells 

to communicate each other via the delivery of extracellular vesicles (EVs). The secretion of 

EVs is a universal cellular process occurring from simple organism (Archea or Gram-negative 

and Gram-positive bacteria) to complex multicellular organism, suggesting that this EV-

mediated communication is evolutionarily conserved (Kim et al. 2013).  

EVs mediate normal and pathologic intercellular communication (Thèry et al. 2009, Gyӧrgy 

et al. 2011). Their function depends on the cargo that they carry and the cell type from which 

they originate.  

Many cell types are known to secrete EVs, and they include epithelial cells (van Niel et al. 

2001; El Andaloussi et al. 2013), fibroblasts (Ji et al. 2008), erythrocytes (Geminard et al. 

2002), platelets (Heijnen et al. 1999), mast cells (Raposo et al. 1997), tumor cells (Atay & 

Godwin 2014), stem cells (Zhang et al. 2014), and immune cells such as dendritic cells (DCs) 

(Sobo-Vujanovic et al. 2014), monocytes (Akao et al. 2011), macrophages (McDonald et al. 

2014), NK cells (Lugini et al. 2012), B lymphocytes (McLellan et al. 2009), and T 

lymphocytes (Zhang et al. 2011). 

The presence in accessible fluids (blood plasma, urine, saliva, or broncho-alveaolar lavage 

fluid) of exosomes containing pathology-specific biomarkers, is already exploited in clinical 

studies and may be useful for early detection of a disease status. Furthermore, considering the 

role of EVs in the intercellular communication and the potential to carry out this process at a 

considerable distance from the production area, the study of EVs has aroused great interest for 

the possible application as a transporter of iatrogenic substances to be conveyed to a specific 

target. 

One of the major problems is the difficulty in purifying MVs and exosomes, given the low 

number and lack of standardized techniques and protocols (Lakhal and Wood 2011; Zhang et 

al.2019). 

Another critical point to solve is the optimal loading of EVs with bioactive components 

without affecting their architecture. In fact, it has been shown that, based on the nature of the 

bioactive loading, the vesicles could become immunogenic, and therefore degradable. 
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1.5.1 Biogenesis and composition 

Depending on their biogenesis and size, EVs are classified as apoptotic bodies, ectosomes or 

microvesicles (MVs) and exosomes (Raposo and Stoorvogel, 2013). 

MVs are 50 to 1000 nm in diameter, are generated by outward budding and fission of 

membrane vesicles from the cell surface and may travel considerable distances in the 

interstitial or other body fluids until taken up by their target cells (Théry et al. 2009, Gyӧrgy 

et al. 2011, Lee et al. 2011).  

As for the other EVs, even MVs, for their formation and secretion, require specialized 

proteins in the transport and folding of membranes, such as escortins (van Niel et al.  2018). 

Exosomes, referred to small membrane vesicles, are 20 to 100 nm in diameter; their secretion 

requires the fusion of multivesicular bodies with the plasma membrane. Exosomes biogenesis 

starts from the formation of an early multivescicular endosome (MVE) in which the 

accumulation of intraluminal vesicles (ILV) begins. The organization of this complex of 

vesicles, called multivesicular body (MVB), is regulated by transport proteins such as 

escortins (ESCRT), although an independent ESCRT pathway is shown (van Niel et al. 2018). 

The final phase of the exosome formation process is their secretion which occurs following 

the fusion of the MVB with the plasma membrane. Their molecular composition reflects their 

origin in endosomes as intraluminal vesicles; exosomes are rich in endosomal proteins (i.e. 

Rab GTPase, SNARE, Annessin), some of which (Alix and Tsg101 among others) are used as 

exosomal markers (van Niel et al. 2006). Exosomes from different cellular origins sequester a 

common set of molecules but also display cell-type specific components (2). 

EVs are essentially information carriers that can be macromolecules contained inside them or 

exposed on their own membrane. All the different types of EVs contain DNA and RNA 

(mRNA, microRNA, circRNA, lncRNA) and proteins able to modulate the functions of 

recipient cells. The demonstration of the presence of mRNA and miRNA in the EVs and the 

translation in the target cell (Ratajczak et al. 2006; Valadi et al. 2007; Mittelbrunn et al. 2011; 

Montecalvo et al. 2012 ) represented an important discovery. 

The EV content profile also appears to be compatible with the cell of origin, especially with 

regard to MVs, with a selected and non-random transported material (Valadi et al. 2007).  

To date, a continuously updated database is available, ExoCarta (http: www.exocarta.org) 

which catalogs the cargo of the EVs according to scientific evidence. 
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Figure 7. Extracellular vesicles (EVs). Schematic representation of the mechanisms of 

formation of microvesicles and exosomes (Lawson et al. 2016). 

 

 

1.5.2. The involvement of exosomes in psoriasis 

The function of EVs is closely linked to the cell of origin and to the possibility of interaction 

with the target cell, so that information can be transmitted in the form of mRNA, DNA, 

proteins or miRNAs.  

Emerging evidence demonstrates a role of EVs in a variety of fundamental physio‐ and 

pathological processes ranging from T‐cell activation to Alzheimer's disease, also correlating 

their levels to poor prognosis in hematological malignancies (Raposo et al. 1996, Kim et al. 

2003, Valadi et al. 2007). 

The role of vesicles for the functioning of the nervous system is known, in the intersynaptic 

release of neurotransmitters, although recently the role in myelin formation has been observed 

(Bakhti et al. 2011). Pathological processes involving EVs are also known in the transmission 

of prions (Fevrier et al. 2004) and of beta-amyloid peptides in Alzheimer's disease (Rajendran 

et al. 2006).  

EVs are also involved in the progression of autoimmune diseases and tumor growth. EVs 

secreted by immune cells (including T cells, B cells, dendritic cells and macrophages), can 
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both stimulate and inhibit the immune system; these effects on immunity include T-cell 

activation, T-cell polarization into regulatory T cells, immune suppression, anti-inflammation 

and others (Zhang et al. 2014). EVs secreted by tumor cells support tumor progression and 

metastasis by promoting tumor initiation, angiogenesis, epithelial-to-mesenchymal transition 

(EMT), matrix remodelling and immune modulation (Liu et al. 2018). In particular, 

increasing evidence has shown that exosomes are also involved in the pathogenesis of chronic 

inflammatory skin diseases and skin tumors. Studies have shown the involvement of changes 

in exosome cargo in the regulation of chronic inflammatory skin diseases and skin tumors, 

such as systemic lupus erythematosus (SLE) and melanoma.  

The serum levels of exosomes in SLE patients were found to be significantly upregulated 

compared with healthy controls. The level of exosomes was correlated with disease activity in 

the SLE patients (Lee et al. 2016). In addition, exosomes purified from SLE patients induce 

higher cytokine production by peripheral blood mononuclear cells (PBMC) from healthy 

controls, including the production of interferon (IFN)-α, tumor necrosis factor (TNF)-α, 

interleukin (IL)-1β and IL-6 (Lee et al. 2016). Recently it has been demonstrated that, in SLE 

patients, urinary miRNAs are contained primarily in exosomes and are significantly increased 

compared with controls, especially for miR-146a (Perez-Hernandez et al. 2018). 

Melanoma-derived exosomes promote the invasion and migration of primary melanocytes 

through an EMT-resembling process (Anderson et al. 2010). A research has revealed that the 

dysregulation of miRNAs may be associated with melanoma progression (Mione & 

Bosserhoff 2015). The expression levels of miR-532-5p and miR-106b were significantly 

higher in exosomes collected from the serum of the melanoma patients compared with healthy 

controls. This study also suggested that miR-532-5p and miR-106b in exosomes can be used 

to distinguish melanoma patients from healthy individuals, patients with metastasis from non-

metastatic patients (Tengda et al. 2018). Another study found miR-17, miR-19a, miR-21, 

miR-126 and miR-149 in exosomes derived from the plasma of metastatic melanoma patients 

(Pfeffer et al. 2015). However, the expression of miR-125b was significantly lower in 

exosomes from melanoma patients than those from healthy controls  (Alegre et al. 2014). 

Overall, whether the differential expression of miRNAs in exosomes from different 

melanoma patient cohorts can be used as biomarkers for melanoma metastasis requires further 

examination. 
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Taken together, these data indicate that exosomes cargo may play a crucial role in deseases 

development and progression, and may be useful potential predictive biomarkers for diagnosis 

and therapeutic response.  

To date, only few data correlate EV release to psoriasis. Seminal observations reported an 

increase of both endothelial‐ and platelet‐derived circulating EVs in psoriatic patients 

(Tamagwa-Mineoka et al. 2010; Pelletier et al. 2011). It has been recently reported the ability 

of T cell–derived EVs to induce mast cell production of IL‐24 (Shefler et al. 2014) as well as 

the ability of mast cell–derived exosomes to present neolipid antigens to psoriatic T cells 

(Cheung et al. 2016).  

No data are, instead, available on the ability of IL‐17 to modulate the release of EVs by 

keratinocytes and/or their content in term of bioactive products. 
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2. AIMS OF THESIS 

 

 

Experimental evidence underlines the essential role of IL-17A in the pathogenesis of different 

inflammatory pathologies including psoriasis. In psoriasis, IL-17A is considered the main 

driver of inflammation and dysregulated angiogenesis, as it promotes in psoriatic 

keratinocytes the release of soluble mediators such as cytokines, chemokines and several pro-

angiogenic factors including VEGF-A that contribute to the pathogenesis of the disease. More 

importantly, it has been recently reported that IL-17A increases Egr-1 expression in human 

keratinocytes although currently data concerning the role of Egr-1 in psoriasis are really scare.  

The anti-IL-17A monoclonal antibody Secukinumab is the most recent biologic medication 

approved for the treatment of moderate-to-severe plaque psoriasis. Secukinumab exhibited a 

strong efficacy clinically and its successful employment is ascribable to the indirect inhibition 

of angiogenesis.  

Furthermore, it has been recently reported the alteration of extracellular vesicles (EVs) 

trafficking in several diseases, but there is no data available on the ability of IL‐17A to 

modulate the release of EVs by keratinocytes and/or their content in terms of bioactive 

products. 

The main purpose of this work is to investigate the molecular pathway affected by 

Secukinumab, and to clarify the involvement of EVs in psoriasis pathogenesis. In greater 

detail, we hypothesized that Egr-1 could influence angiogenesis in response to IL-17A 

signaling and that Secukinumab might be involved in the regulation of the IL-17-Egr-1-

VEGFA axis negatively influencing angiogenesis. Regarding the study of EVs, we aimed to 

characterize the release, the cargo content and the capacity to transfer bioactive molecules of 

EVs produced by keratinocytes following IL‐17A treatment compared to untreated 

keratinocytes. 
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3. MATERIALS AND METHODS  

 

3.1 CELLS AND REAGENTS  

The spontaneously transformed aneuploid immortal keratinocyte HaCaT cell line, derived 

from adult human skin, was purchased from Cell Line Service GmBH and was cultured in 

Dulbecco's modified Essential Medium (DMEM), 4.5 g/L glucose, supplemented with 10% 

heat‐inactivated fetal bovine serum (FBS), 2 mmol/L L‐glutamine, 100 UI/mL penicillin and 

100 µg/mL streptomycin (Mediatech/Corning). Human umbilical vein endothelial cells 

HUVEC were purchased from Lonza, Pharma & Biotechnology and were cultured in 

Endothelial Cell Growth Medium-2 (EGM-2) BulletKit (Lonza, Pharma & Biotechnology). 

Cells were routinely maintained in culture in a humidified atmosphere of 5.5% CO2 at 37°C. 

Recombinant human IL‐17A (rIL‐ 17A) was purchased from Peprotech and used at 100 

ng/mL unless otherwise specified. 5(6)‐CFDA‐SE (5‐(and‐6)‐carboxyfluorescein diacetate, 

succinimidyl ester, CFSE) was purchased from Invitrogen/Thermo Fischer Scientific. PKH67 

Green Fluorescent Cell Linker Midi Kit for General Cell Membrane Labeling and 

Actinomycin D were both purchased from Sigma‐Aldrich/Merck. CellTiter 96 AQueous MTS 

was purchased from Promega. Secukinumab (Cosentyx) was a kind gift of Novartis 

Pharmaceuticals. All the experiments were performed using Exosome‐depleted FBS Media 

Supplement (System Biosciences).  
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3.2 PREPARATION OF KERATINOCYTES CONDITIONED MEDIA  

 

To prepare conditioned media, HaCaT cells were seeded at 1.5 × 10
6
 cells in 100‐mm‐

diameter dishes (Falcon/Corning) and let them attach overnight. Then, cells were stimulated 

for 24 hours with rIL-17A or Secukinumab. At the end of stimulation, supernatants were 

discarded, cells were washed three times with PBS and media were replaced/changed. After 

24 hours supernatants were collected and stored at -80°C until further use/before use. 
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3.3 EVs ISOLATION AND STAINING  

Cells were seeded at 1.5 × 10
6
 cells in 100‐mm‐diameter dishes (Falcon/Corning). After 24 

hours, cells were washed in complete medium and stimulated for 48 hours with rIL‐17A. At 

the end of stimulation, supernatants were collected and EVs isolated by serial centrifugations. 

Supernatants were spun 500 × g for 10 minutes and 2000 × g for 10 minutes to remove 

detached cells and cellular debris, and then ultracentrifugated 100 000 × g for 60 minutes. 

Pellet containing EVs was either lysed to isolate total RNA or resuspended in complete 

medium or phosphate‐buffered saline (PBS) depending on the subsequent use. PHK67 

fluorophore staining was performed on pelleted EVs resuspended in 0.5 µL of PHK67 in 250 

µL of Diluent C buffer, for 5 minutes at RT. The staining was stopped by adding 250 µL of 

1% bovine serum albumin, 1× PBS for 1 minutes at RT. Exceeding dye was removed by 

ultracentrifugation.  
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3.4 RNA ISOLATION AND REAL‐TIME RT‐PCR ON CELLS AND EVs  

To extract RNA, cultured cells were grown in a 60‐mm-diameter dish to 60–80% confluency 

and lysed. Supernatants were collected, and EVs were isolated as previously described, 

whereas cells were washed twice in PBS. Cellular mRNA was isolated using Total RNA 

Purification Kit (Norgen Biotek Corp.) according to the manufacturer's instructions. mRNA 

concentration was quantified using a DU 800 Spectrophotometer (Beckman Coulter, 

Indianapolis, IN). One microgram of mRNA was converted to cDNA using the Tetro cDNA 

synthesis kit (Bioline) according to the manufacturer's instructions. Gene expression was 

quantified by real‐time PCR using the 7900HT Fast Real‐time PCR System and the SensiMix 

SYBR Hi‐ROX Kit (Bioline) according to the manufacturer's instructions and analyzed. Each 

experiment was performed in triplicate and is expressed as mean ± SD. Experiments were 

independently repeated three times. Data were normalized using as endogenous control genes 

HPRT‐1, or 18S rRNA for EV analysis, and expressed using the 2
−ΔΔCT

 method. The 

following gene‐specific primers were used: 

hu β2-Defensin FW 5′‐GACTCAGCTCCTGGTGAAGC‐3′ 

RV 5′- GCAGGTAACAGGATCGCCTA-3′ 

hu IL-6 FW 5′‐GGTACATCCTCGACGGCATCT‐3′  

RV 5′- GTGCCTCTTTGCTGCTTTCAC-3′ 

hu CCL20 (MIP3α)   FW 5′‐TGGCCAATGAAGGCTGTGA‐3′  

RV 5′- GATTTGCGCACACAGACAACTT-3′ 

hu CXCL1 (GROα) FW 5′‐CCAAACCGAAGTCATAGCCA ‐3′ 

RV 5′- CTTCCTCCTCCCTTCTGGTC-3′ 

hu CXCL3 (GROγ) FW 5′‐ATCCCCCATGGTTCAGAAA ‐3′  

RV 5′- ACCCTGCAGGAAGTGTCAAT-3′ 

hu CXCL5  FW 5′‐TTGTCTTGATCCAGAAGCCC‐3′ 

RV 5′- CTTCTCTGCTGAAGACTGGGA-3′ 

hu CXCL6 FW 5′‐TGAAGAACGGGAAGCAAGTT‐3′  

RV 5′- AAAACTGCTCCGCTGAAGAC-3′ 

hu CXCL8 (IL-8) FW 5′‐CTTGGCAGCCTTCCTGATTT‐3′  
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RV 5′- TTCTTTAGCACTCCTTGGCAAAA-3′ 

hu TNF-α FW 5′‐ ATCTTCTCGAACCCCGAGTGA‐3′  

RV 5′‐ CGGTTCAGCCACTGGAGCT ‐3′ 

hu TGF-β    FW 5′‐GCAGCACGTGGAGCTGTA‐3′  

RV 5′‐CAGCCGGTTGCTGAGGTA‐3′ 

hu VEGFA FW 5′‐CTACCTCCACCATGCCAAGT‐3′  

RV 5′‐CCACTTCGTGATTCTGC‐3′ 

hu KDR   FW 5′‐TCAACAAAGTCGGGAGAGGA‐3′  

RV 5′‐GAGTCTTCTACAAGGGTCTCA‐3′ 

hu MMP9   FW 5′‐TTGGTCCACCTGGTTCAACT‐3′  

RV 5′‐ACGACGTCTTCCAGTACCGA‐3′; 

hu MMP2 FW 5′‐GGAAAGCCAGGATCCATTTT‐3′  

RV 5′‐ATGCCGCCTTTAACTGGAG‐3′ 

hu PDGFA FW 5′‐TTTGGACACCAGCCTGAGAG‐3′  

RV 5′‐AGACAGCGGGGACAGCTT‐3′ 

hu bFGF   FW 5′‐CCTGGGGAGAAAGCTAT‐3′  

RV 5′‐GCTTCACGGGTAACAG‐3′ 

hu EGF   FW 5′‐GGATAGCCAACAAACACACT‐3′  

RV 5′‐GGCACGTGCAGTAATAGGAT‐3′ 

hu EGR-1 FW 5′-AGCCCTACGAGCACCTGAC-3′ 

RV 5′-GGTTTGGCTGGGGTAACTG-3′  

hu HPRT-1 FW 5′‐AATTATGGACAGGACTGAACGTCTTGCT‐3′ 

RV 5′-TCCAGCAGGTCAGCAAAGAATTTATAGC ‐3′ 

hu RNA 18s FW 5′‐CTACCTCCACCATGCCAAGT‐3′  

RV 5′‐CCACTTCGTGATTCTGC‐3′ 
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3.5 WESTERN BLOT  

Cells were lysed in RIPA buffer (50 mM Tris‐HCl pH 8.0, 150 mM NaCl, 1% Nonidet P‐40, 

1 mM EDTA, 0.5% sodium deoxycholate, 0.1% SDS) with protease inhibitors, 1 mM 

Phenylmethylsulfonyl fluoride (PMSF), 1 mM Dithiothreitol (DTT) and 0.5 mM sodium 

orthovanadate (Sigma–Aldrich). Protein concentration was determined by the Bradford assay 

and 40 µg of proteins per sample were resolved on an 8% SDS‐PAGE gel and blotted onto a 

PVDF membrane (Amersham HyBond‐P GE Healthcare). After blocking at room temperature 

for 1 hour with 5% dry‐milk in Tris Buffer Saline (TBS) containing 0.1% Tween‐20, 

membranes were incubated overnight at 4°C with rabbit polyclonal anti‐Egr-1 antibody (sc-

110, Santa Cruz Biotechnology, Dallas, dilution 1:500) and mouse monoclonal anti‐β‐actin 

(sc‐47778, Santa Cruz Biotechnology, Dallas, dilution 1:2000) antibody was used for 

normalization. Membranes were, then, incubated with anti‐rabbit and anti‐mouse horseradish 

peroxidase conjugated secondary antibodies (dilution 1:10,000, GE Healthcare Bio‐Sciences). 

Immunocomplexes were detected by ECL Western Blotting detection system (GE Healthcare 

Bio‐Sciences). Densitometric analysis was performed with Image Studio software (LI‐COR 

Biosciences). 
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3.6 MTS CELL PROLIFERATION ASSAY  

HUVEC cells were seeded into 96-well plates (5 × 10
3 

cells/well) and maintained overnight. 

Then, cells were treated with HaCaT conditioned media for 72 hours. Every 24 hours MTS 

reagent (Promega, Madison, WI) was added to each well 2 hours before absorbance 

evaluation with a microplate reader (Tecan, Männedorf, Switzerland). Three independent 

experiments were performed in quintuplicate. Data are presented as mean±SD. 
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3.7 CELL MIGRATION ASSAY  

Semi-confluent HUVEC cells were harvested, disaggregated, resuspended in serum free 

medium and seeded at 5 x 10 
4
 /well in 24‐well cell culture inserts with 8 µm pore size 

membrane (Boyden chambers, BD Biosciences). The lower chamber contained HaCaT cells 

conditioned media. Cells were incubated at 37°C for 18 hours. After this time, cells were 

fixed with 100% methanol and non-migrated cells were removed from the inner side of the 

insert with a cotton swab. Migrated cells, which had the ability to push themselves through 

the 8 µm pores, were gently rinsed with PBS, stained with 0.25% crystal violet (Sigma–

Aldrich) for 15 minutes, rinsed again and allowed to dry. Five random fields per insert were 

photographed with a light microscope (Leica DM 4000B) at 10x magnification and ImageJ 

software was used to count cells. In all experiments, data were collected from three chambers. 
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3.8 TUBE FORMATION ASSAY 

A 96-well plate was coated with 60 μl of a matrigel matrix (Corning Matrigel Growth Factor 

Reduced), which was allowed to polymerize and solidify at 37°C for 30 minutes. The 

HUVECs were seeded onto the gel layer (2 x 10
5
 HUVEC cells per well) in the presence or 

absence of HaCaT conditioned cell media and incubated at 37°C for 6 hours. Cell 

rearrangement and tube formation were visualized by inverted microscope (Nikon Eclipse 

TS100). Five random fields per well were photographed at 10x magnification and ImageJ 

software was used to quantify endothelial tube parameters. Each treatment was performed in 

duplicate and the experiment was independently repeated three times.  
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3.9 SiRNA TREATMENT  

For silencing, EGR1 pre-designed siRNA (Invitrogen, Grand Island, NY USA, 4390822 or 

scrambled sequence RNA oligonucleotide, Negative Control siRNA 4390846) were 

transiently transfected at 25 nM or 50 nM into HaCaT cells using High-Perfect Transfecting 

Agent (Quiagen, Valencia, CA) following the Quiagen protocol.  
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3.10 ENZYME-LINKED IMMUNOSORBENT ASSAY (ELISA) 

VEGF-A levels were measured in HaCaT conditioned media using a human VEGF-A ELISA 

Kit (Invitrogen, ThermoFisher Scientific) according to the manufacturer's protocol. The 

absorbance was then evaluated with a microplate reader (Tecan, Männedorf, Switzerland). 

Each experiment was repeated three times. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



55 
 

3.11 IMMUNOHISTOCHEMISTRY 

For this study, five patients affected by chronic plaque-type moderate to severe psoriasis 

(minimum PASI greater than 12) for at least 6 months were recruited. We included subjects 

inadequately controlled by prior treatments (topicals, phototherapy, and/or systemic 

therapies), with a minimum age of 18 years, with a body mass index (BMI) from 18.5 – 24.9 

(normal or healthy weight). Exclusion criteria were: other psoriasis treatment during the 

study; pregnancy or lactation status; significant medical problems; alcohol and tobacco 

products use. Patients included in the study received the recommended dose of 300 mg of 

Secukinumab by subcutaneous injection for 4 weeks, followed by monthly maintenance 

dosing. From a psoriatic plaque, selected at the discretion of the clinical dermatologist, a 

biopsy of 4 mm of diameter was taken for each patient using punch under local anesthesia.  

The samples obtained were fixed in 10% buffered formalin (4% formaldehyde) and 

subsequently included in paraffin. Paraffin‐embedded tissues were deparaffinized, rehydrated 

in descending graded alcohols, incubated for 15 minutes in methanol containing 3% H2O2 to 

block endogenous peroxidase activity, and then subjected to microwave antigen retrieval for 

20 minutes in sodium citrate buffer (10 mM trisodium citrate dihydrate, 0.05% Tween 20, pH 

6.0). After pre-incubation in Super Block (ScyTek Laboratories) for 10 minutes, sections were 

incubated overnight with rabbit monoclonal anti-EGR-1 antibody (15F7, Cell Signaling 

Technology, diluition 1:200) and rabbit polyclonal anti-VEGFA antibody (Ab46154, Abcam, 

diluition 1:200) at 4 °C in humid chamber, washed with PBS, incubated for 10 minutes at 

room temperature with UltraTek Anti-Polyvalent (ScyTek Laboratories), washed with PBS 

and then incubated with the UltraTek HRP (ScyTek Laboratories) according to the 

manufacturer's instructions. The sections were then stained with 3‐3‐diaminobenzidine 

(ScyTek Laboratories) as chromogen to visualize the reaction product, and were finally 

counterstained with hematoxylin. Images were acquired with Nikon Eclipse Ni motorized 

microscope system at 20x magnification. 
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3.12 EVs CYTOMETRIC ANALYSIS  

Cells were seeded at 5 × 10
5 

cells in a 60‐mm‐diameter dishes. Cells were washed twice in 

PBS and stained for 10 minutes at 37°C in serum‐free medium plus 5 µmol/L CFSE 

according to the manufacturer's instruction. Cells were, then, washed twice in complete 

medium and stimulated with rIL‐17A. After 48 hours, supernatants containing EVs were 

collected, by sequential centrifugation at 500 × g for 10 minutes and 2000 × g for 10 minutes. 

Samples were acquired on a FACS ARIA II Cell Sorter equipped with FACS DiVa software 

v6.1.1 (Becton Dickinson) set with a minimal threshold (ie 200) on FITC channel and no 

thresholds on forward and side scatter. Acquisition field was calibrated using Megamix‐Plus 

SSC beads (Biocytex). Samples were acquired for 30 seconds at minimal flow rate. To avoid 

carry‐over, fluidic was extensively washed with 0.1 µm filtered, distilled water before each 

sample acquisition. Results were analysed using Flowing software v2.5.1 (Turku Centre for 

Biotechnology, University of Turku, Finland). 
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3.13 STATISCAL ANALYSIS 

All statistical analyses were performed using GraphPad Prism software (La Jolla, CA, United 

States). Statistical comparisons were performed by Student’s t-test and one-way analysis of 

variance (ANOVA). *: p < .05; **: p < .01; ***: p < .001; ****: p < .0001. All results are 

presented as mean ± SD. 
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4. RESULTS  

 

4.1 VALIDATION OF IN VITRO PSORIATIC MODEL 

In order to reproduce the in vitro psoriatic model, we treated the spontaneously transformed 

keratinocyte cell line derived from adult human skin (i.e. HaCaT) with rIL-17A reported to be 

a driver cytokine in the pathogenesis of psoriasis (Raychaudhuri SP, 2013; Chiricozzi et al., 

2014; Kirkham BW et al., 2014 Marinoni et al., 2014), and according to a specific time 

course (1, 6, 24, 48 and 72 hours). Given that the treatment of  human keratinocytes with IL-

17A induces an inflammatory specific molecular signature characterized by the up-regulation 

of 28 genes including CXCL1, CXCL3, CXCL5, CXCL6, CXCL8, CCL20 and β-Defensin 2 

(Nograles et al., 2008), therefore we analyzed the expression of the chemokines and cytokines 

aforementioned by RT real-time PCR in our in vitro model. More importantly, we also 

evaluated the effect of the new clinical approved neutralizing anti-IL-17A antibody 

(Secukinumab), on the expression of inflammatory chemokine pattern. All experiments were 

performed by employing a concentration of Secukinumab currently used in the clinical 

practice to treat psoriasis (Sanford M and McKeage K, 2015; Rønholt K and Iversen L, 2017; 

Roman et al., 2015; Garnock-Jones KP, 2015). Result show that in our experimental system, 

CXCL1, CXCL3, CXCL5, CXCL6, CXCL8, CCL20 and β-Defensin 2 were significantly 

upregulated by IL-17A, at different degrees and with different kinetics. We also detected the 

up-regulation of IL-6 mRNA as already observed in IL-17-treated murine keratinocyte (Wu L 

et al., 2015). Both the combined pre-treatment of rIL-17A and Secukinumab and 

Secukinumab alone confirm the downregulation of the inflammatory pattern compared to rIl-

17A stimulus (Figure 8). 
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Figure 8. Validation of in vitro psoriatic model. CXCL1, CXCL3, CXCL5, CXCL6, CXCL8, 

β-Defensin 2, CCL20 and IL-6 gene expression levels using RT real-time PCR in HaCaT 

cells. Cells were stimulated for 1, 6, 24, 48 and 72 h with rIL-17A (100 ng/ml) pre-incubated 

for 1 h at 37° C with or without Secukinumab, with Secukinumab alone or left untreated. Blue 
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line: untreated cells (Ctr); red line: rIL-17A; light blue line: Secukinumab (Secuk); light red 

line: Secukinumab plus rIL-17A (rIL-17A+Secuk). 
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4.2 THE EFFECTS OF SECUKINUMAB ON IL-17A-DEPENDENT ANGIOGENESIS 

 

Dysregulated angiogenesis is one of the key features of psoriasis. Many different growth 

factors and pro-inflammatory cytokines involved in the modulation of the angiogenic process 

are up-regulated in psoriasis development, such as fibroblast growth factor (FGF), 

angiopoietins, hepatocyte growth factor (HGF), platelet-derived growth factor (PDGF), 

epidermal growth factor (EGF), transforming growth factor-β (TGF-β), tumor necrosis factor-

α (TNF-α), platelet-activating factor, ephrins, soluble adhesion molecules and angiogenin. 

Among these, the vascular endothelial growth factor (VEGFA) plays a major role in 

regulating endothelial cell functions, including proliferation, migration and activation 

(Lamalice L et al., 2007). IL-17A is known to regulate angiogenesis inducing the expression 

of VEGFA in keratinocytes. The VEGFA is upregulated in the psoriatic epidermis (Marina 

ME et al., 2015; Gerkowicz A et al., 2018). Thus, we evaluated by RT real-time PCR the 

expression levels of a panel of angiogenic factors, such as EGF, FGF, PDGF, TGF-β, TNF-α, 

including VEGFA, after rIL-17A treatment. In addition, the effect of the treatment with 

Secukinumab on the transcriptional levels of angiogenesis-related genes was also evaluated. 

To this purpose, HaCaT cells were treated for 24 hours with rIL-17A in presence or absence 

of Secukinumab; at the end of each treatment, cell culture derived supernatants were also 

collected, as described in Materials and methods, and tested by ELISA for the secreted 

angiogenic protein. We detected the up-regulation of EGF, FGF, PDGF, TGF-β and TNF-α 

mRNA levels after rIL-17A treatment, as expected. The pre-treatment with Secukinumab 

significantly reduced the induction of these mRNAs compared to rIL-17A-treated cells as 

well as Secukinumab alone. The treatment with rIL-17A increased the expression of VEGFA 

at both mRNA and secreted protein levels. Conversely, the pre-treatment with Secukinumab 

decreased the expression of VEGFA to control levels (Figure 9 A-B). 
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Figure 9 A-B. The effects of Secukinumab on IL-17A-dependent angiogenesis. (A) EGF, 

FGF, PDGF, TGF-β and TNF-α gene expression levels in HaCaT cells. (B) VEGFA gene 

expression levels in HaCaT cells analyzed by RT real-time PCR and VEGFA protein levels in 

the supernatants of HaCaT cells measured by ELISA. Cells were stimulated for 24 h with rIL-

(A) 

(B) 
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17A (100 ng/ml) pre-incubated for 1 h at 37° C with or without Secukinumab, with 

Secukinumab alone or left untreated. Blue column: untreated cells (Ctr); red column: rIL-

17A; light blue column: Secukinumab (Secuk); light red column: Secukinumab plus rIL-17A 

(rIL-17A+Secuk). *: p < .05; **: p < .01; ***: p < .001. 

 

 

Dysregulated angiogenesis appears to be a first-order event in psoriasis pathogenesis 

(Heidenreich R et al., 2009). Coherently to this, we tested the biological effects of the same 

supernatant derived from HaCaT cells already tested by RT real-time PCR on human 

umbilical vein endothelial cells (ie HUVECs). Thus, we evaluated proliferation and migration 

of endothelial cells which are reported as two main endothelial properties during 

angiogenesis. In order to evaluate the capacity of HaCaT derived conditioned media to 

influence proliferation of endothelial cells, HUVECs were treated 24, 48 and 72 hours with 

these supernatants and cell proliferation was determined by MTS assay. After 48 hours, the 

conditioned medium from rIL-17A-treated HaCaT was able to induce HUVECs proliferation. 

Conversely, the conditioned medium from Secukinumab and rIL-17A-treated HaCaT cells 

significantly decreased HUVECs proliferation (Figure 10). 
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Figure 10. The effects of Secukinumab on IL-17A-dependent angiogenesis. MTS cell 

proliferation assay. HUVECs were seeded into 96-well plates with conditioned media (CM) 

from HaCaT cells treated with rIL-17A pre-incubated for 1 h at 37° C with or without 

Secukinumab, with Secukinumab alone or left untreated. Blue line: CM from untreated 

HaCaT cells (Ctr CM); red line: CM from rIL-17A-treated HaCaT cells (rIL-17A CM); light 

blue line: CM from Secukinumab-treated HaCaT cells (Secuk CM), light red line: CM from 

Secukinumab plus rIL-17A-treated HaCaT cells (IL-17A+Secuk CM).  

 

In order to evaluate the capacity of HaCaT derived conditioned media to influence migration 

of endothelial cells, the supernatants were used as chemoattractant in cell migration assay. 

Results demonstrated that conditioned medium from rIL-17A-treated HaCaT cells stimulated 

migration capability of HUVECs. The conditioned medium from Secukinumab and rIL-17A-

treated HaCaT cells significantly decreased the number of migrated cell (Figure 11 A-B). 
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Figure 11 A-B. The effects of Secukinumab on IL-17A-dependent angiogenesis. (A) The 

number of migrated cells for microscopic fields. Blue column: CM from untreated HaCaT 

cells (Ctr CM); red column: CM from rIL-17A-treated HaCaT cells (rIL-17A CM); light blue 

column: CM from Secukinumab-treated HaCaT cells (Secuk CM), light red column: CM from 

Secukinumab plus rIL-17A-treated HaCaT cells (IL-17A+Secuk CM). (B) Representative 
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images of the transwell migration assay on HUVECs after staining with crystal violet (10X). 

HUVECs were seeded in 24‐well cell culture inserts with 8 µm pore size membrane with CM 

from untreated HaCaT cells (Ctr CM), CM from rIL-17A-treated HaCaT cells (rIL-17A CM), 

CM from Secukinumab-treated HaCaT cells (Secuk CM) and CM from Secukinumab plus rIL-

17A-treated HaCaT cells (IL-17A+Secuk CM). ***: p < .001. 

 

 

To further corroborate the observation that Secukinumab has an antiangiogenic effect on 

HUVECs, a functional tube formation assay was performed. Quantitative analysis of 

endothelial cell networks revealed that the number of loops was significantly increased in 

presence of the conditioned medium from rIL-17A-treated HaCaT cells compared to 

conditioned medium from untreated cells. The conditioned medium from Secukinumab and 

rIL-17A-treated HaCaT cells significantly decreased the number of loops compared to IL-17A 

treatment (Figure 12 A-B). 
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Figure 12 A-B. The effects of Secukinumab on IL-17A-dependent angiogenesis. (A) The 

number of loops cells for microscopic fields. Blue column: CM from untreated HaCaT cells 

(Ctr CM); red column: CM from rIL-17A-treated HaCaT cells (rIL-17A CM); light blue 

column: CM from Secukinumab-treated HaCaT cells (Secuk CM), light red column: CM from 
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Secukinumab plus rIL-17A-treated HaCaT cells (IL-17A+Secuk CM). (B) Representative 

images of the tube formation assay on HUVECs (10X). HUVECs were seeded in 96-well 

Matrigel-coated plate with CM from untreated HaCaT cells (Ctr CM), CM from rIL-17A-

treated HaCaT cells (rIL-17A CM), CM from Secukinumab-treated HaCaT cells (Secuk CM) 

and CM from Secukinumab plus rIL-17A-treated HaCaT cells (IL-17A+Secuk CM). 

Capillary-like structures (ie loops) formation was photographed after 6 h. **: p < .01. 

 

We also detected the up-regulation of several pro-inflammatory and angiogenesis-associated 

mRNAs in HUVECs treated for 24 hours with HaCaT conditioned media. The conditioned 

medium from rIL-17A treated HaCaT cells strongly enhanced mRNA levels of kinase insert 

domain receptor (KDR, also known as VEGFR-2), PDGF, FGF, matrix metalloproteinase-2 

(MMP-2) and MMP-9 in HUVECs. The pre-treatment with Secukinumab significantly 

reduces the induction of these mRNAs whose levels are comparable to control cells (Figure 

13). 
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Figure 13. The effects of Secukinumab on IL-17A-dependent angiogenesis. KDR, FGF, 

PDGF, MMP-2 and MMP-9 gene expression levels in HUVECs. HUVECs were stimulated 

with CM from untreated HaCaT cells (Ctr CM), CM from rIL-17A-treated HaCaT cells (rIL-

17A CM), CM from Secukinumab-treated HaCaT cells (Secuk CM) and CM from 
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Secukinumab plus rIL-17A-treated HaCaT cells (rIL-17A+Secuk CM). Blue column: CM 

from untreated HaCaT cells (Ctr CM); red column: CM from rIL-17A-treated HaCaT cells 

(rIL-17A CM); light blue column: CM from Secukinumab-treated HaCaT cells (Secuk CM), 

light red column: CM from Secukinumab plus rIL-17A-treated HaCaT cells (rIL-17A+Secuk 

CM). *: p < .05; **: p < .01; ***: p < .001. 
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4.3 THE ROLE OF EGR-1 AS TARGET OF IL-17A/SECUKINUMAB AXIS 

 

The transcriptional factor Egr-1 is strongly increased in the skin lesions of patients with 

psoriasis (Wee S et al., 2001; Jeong et al., 2004; Fang M et al., 2017). It has been suggested 

that Egr-1 influences angiogenesis by regulating the transcriptional activity of VEGFA (Lee 

KH and Kim JR, 2009; Shimoyamada et al., 2010). We have hypothesized an Egr-1-

dependent regulation of the VEGFA by Secukinumab. Thus, to verify our hypothesis we first 

evaluated the levels of Egr-1 in HaCaT cells after rIL-17A and/or Secukinumab treatment. To 

this purpose, HaCaT cells were stimulated with rIL-17A in presence or absence of 

Secukinumab, by analyzing early time points (½, 1, 3 and 6 hours) given that Egr-1 is a 

rapidly and transiently inducible gene upon a variety of different stimuli including growth 

factors, cytokines and environmental stresses (Sukhatme VP et al., 1988; Bernstein SH et al., 

1991; Baron V et al., 2006). The expression levels of Egr-1 were evaluated by RT real-time 

PCR and Western blot analysis. According to Jeong SH et al. we observed that Egr-1 gene 

expression levels showed a maximal upregulation at 30 minutes following a decreasing trend 

up to 3 hours of stimulation with rIL-17A. In addition, we detected a rapid and transiently 

increasing of Egr-1 protein levels after 30 minutes and 1 hour of treatment with rIL-17A. The 

pre-treatment with Secukinumab decreased the induction of Egr-1 mRNA and protein 

compared to rIL-17A stimulation (Figure 14 A-B). 
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Figure 14 A-B. The role of EGR-1 as target of IL-17A/Secukinumab axis. (A) Egr-1 gene 

expression levels in HaCaT cells. Cells were stimulated for ½, 1, 3 and 6 hours with rIL-17A 

(100 ng/ml) pre-incubated for 1 h at 37° C with or without Secukinumab, with Secukinumab 

alone or left untreated. Blue line: untreated cells (Ctrl); red line: rIL-17A; light blue line: 

Secukinumab (Sec); light red line: Secukinumab plus rIL-17A. (B) Representative images of 

Western blot analysis for Egr-1 after½, 1 and 3 hours of treatment with rIL-17A, 

Secukinumab alone and Secukinumab plus rIL-17A. *: p < .05; **: p < .01; ***: p < .001. 
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Considering that in vivo psoriatic keratinocytes are chronically exposed to IL-17A produced 

by activated Th17 lymphocytes (Miossec P and Kolls JK, 2012), we also reproduced a 

chronic in vitro exposure by stimulating HaCaT cells for 7 days with rL-17A (daily 

stimulation) in presence or absence of Secukinumab to test EGR-1 and VEGF mRNA 

expression. The expression levels of Egr-1 and VEGF were evaluated by RT real-time PCR. 

The effect of up-regulation of Egr-1 and VEGFA mRNA levels was maintained in presence of 

chronic stimulus by rIL-17A. The pre-treatment with Secukinumab decreased the expression 

of Egr-1 and VEGFA to control levels (Figure 15). 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure 15. The role of EGR-1 as target of IL-17A/Secukinumab axis. Egr-1 and VEGFA gene 

expression levels in HaCaT cells. Cells were daily stimulated for 1 week with rIL-17A pre-

incubated for 1 h at 37° C with or without Secukinumab, with Secukinumab alone or left 

untreated. Blue column: untreated cells (Ctr); red column: rIL-17A; light blue column: 

Secukinumab (Secuk); light red column: Secukinumab plus rIL-17A (rIL-17A+Secuk). **: p < 

.01. 
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To further confirm our hypothesis, we evaluated the effects on the expression of VEGFA in 

HaCaT cells by reducing the levels of Egr-1. HaCaT cells were treated with a specific Egr-1 

small interfering RNA (siRNA) oligos and then stimulated with rIL-17A. The expression 

levels of Egr-1 and VEGFA were measured by RT real-time PCR. By lowering the Egr-1 

mRNA levels with siRNA specific to Egr-1 sequence, we observed a significant reduction of 

VEGFA mRNA levels after rIL-17A stimulation compared to cells treated with non-specific 

(scrambled) siRNA. Similar changes were observed with the decreased levels of secreted 

VEGFA under the same experimental conditions (Figure 16 A-B).  
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Figure 16 A-B. The role of EGR-1 as target of IL-17A/Secukinumab axis. (A) Egr-1 and 

VEGFA gene expression levels in HaCaT cells. Cells were transfected with scramble and 

Egr-1 siRNA oligos and then were treated with rIL-17A or left untreated. (B) Levels of 

VEGFA in the supernatants of HaCaT cells after Egr-1 silencing measured by ELISA. Cells 

were transfected with scramble and Egr-1 siRNA oligos and then were treated with rIL-17A 

or left untreated. Light grey column: cells transfected with scramble; grey column: cells 

transfected with Egr-1 siRNA oligos; red column: cells transfected with scramble and treated 

with rIL-17A; black column: cells transfected with Egr-1 siRNA oligos and treated with rIL-

17A. **: p < .01. 
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Finally, we validated these results in vivo by analyzing the expression levels of both Egr-1 

and VEGFA in skin sections of patients with plaque psoriasis, before and after the treatment 

with Secukinumab. The immunohistochemistry analysis of skin lesions showed the presence 

of Egr-1 positive cells both in the basal layer, the immediate suprabasal layer and the spinous 

layer of psoriatic epidermis. Moreover, a strong nuclear immunopositivity was noted among 

the extended spinous layer than among the basal layer and the immediate suprabasal layer. A 

similar result was found in the IHC analysis of VEGFA. Following treatment with 

Secukinumab, the clinical response in patients was associated with a reduction of histo-

morphological signs of acanthosis and epidermal hyperplasia. The immunohistochemistry 

analysis showed that the expression of Egr-1 was markedly decreased following treatment 

with Secukinumab; the most interesting phenomenon was seen in the basal layer of the 

psoriatic involved epidermis, where only a few nests of dividing keratinocytes maintain a 

nuclear immunopositivity. The analysis of VEGFA expression showed that treatment with 

Secukinumab reduced the expression of this growth factor, indicating a decrease of VEGFA 

staining in the spinous layer. Only moderate VEGFA staining was detected in the in the basal 

layer and the immediate suprabasal layer (Figure 17). 
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Figure 17 A-B-C-D. The role of EGR-1 as target of IL-17A/Secukinumab axis. Representative 

images of IHC analysis of EGR-1 psoriatic epidermis, before (A) and after Secukinumab 

therapy (B). IHC analysis of VEGF psoriatic epidermis, before (C) and after Secukinumab 

therapy (D) (20X). 
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4.4 IL‐17A REDUCES THE RELEASE OF EVs 

 

In the second part of this work, we aimed to test the involvement of EVs in psoriasis 

pathogenesis. First we tested the hypothesis that the treatment of keratinocytes with rIL‐17A 

could affect both quantitatively and qualitatively the synthesis and release of EVs. For this 

purpose, HaCaT cells were stained with CFSE, treated for 72 hours with rIL‐17A and released 

EVs quantified by flow cytometry. The treatment with rIL‐17A decreased the release of EVs 

in a statistically significant manner. Furthermore, the scatter analysis revealed a change in the 

size of EVs released by rIL‐17A‐treated cells compared to untreated cultures. A reproducible 

increase in the percentage of EVs < 450 nm isolated from rIL‐17A treated cells compared to 

untreated cells was observed. Accordingly, the release of both EVs > 800 nm and those 

included in the range of 450‐800 nm was reduced in IL‐17A‐treated cells compared to control 

(Figure 18). As the CFSE dye does not leak out from undamaged particles, we also conclude 

that EVs were intact. Cytotoxic or cytostatic effects of IL‐17A treatment did not account for 

the reduced EV release since MTS assays revealed no significant differences between IL‐

17A‐treated and untreated controls (data not shown). 
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Figure 18 A-B-C. IL‐17A reduces the release of EVs. HaCaT cells were stained with CFSE 

and stimulated for 72 h with rIL‐17A. Supernatants were collected and EVs enumerated on a 

FACs ARIA II cytometer. (A) CFSE‐positive EVs were normalized to cell counts, and results 

are expressed as percentage compared to untreated cells. Blue bar: EVs from untreated cells 

(Ctr); red bar: EVs from IL‐17A‐treated cells. (B) A representative dot plot of CFSE stained 

EVs derived from untreated (left panel) and rIL-17A-treated cells (right panel). (C) The 

variation in the EVs subpopulation in response to rIL-17A treatment was expressed as the 

difference between the percentage of each EVs subpopulation measured in rIL-17A-treated 

cells and the percentage in untreated controls (Δ%).**: p < .01 (Mangino G et al., 2019). 
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4.5 EVs ARE INTERNALIZED BY ACCEPTOR CELLS  

Once we recorded the ability of HaCaT cells to release EVs, we tested the hypothesis that 

these vesicles could be transferred to acceptor cells. Then, we isolated EVs from untreated 

(Ctr-EVs) or IL-17A-treated (IL-17A-EVs) HaCaT cells, staining them with PHK67, a green 

fluorescent dye able to label membranes. In both cases, acceptor unstained HaCaT cells were 

incubated for different time points with stained EVs. Incubation was performed at both 37 and 

4°C to discriminate between EV endocytosis and surface adsorption, respectively. EVs were 

rapidly internalized by acceptor cells as 30-40% of acceptor cells were positive to PHK67 

when incubated at 37°C for 5 minutes but not at 4°C, thereby excluding any adsorption to 

acceptor cell surface (Figure 19). 

We also performed immunofluorescence analysis on EVs-treated cells using structured 

illumination microscopy. Both Ctr-EVs and IL-17A-EVs were internalized at 37°C with the 

same efficiency, and no major differences in the intracellular localization were detected, 

whereas no fluorescence was detected at 4°C (data not shown). 

 

 

Figure 19. EVs are internalized by acceptor cells. Cells were stimulated with rIL-17A; at the 

end of stimulation, supernatants were collected and EVs were isolated and stained with 

PHK67 as described in materials and methods. HaCaT cells were incubated with PHK67-

labeled EVs for 5’, 15’, 30’, 45’ and 60’ at both 37 or 4°C. Incubation was stopped by adding 

900 μl of cold PBS and cells were analyzed by flow cytometry. Results were expressed as 

percentage of PHK67 positive cells. Blue line: HaCaT cells treated with EVs from untreated 

cells, 37°C; red line: HaCaT cells treated with EVs from rIL-17A-treated cells, 37°C; light 
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blue line: HaCaT cells treated with EVs from untreated cells, 4°C; light red line: HaCaT cells 

treated with EVs from rIL-17A-treated cells, 4°C (Mangino G et al., 2019). 
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4.6 EVs FROM IL‐17A‐TREATED CELLS CONTAIN SPECIFIC mRNAs 

As we have shown previously (Figure 8), HaCaT cells treated with rIL-17A contain specific 

cytokines/chemokines mRNAs. Therefore, we tested the presence of these mRNAs in EVs 

isolated from rIL‐17A‐treated cells. HaCaT cells were treated for 72 hours with rIL‐17A and 

EVs were isolated from collected supernatants. Then, we analyzed the mRNA content in EVs 

isolated from both untreated keratinocytes and treated with rIL‐17A in the presence or 

absence of Secukinumab. EVs isolated from rIL‐17A‐treated cells embedded mRNA for all 

chemokines and β‐Defensin 2 but not IL‐6 and CXCL8. This feature was completely 

abrogated by Secukinumab pre‐treatment (Figure 20). 
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Figure 20. EVs from IL‐17A‐treated cells contain specific mRNAs. Β-Defensin 2, IL-6, 

CCL20, CXCL1, CXCL3, CXCL3 and CXCL8 gene expression levels in HaCaT cells EVs. 
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Cells were stimulated for 72 h with rIL‐17A pre‐incubated for 1 h at 37°C with or without 

Secukinumab, with Secukinumab alone or left untreated. Supernatants were collected, EVs 

were isolated, total RNA was purified, and real‐time RT‐PCR was performed. Blue bar: EVs 

from untreated cells (Ctr); red bar: EVs from rIL‐17A‐treated cells (rIL-17A); light blue bar: 

EVs from Secukinumab‐treated cells (Secuk); light red bar: EVs from Secukinumab plus IL‐

17A‐treated cells (rIL-17A+Secuk). *: p < .05; **: p < .01; ***: p < .001; ****: p < .0001 

(Mangino G et al., 2019). 
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4.7 β‐DEFENSIN 2 mRNA IS OVER-REPRESENTED IN EVs ACCEPTOR CELLS  

 

In vivo psoriatic keratinocytes were continuously exposed to IL-17A signaling. We simulated 

chronic exposure by stimulating HaCaT cells for 5 days with IL‐17A either in acute mode (ie 

one stimulation at the beginning of the experiment) or in chronic stimulation (ie daily 

stimulation with the cytokine), to test whether there are any differences between these 

conditions. Among the previously tested cytokines/chemokines, we measured higher levels of 

β‐Defensin 2 mRNA in samples exposed to IL‐17A in chronic rather than in acute manner in 

both cells and EVs.  

In view of previously results, we wondered if cargo mRNAs could be transfer to acceptor 

cells. Donor cells were daily stimulated with IL-17A for 5 days; therefore, HaCaT cells were 

treated with both Ctr-EVs and IL-17A-EVs and to monitor the cargo transfer, we measured 

the β‐Defensin 2 mRNA as readout (Figure 21).  
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Figure 21 A-B-C-D. β‐Defensin 2 mRNA is over‐represented in EVs acceptor cells. β-

Defensin 2 gene expression levels in HaCaT cells and EVs. Cells were stimulated for 5 d, 

daily (IL-17A Chronic) or at the beginning of stimulation (IL-17A Acute) with rIL-17A or left 

untreated (Ctr). Supernatants were collected, and EVs were isolated. Β-Defensin 2 real-time 

RT-PCR was performed on both cells (A) and EVs (B). Donor cells were stimulated for 5 d, 

daily (IL‐17A Chronic) with rIL‐17A or left untreated (Ctr). Supernatants were collected, and 

EVs were isolated. EVs from rIL‐17A‐treated cells (IL‐17A‐EVs) and from unstimulated cells 

(Ctr‐EVs) were then added to acceptor cells. Acceptor cells were incubated for 24 h at 37°C 

with or without EVs. β‐Defensin 2 real‐time RT‐PCR was performed on both donor (C) and 

acceptor cells (D). *: p < .05; **: p < .01; ***: p < .001 (Mangino G et al., 2019). 

 

Overall, these results suggest that chronic exposure to IL‐17A induces a higher β‐Defensin 2 

mRNA expression in EVs. These vesicles are taken up by acceptor cells and β‐Defensin 2 

mRNA was specifically upregulated in cells treated with IL‐17A‐EVs.  
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4.8 IL‐17A‐EVs SPECIFICALLY INDUCE ENDOGENOUS Β‐DEFENSIN 2 mRNA IN 

ACCEPTOR KERATINOCYTES  

Based on the previous result, two possible scenarios are conceivable: (a) IL‐17A‐EVs transfer 

their cargo to acceptor cells enabling them to express ‘exogenous’ mRNAs or (b) IL‐17A‐EVs 

allow acceptor cells to express endogenous β‐Defensin 2 mRNA. To discriminate between 

these two hypotheses, acceptor cells were pre‐treated with Actinomycin D, thereby interfering 

with cellular mRNA synthesis, then incubated with EVs collected from both donor untreated 

and IL‐17A‐treated cells, containing β‐Defensin 2 mRNA (Figure 22). Cells pre‐treated with 

Actinomycin D failed to upregulate β‐Defensin 2 mRNA following IL‐17A‐EV challenge.  

 

 

  

 

 

 

 

 

Figure 22 A-B. IL‐17A‐EVs specifically induce endogenous β‐Defensin 2 mRNA in acceptor 

keratinocytes. β-Defensin 2 gene expression levels in HaCaT cells. Donor cells were daily 

stimulated for 5 d with rIL‐17A or left untreated. Supernatants were collected; EVs from rIL‐

17A‐treated cells (IL‐17A‐EVs) and from unstimulated cells (Ctr‐EVs) were isolated. 

Acceptor cells were pre‐treated with Actinomycin D or left untreated. Cells were, then, 

stimulated with or without EVs for 24 h. β‐Defensin 2 real‐time RT‐PCR was performed on 

both donor (A) and acceptor cells (B). Ctr: untreated cells; Act D: Actinomycin D. **: p < 

.01 (Mangino G et al., 2019). 

 

 

Taken together, these results indicate that EVs derived from IL‐17A‐treated keratinocytes, but 

not from untreated cells, are able to induce the expression of specific mRNAs (ie β‐Defensin 

2) in acceptor cells in the absence of the primitive stimulus (ie IL-17A). 
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5. DISCUSSION AND CONCLUSIONS  

 

The presented study represents the first analysis of a potential molecular mechanism 

underlying the therapeutic effect of Secukinumab in psoriasis. First, the results obtained from 

this study confirm that treatment with Secukinumab has anti-inflammatory effects. This can 

be detected by reducing the inflammatory cytokine and chemokine pattern in our in vitro 

psoriatic model. In addition, Secukinumab also exhibits anti-angiogenic effects by 

downregulating the gene expression of several pro-angiogenic factors, such as EGF, FGF, 

PDGF, TGF-β, and TNF-α, known to be over-expressed during psoriasis inflammation and 

therefore to promote suitable deregulated inflammatory microenvironment (Elder et al. 1989; 

Christophers 1996; Starnes et al. 2001; Creamer et al 2002; Numasaki et al. 2003; Ghoreschi 

et al. 2007; Heidenreich et al. 2008). More importantly Secukinumab downregulates the gene 

expression of VEGFA, the most powerful pro-angiogenic factor able to also exert a paracrine 

action on endothelial cells promoting their proliferation and migration (Lamalice L et al., 

2007). The results obtained by ELISA assay confirm that the secreted levels of VEGFA 

decrease following Secukinumab treatment. We also observed the effects of Secukinumab in 

modulating the angiogenic properties of keratinocytes-derived supernatants, probably due to 

VEGFA alterations. The supernatants from keratinocytes previously exposed to Secukinumab 

significantly decreases cell proliferation and migration of endothelial cells. Interestingly, 

Secukinumab strongly inhibits capillary tube formation by endothelial cells, as demonstrated 

by Matrigel assay. We then investigated the molecular pathway by which Secukinumab 

affects angiogenesis. As already described in literature (Jeong SH et al., 2014), we confirm in 

our experimental model that Egr-1 is a target of IL-17A, that is emerging as a potent pro-

angiogenic cytokine (Numasaki et al., 2003). In addition, we provide evidence that the 

involvement of Egr-1 in angiogenesis is correlated to the enhancement of VEGFA levels by 

IL-17A. As shown by results obtained in vitro, IL-17A-mediated VEGFA expression was 

reduced after silencing of Egr-1. Immunohistochemical analysis of the expression of Egr-1 

and VEGFA in patients with plaque psoriasis confirm that Egr-1 is downregulated in response 

to therapeutic treatment with Secukinumab and this phenomenon is associated with a decrease 

of VEGFA expression. Consequently, the effect of IL-17A blockade by Secukinumab, 

prevents the activation of Egr-1-VEGFA molecular axis and therefore negatively influence 

angiogenesis.  
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As what concern the role of keratinocyte-derived EVs in psoriasis, the second part of this 

work, our in vitro model suggests that IL-17A reduces the delivery of the vesicles 

highlighting the role of keratinocytes-derived EVs in psoriasis. We also observed an effect of 

IL-17A in the size of the EV population released by keratinocytes. EVs produced from IL-

17A-treated cells are smaller in size if compared to those released from untreated cells, 

suggesting the presence in the former sample of a heterogeneous population of EVs mostly 

composed of exosomes and/or small MVs (in the range of 100 nm). The exposure of HaCaT 

cells to IL-17A also affects the EVs cargo in terms of mRNA. Results obtained in EVs 

isolated from IL-17A-treated HaCaT cells demonstrate the presence of mRNAs for 

chemokines representing an IL-17A specific signature overlapping the intracellular expression 

pattern in keratinocytes (Nograles KE et al., 2008). According to Nograles et al., the most 

induced mRNA in both cells and EVs is β-Defensin 2 also in our experimental system. β-

Defensin 2 is a psoriasis associated marker together with CCL20, another mRNA we founded 

upregulated in IL-17A EVs (Kolbinger F et al., 2017; Liu Y et al., 2010). Another streaking 

feature is the ability of Secukinumab to inhibit the expression of IL-17A related mRNAs in 

EVs and in keratinocytes.  

In addition to the prognostic/diagnostic use, EVs represent an almost unexplored way of cell 

to cell and cell to extracellular matrix communication. From this point of view, one of the 

critical step is the interaction between EVs and target/acceptor cells. Our results indicate that 

not only EVs derived by keratinocytes interact with acceptor cells, but also that these EVs are 

internalized. Fluorescent-labelled EVs stain at 37°C, but not at 4°C, acceptor HaCaT cells, 

independently to rIL-17A treatment of donor cells (data not shown). This suggests that the 

interaction between EVs and acceptor cells is due to the presence of a molecule constitutively 

expressed on EV surface. Nevertheless, only EVs derived from cells treated with IL-17A 

induce the expression of β-Defensin 2 mRNA in acceptor cells. Results obtained pre-treating 

acceptor cells with Actinomycin D indicate that the β-Defensin 2 mRNA expression is due to 

de novo synthesis of endogenous mRNA rather than the transfer from donor to acceptor cells. 

Taken together, our results indicate that IL-17A affects the production of EVs and their size in 

keratinocytes also reshaping the cargo content through the overexpression of psoriasis-

associated mRNAs like β-Defensin 2. These EVs interact and are internalized by acceptor 

cells which, in turn, express β-Defensin 2 in the absence of primitive stimulus (ie IL-17A). 

This mechanism could play a role in the amplification of the chronic inflammatory state in the 

surrounding of the psoriatic lesions. It may be hypothesized that, if EVs reach the blood 
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stream, they could contribute to the dissemination of the disease in other anatomical sites as 

heart, eye or joints in the case of psoriatic arthritis. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



91 
 

BIBLIOGRAPHY  

Abdulkadir SA, Qu Z, Garabedian E, Song SK, Peters TJ, Svaren J, Carbone JM, Naughton CK, Catalona WJ, 

Ackerman JJ, Gordon JI, Humphrey PA, Milbrandt J. Impaired prostate tumorigenesis in Egr1-deficient 

mice. Nat Med. 2001 Jan; 7(1):101-7. 

Ahlehoff O, Gislason G, Hansen PR. Cardiovascular aspects of psoriasis: an updated review. Int J Dermatol. 

2014 Jun; 53(6):e337.  

Akao Y, Iio A, Itoh T, Noguchi S, Itoh Y, Ohtsuki Y, et al. Microvesicle mediated RNA molecule delivery 

system using monocytes/macrophages. Mol Ther 2011; 19:395–9.  

Alegre E, Sanmamed MF, Rodriguez C, Carranza O, Martín-Algarra S, González A. Study of circulating 

microRNA-125b levels in serum exosomes in advanced melanoma. Arch Pathol Lab Med. 2014 Jun; 

138(6):828-32.  

Albanesi C, De Pità O, Girolomoni G. Resident skin cells in psoriasis: a special look at the pathogenetic 

functions of keratinocytes. Clin Dermatol. 2007 Nov-Dec; 25(6):581-8. Review. 

Amsterdam A, Tajima K, Sasson R. Cell-specific regulation of apoptosis by glucocorticoids: implication to 

their anti-inflammatory action. Biochem Pharmacol. 2002 Sep; 64(5-6):843-50. Review. 

Anderson HC, Mulhall D, Garimella R. Role of extracellular membrane vesicles in the pathogenesis of 

various diseases, including cancer, renal diseases, atherosclerosis, and arthritis. Lab Invest. 2010 Nov; 

90(11):1549-57.  

Andressen C, Henseler T. Inheritance of psoriasis. Analysis of 2035 family histories. Hautarzt. 1982 Apr; 

33(4):214-7. 

Arias-Santiago S, Orgaz-Molina J, Castellote-Caballero L, Arrabal-Polo MÁ, García-Rodriguez S, Perandrés-

López R, Ruiz JC, Naranjo-Sintes R, Zubiaur M, Sancho J, Buendía-Eisman A. Atheroma plaque, metabolic 

syndrome and inflammation in patients with psoriasis. Eur J Dermatol. 2012 May-Jun;22(3):337-44.  

Asumalahti K, Ameen M, Suomela S, Hagforsen E, Michaëlsson G, Evans J, Munro M, Veal C, Allen M, Leman 

J, David Burden A, Kirby B, Connolly M, Griffiths CE, Trembath RC, Kere J, Saarialho-Kere U, Barker JN. 

Genetic analysis of PSORS1 distinguishes guttate psoriasis and palmoplantar pustulosis. J Invest Dermatol. 

2003 Apr; 120(4):627-32. 

Atay S, Godwin AK. Tumor-derived exosomes: a message delivery system for tumor progression. Commun 

Integr Biol 2014; 7:e28231.  

Bakhti M, Winter C, Simons M. Inhibition of myelin membrane sheath formation by oligodendrocyte-

derived exosome-like vesicles. J Biol Chem. 2011 Jan 7; 286(1):787-96.  

Baran R. Hallopeau's acrodermatitis. Arch Dermatol. 1979 Jul; 115(7):815.  



92 
 

Baron V, Adamson ED, Calogero A, Ragona G, Mercola D. The transcription factor Egr1 is a direct 

regulator of multiple tumor suppressors including TGFbeta1, PTEN, p53, and fibronectin. Cancer Gene 

Ther. 2006 Feb; 13(2):115-24. 

Barker JN. The pathophysiology of psoriasis. Lancet. 1991 Jul 27; 338(8761):227-30. Review. 

Basavaraj KH, Ashok NM, Rashmi R, Praveen TK. The role of drugs in the induction and/or exacerbation of 

psoriasis. Int J Dermatol. 2010 Dec; 49(12):1351-61. Review. 

Basavaraj KH, Navya MA, Rashmi R. Stress and quality of life in psoriasis: an update. Int J Dermatol. 2011 

Jul; 50(7):783-92. Review. 

Bernstein SH, Kharbanda SM, Sherman ML, Sukhatme VP, Kufe DW. Posttranscriptional regulation of the 

zinc finger-encoding EGR-1 gene by granulocyte-macrophage colony-stimulating factor in human U-937 

monocytic leukemia cells: involvement of a pertussis toxin-sensitive G protein. Cell Growth Differ. 1991 

Jun; 2(6):273-8. 

Boca AN, Talamonti M, Galluzzo M, Botti E, Vesa SC, Chimenti S, Buzoianu AD, Costanzo A. Genetic 

variations in IL6 and IL12B decreasing the risk for psoriasis. Immunol Lett. 2013 Nov-Dec; 156(1-2):127-

31.  

Boehncke WH, Schön MP. Psoriasis. Lancet. 2015 Sep 5; 386(9997):983-94. 

Boyman O, Conrad C, Tonel G, Gilliet M, Nestle FO. The pathogenic role of tissue-resident immune cells in 

psoriasis. Trends Immunol. 2007 Feb; 28(2):51-7.  

Capon F, Munro M, Barker J, Trembath R. Searching for the major histocompatibility complex psoriasis 

susceptibility gene. J Invest Dermatol. 2002 May; 118(5):745-51. Review. 

Capon F, Novelli G, Semprini S, Clementi M, Nudo M, Vultaggio P, Mazzanti C, Gobello T, Botta A, Fabrizi G, 

Dallapiccola B. Searching for psoriasis susceptibility genes in Italy: genome scan and evidence for a new 

locus on chromosome 1. J Invest Dermatol. 1999 Jan; 112(1):32-5. 

Capon F, Semprini S, Dallapiccola B, Novelli G. Evidence for interaction between psoriasis-susceptibility 

loci on chromosomes 6p21 and 1q21. Am J Hum Genet. 1999 Dec; 65(6):1798-800.  

Capon F, Semprini S, Chimenti S, Fabrizi G, Zambruno G, Murgia S, Carcassi C, Fazio M, Mingarelli R, 

Dallapiccola B, Novelli G. Fine mapping of the PSORS4 psoriasis susceptibility region on chromosome 

1q21. J Invest Dermatol. 2001 May; 116(5):728-30. 

Castela E, Archier E, Devaux S, Gallini A, Aractingi S, Cribier B, Jullien D, Aubin F, Bachelez H, Joly P, Le 

Maître M, Misery L, Richard MA, Paul C, Ortonne JP. Topical corticosteroids in plaque psoriasis: a 

systematic review of risk of adrenal axis suppression and skin atrophy. J Eur Acad Dermatol Venereol. 2012 

May; 26 Suppl 3:47-51. Review. 



93 
 

Cheung KL, Jarrett R, Subramaniam S, Salimi M, Gutowska-Owsiak D, Chen YL, Hardman C, Xue L, 

Cerundolo V, Ogg G. Psoriatic T cells recognize neolipid antigens generated by mast cell phospholipase 

delivered by exosomes and presented by CD1a. J Exp Med. 2016 Oct 17; 213(11):2399-2412.  

Chiricozzi A. Pathogenic role of IL-17 in psoriasis and psoriatic arthritis. Actas Dermosifiliogr. 2014 Oct; 

105 Suppl 1:9-20.  

Chiricozzi A, Saraceno R, Chimenti MS, Guttman-Yassky E, Krueger JG. Role of IL-23 in the pathogenesis of 

psoriasis: a novel potential therapeutic target? Expert Opin Ther Targets. 2014 May; 18(5):513-25. Review. 

Christophers E. Psoriasis - epidemiology and clinical spectrum. Clin Exp Dermatol. 2001 Jun; 26(4):314-20. 

Review. 

Cohen AD, Dreiher J, Birkenfeld S. Psoriasis associated with ulcerative colitis and Crohn's disease. JEADV 

2009, 23(5): 561-565. 

Davidson A, Diamond B. Autoimmune diseases. N Engl J Med. 2001 Aug 2; 345(5):340-50. 

de Belle I, Huang RP, Fan Y, Liu C, Mercola D, Adamson ED. p53 and Egr-1 additively suppress 

transformed growth in HT1080 cells but Egr-1 counteracts p53-dependent apoptosis. Oncogene. 1999 Jun 

17; 18(24):3633-42. 

De Oliveira Mde F, Rocha Bde O, Duarte GV. Psoriasis: classical and emerging comorbidities. An Bras 

Dermatol. 2015 Jan-Feb; 90(1):9-20. Review. 

Di Meglio P, Nestle FO. The role of IL-23 in the immunopathogenesis of psoriasis. F1000 Biol Rep. 2010 

May 24; 2. pii: 40.  

Di Meglio P, Perera GK, Nestle FO. The multitasking organ: recent insights into skin immune function. 

Immunity. 2011 Dec 23; 35(6):857-69. Review. 

Duffin KC, Woodcock J, Krueger GG. Genetic variations associated with psoriasis and psoriatic arthritis 

found by genome-wide association. Dermatol Ther. 2010 Mar-Apr; 23(2):101-13.  

EL Andaloussi S, Mäger I, Breakefield XO, Wood MJ. Extracellular vesicles: biology and emerging 

therapeutic opportunities. Nat Rev Drug Discov. 2013 May; 12(5):347-57.  

Elder JT, Bruce AT, Gudjonsson JE, Johnston A, Stuart PE, Tejasvi T, Voorhees JJ, Abecasis GR, Nair RP. 

Molecular dissection of psoriasis: integrating genetics and biology. J Invest Dermatol. 2010 May; 

130(5):1213-26. Review. 

Ellinghaus E, Ellinghaus D, Stuart PE, Nair RP, Debrus S, Raelson JV, Belouchi M, Fournier H, Reinhard C, 

Ding J, Li Y, Tejasvi T, Gudjonsson J, Stoll SW, Voorhees JJ, Lambert S, Weidinger S, Eberlein B, Kunz M, 

Rahman P, Gladman DD, Gieger C, Wichmann HE, Karlsen TH, Mayr G, Albrecht M, Kabelitz D, Mrowietz U, 



94 
 

Abecasis GR, Elder JT, Schreiber S, Weichenthal M, Franke A. Genome-wide association study identifies a 

psoriasis susceptibility locus at TRAF3IP2. Nat Genet. 2010 Nov; 42(11):991-5.  

Enamandram M1, Kimball AB. Psoriasis epidemiology: the interplay of genes and the environment. J Invest 

Dermatol. 2013 Feb; 33(2):287-9.  

Enlund F, Samuelsson L, Enerbäck C, Inerot A, Wahlström J, Yhr M, Torinsson A, Riley J, Swanbeck G, 

Martinsson T. Psoriasis susceptibility locus in chromosome region 3q21 identified in patients from 

southwest Sweden. Eur J Hum Genet. 1999 Oct-Nov; 7(7):783-90. 

Fahmy RG, Dass CR, Sun LQ, Chesterman CN, Khachigian LM. Transcription factor Egr-1 supports FGF-

dependent angiogenesis during neovascularization and tumor growth. Nat Med. 2003; 9:1026 –1032. 

Fairman J, Chumakov I, Chinault AC, Nowell PC, Nagarajan L. Physical mapping of the minimal region of 

loss in 5qchromosome. Proc Natl Acad Sci 1995; 92:7406–7410. 

Fang M, Wee SA, Ronski K, Fan H, Tao S, Lin Q. Evidence of EGR1 as a differentially expressed gene 

among proliferative skin diseases. Genomic Med. 2007; 1(1-2):75-85.  

Farber EM, Nall ML, Watson W. Natural history of psoriasis in 61 twin pairs. Arch Dermatol. 1974 Feb; 

109(2):207-11.  

Farber EM, Nall ML. The natural history of psoriasis in 5,600 patients. Dermatologica. 1974; 148(1):1-18.  

Fernández-Armenteros JM, Gómez-Arbonés X, Buti-Soler M, Betriu-Bars A, Sanmartin-Novell V, Ortega-

Bravo M, Martínez-Alonso M, Garí E, Portero-Otín M, Santamaria-Babi L, Casanova-Seuma JM. Psoriasis, 

metabolic syndrome and cardiovascular risk factors. A population-based study. J Eur Acad Dermatol 

Venereol. 2019 Jan; 33(1):128-135.  

Fevrier B, Vilette D, Archer F, Loew D, Faigle W, Vidal M, Laude H, Raposo G. Cells release prions in 

association with exosomes. Proc Natl Acad Sci U S A. 2004 Jun 29; 101(26):9683-8.  

Frieder J, Kivelevitch D, Menter A. Secukinumab: a review of the anti-IL-17A biologic for the treatment of 

psoriasis. Ther Adv Chronic Dis. 2018 Jan; 9(1):5-21.  

Garnock-Jones KP. Secukinumab: a review in moderate to severe plaque psoriasis. Am J Clin Dermatol. 

2015 Aug; 16(4):323-330.  

Gearing AJ, Fincham NJ, Bird CR, Wadhwa M, Meager A, Cartwright JE, Camp RD. Cytokines in skin lesions 

of psoriasis. Cytokine. 1990 Jan; 2(1):68-75. 

Gelfand JM, Gladman DD, Mease PJ, Smith N, Margolis DJ, Nijsten T, Stern RS, Feldman SR, Rolstad T. 

Epidemiology of psoriatic arthritis in the population of the United States. J Am Acad Dermatol. 2005 Oct; 

53(4):573. 



95 
 

Gelfand JM, Shin DB, Neimann AL, Wang X, Margolis DJ, Troxel AB. The risk of lymphoma in patients 

with psoriasis. J Invest Dermatol. 2006 Oct; 126(10):2194-201.  

Gelfand JM, Yeung H. Metabolic syndrome in patients with psoriatic disease. J Rheumatol Suppl. 2012 Jul; 

89:24-8.  

Geminard C, de Gassart A, Vidal M. Reticulocyte maturation: mitoptosis and exosome release. Biocell 2002; 

26:205–15. 

Gerkowicz A, Socha M, Pietrzak A, Zubilewicz T, Krasowska D. The role of VEGF in psoriasis: an update. 

Acta Angiol 2018; 24(4):134–140. 

Gladman DD, Mease PJ, Krueger G, van der Heidje DM, Antoni C, Helliwell PS, Kavanaugh AF, Nash P, 

Ritchlin CT, Strand CV, Taylor W. Outcome measures in psoriatic arthritis. J Rheumatol. 2005 Nov; 

32(11):2262-9. 

Godse K. Secukinumab - First in Class Interleukin-17A Inhibitor for the Treatment of Psoriasis. Indian J 

Dermatol. 2017 Mar-Apr; 62(2):195-199.  

Gooderham MJ, Van Voorhees AS, Lebwohl MG. An update on generalized pustular psoriasis. Expert Rev 

Clin Immunol. 2019 Sep; 15(9):907-919. 

Gong LB, He L, Liu Y, Chen XQ, Jiang B. Expression of early growth response factor-1 in rats with 

cerulein-induced acute pancreatitis and its significance. World J Gastroenterol. 2005 Aug 28; 11(32):5022-4. 

Greb JE, Goldminz AM, Elder JT, Lebwohl MG, Gladman DD, Wu JJ, Mehta NN, Finlay AY, Gottlieb AB. 

Psoriasis. Nat Rev Dis Primers. 2016 Nov 24; 2:16082.  

Griffiths CE, Barker JN. Pathogenesis and clinical features of psoriasis. Lancet. 2007 Jul 21; 370(9583):263-

271. Review. 

Griffiths CE, Christophers E, Barker JN, Chalmers RJ, Chimenti S, Krueger GG, Leonardi C, Menter A, Ortonne 

JP, Fry L. A classification of psoriasis vulgaris according to phenotype. Br J Dermatol. 2007 Feb; 

156(2):258-62. 

Gu C, Wu L, Li X. IL-17 family: cytokines, receptors and signaling. Cytokine. 2013 Nov; 64(2):477-85.  

Guha M, O'Connell MA, Pawlinski R, Hollis A, McGovern P, Yan SF, Stern D, Mackman N. 

Lipopolysaccharide activation of the MEK-ERK1/2 pathway in human monocytic cells mediates tissue 

factor and tumor necrosis factor alpha expression by inducing Elk-1 phosphorylation and Egr-1 

expression. Blood. 2001 Sep 1; 98(5):1429-39. 

Guichard A, Humbert P, Tissot M, Muret P, Courderot-Masuyer C, Viennet C. Effects of topical 

corticosteroids on cell proliferation, cell cycle progression and apoptosis: in vitro comparison on HaCaT. 

Int J Pharm. 2015 Feb 20; 479(2):422-9.  



96 
 

György B, Szabó TG, Pásztói M, Pál Z, Misják P, Aradi B, László V, Pállinger E, Pap E, Kittel A, Nagy G, 

Falus A, Buzás EI. Membrane vesicles, current state-of-the-art: emerging role of extracellular vesicles. Cell 

Mol Life Sci. 2011 Aug; 68(16):2667-88.  

Hall G, Phillips TJ. Estrogen and skin: the effects of estrogen, menopause, and hormone replacement 

therapy on the skin. J Am Acad Dermatol. 2005 Oct; 53(4):555-68. 

Hao MW, Liang YR, Liu YF, Liu L, Wu MY, Yang HX. Transcription factor EGR-1 inhibits growth of 

hepatocellular carcinoma and esophageal carcinoma cell lines. World J Gastroenterol. 2002 Apr; 8(2):203-7. 

Hao F, Tan M, Xu X, Cui MZ. Histamine induces Egr-1 expression in human aortic endothelial cells via the 

H1 receptor-mediated protein kinase Cdelta-dependent ERK activation pathway. J Biol Chem. 2008 Oct 3; 

283(40):26928-36.  

Harja E, Bucciarelli LG, Lu Y, Stern DM, Zou YS, Schmidt AM, Yan SF. Early growth response-1 promotes 

atherogenesis: mice deficient in early growth response-1 and apolipoprotein E display decreased 

atherosclerosis and vascular inflammation. Circ Res. 2004 Feb 20; 94(3):333-9.  

Heidenreich R, Röcken M, Ghoreschi K. Angiogenesis drives psoriasis pathogenesis. Int J Exp Pathol. 2009 

Jun; 90(3):232-48.  

Heijnen HF, Schiel AE, Fijnheer R, Geuze HJ, Sixma JJ. Activated platelets release two types of membrane 

vesicles: microvesicles by surface shedding and exosomes derived from exocytosis of multivesicular bodies 

and alpha-granules. Blood 1999; 94:3791–9. 

Hein R, Korting HC, Mehring T. Differential effect of medium potent nonhalogenated double-ester-type and 

conventional glucocorticoids on proliferation and chemotaxis of fibroblasts in vitro. Skin Pharmacol. 

1994;7(5):300-6. 

Heller MM, Lee ES, Koo JY. Stress as an influencing factor in psoriasis. Skin Therapy Lett. 2011 May; 

16(5):1-4. 

Helliwell PS, Taylor WJ. Classification and diagnostic criteria for psoriatic arthritis. Ann Rheum Dis. 2005 

Mar; 64 Suppl 2:ii3-8. Review. 

Henseler T, Christophers E. Psoriasis of early and late onset: characterization of two types of psoriasis 

vulgaris. J Am Acad Dermatol. 1985 Sep; 13(3):450-6. 

Hensen P, Windemuth C, Hüffmeier U, Rüschendorf F, Stadelmann A, Hoppe V, Fenneker D, Ständer M, 

Schmitt-Egenolf M, Wienker TF, Traupe H, Reis A. Association scan of the novel psoriasis susceptibility 

region on chromosome 19: evidence for both susceptible and protective loci. Exp Dermatol. 2003 Aug; 

12(4):490-6. 

Hewett D, Samuelsson L, Polding J, Enlund F, Smart D, Cantone K, See CG, Chadha S, Inerot A, Enerback C, 

Montgomery D, Christodolou C, Robinson P, Matthews P, Plumpton M, Wahlstrom J, Swanbeck G, Martinsson 

https://www.ncbi.nlm.nih.gov/pubmed/?term=Harja%20E%5BAuthor%5D&cauthor=true&cauthor_uid=14670837
https://www.ncbi.nlm.nih.gov/pubmed/?term=Bucciarelli%20LG%5BAuthor%5D&cauthor=true&cauthor_uid=14670837
https://www.ncbi.nlm.nih.gov/pubmed/?term=Lu%20Y%5BAuthor%5D&cauthor=true&cauthor_uid=14670837
https://www.ncbi.nlm.nih.gov/pubmed/?term=Stern%20DM%5BAuthor%5D&cauthor=true&cauthor_uid=14670837
https://www.ncbi.nlm.nih.gov/pubmed/?term=Zou%20YS%5BAuthor%5D&cauthor=true&cauthor_uid=14670837
https://www.ncbi.nlm.nih.gov/pubmed/?term=Schmidt%20AM%5BAuthor%5D&cauthor=true&cauthor_uid=14670837
https://www.ncbi.nlm.nih.gov/pubmed/?term=Yan%20SF%5BAuthor%5D&cauthor=true&cauthor_uid=14670837
https://www.ncbi.nlm.nih.gov/pubmed/?term=Harja+E+et+al.%2C+2004


97 
 

T, Roses A, Riley J, Purvis I. Identification of a psoriasis susceptibility candidate gene by linkage 

disequilibrium mapping with a localized single nucleotide polymorphism map. Genomics. 2002 Mar; 

79(3):305-14. 

Huang RP, Fan Y, de Belle I, Niemeyer C, Gottardis MM, Mercola D, Adamson ED. Decreased Egr-1 

expression in human, mouse and rat mammary cells and tissues correlates with tumor formation. Int J 

Cancer. 1997 Jul 3; 72(1):102-9. 

Huang RP, Fan Y, Ni Z, Mercola D, Adamson ED. Reciprocal modulation between Sp1 and Egr-1. J Cell 

Biochem. 1997 Sep 15; 66(4):489-99. 

Hueber W, Patel DD, Dryja T, Wright AM, Koroleva I, Bruin G, Antoni C, Draelos Z, Gold MH; Psoriasis 

Study Group, Durez P, Tak PP, Gomez-Reino JJ; Rheumatoid Arthritis Study Group, Foster CS, Kim RY, 

Samson CM, Falk NS, Chu DS, Callanan D, Nguyen QD; Uveitis Study Group, Rose K, Haider A, Di Padova F. 

Effects of AIN457, a fully human antibody to interleukin-17A, on psoriasis, rheumatoid arthritis, and 

uveitis. Sci Transl Med. 2010 Oct 6; 2(52):52ra72.  

Hüffmeier U, Lascorz J, Böhm B, Lohmann J, Wendler J, Mössner R, Reich K, Traupe H, Kurrat W, Burkhardt 

H, Reis A. Genetic variants of the IL-23R pathway: association with psoriatic arthritis and psoriasis 

vulgaris, but no specific risk factor for arthritis. J Invest Dermatol. 2009 Feb; 129(2):355-8.  

Iwakura Y, Ishigame H, Saijo S, Nakae S. Functional specialization of interleukin-17 family members. 

Immunity. 2011 Feb 25; 34(2):149-62.  

Jankovic S, Raznatovic M, Marinkovic J, Jankovic J, Maksimovic N. Risk factors for psoriasis: A case-control 

study. J Dermatol. 2009 Jun; 36(6):328-34. 

Jeong SH, Kim HJ, Jang Y, Ryu WI, Lee H, Kim JH, Bae HC, Choi JE, Kye YC, Son SW. Egr-1 is a key 

regulator of IL-17A-induced psoriasin upregulation in psoriasis. Exp Dermatol. 2014 Dec; 23(12):890-5.  

Ji H, Erfani N, Tauro BJ, Kapp EA, Zhu HJ, Moritz RL, et al. Difference gel electrophoresis analysis of Ras-

transformed fibroblast cell-derived exosomes. Electrophoresis 2008; 29:2660–71.  

Jin Y, Yang S, Zhang F, Kong Y, Xiao F, Hou Y, Fan X, Zhang X. Combined effects of HLA-Cw6 and 

cigarette smoking in psoriasis vulgaris: a hospital-based case-control study in China. J Eur Acad Dermatol 

Venereol. 2009 Feb; 23(2):132-7. 

Kavli G, Førde OH, Arnesen E, Stenvold SE. Psoriasis: familial predisposition and environmental factors. 

Br Med J (Clin Res Ed). 1985 Oct 12; 291(6501):999-1000. 

Khachigian LM, Anderson KR, Halnon NJ, Gimbrone MA Jr, Resnick N, Collins T. Egr-1 is activated in 

endothelial cells exposed to fluid shear stress and interacts with a novel shear-stress-response element in 

the PDGF A-chain promoter. Arterioscler Thromb Vasc Biol. 1997 Oct; 17(10):2280-6. 



98 
 

Kim DK, Kang B, Kim OY, Choi DS, Lee J, Kim SR, Go G, Yoon YJ, Kim JH, Jang SC, Park KS, Choi EJ, 

Kim KP, Desiderio DM, Kim YK, Lötvall J, Hwang D, Gho YS. EVpedia: an integrated database of high-

throughput data for systemic analyses of extracellular vesicles. J Extracell Vesicles. 2013 Mar 19; 2.  

Kim HK, Song KS, Park YS, Kang YH, Lee YJ, Lee KR, Kim HK, Ryu KW, Bae JM, Kim S. Elevated levels 

of circulating platelet microparticles, VEGF, IL-6 and RANTES in patients with gastric cancer: possible 

role of a metastasis predictor. Eur J Cancer. 2003 Jan; 39(2):184-91. 

Kirkham BW, Kavanaugh A, Reich K. Interleukin-17A: a unique pathway in immune-mediated diseases: 

psoriasis, psoriatic arthritis and rheumatoid arthritis. Immunology. 2014 Feb; 141(2):133-42.  

Kolbinger F, Loesche C, Valentin MA, Jiang X, Cheng Y, Jarvis P, Peters T, Calonder C, Bruin G, Polus F, 

Aigner B, Lee DM, Bodenlenz M, Sinner F, Pieber TR, Patel DD. β-Defensin 2 is a responsive biomarker of 

IL-17A-driven skin pathology in patients with psoriasis. J Allergy Clin Immunol. 2017 Mar; 139(3):923-

932.e8.  

Kobayashi D, Yamada M, Kamagata C, Kaneko R, Tsuji N, Nakamura M, Yagihashi A, Watanabe N. 

Overexpression of early growth response-1 as a metastasis-regulatory factor in gastric cancer. Anticancer 

Res 2002; 22:3963–3970. 

Kolls JK, Lindén A. Interleukin-17 family members and inflammation. Immunity. 2004 Oct; 21(4):467-76. 

Review. 

Krones-Herzig A, Mittal S, Yule K, Liang H, English C, Urcis R, Soni T, Adamson ED, Mercola D. Early 

growth response 1 acts as a tumor suppressor in vivo and in vitro via regulation of p53. Cancer Res. 2005 

Jun 1565(12):5133-43. 

Kubeyinje EP, Belagavi CS. Risk factors for palmo-plantar pustulosis in a developing country. East Afr Med 

J. 1997 Jan;74(1):54-5. 

Laggner U, Di Meglio P, Perera GK, Hundhausen C, Lacy KE, Ali N, Smith CH, Hayday AC, Nickoloff BJ, 

Nestle FO. Identification of a novel proinflammatory human skin-homing Vγ9Vδ2 T cell subset with a 

potential role in psoriasis. J Immunol. 2011 Sep 1; 187(5):2783-93.  

Liu Y, Lagowski JP, Gao S, Raymond JH, White CR, Kulesz-Martin MF. Regulation of the psoriatic 

chemokine CCL20 by E3 ligases Trim32 and Piasy in keratinocytes. J Invest Dermatol. 2010 May; 

130(5):1384-90.  

Lamalice L, Le Boeuf F, Huot J. Endothelial cell migration during angiogenesis. Circ Res. 2007 Mar 30; 

100(6):782-94. 

Lakhal S, Wood MJ. Exosome nanotechnology: an emerging paradigm shift in drug delivery: exploitation 

of exosome nanovesicles for systemic in vivo delivery of RNAi heralds new horizons for drug delivery 

across biological barriers. Bioessays. 2011 Oct; 33(10):737-41.  



99 
 

Lande R, Gregorio J, Facchinetti V, Chatterjee B, Wang YH, Homey B, Cao W, Wang YH, Su B, Nestle FO, Zal 

T, Mellman I, Schröder JM, Liu YJ, Gilliet M. Plasmacytoid dendritic cells sense self-DNA coupled with 

antimicrobial peptide. Nature. 2007 Oct 4; 449(7162):564-9.  

Laws PM, Young HS. Current and emerging systemic treatment strategies for psoriasis. Drugs. 2012 Oct 1; 

72(14):1867-80.  

Lawson C, Vicencio JM, Yellon DM, Davidson SM. Microvesicles and exosomes: new players in metabolic 

and cardiovascular disease. J Endocrinol. 2016 Feb; 228(2):R57-71.  

Lee KH, Kim JR. Hepatocyte growth factor induced up-regulations of VEGF through Egr-1 in 

hepatocellular carcinoma cells. Clin Exp Metastasis. 2009; 26(7):685-92.  

Lee JY, Park JK, Lee EY, Lee EB, Song YW. Circulating exosomes from patients with systemic lupus 

erythematosus induce an proinflammatory immune response. Arthritis Res Ther. 2016 Nov 16; 18(1):264. 

Lee MS, Lin RY, Lai MS. Increased risk of diabetes mellitus in relation to the severity of psoriasis, 

concomitant medication, and comorbidity: a nationwide population-based cohort study. J Am Acad 

Dermatol. 2014 Apr; 70(4):691-698.  

Lee TH, D'Asti E, Magnus N, Al-Nedawi K, Meehan B, Rak J. Microvesicles as mediators of intercellular 

communication in cancer--the emerging science of cellular 'debris'. Semin Immunopathol. 2011 

Sep;33(5):455-67. Review. 

Levin WJ, Casey G, Ramos JC, Arboleda MJ, Reissmann PT, Slamon DJ. Tumor suppressor and immediate 

early transcription factor genes in non-small cell lung cancer. Chest. 1994 Dec; 106(6 Suppl):372S-376S. 

Review. 

Levin WJ, Press MF, Gaynor RB, Sukhatme VP, Boone TC, Reissmann PT, Figlin RA, Holmes EC, Souza LM, 

Slamon DJ (1995) Expression patterns of immediate early transcription factors in human non-small cell lung 

cancer. The Lung Cancer Study Group. Oncogene 11:1261–1269. 

Liu H, Li B. The functional role of exosome in hepatocellular carcinoma. J Cancer Res Clin Oncol. 2018 

Nov; 144(11):2085-2095. 

Liu Y, Krueger JG, Bowcock AM. Psoriasis: genetic associations and immune system changes. Genes 

Immun. 2007 Jan; 8(1):1-12. Review. 

Liu Y, Helms C, Liao W, Zaba LC, Duan S, Gardner J, Wise C, Miner A, Malloy MJ, Pullinger CR, Kane JP, 

Saccone S, Worthington J, Bruce I, Kwok PY, Menter A, Krueger J, Barton A, Saccone NL, Bowcock AM. A 

genome-wide association study of psoriasis and psoriatic arthritis identifies new disease loci. PLoS Genet. 

2008 Mar 28; 4(3):e1000041.  

Lowes MA, Bowcock AM, Krueger JG. Pathogenesis and therapy of psoriasis. Nature. 2007 Feb 22; 

445(7130):866-73. Review. 



100 
 

Lucerna M, Mechtcheriakova D, Kadl A, Schabbauer G, Schafer R, Gruber F, Koshelnick Y, Muller HD, 

Issbrucker K, Clauss M, Binder BR, Hofer E. NAB2, a corepressor of EGR-1, inhibits vascular endothelial 

growth factor-mediated gene induction and angiogenic responses of endothelial cells. J Biol Chem. 2003; 

278:11433–11440. 

Lucerna M, Pomyje J, Mechtcheriakova D, Kadl A, Gruber F, Bilban M, Sobanov Y, Schabbauer G, Breuss J, 

Wagner O, Bischoff M, Clauss M, Binder BR, Hofer E. Sustained expression of early growth response 

protein-1 blocks angiogenesis and tumor growth. Cancer Res. 2006 Jul 1; 66(13):6708-13. 

Lugini L, Cecchetti S, Huber V, Luciani F, Macchia G, Spadaro F, et al. Immune surveillance properties of 

human NK cell-derived exosomes. J Immunol 2012; 189:2833–42.  

Mahil SK, Capon F, Barker JN. Update on psoriasis immunopathogenesis and targeted immunotherapy. 

Semin Immunopathol. 2016 Jan; 38(1):11-27. Review. 

Mangino G, Iuliano M, Carlomagno S, Bernardini N, Rosa P, Chiantore MV, Skroza N, Calogero A, Potenza C, 

Romeo G. Interleukin-17A affects extracellular vesicles release and cargo in human keratinocytes. Exp 

Dermatol. 2019 Sep; 28(9):1066-1073. 

Marina ME, Roman II, Constantin AM, Mihu CM, Tătaru AD. VEGF involvement in psoriasis. Clujul Med. 

2015; 88(3):247-52. 

Marinoni B, Ceribelli A, Massarotti MS, Selmi C. The Th17 axis in psoriatic disease: pathogenetic and 

therapeutic implications. Auto Immun Highlights. 2014 Jan 22; 5(1):9-19.  

Martin BA, Chalmers RJG, Telfer NR. How great is the risk of further psoriasis following a single episode of 

a guttate psoriasis? Arch Dermatol 1996; 132:717–18. 

McDonald MK, Tian Y, Qureshi RA, Gormley M, Ertel A, Gao R, et al. Functional significance of 

macrophage-derived exosomes in inflammation and pain. Pain 2014; 155:1527–39.  

McFadden JP, Baker BS, Powles AV, Fry L. Psoriasis and streptococci: the natural selection of psoriasis 

revisited. Br J Dermatol. 2009 May; 160(5):929-37. Review. 

McLellan AD. Exosome release by primary B cells. Crit Rev Immunol 2009; 29:203–17.  

McMahon SB, Monroe JG. The role of early growth response gene 1 (egr-1) in regulation of the immune 

response. J Leukoc Biol. 1996 Aug; 60(2):159-66. 

Meier M, Sheth PB. Clinical spectrum and severity of psoriasis. Curr Probl Dermatol. 2009; 38:1-20.  

Milavec-Puretić V, Mance M, Ceović R, Lipozenčić J. Drug induced psoriasis. Acta Dermatovenerol Croat. 

2011; 19(1):39-42. Review. 



101 
 

Mione M, Bosserhoff A. MicroRNAs in melanocyte and melanoma biology. Pigment Cell Melanoma Res. 

2015 May; 28(3):340-54.  

Miossec P, Kolls JK. Targeting IL-17 and TH17 cells in chronic inflammation. Nat Rev Drug Discov. 2012 

Oct; 11(10):763-76.  

Mittelbrunn M, Gutiérrez-Vázquez C, Villarroya-Beltri C, González S, Sánchez-Cabo F, González MÁ, Bernad 

A, Sánchez-Madrid F. Unidirectional transfer of microRNA-loaded exosomes from T cells to antigen-

presenting cells. Nat Commun. 2011; 2:282.  

Moll JM, Wright V. Psoriatic arthritis. Semin Arthritis Rheum. 1973; 3(1):55-78. Review.  

Montecalvo A, Larregina AT, Shufesky WJ, Stolz DB, Sullivan ML, Karlsson JM, Baty CJ, Gibson GA, Erdos 

G, Wang Z, Milosevic J, Tkacheva OA, Divito SJ, Jordan R, Lyons-Weiler J, Watkins SC, Morelli AE. 

Mechanism of transfer of functional microRNAs between mouse dendritic cells via exosomes. Blood. 2012 

Jan 19; 119(3):756-66.  

Morizane S, Gallo RL. Antimicrobial peptides in the pathogenesis of psoriasis. J Dermatol. 2012 Mar; 

39(3):225-30. Review. 

Naga Sravan Kumar Varma V, Maheshwari PV, Navya M, Reddy SC, Shivakumar HG, Gowda DV. 

Calcipotriol delivery into the skin as emulgel for effective permeation. Saudi Pharm J. 2014 Dec; 22(6):591-

9.  

Nalluri R, Arun B, Rhodes LE. Photoaggravated hand and foot psoriasis. Photodermatol Photoimmunol 

Photomed. 2010 Oct; 26(5):261-2.  

Naldi L, Chatenoud L, Linder D, Belloni Fortina A, Peserico A, Virgili AR, Bruni PL, Ingordo V, Lo Scocco G, 

Solaroli C, Schena D, Barba A, Di Landro A, Pezzarossa E, Arcangeli F, Gianni C, Betti R, Carli P, Farris A, 

Barabino GF, La Vecchia C. Cigarette smoking, body mass index, and stressful life events as risk factors for 

psoriasis: results from an Italian case-control study. J Invest Dermatol. 2005 Jul; 125(1):61-7. 

Nair RP, Henseler T, Jenisch S, Stuart P, Bichakjian CK, Lenk W, Westphal E, Guo SW, Christophers E, 

Voorhees JJ, Elder JT. Evidence for two psoriasis susceptibility loci (HLA and 17q) and two novel 

candidate regions (16q and 20p) by genome-wide scan. Hum Mol Genet. 1997 Aug; 6(8):1349-56. 

Nair RP, Stuart PE, Nistor I, Hiremagalore R, Chia NVC, Jenisch S, Weichenthal M, Abecasis GR, Lim HW, 

Christophers E, Voorhees JJ, Elder JT. Sequence and haplotype analysis supports HLA-C as the psoriasis 

susceptibility 1 gene. Am J Hum Genet. 2006 May; 78(5):827-851.  

Nestle FO, Turka LA, Nickoloff BJ. Characterization of dermal dendritic cells in psoriasis. Autostimulation 

of T lymphocytes and induction of Th1 type cytokines. J Clin Invest. 1994 Jul; 94(1):202-9. 

Nestle FO, Kaplan DH, Barker J. Psoriasis. N Engl J Med. 2009 Jul 30;361(5):496-509. Review. 



102 
 

Nevitt GJ, Hutchinson PE. Psoriasis in the community: prevalence, severity and patients' beliefs and 

attitudes towards the disease. Br J Dermatol. 1996 Oct; 135(4):533-7. 

Ni C, Chiu MW. Psoriasis and comorbidities: links and risks. Clin Cosmet Investig Dermatol. 2014 Apr 17; 

7:119-32.  

Nograles KE, Davidovici B, Krueger JG. New insights in the immunologic basis of psoriasis. Semin Cutan 

Med Surg. 2010 Mar; 29(1):3-9.  

Nograles KE, Zaba LC, Guttman-Yassky E, Fuentes-Duculan J, Suárez-Fariñas M, Cardinale I, Khatcherian A, 

Gonzalez J, Pierson KC, White TR, Pensabene C, Coats I, Novitskaya I, Lowes MA, Krueger JG.  Th17 

cytokines interleukin (IL)-17 and IL-22 modulate distinct inflammatory and keratinocyte-response 

pathways. Br J Dermatol. 2008 Nov; 159(5):1092-102.  

Oji V, Luger TA. The skin in psoriasis: assessment and challenges. Clin Exp Rheumatol. 2015 Sep-Oct; 33(5 

Suppl 93):S14-9.  

Parisi R, Symmons DP, Griffiths CE, Ashcroft DM; Identification and Management of Psoriasis and Associated 

ComorbidiTy (IMPACT) project team. Global epidemiology of psoriasis: a systematic review of incidence 

and prevalence. J Invest Dermatol. 2013 Feb; 133(2):377-85. Review. 

Park PH, McMullen MR, Huang H, Thakur V, Nagy LE. Short-term treatment of RAW264.7 macrophages 

with adiponectin increases tumor necrosis factor-alpha (TNF-alpha) expression via ERK1/2 activation 

and Egr-1 expression: role of TNF-alpha in adiponectin-stimulated interleukin-10 production. J Biol 

Chem. 2007 Jul 27; 282(30):21695-703.  

Patel RV, Weinberg JM. Psoriasis in the patient with human immunodeficiency virus, part 1: review of 

pathogenesis. Cutis. 2008 Aug; 82(2):117-22. Review. 

Patel RV, Weinberg JM. Psoriasis in the patient with human immunodeficiency virus, Part 2: Review of 

treatment. Cutis. 2008 Sep; 82(3):202-10. Review. 

Pedace FJ, Muller SA, Winkelmann RK. The biology of psoriasis. An experimental study of the Koebner 

phenomenon. Acta Derm Venereol. 1969; 49(4):390-400.  

Pelletier F, Garnache-Ottou F, Angelot F, Biichlé S, Vidal C, Humbert P, Saas P, Seillès E, Aubin F. Increased 

levels of circulating endothelial-derived microparticles and small-size platelet-derived microparticles in 

psoriasis. J Invest Dermatol. 2011 Jul; 131(7):1573-6. 

Perez-Hernandez J, Olivares D, Forner MJ, Ortega A, Solaz E, Martinez F, Chaves FJ, Redon J, Cortes R. 

Urinary exosome miR-146a is a potential marker of albuminuria in essential hypertension. J Transl Med. 

2018 Aug 14; 16(1):228.  

Pfeffer SR, Grossmann KF, Cassidy PB, Yang CH, Fan M, Kopelovich L, Leachman SA, Pfeffer LM. Detection 

of Exosomal miRNAs in the Plasma of Melanoma Patients. J Clin Med. 2015 Dec 17; 4(12):2012-27.  



103 
 

Qu Z, Wolfraim LA, Svaren J, Ehrengruber MU, Davidson N, Milbrandt J. The transcriptional corepressor 

NAB2 inhibits NGF-induced differentiation of PC12 cells. J Cell Biol. 1998 Aug 24; 142(4):1075-82. 

Rajendran L, Honsho M, Zahn TR, Keller P, Geiger KD, Verkade P, Simons K. Alzheimer's disease beta-

amyloid peptides are released in association with exosomes. Proc Natl Acad Sci U S A. 2006 Jul 25; 

103(30):11172-7.  

Raposo G, Nijman HW, Stoorvogel W, Liejendekker R, Harding CV, Melief CJ, Geuze HJ. B lymphocytes 

secrete antigen-presenting vesicles. J Exp Med. 1996 Mar 1; 183(3):1161-72. 

Raposo G, Stoorvogel W. Extracellular vesicles: exosomes, microvesicles, and friends. J Cell Biol. 2013 Feb 

18; 200(4):373-83.  

Raposo G, Tenza D, Mecheri S, Peronet R, Bonnerot C, Desaymard C. Accumulation of major 

histocompatibility complex class II molecules in mast cell secretory granules and their release upon 

degranulation. Mol Biol Cell 1997; 8:2631–45.  

Ratajczak J, Wysoczynski M, Hayek F, Janowska-Wieczorek A, Ratajczak MZ. Membrane-derived 

microvesicles: important and underappreciated mediators of cell-to-cell communication. Leukemia. 2006 

Sep; 20(9):1487-95. Review. 

Raychaudhuri SP, Gross J. Psoriasis risk factors: role of lifestyle practices. Cutis. 2000 Nov; 66(5):348-52. 

Raychaudhuri SP. Role of IL-17 in psoriasis and psoriatic arthritis. Clin Rev Allergy Immunol. 2013 Apr; 

44(2):183-93. Review. 

Richetta AG, Mattozzi C, Salvi M, Giancristoforo S, D'epiro S, Milana B, Carboni V, Zampetti M, Calvieri S, 

Morrone S. CD4+ CD25+ T-regulatory cells in psoriasis. Correlation between their numbers and biologics-

induced clinical improvement. Eur J Dermatol. 2011 May-Jun; 21(3):344-8.  

Robinson A, Kardos M, Kimball AB. Physician Global Assessment (PGA) and Psoriasis Area and Severity 

Index (PASI): why do both? A systematic analysis of randomized controlled trials of biologic agents for 

moderate to severe plaque psoriasis. J Am Acad Dermatol. 2012 Mar; 66(3):369-75.  

Roman M, Madkan VK, Chiu MW. Profile of secukinumab in the treatment of psoriasis: current 

perspectives. Ther Clin Risk Manag. 2015 Dec 2; 11:1767-77. 

Rønholt K, Iversen L. Old and New Biological Therapies for Psoriasis. Int J Mol Sci. 2017 Nov 1; 18(11).  

Ronski K, Sanders M, Burleson J, Benn P, Fang M. EGR1 gene is deleted in estrogen receptor-negative 

human breast cancer. Cancer 2005; 104:925–930. 

Rouvier E, Luciani MF, Mattéi MG, Denizot F, Golstein P. CTLA-8, cloned from an activated T cell, bearing 

AU-rich messenger RNA instability sequences, and homologous to a herpesvirus saimiri gene. J Immunol. 

1993 Jun 15; 150(12):5445-56. 



104 
 

Russell TJ, Schultes LM, Kuban DJ. Histocompatibility (HL-A) antigens associated with psoriasis. N Engl J 

Med. 1972 Oct 12; 287(15):738-40. 

Rutter KJ, Watson RE, Cotterell LF, Brenn T, Griffiths CE, Rhodes LE. Severely photosensitive psoriasis: a 

phenotypically defined patient subset. J Invest Dermatol. 2009 Dec; 129(12):2861-7.  

Sabat R, Philipp S, Höflich C, Kreutzer S, Wallace E, Asadullah K, Volk HD, Sterry W, Wolk K. 

Immunopathogenesis of psoriasis. Exp Dermatol. 2007 Oct; 16(10):779-98. Review. 

Sagoo GS, Cork MJ, Patel R, Tazi-Ahnini R. Genome-wide studies of psoriasis susceptibility loci: a review. J 

Dermatol Sci. 2004 Sep; 35(3):171-9. Review. 

Sanford M, McKeage K. Secukinumab: first global approval. Drugs. 2015 Feb; 75(3):329-38.  

Sakamoto KM, Fraser JK, Lee HJ, Lehman E, Gasson JC. Granulocyte-macrophage colony-stimulating 

factor and interleukin-3 signaling pathways converge on the CREB-binding site in the human egr-1 

promoter. Mol Cell Biol. 1994 Sep; 14(9):5975-85. 

Schön MP, Boehncke WH. Psoriasis. N Engl J Med. 2005 May 5; 352(18):1899-912. Review.  

Saraceno R, Mannheimer R, Chimenti S. Regional distribution of psoriasis in Italy. J Eur Acad Dermatol 

Venereol. 2008 Mar; 22(3):324-9.  

Setta-Kaffetzi N, Simpson MA, Navarini AA, Patel VM, Lu HC, Allen MH, Duckworth M, Bachelez H, Burden 

AD, Choon SE, Griffiths CE, Kirby B, Kolios A, Seyger MM, Prins C, Smahi A, Trembath RC, Fraternali F, 

Smith CH, Barker JN, Capon F. AP1S3 mutations are associated with pustular psoriasis and impaired Toll-

like receptor 3 trafficking. Am J Hum Genet. 2014 May 1; 94(5):790-7.  

Setty AR, Curhan G, Choi HK. Smoking and the risk of psoriasis in women: Nurses' Health Study II. Am J 

Med. 2007 Nov; 120(11):953-9. 

Shefler I, Pasmanik-Chor M, Kidron D, Mekori YA, Hershko AY. T cell-derived microvesicles induce mast 

cell production of IL-24: relevance to inflammatory skin diseases. J Allergy Clin Immunol. 2014 Jan; 

133(1):217-24.e1-3.  

Shimoyamada H, Yazawa T, Sato H, Okudela K, Ishii J, Sakaeda M, Kashiwagi K, Suzuki T, Mitsui H, Woo T, 

Tajiri M, Ohmori T, Ogura T, Masuda M, Oshiro H, Kitamura H. Early growth response-1 induces and 

enhances vascular endothelial growth factor-A expression in lung cancer cells. Am J Pathol. 2010 Jul; 

177(1):70-83.  

Singh S, Pradhan D, Puri P, Ramesh V, Aggarwal S, Nayek A, Jain AK. Genomic alterations driving psoriasis 

pathogenesis. Gene. 2019 Jan 30; 683:61-71.  

Sobo-Vujanovic A, Munich S, Vujanovic NL. Dendritic-cell exosomes crosspresent toll-like receptor-ligands 

and activate bystander dendritic cells. Cell Immunol 2014; 289:119–27.  



105 
 

Spies CM, Strehl C, van der Goes MC, Bijlsma JW, Buttgereit F. Glucocorticoids. Best Pract Res Clin 

Rheumatol. 2011 Dec; 25(6):891-900.  

Sterry W, Barker J, Boehncke WH, Bos JD, Chimenti S, Christophers E, De La Brassinne M, Ferrandiz C, 

Griffiths C, Katsambas A, Kragballe K, Lynde C, Menter A, Ortonne JP, Papp K, Prinz J, Rzany B, Ronnevig J, 

Saurat JH, Stahle M, Stengel FM, Van De Kerkhof P, Voorhees J. Biological therapies in the systemic 

management of psoriasis: International Consensus Conference. Br J Dermatol. 2004 Aug; 151 Suppl 69:3-

17. Review. 

Steyers CM, Miller FJ. Endothelial dysfunction in chronic inflammatory diseases. Int J Mol Sci. 2014 Jun 25; 

15(7):11324-49.  

Sukhatme VP, Cao XM, Chang LC, Tsai-Morris CH, Stamenkovich D, et al. A zinc finger-encoding gene 

coregulated with c-fos during growth and differentiation, and after cellular depolarization. Cell 1988 Apr 

8; 53(1):37-43. 

Sukhatme VP. Early transcriptional events in cell growth: the Egr family. J Am Soc Nephrol. 1990 Dec; 

1(6):859-66. Review. 

Svaren J, Sevetson BR, Apel ED, Zimonjic DB, Popescu NC, Milbrandt J. NAB2, a corepressor of NGFI-A 

(Egr-1) and Krox20, is induced by proliferative and differentiative stimuli. Mol Cell Biol. 1996 Jul; 

16(7):3545-53. 

Swirnoff AH, Apel ED, Svaren J, Sevetson BR, Zimonjic DB, Popescu NC, Milbrandt J. Nab1, a corepressor 

of NGFI-A (Egr-1), contains an active transcriptional repression domain. Mol Cell Biol. 1998 Jan; 

18(1):512-24. 

Szondy Z, Pallai A. Transmembrane TNF-alpha reverse signaling leading to TGF-beta production is 

selectively activated by TNF targeting molecules: Therapeutic implications. Pharmacol Res. 2017 Jan; 

115:124-132.  

Tamagawa-Mineoka R1, Katoh N, Kishimoto S. Platelet activation in patients with psoriasis: increased 

plasma levels of platelet-derived microparticles and soluble P-selectin. J Am Acad Dermatol. 2010 Apr; 

62(4):621-6.  

Tan KW, Griffiths CE. Novel systemic therapies for the treatment of psoriasis. Expert Opin Pharmacother. 

2016; 17(1):79-92.  

Tengda L, Shuping L, Mingli G, Jie G, Yun L, Weiwei Z, Anmei D. Serum exosomal microRNAs as potent 

circulating biomarkers for melanoma. Melanoma Res. 2018 Aug; 28(4):295-303.  

Théry C, Ostrowski M, Segura E. Membrane vesicles as conveyors of immune responses. Nat Rev Immunol. 

2009 Aug; 9(8):581-93. Review. 



106 
 

Thibodaux RJ, Triche MW, Espinoza LR. Ustekinumab for the treatment of psoriasis and psoriatic 

arthritis: a drug evaluation and literature review. Expert Opin Biol Ther. 2018 Jul; 18(7):821-827.  

Thiel G, Cibelli G. Regulation of life and death by the zinc finger transcription factor Egr-1. J Cell Physiol. 

2002 Dec; 193(3):287-92. Review. 

Thigpen AE, Cala KM, Guileyardo JM, Molberg KH, McConnell JD, Russell DW. Increased expression of 

early growth response-1 messenger ribonucleic acid in prostatic adenocarcinoma. J Urol 1996; 155:975–

981. 

Trembath RC, Clough RL, Rosbotham JL, Jones AB, Camp RD, Frodsham A, Browne J, Barber R, Terwilliger 

J, Lathrop GM, Barker JN. Identification of a major susceptibility locus on chromosome 6p and evidence 

for further disease loci revealed by a two stage genome-wide search in psoriasis. Hum Mol Genet. 1997 

May; 6(5):813-20. 

Trémezaygues L, Reichrath J. Vitamin D analogs in the treatment of psoriasis: Where are we standing and 

where will we be going? Dermatoendocrinol. 2011 Jul; 3(3):180-6. 

Valadi H, Ekström K, Bossios A, Sjöstrand M, Lee JJ, Lötvall JO. Exosome-mediated transfer of mRNAs and 

microRNAs is a novel mechanism of genetic exchange between cells. Nat Cell Biol. 2007 Jun; 9(6):654-9.  

van Niel G, D'Angelo G, Raposo G. Shedding light on the cell biology of extracellular vesicles. Nat Rev Mol 

Cell Biol. 2018 Apr; 19(4):213-228. Review. 

van Niel G, Porto-Carreiro I, Simoes S, Raposo G. Exosomes: a common pathway for a specialized function. 

J Biochem. 2006 Jul; 140(1):13-21. Review. 

van Niel G1, Raposo G, Candalh C, Boussac M, Hershberg R, Cerf-Bensussan N, Heyman M. Intestinal 

epithelial cells secrete exosome-like vesicles. Gastroenterology. 2001 Aug; 121(2):337-49. 

Veal CD, Clough RL, Barber RC, Mason S, Tillman D, Ferry B, Jones AB, Ameen M, Balendran N, Powis SH, 

Burden AD, Barker JN, Trembath RC. Identification of a novel psoriasis susceptibility locus at 1p and 

evidence of epistasis between PSORS1 and candidate loci. J Med Genet. 2001 Jan; 38(1):7-13. 

Virolle T, Adamson ED, Baron V, Birle D, Mercola D, Mustelin T, de Belle I. The Egr-1 transcription factor 

directly activates PTEN during irradiation-induced signalling. Nat Cell Biol. 2001 Dec; 3(12):1124-8. 

Weiss G, Shemer A, Trau H. The Koebner phenomenon: review of the literature. J Eur Acad Dermatol 

Venereol. 2002 May; 16(3):241-8. 

Wilson NJ, Boniface K, Chan JR, McKenzie BS, Blumenschein WM, Mattson JD, Basham B, Smith K, Chen T, 

Morel F, Lecron JC, Kastelein RA, Cua DJ, McClanahan TK, Bowman EP, de Waal Malefyt R. Development, 

cytokine profile and function of human interleukin 17-producing helper T cells. Nat Immunol. 2007 Sep; 

8(9):950-7. 



107 
 

Wu L, Chen X, Zhao J, Martin B, Zepp JA, Ko JS, Gu C, Cai G, Ouyang W, Sen G, Stark GR, Su B, Vines CM, 

Tournier C, Hamilton TA, Vidimos A, Gastman B, Liu C, Li X. A novel IL-17 signaling pathway controlling 

keratinocyte proliferation and tumorigenesis via the TRAF4-ERK5 axis. J Exp Med. 2015 Sep 21; 

212(10):1571-87.  

Yamanaka K, Dimitroff CJ, Fuhlbrigge RC, Kakeda M, Kurokawa I, Mizutani H, Kupper TS. Vitamins A and 

D are potent inhibitors of cutaneous lymphocyte-associated antigen expression. J Allergy Clin Immunol. 

2008 Jan; 121(1):148-157. 

Yan SF, Lu J, Zou YS, Kisiel W, Mackman N, Leitges M, Steinberg S, Pinsky D, Stern D. Protein kinase C-

beta and oxygen deprivation. A novel Egr-1-dependent pathway for fibrin deposition in hypoxemic 

vasculature. J Biol Chem. 2000 Apr 21; 275(16):11921-8. 

Zaba LC, Fuentes-Duculan J, Eungdamrong NJ, Abello MV, Novitskaya I, Pierson KC, Gonzalez J, Krueger JG, 

Lowes MA. Psoriasis is characterized by accumulation of immunostimulatory and Th1/Th17 cell-

polarizing myeloid dendritic cells. J Invest Dermatol. 2009 Jan; 129(1):79-88.  

Zhang B, Yin Y, Lai RC, Lim SK. Immunotherapeutic potential of extracellular vesicles. Front Immunol. 

2014 Oct 22; 5:518. 

Zhang D, Lee H, Wang X, Groot M, Sharma L, Dela Cruz CS, Jin Y. A potential role of microvesicle-

containing miR-223/142 in lung inflammation. Thorax. 2019 Sep; 74(9):865-874.  

Zhang H, Xie Y, Li W, Chibbar R, Xiong S, Xiang J. CD4(+) T cell-released exosomes inhibit CD8(+) 

cytotoxic T-lymphocyte responses and antitumor immunity. Cell Mol Immunol 2011; 8:23–30.  

Zhang B, Yin Y, Lai RC, Tan SS, Choo AB, Lim SK. Mesenchymal stem cells secrete immunologically active 

exosomes. Stem Cells Dev 2014 Jun 1;23(11):1233-44. 

Zwang Y, Sas-Chen A, Drier Y, Shay T, Avraham R, Lauriola M, Shema E, Lidor-Nili E, Jacob-Hirsch J, 

Amariglio N, Lu Y, Mills GB, Rechavi G, Oren M, Domany E, Yarden Y. Two phases of mitogenic signaling 

unveil roles for p53 and EGR1 in elimination of inconsistent growth signals. Mol Cell. 2011 May 20; 

42(4):524-35.  

 

 

 

 

 

 

 



 
 

RINGRAZIAMENTI 

 

Eccomi qui, a scrivere la pagina più difficile di tutte…scrivo queste righe a pochi giorni dalla 

discussione della tesi e mi sembra quasi incredibile che questo percorso, iniziato 4 anni fa, sia 

giunto ormai alla fine. Mi sento di dover ringraziare tante persone…in particolare tutti coloro 

che hanno condiviso con me questo capitolo della mia vita.   

Ringrazio la Prof.ssa Calogero per avermi accolto nel suo laboratorio quando ancora ero una 

studentessa di Biologia e per avermi seguito e guidato in questi anni.   

Ringrazio il Dott.re Paolo Rosa e la Dott.ssa Daniela Bastianelli per tutto quello che mi hanno 

insegnato. Quando ho intrapreso questo percorso avevo paura di non esserne all’altezza ma 

voi mi avete sempre incoraggiata a fare meglio e non mi avete mai fatto mancare il vostro 

aiuto, neanche nei momenti più difficili e di sconforto (…e ce ne sono stati!). Se oggi posso 

dire di aver raggiunto questo traguardo è anche merito vostro. Paolo, per te una pagina di 

ringraziamenti non basterebbe! Grazie per “esserci stato”. Insieme abbiamo condiviso 

tutto…ostacoli, delusioni, arrabbiature ma anche tante soddisfazioni e momenti 

divertenti…senza di te non so come sarebbe stato affrontare tutto questo!  

Ringrazio la Prof.ssa Elena De Falco per il suo prezioso aiuto e per essere stata sempre un 

punto di riferimento per me. Grazie per la passione e l’entusiasmo che mi hai sempre 

trasmesso per questo lavoro.  

Ringrazio infinitamente il Prof. re Giorgio Mangino e il Dott.re Marco Iuliano per avermi 

dato la possibilità di lavorare al loro fianco e di poter imparare cose del tutto nuove per me. 

Grazie per il sostegno e l’amicizia che mi avete sempre dimostrato…non scorderò mai i 

momenti in cui ci siamo sentiti messi a dura prova ma neanche quelli più spensierati…già 

sento la mancanza delle vostre battute durante le pause pranzo! 

Ringrazio la Dott.ssa Donatella Ponti per i suoi preziosi consigli e il Dott.re Luca Pacini per la 

sua infinita pazienza e disponibilità.  

Infine, ringrazio le persone più importanti della mia vita. Ringrazio i miei genitori per tutto 

l’amore incondizionato che mi dimostrano in qualsiasi momento…li ringrazio perché sono un 

esempio di umiltà, onestà e rispetto e per questo li amo e sono fiera di loro.  

Ringrazio “zio” Fabio e “zia” Giulia perché ho potuto contare sul loro aiuto quando ne ho 

avuto bisogno e so che potrò contarci sempre.  

Ringrazio Federico per avermi sempre incoraggiata e rincuorata quando le cose non andavano 

bene e per essere sempre presente al mio fianco, con il suo amore e come solo lui sa fare. 



 
 

Ringrazio mio figlio, Leonardo (“Ado” come dice lui)…a lui dedico questo traguardo perché 

mi ha dato la forza di rialzarmi dopo ogni caduta e di superare tutte le difficoltà e gli ostacoli 

in quest’ultimo anno. A te, che mi hai insegnato il significato della parola Vita, dedico questa 

frase tratta dal mio libro preferito:  

"È una follia odiare tutte le rose perché una spina ti ha punto, abbandonare tutti i sogni perché 

uno di loro non si è realizzato, rinunciare a tutti i tentativi perché uno è fallito. 

È una follia condannare tutte le amicizie perché una ti ha tradito, non credere in nessun amore 

solo perché uno di loro è stato infedele, buttare via tutte le possibilità di essere felici solo 

perché qualcosa non è andato per il verso giusto. 

Ci sarà sempre un'altra opportunità, un'altra amicizia, un altro amore, una nuova forza. Per 

ogni fine c'è un nuovo inizio.” 

 

 

 

 

 

 


