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I. Introduction 

I.1. Sepsis 

I.1.1. Evolution of definitions and diagnostic criteria 

I.1.1.1. Sepsis-1 and Sepsis-2 consensus panels 

Diagnosis of sepsis still remains one of the major challenges in medicine. Early recognition 

and treatment of this life-threatening condition is critical because of its long-term 

consequences and unacceptably high mortality rate. Since sepsis is a multifaceted syndrome 

rather than a disease, it is difficult to raise objective diagnostic criteria, for which clinicians 

and researchers have struggled in the past 30 years. 

The first international consensus panel (subsequently named as Sepsis-1) held in Northbrook 

(Chicago) in 1991 introduced the phrase systemic inflammatory response syndrome (SIRS) 

which encompasses 4 main criteria, and 2 of them support its diagnosis. Criteria for SIRS are 

the followings: core temperature: >38°C or <36°C; heart rate: >90 beats/min; respiratory rate: 

>20 breaths/min or PaCO2 <32 mmHg; white blood cell count >12000/μL, or <4000/μL or > 

10% immature (band) forms (1). Sepsis was defined as a systemic inflammatory response to 

infection. Sepsis and its sequelae (severe sepsis, septic shock) were suggested to represent a 

continuum of clinical and pathophysiologic severity (Table I, Figure 1). 

The prognostic term multiple organ dysfunction syndrome (MODS) was also introduced 

which was described as a dynamic process and as a continuum of organ dysfunction. 

The 2001 International Sepsis Definitions Conference (Sepsis-2) in Washington D.C. 

reviewed and improved the sepsis terminology which predominantly remained unchanged (2), 

although the term SIRS was found to be overly sensitive and non-specific. Additional 

important laboratory (e.g. serum C-reactive protein (CRP), procalcitonin (PCT)) and clinical 

criteria (e.g. altered mental status, hemodynamic parameters) were offered to support the 

diagnosis of sepsis in adults (Table II). 
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Table I. Sepsis-1 diagnostic criteria. Adopted from Bone et al. (1). 

 Definitions 

Sepsis Infection + SIRS 

Severe 

sepsis 

Sepsis associated with organ dysfunction, hypoperfusion (including lactic acidosis, 

oliguria, acute alteration in mental status) or hypotension (SBP <90 mmHg or its 

reduction by ≥40 mmHg from baseline in the absence of other causes for 

hypotension). 

Septic 

shock 

Sepsis-induced hypotension*, persisting despite adequate fluid resuscitation, along 

with the presence of hypoperfusion abnormalities or organ dysfunction. 

Abbreviations: SBP: systolic blood pressure. *: septic shock patients receiving inotropic or 

vasopressor agents may no longer be hypotensive by the time they manifest hypoperfusion 

abnormalities or organ dysfunction. 

 

 

 

 

 

Figure 1. Sepsis definitions established by the Sepsis-1 conference. Based on literature (1). 
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Table II. Diagnostic criteria of sepsis according to the Sepsis-2 consensus panel (2). 

Documented or suspected infection and some of the followings: 

General parameters 

 Fever (core temperature >38.3°C) or hypothermia (<36°C) 

 Heart rate >90 bpm 

 Tachypnea: >30 bpm 

 Altered mental status 

 Significant edema or positive fluid balance (>20 mL/kg over 24 h) 

 Hyperglycemia (plasma glucose >7.7 mmol/L) in the absence of diabetes 

Inflammatory parameters 

 Leukocytosis (WBC >12,000/μL) or leukopenia (WBC <4,000/μL) or normal WBC 

with >10% immature forms 

 Serum CRP >2 SD above the normal value 

 Serum PCT >2 SD above the normal value 

Hemodynamic parameters 

 Arterial hypotension (SBP <90 mmHg, MAP <70, or an SBP decrease >40 mmHg) 

 Mixed venous oxygen saturation >70% 

 Cardiac index >3.5 L/min/m
2
 

Organ dysfunction parameters 

 Arterial hypoxemia (PaO2/FiO2 <300) 

 Acute oliguria (urine output <0.5 mL/kg/h for at least 2 h) 

 Creatinine increase ≥44.2 µmol/L 

 Coagulation abnormalities (INR >1.5 or APTT >60 s) 

 Ileus (absent bowel sounds) 

 Thrombocytopenia (platelet count <100,000/μL) 

 Hyperbilirubinemia (plasma total bilirubin >70 µmol/L) 

Tissue perfusion parameters 

 Hyperlactatemia (>3 mmol/L) 

 Decreased capillary refill or mottling 

Abbreviations: APTT: activated partial thromboplastin time; FiO2: fraction of inspired 

oxygen; INR: international normalised ratio; MAP: mean arterial pressure; PaO2: arterial 

partial pressure of oxygen; SD: standard deviation; SBP: systolic blood pressure; WBC: white 

blood cell count. 
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I.1.1.2. Sepsis-3 consensus criteria 

The definitions of sepsis remained largely unchanged for more than 2 decades. Based on novel 

pathophysiological findings, advances in therapy and epidemiology, the former definitions 

have been re-examined in the third (Sepsis-3) consensus panel in 2014/15 (3). The validity of 

previous definitions was disturbed by an excessive focus on inflammation, the confusing 

thesis that sepsis follows a continuum through severe sepsis to shock, and the inadequate 

specificity of the SIRS criteria. 

The new panel defined sepsis as life-threatening organ dysfunction caused by a dysregulated 

host response to infection. Severity of organ dysfunction is recommended to be uniformly 

assessed by the Sequential Organ Failure Assessment (SOFA) score. The clinical score 

incorporates respiratory (PaO2/FiO2 ratio), coagulation (platelet count), liver function (serum 

bilirubin concentration), cardiovascular (MAP and vasopressor/inotrope requirement), 

neurological (Glasgow Coma Scale score) and renal function tests (serum creatinine 

concentration or daily urine output), as well (4). Organ dysfunction is suggested when having 

an acute change in total SOFA scores of 2 points or more. This indicates an overall mortality 

risk of approximately 10% in a general hospital population with presumed infection. Baseline 

SOFA score is assumed to be zero except the case that the patient has any pre-existing organ 

dysfunction. 

Septic shock has been termed as a subset of sepsis, which diagnostic criteria include persisting 

hypotension requiring vasopressors to maintain MAP ≥65 mmHg and plasma lactate levels >2 

mmol/L despite adequate volume resuscitation. 

Another important message of the consensus panel is that a novel bedside scoring system, 

quick SOFA (qSOFA), has been introduced for screening patients with suspected infection 

who likely develop poor outcomes. Based on 3 simple clinical parameters, it can be easily 

checked: GCS (<15), systolic blood pressure (≤100 mmHg) and respiratory rate (≥22/min). 

Two or 3 “positive” clinical parameters may indicate a poor prognosis and even suggest an 

undiscovered infection. Quick SOFA can be assessed without any laboratory tests therefore it 

can also be utilised on the regular floor. The diagnostic tree based on the Sepsis-3 consensus 

panel is illustrated in Figure 2. 
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Figure 2. Diagnostic algorithm based on the Sepsis-3 definitions. Partly based on literature 

(3). MAP: mean arterial pressure; qSOFA: quick Sequential Organ Failure Assessment; 

SOFA: Sequential Organ Failure Assessment. 

 

I.1.1.3. Sepsis-3 versus Sepsis-2 criteria: pros and cons 

There is an ongoing debate regarding the superiority of the new sepsis terms. There are 

suggestions that organ dysfunction included into the new definitions is not an early sign of the 

syndrome which could lead to delayed treatment (5, 6). The new sepsis definitions are 

suggested to be more specific but less sensitive in terms of mortality prediction, when 

compared to Sepsis-2 criteria (7, 8). Members of the third consensus group (9) emphasized 

that although qSOFA criteria are clinically valuable but imperfect markers of sepsis, not a part 

of the sepsis definition and not a replacement for SIRS. 

Recent and former septic shock definitions do not detect the same patients. Patients recognized 

by the former but not by the new septic shock definition might be underrated regarding illness 

severity and mortality risk (10, 11). 

Experts suggest that a prospective, multicentre evaluation of the new sepsis terms and 

comparison of their validity with the previous definitions is mandated (3, 6, 12). Defining 
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sepsis must be a continuous process requiring revisions as new findings are present (13), and a 

middle road is proposed that takes the strengths of each definition (14). 

 

I.1.2. Epidemiology 

Global estimates suggest 19 million hospitalized individuals with sepsis per year (15). The 

syndrome has an increasing incidence (3–10/1000/year in high-income countries) due to aging 

populations with more comorbidities, growing bacterial drug resistance, more efficient 

recognition, but acute mortality of sepsis in adults is improving (3, 16, 17). According to a 

study performed by Csomós et al. (18), there were 2659 patients with septic Diagnosis Related 

Group (DRG) code in Hungary in 2001 with a mortality rate of 42.7%. Other studies also 

suggest that mortality of septic shock can still be as high as 40–55% and is accompanied with 

a 2- to 3-fold longer ICU and hospital stay (3, 19). 

Risk factors for developing sepsis are infancy and older age, excessive use of tobacco and 

alcohol, implanted medical devices. Chronic medical conditions such as cancer, diabetes 

mellitus, chronic lung and kidney diseases, immunosuppression, peripheral artery and 

coronary artery diseases, stroke and dyslipidemia also serve as predisposing factors (20-28). 

Males and non-white races are more prone to develop sepsis (22, 24). Sepsis risk is suggested 

to increase with the number of chronic medical conditions (21). Functional polymorphisms in 

genes involved in innate immunity [toll-like receptors (TLR) 1 and 4] also predispose to 

Gram-negative infections and candidemia (29-33). 

Around 70% of sepsis cases are community-acquired (34). According to the Extended 

Prevalence of Infection in Intensive Care (EPIC II) study, the site of infection is most 

commonly the lungs (64%), followed by the abdomen (20%), bloodstream (15%), and renal or 

genitourinary tract (14%). Among patients with positive microbiology, 47% of the 

microorganisms were Gram-positive (20% Staphylococcus aureus), 62% Gram-negative (20% 

Pseudomonas spp., 16% Escherichia coli) bacteria, and 19% fungi (35). Although 

Streptococcus pneumoniae is known to be the most frequent cause of bacterial pneumonia 

worldwide, it is rarely identified because of the difficulty of standard microbiological 

culturing (36). Patients with Candida bloodstream infection had much higher ICU mortality 

and length of hospital stay than those with bacteremia (37). 



7 

 

Survivor patients often have an increased risk for infection and usually suffer from long-term 

consequences including cognitive impairments and cardiovascular diseases (38-40). 

 

I.1.3. Pathophysiology 

The difficulty in defining sepsis lies in its diversified pathophysiology. It relies on a highly 

complex, integrated response that includes the activation of a number of cell types, 

inflammatory mediators, and the hemostatic system (41). 

The innate immune system functions by broad recognition of antigens, mainly by detecting 

pathogen-associated molecular patterns (PAMP) located on the surfaces of common 

microorganisms (Figure 3) (42, 43). The systemic spread of a local response results in 

cytokine-chemokine storm (44). Similarly, cellular injury – as a result of burns, pancreatitis, 

trauma - can release endogenous damage-associated molecular patterns/alarmins (DAMPs; 

mainly from the mitochondria) that also activate innate immunity (45). At the beginning of 

SIRS, pro-inflammatory processes overwhelm the anti-inflammatory ones, and the adaptive 

immune response is initiated by Th1 reaction. Under normal circumstances, the pro-

inflammatory process will be reduced after 2-4 days, while the adaptive response switches to a 

Th2 response. In the case of an unbalanced (pro-inflammatory and anti-inflammatory), 

dysregulated (unbalance between the relationship of Th1, Th2, Th17, and γδ T cells to each 

other) response, the localized process becomes systemic which leads to distant organ 

dysfunction. In the late phase of sepsis, the anti-inflammatory process may overwhelm the 

pro-inflammatory forces which results in cellular reprogramming: hematopoietic cells become 

hyporeactive while other cells (e.g. liver, lung, kidney) will be hyperreactive and develop 

hyperinflammation, especially in the infected organs. Anti-inflammatory responses are 

responsible for the enhanced susceptibility to secondary viral, and especially pulmonary, 

infections (42-44, 46, 47). 

In sepsis endothelial dysfunction develops, which results in increased leukocyte adhesion, a 

shift to pro-coagulation, vasodilation, diminished barrier function, and finally in widespread 

tissue edema (48). 

Microcirculatory alterations become manifest such as obstruction of microvessels by 

microthrombi, plugs of erythrocytes and white blood cells leading to tissue hypoxia (41). 

Microcirculatory failure is suggested to trigger late adaptive responses at the cellular level, 
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such as cellular metabolic alterations, mitochondrial dysfunction, and dysregulated apoptosis 

(49). 

 

 

Figure 3. Immunological features in sepsis. Partly adopted from literature (42). ATF3: 

activating transcription factor 3; DAMP: damage-associated molecular pattern; HMGB1: 

high-mobility group box 1 protein; IFN-I: type-1-like interferon; IL: interleukin; NO: nitric 

oxide; PAMP: pathogen-associated molecular pattern; SNPs: single nucleotide 

polymorphisms; ST2: suppression of tumorigenicity 2; TNF-α: tumor necrosis factor alpha. 

 

The clinical signs of sepsis are heterogenous. Frequently manifested acute organ dysfunction 

is located in the respiratory system and commonly appears in form of an acute respiratory 

distress syndrome (ARDS) (43). Cardiovascular system disturbances can be confirmed by the 

presence of worsening hemodynamic parameters including hypotension, or elevated plasma 

lactate levels. Later, myocardial dysfunction could develop, too (50). Signs of central nervous 

system dysfunction are ranging from mild cognitive disorder to coma. Acute kidney injury can 

be diagnosed by decreased urine output and increased serum creatinine levels. Metabolic and 

gastrointestinal disturbances as altered glycemic control, elevated aminotransferase levels, 

paralytic ileus could also develop. Common signs of coagulopathy are disseminated 

intravascular coagulation (DIC) and thrombocytopenia. Adrenal dysfunction and euthyroid 

sick syndrome may also be present in septic patients (43, 47). 
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I.1.4. Role of laboratory diagnosis 

I.1.4.1. Microbiological identification 

Unfortunately, results of traditional culturing methods become available 24–48 hours at the 

earliest (46). Every hour of delay in antibiotic treatment over the first 6 hours of presentation 

to hospital is suggested to increase the mortality of septic shock by 7.6% (51). Therefore, rapid 

microbiological detection methods with short turnaround time (TAT) are of paramount 

importance. PCR (polymerase chain reaction) assays performed directly on whole blood 

samples can rapidly (TAT: 4-8 h) detect several pathogens and some antibiotic resistance 

markers, however, the reported too many false positive and false negative test results limit 

their reliability (52, 53). Matrix assisted laser desorption/ionization time-of-flight (MALDI-

TOF) mass spectrometry (MS) is well-proved, fast (TAT<1h) and highly accurate method for 

identifying pathogens, although it better detects Gram-negative bacteria than Gram-positives 

or yeasts (54). Despite the advantages of the reported methods, blood culture is still considered 

as the gold standard diagnostic test. 

 

I.1.4.2. Biomarkers 

Biomarker measurements are mandatory, partly because of inefficacy of standard culturing 

methods. Currently, there are almost 200 potential sepsis markers under investigation (55). 

Serum procalcitonin (PCT) is the most widely used marker in sepsis. It is a prohormone of 

calcitonin normally produced by the thyroid C cells. Interestingly, in severe systemic 

inflammation PCT is secreted by many tissues (56). Its clinical advantage lies partly in the fact 

that it rapidly becomes detectable (2-6 hours) after the onset of severe bacterial infection. 

Normally, it reaches its peak in 12-48 hours and - in case of adequate treatment – its 

concentration will be reduced by roughly 50% per day (57, 58). PCT may accurately 

differentiate SIRS from sepsis (59) moreover, promising studies came to light regarding PCT-

guided antibiotic therapy (60). However, PCT levels also rise after burn, cardiogenic shock, 

surgery, trauma, liver cirrhosis, kidney failure and its concentration does not increase 

markedly in fungal sepsis. 

Frequently investigated acute-phase protein in sepsis is high-sensitivity C-reactive protein 

(hsCRP). It is a pentraxin secreted by hepatocytes (61). In response to acute inflammatory 
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events its serum concentration can increase up to 1000-fold, however, it responds slower to the 

septic insult than PCT and reaches its peak concentration after 2-3 days. Also, the plasma 

kinetics of hsCRP is slower compared with PCT (46). Even local infections could trigger 

hsCRP synthesis, which limits its specificity for sepsis. Serial measurements of hsCRP could 

inform about the adequacy of antibiotic therapy (62). 

Increasing interests have been dedicated to studying serum presepsin, the soluble form of 

CD14, which is released during sepsis. The receptor CD14 is expressed on the membrane of 

macrophages and monocytes and plays an important role in the activation of toll-like-receptor 

4 after lipopolysaccharide stimulation. Serum levels of presepsin rise earlier than those of 

PCT, and are suggested to inform about the severity of sepsis which makes it a challenging 

diagnostic and predictive marker (63). 

 

I.2. Actin and actin-binding proteins 

I.2.1. Actin 

I.2.1.1. Structure, isoforms 

Actin (molecular weight [MW]: 42 kDa; 375 amino acid residues) is a ubiquitous, conserved 

protein expressed in all eukaryotic cells (64, 65). The protein was first isolated in 1942 from 

muscle extracts at the University of Szeged, Hungary (66). Actin owns 6 species-independent 

isoforms encoded by different genes located on chromosome 7 in humans: 2 cytoplasmic (β, 

γ), 2 smooth muscle (α, γ) and 2 striated muscle isoforms (α-skeletal, α-cardiac). The protein 

exists in two main forms, in globular (G)/monomeric and filamentous (F)/polymeric forms 

(Figure 4). Globular actin constitutes of one large (residues 145–337; subdomain III and IV) 

and one small (residues 1–144 and 338–375; subdomain I and II) domain. High-affinity 

nucleotide and cation binding sites are located in the deep interdomain cleft of G-actin. In 

addition, globular actin contains multiple cation-binding sites that - when appropriately 

saturated - initiate polymerization to form actin filaments (67-72). 

 

I.2.1.2. Functions of intracellular actin 

In the cell, actin filaments are suggested to be dynamic, responsive elements (71). Intracellular 

actin is known to be involved in cell motility, structure, turnover, intercellular signaling and 



11 

 

gene expression (73, 74, 75). Furthermore, a well-known fact is that muscle contraction is 

based on the interaction of filamentous actin with myosin (76). Actin cytoskeleton also 

contributes in the development of various diseases (e.g. genetic diseases, bacterial invasion, 

cancer) (77-82). 

 

Figure 4. Structure of globular (A) and filamentous actin (B). A: G-actin contains 4 

subdomains (I-IV) and includes one ADP (adenosine diphosphate) molecule (indicated by 

white color). Adopted from (67). B: F-actin is a helical polymer and can develop a length up 

to several micrometers (70). Adopted from (71). 

 

I.2.1.3. Actin in the extracellular space 

Actin is also present in the extracellular environment: at the outer cell surfaces, in the 

extracellular matrix and in the extracellular fluids, as well (83-91). Actin release from cells 

could occur as a result of apoptosis/necrosis thereby acting as DAMP (92, 93), but it could 

also stem from viable, undamaged cells (94). Cell surface and extracellular matrix-associated 

actin may have several functional roles, as membrane-bound actin could activate plasminogen, 

and could even inhibit neoplastic progression (95-97). 

There is a suggested tendency towards actin microfilament formation in the extracellular space 

(98, 99). Human studies proved the presence of circulating α-actin in the plasma of patients 

with angina pectoris and myocardial infarction (85, 100). Furthermore, detectable 

concentrations of α-actin in the serum of patients with type II diabetes and neuropathy were 

suggested as potential risk factors of acute myocardial infarction (101). Recently, plasma α-

smooth muscle actin was found to be helpful for the diagnosis of intestinal muscle damage in 
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rats and in humans, too (102). Circulating actin was also detectable in the plasma of septic 

patients admitted to the ICU, and of chronic hemodialysis patients (103-105). 

Excessive amounts of free circulating actin could have toxic effects. Animal study of Haddad 

et al. reported that injection of G-actin results in intravascular microfilament formation leading 

to the production of microthrombi and endothelial damage (98). In addition, cell culture 

experiments revealed that the addition of serum of healthy volunteers saturated by G-actin or 

serum from ARDS patients to endothelial cells exerted direct toxic effect (106). ADP-bound 

F-actin was shown to activate platelet aggregation (107). Further in vitro study demonstrated 

the incorporation of actin microfilaments into fibrin clots which impeded their lysis as a result 

of plasmin-binding and inhibition (108, 109). Circulating plasma actin may also enhance the 

severity of Escherichia coli infections by promoting alpha-hemolysin production (110). 

Clearance mechanism for actin in the systemic circulation occurs by actin-binding proteins: 

gelsolin (GSN) and group specific component (Gc) globulin. Elimination sites include the 

reticuloendothelial system and possibly the kidney (91, 98, 99, 103, 111, 112). 

 

I.2.2. Gelsolin 

I.2.2.1. Structure, isoforms 

There have been reported more than 100 intracellular actin-binding proteins from those the 

most widely studied are the members of the so-called gelsolin superfamily (71, 113). The 

eponymous member of the superfamily is GSN, which was first described in 1979 as a 

calcium-dependent regulatory protein being capable to transform macrophage extracts from 

viscous gels to fluid sols (114). It is encoded by a gene on chromosome 9 (q32-q34) in humans 

and composes of six conserved GSN domains (G1 - G6, from the N- to the C-terminus) (113, 

115-118) (Figure 5). Monomer actin binding sites are located in domain G1 and G4–6, while 

segments G2–3 own the highest affinity for F-actin. In the absence of Ca
2+

, the actin monomer 

binding sites on G1 and G4 and the filament side-binding site on G2 are hidden within the 

globular arrangement of the inactive protein. Activation by Ca
2+

 is a multistep process, the 

details of which have remained largely speculative (111, 115, 116, 119). 

There are two main isoforms of GSN in mammals: cytoplasmic and 

extracellular/secreted/plasma GSN. Cytoplasmic GSN consists of 731 amino acid residues 

(MW: 80.6 kDa) and is expressed ubiquitously, while plasma GSN is by 24 amino acid 
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residues longer at its N-terminus (MW: 83 kDa) than cytoplasmic GSN and is mainly 

synthetized by skeletal muscle cells. Plasma GSN concentration varies between 150-300 mg/L 

in healthy individuals, but it is highly method dependent (120). Secreted GSN was also 

detected in urine, lymph- and cerebrospinal fluid (86, 91, 121). In addition, a lesser known 

isoform, gelsolin-3, had also been identified in oligodendrocytes and in testis, which contains 

an 11-residue N-terminal extension compared with the cytoplasmic isoform (116, 119, 122, 

123). 

 

Figure 5. Structures of Ca
2+

-free human gelsolin (A) and human G1–G3 GSN domains 

complexed with actin (B). A: GSN consists of six domains (G1-G6) indicated by different 

colors (PDB ID: 3FFN) (118). B: The structure of human G1–G3 GSN domains bound to 

actin. Ca
2+

 ions are represented with black spheres (PDB ID: 3FFK) (118). 

 

I.2.2.2. Actin scavenger function 

Actin binding and severing activity of GSN is regulated by Ca
2+

, pH, phosphoinositides and 

lysophosphatidic acid (114, 124). The conditions of ionic strength, composition, temperature 

and pH in the extracellular compartment promote actin polymerization (111). As outlined in 

subsection I.2.1., formation of high amounts of F-actin in the bloodstream could be fatal after 

actin is released in excess from injured cells in severe systemic inflammation or massive tissue 

injury. 

In order to avert the potential deleterious effects of filament formation, an extracellular actin 

scavenging system (EASS) has evolved (112, 125-127). In blood plasma, the EASS is built on 

two proteins: plasma GSN and Gc-globulin or vitamin D binding protein (VDBP). GSN has 

the ability to sever filamentous actin into short oligomers and Gc-globulin – because of its 

higher affinity to G-actin – non-covalently sequesters actin monomers at a stoichiometric ratio 

of 1:1 (Figure 5B, 6B). In addition, one molecule of GSN also can bind 2 molecules of G-actin 
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thereby directly promoting the depolymerization of actin filaments (125, 126). Under 

physiological circumstances, the concentration of the two actin-binding proteins is far higher 

than that of plasma actin. Gc-globulin complexed with monomer actin is suggested to be 

cleared by Kupffer cells, and removal of filamentous actin (±GSN) occurs by hepatic 

endothelial cells (128). 

In severe systemic inflammation and in tissue injury, the extracellular actin scavenging system 

gets partly overwhelmed by excessive amounts of intravascular actin (103, 126, 129). GSN 

and Gc-globulin complexed with actin are suggested to be cleared more rapidly than the free 

proteins, their expected half-lives being normally 12–24 h (Gc-globulin) and 55.2 hours 

(GSN), respectively (112). Animal studies demonstrated that the half-life of Gc-globulin 

complexed with monomer actin is markedly reduced (about 30 min) (112). Since the synthetic 

rate of plasma GSN in the skeletal muscle cells proved to be unchanged even in severe 

systemic inflammatory syndromes, its concentration declines rapidly. In contrast to GSN, 

plasma Gc-globulin behaves similarly to positive acute-phase proteins in inflammatory 

disorders (130-132). 

 

I.2.2.3. Non-actin scavenger roles in inflammatory processes 

Apart from its actin-binding capacity, plasma GSN is suggested to have other protective roles 

in systemic inflammation, thereby acting as a buffering protein. Plasma GSN binds 

lipopolysaccharide (LPS) from Gram-negative bacteria with high affinity in vitro, which 

inhibits its actin-binding and depolymerizing capacity (133). Also, LPS-mediated inhibition of 

thrombin activity could be reversed by plasma GSN (134). While GSN is able to partially 

inhibit LPS- or lipoteichoic acid (LTA)-induced release of IL-8 from human neutrophils, it 

seems to be unable to prevent bacterial growth (135). Animal study also supported the 

protective role of GSN in endotoxinaemia based on inhibition of cytokines (136). 

Plasma GSN binds to sphingosine 1-phosphate, a pleiotropic cellular agonist involved in 

various immune responses (137). In vitro study by Osborn et al. indicated that recombinant 

human plasma GSN caused marked inhibition of platelet activating factor (PAF)-mediated 

platelet and neutrophil inflammatory responses (138). 

However, functions of extracellular GSN and the mechanisms leading to its protective nature 

are not fully understood yet. 
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I.2.2.4. Serum gelsolin in inflammatory diseases and injury 

Reduced serum GSN levels have been found in intensive care-related disorders, autoimmune 

diseases, chronic kidney diseases, hepatitis, and malaria (129, 139-160). 

Patients of intensive care units – including those after trauma or major surgery - with 

depressed plasma GSN levels were characterized by increased mortality rate, hospital stay, 

and delayed period of mechanical ventilation (139, 140). Studies regarding burn patients 

suggested GSN to be a valuable marker for severe complications, including MODS and sepsis 

(143, 144). Studies which investigated septic and other critically ill patients so far, showed an 

association between low plasma GSN levels and sepsis occurrence, and mortality (103, 145). 

Recent proteomic study regarding plasma of septic patients stressed abnormally regulated 

cytoskeletal proteins, a higher expression of GSN and depletion of actin in mononuclear cells 

of survivors compared to non-survivors (147). Plasma GSN concentration was significantly 

lower in patients with ischemic stroke than in healthy controls, and it was proven to predict 1-

year mortality (149). 

In autoimmune processes, as multiple sclerosis (MS), or IgA nephropathy, GSN levels were 

found to be significantly lower than in controls (151, 152). 

In a study regarding chronic hemodialysis patients, low blood levels of GSN were associated 

with progressive aortic arch calcification (154). 

 

I.2.2.5. Therapeutic approaches 

Based on the potential of actin-scavenging and anti-inflammatory properties of GSN, there are 

many efforts regarding the replenishment of reduced plasma GSN levels. Recombinant plasma 

GSN was proven to have beneficial effects in several animal models including those dealing 

with inflammatory disorders, injury or neurological diseases (161-166). Recombinant human 

GSN was first administered in humans as an inhalational agent to decrease the viscosity of 

airway secretions from patients with cystic fibrosis (167, 168). Recent in vitro study revealed 

that pGSN could even restore lung macrophage defense mechanisms against bacteria by 

binding free actin (169). 
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I.2.3. Gc-globulin 

I.2.3.1. Structure, isoforms 

Serum Gc-globulin (MW = 52–59 kDa; 458 amino acids) is a glycosylated α2-globulin (170, 

171). It is encoded on chromosome 4 (q11-13) and belongs to the albuminoid superfamily, 

which also includes albumin, α-fetoprotein, and α-albumin/afamin, respectively (172, 173). 

Gc-globulin is mainly synthetized by hepatocytes and its serum concentration ranges between 

200 and 600 mg/L in healthy individuals (similarly to that of GSN it is highly method 

dependent) (174). 

It constitutes three structurally similar α -helical domains (from N to C terminus, domains I-

III) (Figure 6A) (175). There are 3 codominant alleles of Gc-globulin, known as Gc1s, Gc1f, 

and Gc2 (176-178). Additionally, more than 120 unique racial variants and single nucleotide 

polymorphisms regarding Gc-globulin have been described (178, 179). 

The geographical variation of Gc allele frequencies is related to skin pigmentation and relative 

sunlight exposure: populations with pale skin have low Gc1f and relatively high Gc1s allele 

frequency. Caucasians own high Gc2 allele frequency, while Gc1f is widespread among 

Africans (132, 171, 178). 

Gc-globulin racial variants are connected with different serum levels of the protein, being 

relatively high in Gc1-1, intermediate in Gc1-2, and low in Gc2-2 phenotypes (180). Serum 

Gc-globulin is characterized by a diurnal rhythm with a decrease in the morning, followed by 

a rapid increase during the day (181). Its concentration seems not to change during the course 

of aging. Serum Gc-globulin levels also depend on the catabolic ratio of serum vitamin D, and 

they are positively associated with worsening lipid profile, oral contraceptive use, smoking, 

and a similar positive association is suggested with body mass index, although contradictory 

results were also demonstrated (171). 

 

I.2.3.2. Functions in health and diseases 

Gc-globulin works in concert with GSN to scavenge free actin from the circulation, where 

acting as a potent monomer-trapping protein (details in subsection I.2.2.2.), (Figure 6B). 

Major Gc-globulin phenotypes are reported to have an equal actin binding affinity (171). 
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Figure 6. Uncomplexed Gc-globulin (A) and Gc-globulin complexed with skeletal actin (B). 

A: Gc-globulin is built up of three similar α-helical domains. Domains I and II can be 

subdivided further into two structurally related subdomains (PDB ID: 1KW2) (175). B: Gc-

globulin is suggested to ‘‘clamp’’ onto actin by narrowing the angle between domain I on one 

side and domains II and III on the other side (PDB ID: 1KXP) (175). 

 

Other key role of Gc-globulin is the transport of vitamin D3 ligands by domain I (hence its 

other name, VDBP) (182). It binds 25(OH)-vitamin D3 and 1,25(OH)2-vitamin D3 more tightly 

than albumin, which transports only 10-15% of vitamin D metabolites. Gc-globulin is present 

in a 20-fold molar excess compared with vitamin D ligands, therefore it is suggested to have a 

protective role against vitamin D toxicity and may serve as a reservoir for 25(OH)-vitamin D3 

(171). The preservation of serum 25(OH)-vitamin D3 levels and their conversion to 

1,25(OH)2-vitamin D3 is regulated by megalin-mediated endocytosis of Gc-globulin-bound 

25(OH)-vitamin D3 in the proximal tubules of the kidney (183). In kidney damage, Gc-

globulin could be excreted into the urine and may serve as an indicator of kidney failure (184, 

185). 

Gc-globulin, as the other members of the albuminoid superfamily, can bind and transport fatty 

acids, although at a less extent than albumin (186). 

In case of Gram-negative infections, Gc-globulin can bind and inhibit endotoxins (187). Gc-

globulin is also suggested to have co-chemotactic activity for C5a in inflammatory processes 

(171, 188, 189). Among others, it binds with low affinity to chondroitin sulfate proteoglycans, 

such as CD44, which, associated with annexin A2 is part of the leukocyte surface binding site 

complex and mediates the chemotactic cofactor effect (190). On the other hand, it can support 

neutrophil recruitment by binding oleic acid, a tonic inhibitor of chemotaxis. Actin or 

1,25(OH)2-vitamin D3 binding neutralizes its co-chemotactic function (171). Gc-globulin 
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could also indirectly influence T cell responses through vitamin D metabolites, which is 

suggested to be a complex, multifactorial process (191). 

Gc-globulin can be converted by enzymes of activated T and B cells through partial 

deglycosylation to Gc-macrophage activating factor (Gc-MAF) (171). Gc-MAF may have 

beneficial effect on bone health (171). In addition, it has been proposed that tumor cells 

efficiently inactivate Gc-MAF by endoglycosidase. Hence, replenishment of Gc-MAF may 

restore the capability of macrophages to eliminate neoplastic cells (192, 193). Despite of 

several promising animal and human studies (194), the true positive effect of Gc-MAF 

administration still remains questionable (171). 

There is a growing body of evidence that polymorphisms in the Gc-globulin gene could 

predict adverse outcomes in several chronic and infectious diseases (195). For example, 

patients with Gc1f genotype are suggested to have high risk for developing chronic obstructive 

pulmonary disease (COPD) whereas Gc2 genotype may serve as a protective factor (196). 

Apart from serum, Gc-globulin has been detected in a variety of body fluids (urine, breast 

milk, ascitic fluid, cerebrospinal fluid, saliva, seminal fluid) (171). 

 

I.2.3.3. Serum Gc-globulin in injury and inflammatory diseases 

Reduced serum Gc-globulin levels have been observed in trauma patients (131, 141, 197-200), 

in those suffering from sepsis (198, 200-205), and acute liver failure (206-208). 

Studies demonstrated a direct correlation between serum concentration of Gc-globulin and the 

survival rate of trauma victims, moreover serial measurement of Gc-globulin levels could be 

used for early identification of patients with increased risk of mortality (131, 199). Further 

suggested clinical use of Gc-globulin could be to detect trauma patients prone to sepsis. 

Clinical studies have demonstrated low Gc-globulin levels in sepsis which were associated 

with poor survival rates and an increased risk of developing organ dysfunctions (198, 200, 

201). Leaf et al. (202) found lower Gc-globulin concentrations in critically ill patients with 

acute kidney injury than in controls which was not associated with mortality. 

Depressed levels of serum Gc-globulin are associated with poor outcome in acute liver failure, 

where organ failures seem to inversely correlate with its serum levels (206-208). 
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II. Objectives 

II.1. So far, the time dependent changes of both serum actin and gelsolin levels in human 

sepsis have not been investigated. We aimed to monitor changes and predictive values of 

serum levels of actin, gelsolin and of a recently defined new marker: actin/gelsolin ratio 

in SIRS and in severe sepsis. 

 

We carried out a 5-day follow-up study when analysing sera of severe septic (n=32) and SIRS 

(n=12) patients. Ophthalmologic patients (n=27) served as controls. Serum actin and gelsolin 

levels were assessed by modified Western blot methods. Besides serum actin, gelsolin and 

actin/gelsolin ratios, classical laboratory parameters (WBC count, serum PCT, hsCRP) and 

clinical scores (APACHE II, SAPS II, SOFA) were also assessed. Furthermore, we 

investigated the predictive values of the studied markers in the diagnosis of sepsis, for 7-day 

and overall intensive care unit mortalities, too. 

 

II.2. Even up to now, a rapid automated measurement of gelsolin has still remained a 

challenge. Therefore, our second task was to develop and validate a fast immune 

turbidimetric assay for serum gelsolin that would be suitable for possible routine clinical 

use. Our further objective was to adapt a rapid immune turbidimetric assay for serum 

Gc-globulin. 

 

Validation of serum gelsolin assay was performed on an open developmental channel of the 

c502 module of Cobas 8000/c502 analyzer (Roche) according to the second edition of 

Eurachem guidelines. Regarding the clinical evaluation of our gelsolin assay, we studied the 

diagnostic value of serum gelsolin in sepsis when investigating the first-day sera of septic 

(n=25), SIRS (n=8) and control patients (n=14). We compared our previously published 

Western blot data with those of the new turbidimetric assay by Bland-Altman analysis. 

Performance testing of the adapted serum Gc-globulin assay was also carried out according to 

the second edition of Eurachem guidelines. 
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III.3. Simultaneous, rapid determination of the two main serum actin scavenger proteins 

in sepsis has not been investigated yet. Since rapid immune turbidimetric assays became 

available for the determination of both gelsolin and Gc-globulin, we aimed to investigate 

their predictive values together in sepsis. 

 

A 5-day follow-up was performed including 46 septic, 28 non-septic patients while 35 

outpatients served as controls. Serum Gc-globulin and gelsolin levels were determined by 

automated immune turbidimetric assay on a Cobas 8000/c502 analyzer. Intensive care patients 

were retrospectively categorized according to the Sepsis-3 definitions. Predictive values of the 

different markers were examined by receiver operating characteristic curves and logistic 

regression analysis when comparing them with the classic inflammatory parameters (PCT, 

hsCRP) and SOFA clinical scores. 
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III. Patients and methods 

III.1. Patient categorization 

Our study protocol was authorized by the Regional Research Ethical Committee of the 

University of Pécs (4327.316-2900/KK15/2011) and was performed according to the ethical 

guidelines of the 2003 Helsinki Declaration. Written informed consent was obtained from all 

enrolled patients or their appropriate surrogates after detailed information regarding the study 

design and blood sampling. 

In our first investigation, patients with established diagnosis of SIRS or severe sepsis from the 

Department of Anesthesiology and Intensive Therapy (University of Pécs, Hungary) were 

enrolled in our follow-up study from January 2013 till December 2014. SIRS and severe 

sepsis were defined according to the criteria of the American College of Chest 

Physicians/Society of Critical Care Medicine and the 2012 Surviving Sepsis Guidelines (2). 

Patients with SIRS fulfilled two or more of the following findings: body temperature >38°C or 

<36°C, tachycardia (>90/min), tachypnea (respiratory rate >20/min) or PaCO2 <32 mmHg, 

white blood cell count >12,000/mm
3
 or <4000/mm

3
 or >10% immature bands. Further SIRS 

criteria were negative blood culture results and PCT levels <1 ng/mL. Diagnostic criteria for 

severe sepsis included SIRS plus confirmed or presumed infection, elevated PCT levels 

(>2ng/mL in bacterial sepsis) and one or more organ dysfunction induced by sepsis. Defined 

end points were the withdrawal of consent or death during the study period. The control group 

consisted of ambulatory ophthalmologic patients. Intensive care patients were excluded if they 

were under 18 years of age or where it was not possible to obtain patient consent or consultee 

approval. Control patients under the age of 18 years and those suffering from acute 

inflammation or infectious disease were excluded from the control group. Both 7-day and 

overall ICU mortalities were investigated. 

In our second clinical investigation, patients from the Department of Anesthesiology and 

Intensive Therapy were enrolled in our follow-up study from January 2013 till August 2016. 

Septic patients diagnosed according to the former Sepsis-2 guidelines (2) were retrospectively 

categorized as stated by the Sepsis-3 definitions (3) into sepsis and septic shock groups. 

Hereafter, we performed our study based on the latter categorization. Organ dysfunction 

should be determined as an acute change in SOFA score (≥2 points) as a consequence to the 



22 

 

infection. The baseline SOFA scores were assumed to be zero in every patient since no clinical 

scores were estimated before the ICU admission. Septic shock was defined as a subset of 

sepsis in which persisting hypotension (requiring vasopressors to maintain MAP ≥65 mmHg) 

was present and plasma lactate levels were more, than 2 mmol/L despite adequate volume 

resuscitation. Non-septic ICU patients had negative blood culture results and PCT levels were 

below 1.0 ng/mL. Voluntary blood donors and preoperative ophthalmologic patients having 

their blood counts, liver enzyme activities and hsCRP levels in the reference range served as 

controls. Among septic patients, 14 - day mortality was investigated. Intensive care unit (ICU) 

patients were excluded if they suffered from any autoimmune disorders, pre-existing hepatic 

failure or were under 18 years of age. Control patients under the age of 18 years and those 

with symptoms of acute inflammatory diseases or suffering from autoimmune disorders were 

also excluded from the study. 

Patients were followed in both of our studies during their ICU stay where serum samples were 

obtained on day 1, 2, 3 and 5 after clinical diagnosis. 

 

III.2. Blood sampling 

Venous blood (7.5 mL) was drawn from every patient via central venous catheter or from a 

peripheral vein into plain tubes with accelerator gel using a closed blood sampling system (BD 

Vacutainer®). After 30 minutes, clotted blood samples were centrifuged for 10 min at 1500 g 

and sera were immediately analyzed or stored at −80°C. 

 

III.3. Determination of serum actin and gelsolin levels by Western blot 

After the centrifugation (10 min at 1500g) of clotted blood samples, sera were immediately 

treated with electrophoresis sample buffer and heated at 100°C. Using 10% SDS-PAG 

electrophoresis by Laemmli (209), serum actin and GSN levels were determined by 

quantitative chemiluminescence Western blot based on the work of Lee et al. (103). 

Polyclonal primary antibodies (Rabbit Anti-Human Actin, N-terminal, ref. no: A2103, Sigma-

Aldrich Co. LLC; Rabbit Anti-Human Gelsolin, ref.no: A0146, Dako A/S) and horseradish 

peroxidase-labeled secondary antibodies (Swine Anti-Rabbit Immunoglobulins, ref.no: Z0196, 
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Dako A/S) were applied. In every gel, the same pretreated control serum sample of a healthy 

individual was run as internal standard. 

Quantification of Western blot was performed by using highly purified G-actin standard 

obtained from rabbit skeletal muscle (Department of Biophysics, University of Pécs, Hungary 

(210). For standardization of GSN, purified recombinant human GSN expressed in 

Escherichia coli (His-8) (Department of Biophysics, University of Pécs, Hungary (118)) was 

used. The Western blots were calibrated by running dilution series of actin and GSN standards 

of known concentrations on separate gels. Quantification was done after densitometry 

(Syngene, Cambridge, UK) of the chemiluminescence signal of the standards and establishing 

a calibration line (light signal vs. protein concentration). The internal standard was applied to 

every gel in the subsequent experiments therefore patients' data were calculated by 

interpolation. A/GSN ratios were derived from the same day's actin (mg/L) and GSN (mg/L) 

levels of each patient. 

 

III.4. Validation of an automated immune turbidimetric assay for serum gelsolin 

III.4.1. Reagents, assay conditions 

The immune turbidimetric assay for se-GSN measurement was performed on an open 

developmental channel of the c502 module of a Cobas 8000 analyzer (Roche Diagnostics 

GmbH, Mannheim, Germany). Because of the unavailability of any commercial GSN 

calibrator for immune turbidimetric assay, we applied recombinant human GSN expressed in 

Escherichia coli (His-8) (Department of Biophysics, University of Pécs, Hungary (118)). 

Dilution series of the calibrator were prepared using fetal bovine serum (FBS, ref. no. Ph. 

Euro. 2262, PAN Biotech, Aidenbach, Germany). The FBS did not give any reaction with the 

anti-human GSN antibody, therefore, we could use it as a serum matrix imitating the 

physicochemical properties of human serum samples. Pooled human serum from healthy 

volunteers served as an “in-house” control, due to the lack of commercially available quality 

control material. We used Polyclonal Rabbit Anti-Human GSN antibody in the assay (ref. no. 

A0146, Dako A/S, Glostrup, Denmark) pre-diluted (1:4) with Dilution Buffer (ref. no. S2005, 

Dako A/S); and Reaction Buffer (ref. no. S2007, Dako A/S), based on the previous work of 

Christensen et al. (211) with modifications. 
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The sample volume was 7 μL, the volume of the reaction buffer was 100 μL and that of the 

pre-diluted (1:4) antibody was 50 μL. The wavelength applied for the turbidimetric reaction 

was 340 nm and delta absorbance was calculated from the data obtained between 41-70 

measuring points. The two-point end assay was performed at 37°C with 10-minute reaction 

time. Full RCM calibration was done by applying a six-point standard curve in the range of 

10-260 mg/L gelsolin standards. 

 

III.4.2. Validation of the gelsolin assay 

The second edition of Eurachem guidelines (212) was applied for the validation. FBS with 

GSN buffer (containing no human GSN) was utilized as blank sample (FBS:buffer ratio was 

similar to that of the highest GSN calibrator). Limit of blank (LOB: mean + 1.645 × SD), limit 

of detection (LOD: mean + 3 × SD) and limit of quantification (LOQ: mean + 10 × SD) were 

assessed using the absorbance data of 30 independent blank samples. 

Intra-and inter-assay imprecisions were estimated by three different sera (low, middle and 

high GSN concentrations). 

For the assessment of intra-assay variability, 15 parallel measurements were performed on the 

same day, while for inter-assay variability two parallel measurements were executed on 10 

consecutive days. For recovery studies, aliquots of both the low and high GSN concentration 

serum samples were spiked with two different amounts of human purified GSN standard, 

thereafter recovery (%) was calculated from the measured (n = 15/level) and calculated values. 

Linearity was assessed by two parallel measurements for each level of 10 dilutions of a serum 

sample in the range of 11.18 - 201.2 mg/L GSN. 

Stability studies were performed by examining five different serum samples (ranging from 

32.94 to 122.14 mg/L) when storing them at +2−8°C. Se-GSN levels were determined on the 

1st, 3rd, 5th, 8th and 10th day, respectively. Furthermore, stability of se-GSN was evaluated in 

the course of 5 freezing-thawing cycles. Aliquots of 5 different sera were frozen at −70°C and 

subsequently thawed at 20-25° C. After every cycle, se-GSN levels were assessed. 

The validated immune turbidimetric GSN assay was compared with the previous Western blot 

method by Bland-Altman plot procedure. 
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III.5. Determination of serum Gc-globulin levels by immune turbidimetry 

III.5.1. Reagents, assay conditions 

The immune turbidimetric assay for serum Gc-globulin measurement was executed on an open 

developmental channel of the c502 module of a Cobas 8000 analyzer (Roche Diagnostics 

GmbH, Mannheim, Germany). Serum Gc-globulin levels were measured according to the 

modified protocol of Bangert (213) by using Polyclonal Rabbit Anti-Human Gc-Globulin 

antibody (ref. no. A0021, Dako A/S, Glostrup, Denmark) pre-diluted (1:5) with Dilution 

Buffer (ref. no. S2005, Dako A/S); Reaction Buffer (ref. no. S2007, Dako A/S); Human Serum 

Protein Calibrator (ref. no. X0908, Dako A/S) and Human Serum Protein Low Control (ref. 

no. X0939, Dako A/S). 

The sample volume was 2.5 μL, the volume of the reaction buffer was 100 μL and that of the 

pre-diluted (1:5) antibody was 50 μL. The wavelength applied for the turbidimetric reaction 

was 340 nm and delta absorbance was calculated from the data obtained between 9-49 

measuring points. The two-point end assay was performed at 37°C with 10-minute reaction 

time. Full RCM calibration was done by applying a six-point standard curve in the range of 

28.89 - 385 mg/L Gc-globulin standards. 

 

III.5.2. Adaptation of the Gc-globulin assay 

The second edition of Eurachem guidelines (212) was applied to test the performance of the 

adapted Gc-globulin assay. Analytical limits were calculated as described above using the 

absorbance data of 20 independent blank samples. 

Intra-and inter-assay imprecisions were estimated by 2 different levels of the control material 

(ref. no. X0939). For the assessment of intra-assay variability, 10 parallel measurements were 

performed on the same day, while for inter-assay variability 2 parallel measurements were 

executed on 10 consecutive days. Linearity was assessed by 2 parallel measurements for each 

level of 7 dilutions of a serum sample in the range of 8 - 332 mg/L Gc-globulin. 

Additional stability studies were performed by examining a serum sample (307.76 mg/L) 

when storing it at +2−8°C. Serum Gc-globulin levels were determined on 6 consecutive days. 

Stability of se-Gc-globulin was investigated in the course of 5 freezing-thawing cycles, too. 

Aliquots of 2 different sera (Gc-globulin concentration: 55 mg/L and 340 mg/L) were frozen 
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at −70°C and subsequently thawed at 20-25° C. After every cycle, se-Gc-globulin 

concentrations were determined. 

 

III.6. Determination of routine laboratory parameters and clinical scores 

All other laboratory parameters including total blood cell counts, plasma lactate, serum 

albumin, hsCRP and PCT levels were determined by automated routine laboratory techniques. 

qSOFA scores were assessed based on ICU admission parameters. APACHE II (Acute 

Physiology and Chronic Health Evaluation II), SAPS II (Simplified Acute Physiology Score 

II) and SOFA scores were estimated for the first day of intensive care treatment. Mean arterial 

pressure (MAP) was assessed by intra-arterial blood pressure monitoring in the ICU. 

 

III.7. Statistical analysis 

For statistical analysis IBM SPSS Statistics for Windows, Version 22 and Origin Pro 8 

softwares were used. Distribution of data was evaluated by Shapiro-Wilk test. Bland-Altman 

plot was used for method comparison regarding GSN assay. Power analysis was applied to 

calculate the required number of patients in each group. Kruskal-Wallis, Mann-Whitney and 

chi-squared tests were performed for investigating differences between patient groups. 

Friedman's analysis and post hoc Wilcoxon signed-rank tests were performed for follow-up 

comparisons. Predictive values were assessed by receiver operating characteristic (ROC) 

curves, COX regression and logistic regression analyses. Correlations between quantitative 

parameters were determined by Spearman's rank correlation test. Data are expressed as 

medians and as interquartile ranges (IQR). Changes in the results were considered to be 

statistically significant at p<0.05. 
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IV. Results 

IV.1. Serum actin, gelsolin and actin/gelsolin ratios in SIRS and in sepsis 

IV.1.1. Clinical and laboratory parameters 

The clinical and routine laboratory parameters of the enrolled patients are listed in Table III. 

Control patients were similar in sex and age compared with septic patients. More ICU patients 

(36.4%) than controls (7.4%) suffered from COPD. The majority of the patients (63.6%) were 

admitted to the ICU after surgical interventions (e.g. management of acute abdomen, Whipple 

procedure, etc.) and 36.4% of them after other medical events (e.g. pneumonia). Among the 

first-day routine laboratory and clinical parameters, we observed significantly higher serum 

PCT (p<0.001), hsCRP levels (p<0.001), APACHE II (p<0.001), SAPS II (p<0.001) and 

SOFA (p<0.05) scores in septic compared with SIRS patients. 

Among the routine laboratory and clinical parameters, non-survivor sepsis patients exhibited 

significantly (p<0.05) higher PCT levels and clinical scores than survivors (Table IV). In non-

survivors 81.8%, while in survivors 71.4% of the patients developed MODS. Common organ 

dysfunctions in sepsis were acute renal failure (65.6%) and acute lung injury (50%), in 21.8% 

of the septic patients we found thrombocytopenia, in 12.5% acute hepatic failure also 

developed. Hemoculture was positive in 18.8% of the septic patients, in 53.1% of the patients 

pathogens were detected in other specimen sources (e.g. bronchoalveolar lavage, intra-

abdominal abscess, urine) and in 28.1% of the cases the source of infection remained 

unidentified. Most common pathogens were Gram-positive (coagulase negative Staphylococci, 

Enterococci) and Gram-negative bacteria (Escherichia coli, Pseudomonas species), in 28.1% 

of the patients fungal infections (mostly Candida species) were also present. 
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Table III. Clinical and routine laboratory data of the enrolled patients (first study). 

Clinical data Control 

(n=27) 

SIRS 

(n=12) 

Sepsis 

(n=32) 

p value 

Age, y 65 (56-74) 67 (55-77) 67 (58-78) n.s. 

Males, n (%) 11 (40.7) 9 (75) 19 (59.4) n.s. 

COPD, n (%) 2 (7.4) 5 (41.6) 11 (34.4) <0.05 

Type II DM, n (%) 4 (14.8) 3 (25) 6 (18.8) n.s. 

CVD, n (%) 19 (70.4) 10 (83.3) 22 (68.8) n.s. 

CKD, n (%) 1 (3.7) 0 1 (3.1) n.s. 

Immunological diseases 0 0 4 (12.5)  

Malignancy, n (%) 0 5 (41.6) 13 (40.6) <0.05 

Cause of admission:     

Internal medicine origin, n (%)  3 (25) 13 (40.6)  

Surgical origin, n (%)  9 (75) 19 (69.4)  

ICU treatment days  2 (2-3.8) 7 (4-12.5) <0.01 

First-day parameters:     

APACHE II scores  9.5 (6.3-14.8) 20.0 (12.3-25.0) <0.001 

SAPS II scores  25.5 (18.0-36.3) 51.0 (34.3-66.0) <0.001 

SOFA scores  6.5 (4.3-9.8) 9.0 (7.0-11.8) <0.05 

se-albumin 46.3 (44-48.1) 30.9 (25.3-33.5) 22.2 (18.5-26.3) <0.001 

se-hsCRP, mg/L 1.4 (0.7-3.9) 85.1 (46.3-201.3) 253.2 (158.2-324.9) <0.001 

se-PCT, ng/mL  0.4 (0.3-0.7) 17.3 (4.4-67.7) <0.001 

se-actin, mg/L 3.0 (2.1-3.7) 2.5 (2-4.1) 3.5 (1.6-6.1) n.s. 

se-GSN, mg/L 64.1 (37.9-88.6) 31.6 (23.6-40.8) 15.2 (5.8-24.1) <0.01 

se-A/GSN 0.04 (0.03-0.08) 0.1 (0.06-0.14) 0.26 (0.1-0.8) <0.05 

Data are expressed as medians, in parentheses percentages and interquartile ranges (25-75%) 

are given. Level of significance is set at p<0.05. Abbreviations: COPD: chronic obstructive 

pulmonary disease; CKD: chronic kidney disease; CVD: cardiovascular disease; n.s.=non-

significant; Type II DM: Type II diabetes mellitus. 
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Table IV. Clinical, laboratory and microbiological characteristics of septic survivor and non-

survivor patients based on 7-day mortality (first study). 

Clinical data: Survivors (n=21) Non-survivors (n=11) p value 

APACHE II scores 16 (12-20) 28 (24-36.5) <0.001 

SAPS II scores 39 (33-54) 68 (47.5-78) <0.01 

SOFA scores 8 (7-9) 13 (10-18) <0.001 

Organ dysfunctions:    

1 6 2  

2 9 2  

≥3 

First-day parameters: 

6 7  

se-albumin, mg/L 26 (22.4-31.2) 19.2 (15.8-22.3) <0.05 

se-hsCRP, mg/L 193.7 (143.9-286.1) 287.6 (216-336.4) n.s. 

se-PCT, ng/mL 10.3 (3.9-21) 59.9 (33.5-101) <0.05 

se-actin, mg/L 3.1 (1.7-5.4) 4.9 (1.6-7.4) n.s. 

se-GSN, mg/L 16.9 (9.5-34.6) 8.9 (1.8-17.9) <0.05 

se-A/GSN 0.15 (0.09-0.46) 0.71 (0.19-3.26) n.s. 

Identified microorganisms:    

Gram-positive 3   

Gram-negative 4 1  

Gram-positive+Gram-negative 4 2  

Gram-negative+fungi 1 1  

Gram-positive+Gram-negative+fungi 5 2  

Unidentified 4 5  

Clinical scores and laboratory data are expressed as medians, in parentheses interquartile 

ranges (25-75%) are given, organ dysfunctions and microbiological findings are given with 

numbers. Level of significance is set at p<0.05. 

 

IV.1.2. Serum actin, gelsolin levels and actin/gelsolin ratios in critically ill patients and in 

controls 

Analyzing the first-day serum actin levels in sepsis, SIRS and control patient groups, non-

significant differences were observed (Table III). First-day serum GSN concentrations were 

found to be the lowest in the sepsis group, significantly higher GSN levels were observed in 

SIRS compared to sepsis (p<0.01), and the highest values were obtained in controls (p<0.001) 

(Figure 7A). Regarding first-day serum A/GSN ratios, the highest values were observed in 

sepsis, significantly (p<0.05) lower A/GSN ratios were obtained in SIRS and the lowest values 

were found in controls (p<0.001) (Figure 7B). 
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Well-defined changes were observed regarding the surviving and the non-surviving severe 

septic patients’ parameters (Table IV). Control patients had significantly (p<0.001) higher 

serum GSN levels than survivors and non-survivors, moreover, survivors showed significantly 

(p<0.05) higher GSN levels in their sera than non-survivors (Figure 7C). Non-survivor and 

survivor patients’ A/GSN ratios were significantly (p<0.001) higher than those observed in 

controls (Figure 7D). 

Figure 8 illustrates the follow-up of surviving and non-surviving patients. In the first 5 days, 

28.1% of the septic patients died while further 21.9% of them required no more intensive 

therapy and were released from the ICU. Higher median values of serum actin levels were 

observed in non-survivors than in survivors during the follow-up, although not being 

statistically significant (Figure 8A). Serum GSN levels were found to be higher in survivors 

compared with non-survivors on day 1 (Table IV) and on day 3 as well (day 3 median levels in 

survivors vs. non-survivors: 22.95 mg/L vs. 3.69 mg/L; p<0.05; Figure 8B). Patients who 

failed to survive sepsis had significantly higher 2
nd

 day’s A/GSN ratios than survivors (median 

A/GSN ratios in non-survivors vs. survivors: 2.18 vs. 0.19; p<0.05; Figure 8C). 

 

IV.1.3. Spearman’s correlation analysis 

Serum GSN levels were found to correlate inversely with PCT (ρ= -0.38, p<0.05), hsCRP 

levels (ρ= -0.65, p<0.01), SAPS II (ρ= -0.37, p<0.05), SOFA clinical scores (ρ= -0.35, 

p<0.05) and positively with serum albumin levels (ρ=0.43, p<0.01). A/GSN ratios positively 

correlated with hsCRP concentrations (ρ=0.43, p<0.01) and SOFA clinical scores (ρ=0.32, 

p<0.05). 
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Figure 7. First-day serum GSN levels and A/GSN ratios in septic, SIRS and control patients 

(A, B), and in septic survivors, non-survivors based on 7-day mortality (C, D). Significance 

level is set at p<0.05 (*: p<0.05, **: p<0.01, ***: p<0.001). 



32 

 

 

Figure 8. Time course of serum actin (A), GSN levels (B) and A/GSN ratios (C) in sepsis. 

Septic patients are divided into groups based on 7-day mortality. Significance level is set at 

p<0.05 (*: p<0.05). 
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IV.1.4. Receiver operating characteristics (ROC) and COX regression analyses 

Regarding 7-day mortality in sepsis, ROC analysis showed that area under the curve (AUC) 

value for PCT was found to be 0.75, for GSN it was 0.74 (both significant at p<0.05, Figure 

9A, B). The derived cut-off value for GSN was found to be 11.38 mg/L (sensitivity: 76.2%, 

specificity: 72.7%). AUC values for A/GSN (0.70) and for hsCRP (0.66) did not meet criteria 

for statistical significance. For differentiating patients with sepsis from those with a non-

infective systemic inflammatory response, AUC were 0.95 for serum PCT, 0.84 for hsCRP, 

0.77 for GSN and 0.70 for A/GSN ratios, respectively (both significant at p<0.05, Figure 9C, 

D). Cut-off values were 21.04 mg/L for GSN (sensitivity: 83.3%, specificity: 68.7%) and 0.10 

for A/GSN (sensitivity: 68.8%, specificity: 66.7%). 

For determining the predictive value for overall ICU mortality of the studied markers, COX 

regression analysis was performed. Based on evaluation of the first-day laboratory parameters 

(hsCRP, PCT, actin, GSN levels, A/GSN ratios) and clinical scores (APACHE II, SAPS II, 

SOFA) of septic patients we found hazard ratios (HR) and confidence intervals (CI) as 

follows: HR=1.208; 95% CI =1.083 – 1.347 (p=0.001) for A/GSN ratios and HR=1.172; 95% 

CI=1.079 – 1.273 (p<0.001) for APACHE II scores. These two parameters were able to 

predict the outcome of sepsis. 
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Figure 9. Receiver operating characteristic curves of serum PCT, hsCRP, A/GSN ratios (A) 

and GSN (B) for predicting 7-day mortality in sepsis and those for distinguishing SIRS from 

sepsis (C, D). 
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IV.2. Methodological developments 

IV.2.1. Validation results regarding serum gelsolin assay 

IV.2.1.1. Validation data and stability studies 

Figure 10A represents a cumulative graph of 9 independent calibrations performed during the 

validation period. LOB, LOD, LOQ were found to be 0.47 mg/L, 0.72 mg/L and 1.99 mg/L, 

respectively. Coefficient of variation remained below 5% in most of the cases during the intra- 

and inter-assay variability measurements. Recovery varied between 84.56 - 93.52% when 

investigating 4 different ranges (Table V). 

 

 

Table V. Intra-, inter-assay precision and recovery of serum gelsolin assay 

 Intra-assay (n=15)  Inter-assay (n=20) 

Sample Mean ±SD (mg/L) CV% Recovery%  

(n=15) 

Mean ±SD 

(mg/L) 

CV% 

L 20.34±0.79 3.93 87.90 84.56 21.03±1.05 4.99 

M 69.91±1.40 2.00 - 69.93±2.06 2.94 

H 112.51±3.04 2.71 93.52 92.57 113.30±5.95 5.25 

L=low GSN concentration sample, M=middle GSN concentration sample, H=high GSN 

concentration sample. For recovery study both of the low and the high GSN concentration 

samples were spiked with purified human GSN. 

 

 

Linearity study gave an appropriate coefficient by the linear regression analysis (r
2
= 0.998) 

after comparing calculated and measured GSN concentrations regarding 10 different dilutions 

(Figure 9B). 

GSN levels remained almost unchanged (96.70-117.36%) during the 10-day stability period, 

and no considerable differences were observed even throughout five repeated freezing-

thawing cycles (Table VI). 
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Figure 9. Validation results. A: Summarized graph of a 6-point calibration curve of GSN 

assay in the range of 10–260 mg/L by exponential graph fitting (n=9). B: Linearity of serum 

GSN assay. Dots represent means. R
2
: regression coefficient. 

 

 

Table VI. Stability of se-GSN 

Initial GSN 

concentration 

(mg/L) 

Storage at +4°C Storage at -70°C 

Day 3 

[%] 

Day 5 

[%] 

Day 8 

[%] 

Day 10 

[%] 

Cycle 1 

[%] 

Cycle 2 

[%] 

Cycle 3 

[%] 

Cycle 4 

[%] 

Cycle 5 

[%] 

32.94 102.17 100.39 108.58 110.41 100.99 102.97 104.56 106.76 107.37 

14.88 96.70 101.84 114.84 109.61 107.01 106.27 106.27 93.78 98.90 

77.72 103.16 105.87 105.61 107.97 103.29 103.16 105.35 108.10 105.74 

60.89 104.19 112.72 114.05 117.36 106.46 106.32 113.01 114.80 115.10 

122.14 101.47 98.99 100.34 104.84 101.47 101.13 101.13 100.68 102.05 

 

 

IV.2.1.2. Comparison of previous Western blot and recent immune turbidimetric results 

Table VII illustrates the main demographic and laboratory parameters of the enrolled patients. 

Septic and SIRS patients exhibited significantly lower first-day serum GSN levels than 

controls when measured by immune turbidimetry (p <0.001) (Figure 10A). Furthermore, 

serum GSN levels were lower in septic than in SIRS patients (p =0.015). Previous Western 

blot results showed a similar pattern to those of immune turbidimetry except that among the 
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limited number of subjects there was no significant difference between serum GSN levels of 

septic and SIRS patients. 

Table VII. Data of the studied patients (second study) 

 
Sepsis 

(n=25) 

SIRS 

(n=8) 

Control 

(n=14) 
p value 

Demographic data     

Age, y 73 (30-82) 58 (50-73) 63 (38-78) n.s. 

Male/female 18/7 6/2 7/7 n.s. 

1
st
 day clinical scores     

APACHE II 17.50 (12-25) 8 (5.25-13.25) - <0.01 

SAPS II 51 (37.25-66) 24 (16.50-29.75) - <0.001 

SOFA 9 (7-12) 5.50 (4.25-9.75) - <0.05 

1
st
 day laboratory 

data 

    

    

se-hsCRP, mg/L 
216.0 (127.75-

306.39) 

68.50 (46.34-

116.19) 
1.24 (0.22-1.92) <0.01 

se-PCT, ng/mL 18.64 (4.64-92.10) 0.35 (0.18-0.49) - <0.001
a 

se-GSN (IT), mg/L 12.08 (3.89-19.97) 
24.67 (13.11-

25.94) 

58.99 (44.34-

63.83) 

<0.05
a
; 

<0.001
b, c 

se-GSN (WB), mg/L 16.74 (8.21-34.57) 
26.31 (16.89-

38.25) 

74.87 (30.67-

91.83) 
<0.01

b, c 

 

Data are expressed as medians (25-75% percentiles), except for age (median (min – max)). 

Level of significance is set at p <0.05. Superscript lowercase letters refer to post-hoc analyses. 

a: sepsis-SIRS; b: sepsis-control; c: SIRS-control. APACHE II: Acute Physiology and Chronic 

Health Evaluation II; SAPS II: Simplified Acute Physiology Score II; SOFA: Sequential 

Organ Failure Assessment); IT: immune turbidimetry; WB: Western blot. 

 

 

Bland-Altman plot defined a bias of 0.26 and an agreement range from −0.79 to 1.09 units 

when comparing GSN levels of septic, SIRS and control patients measured by previous 

Western blot method and by the new turbidimetric assay (Figure 10B). 
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Figure 10. A: Serum GSN levels in septic, SIRS and control patients measured by immune 

turbidimetry. Significance level is set at p<0.05 (*: p<0.05, **: p<0.01, ***: p<0.001). B: 

Bland-Altman plot: comparing the data of Western blot and immune turbidimetric 

measurements. Because of the non-normally distributed differences, lg of the data was 

calculated. 

 

 

We also investigated whether first-day se-GSN measured by immune turbidimetry could 

differentiate between the septic and SIRS states. Area under the curve (AUC) value for se-

GSN was found to be 0.79, the determined cut-off point was 14.05 mg/L (sensitivity: 75%; 

specificity: 60%), (Figure 11A). Western blot measurement offered a lower AUC (0.63) for 

se-GSN when compared to immune turbidimetry. Serum PCT and high-sensitivity C-reactive 

protein (hsCRP) had an AUC of 0.98 and 0.85, respectively (Figure 11B). 
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Figure 11. Receiver operating characteristic (ROC) curves of serum laboratory parameters in 

sepsis. A: ROC of se-GSN. B: ROC of se-PCT and se-hsCRP. IT: immune-turbidimetry; WB: 

Western blot. 

 

IV.2.2. Performance data of serum Gc-globulin assay and stability studies 

LOB, LOD, LOQ were found to be 0.43 mg/L, 0.66 mg/L and 1.85 mg/L, respectively. Intra-

assay precision was found to be between 1.38 – 1.64% of CV, while inter-assay imprecision 

was estimated to be 5.03% of CV (Table VIII). 

The method for Gc-globulin determination was found to be linear (r
2
=0.995) in the range 

between 8 mg/L to 332 mg/L after comparing calculated (percentage) and measured Gc-

globulin concentrations regarding 7 different dilutions (Figure 12). 

No considerable differences of Gc-globulin concentration were noticed during the 6-day 

stability period and even throughout five repeated freezing-thawing cycles (Table IX). 

 

Table VIII. Intra-, inter-assay precision and recovery of serum Gc-globulin assay 

 Intra-assay (n=10) Inter-assay (n=20) 

Sample Mean ±SD (mg/L) CV% Mean ±SD 

(mg/L) 

CV% 

L 62.79±1.03 1.64 66.90±3.37 5.03 

H 318.26±4.41 1.38 336.38±16.93 5.03 

L=low Gc-globulin control (estimated concentration: 60.8 mg/L), H=high Gc-globulin control 

(concentration: 304 mg/L). 
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Figure 12. Linearity of serum Gc-globulin assay. Dots represent means. R
2
: regression 

coefficient. 

 

 

 

Table IX. Stability of serum Gc-globulin 

Initial Gc 

concentration 

(mg/L) 

Storage at +4°C Storage at -70°C 

Day 1 

[%] 

Day 2 

[%] 

Day 4 

[%] 

Day 6 

[%] 

Cycle 1 

[%] 

Cycle 2 

[%] 

Cycle 3 

[%] 

Cycle 4 

[%] 

Cycle 5 

[%] 

340 - - - - 99.97 99.14 101.04 100.44 99.27 

55 - - - - 99.46 100.67 98.62 100.56 99.89 

307.76 99.43 97.80 97.97 98.02 - - - - - 
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IV.3. Assessment of predictive values of both gelsolin and Gc-globulin in sepsis 

IV.3.1. Main clinical and laboratory results 

We found predominantly males in their 60ies suffering from sepsis and septic shock, and their 

data were compared with those of non-septic ICU patients (Table X). Septic and septic shock 

patients were treated about 7.5-times longer at the ICU than non-septic intensive care patients 

(p<0.05). More (74.3%) ICU patients required intensive care treatment after surgical 

investigations (e.g. management of ileus, pancreatic cancer surgery) than those after other 

internal medicine complications (e.g. COPD exacerbation, pneumonia-related respiratory 

insufficiency). 

Data of control, non-sepsis and sepsis patients were comparable regarding age, gender and 

comorbidities. 

In the intensive care patients’ groups qSOFA scores did not alter significantly. First-day 

APACHE II scores differed (p<0.05) in all three ICU groups, while SAPS II scores were 

higher (p<0.01) in sepsis and in septic shock patients when compared with the non-septic 

group. SOFA scores were more increased (p<0.01) in septic shock compared with sepsis and 

non-sepsis patients. Serum albumin levels were different (p<0.01) in all enrolled patients’ 

groups. Classic inflammatory markers (serum hsCRP, PCT) were significantly (p<0.001) 

higher in septic shock and in sepsis patients compared with non-septic ICU patients. 

 

IV.3.2. Serum gelsolin and Gc-globulin levels in septic shock, septic, non-septic patients and 

in controls 

First-day serum levels of both actin-binding proteins were significantly (p<0.001) higher in 

the control population than in the ICU patients (Table X, Figure 13A, B). Non-septic ICU 

patients exhibited higher (p<0.001) first-day serum GSN concentrations than patients with 

sepsis and septic shock. First-day Gc-globulin levels were significantly higher in non-septic 

critically ill patients (p<0.001) and in septic patients (p<0.01) when compared with those 

suffering from septic shock. 

In the course of the 5-day follow-up period, three septic patients died and another 5 septic 

patients were discharged earlier from the ICU. Four septic shock patients died during the 

observation days while 9 of them survived. Patients suffering from sepsis had significantly 
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(p<0.01) higher serum Gc-globulin levels during the 5-day follow-up when compared with 

those seen in septic shock (Figure 13D) (median Gc-globulin concentrations were as follows 

in sepsis vs. septic shock: 1
st
 day: 237 vs. 82.1 mg/L; 2

nd
 day: 295.6 vs. 197.2 mg/L; 3

rd
 day: 

257.8 vs. 188.5 mg/L; 5
th

 day: 267.2 vs. 116.4 mg/L, respectively). Significantly (p<0.05) 

increased 2
nd

 and 5
th

 day’s serum Gc-globulin levels were detected in septic patients when 

compared with the 1
st
 day concentrations. 

The two investigated patient groups did not differ significantly regarding serum GSN levels 

during the 5-day follow-up and no increasing or decreasing tendency was noted (Figure 13C). 

 

 

Figure 13. First-day serum gelsolin (A) and Gc-globulin (B) levels in septic shock, septic, 

non-septic ICU and control patients, and follow-up of serum gelsolin (C) and Gc-globulin (D) 

concentrations where patients are divided into septic and septic shock groups. *p <0.05, **p 

<0.01, ***p <0.001. 
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Table X. Clinical and routine laboratory data of the enrolled patients (third study) 

 
Control 

(n=35) 

Non-sepsis 

(n=28) 

Sepsis 

(n=33) 

Septic shock 

(n=13) 
p value 

Clinical data      

Age, y 60 (56-68) 62 (55-71) 66 (56-76) 65 (47-76) n.s. 

Males (%) 20 (57.1) 20 (71.4) 24 (72.7) 8 (61.5) n.s. 

ICU stay, d - 1 (1-2) 7 (4.5-12.5) 8 (3.5-15) <0.05
b, d 

CKD, n (%) 0 3 (10.7) 2 (6.1) 1(7.7) <0.05
f 

COPD, n (%) 1 (2.9) 7 (25) 10 (30.3) 4 (30.8) <0.01
c, e, f 

CVD, n (%) 21 (60) 24 (85.7) 24 (72.7) 8 (61.5) <0.05
f
 

DM, n (%) 6 (17.1) 7 (25) 5 (15.2) 0 <0.05
b 

Admission      

Medical - 1 12 6  

Surgical - 27 21 7  

qSOFA - 1.5 (1-2.7) 1 (1-2) 1.5 (1-2) n.s. 

 

1
st
 day data 

     

     

APACHE II - 8 (5.3-13.3) 14 (10.8-19.3) 20.5 (16-30.3) <0.05
a, b, d 

SAPS II - 24 (16.5-29.8) 36.5 (29-53.3) 48 (37.5-74.3) <0.01
b, d 

SOFA - 5.5 (4.3-9.8) 7.5 (7-10) 11 (7-15) <0.01
a, b 

MAP, mmHg - 62.5 (57.8-74.3) 71 (64.5-85.5) 65 (60.3-75.3) <0.01
a 

pl-lactate, 

mmol/L 
- 1 (0.8-1.4) 0.9 (0.9-1.7) 3.4 (2.5-5.8) <0.001

a, b 

se-albumin, 

mg/L 
46.3 (44.4-47.7) 31.6(26.4-33.3) 

22.6 (19.5-

26.7) 

18.7 (13.8-

20.2) 
<0.01

a-f 

se-hsCRP, 

mg/L 
1.2 (0.5-2) 

103.3 (64.3-

146.3) 

247.4 (124.8-

320.3) 

226 (143.8-

306.4) 
<0.001

b-f 

se-PCT, ng/mL - 0.3 (0.1-0.5) 8.3 (3.7-38.3) 
24.8 (10.3-

71.3) 
<0.001

b, d 

se-Gc, mg/L 
359.9 (338.3-

381.3) 

218.1 (170.2-

243.2) 

237.0 (160.6-

285.6) 

82.1 (42.7-

195.9) 

<0.01
a, b, c, 

e, f 

se-GSN, mg/L 58.9 (52.6-65.4) 32.1 (24.6-41.1) 9.6 (4.7-19.5) 
12.5 (3.3-

17.9) 

<0.05
b, c, d, 

e, f
 

 

Data are expressed as medians, in parentheses percentages and interquartile ranges (25–75%) 

are given. Abbreviations: CKD: chronic kidney disease; COPD: chronic obstructive 

pulmonary disease; CVD: cardiovascular disease; DM: diabetes mellitus; ICU: intensive care 

unit; n.s.= non-significant. Level of significance is set at p <0.05. Superscript lowercase letters 

refer to post-hoc analyses: a: septic shock – sepsis; b: septic shock – non-sepsis; c: septic  

shock – control; d: sepsis – non-sepsis; e: sepsis – control; f: non-sepsis – control. 
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IV.3.3. Investigating 14-day mortality in sepsis 

IV.3.3.1. First-day parameters and microbiological findings 

Septic survivors presented lower (p<0.05) qSOFA scores compared with non-survivors (Table 

XI). All the three investigated clinical scores were different (p<0.01) between the two septic 

groups. MAP and plasma lactate levels were similar in both surviving and in non-surviving 

patients. Increment of the first-day’s hsCRP and PCT levels did not differ significantly in the 

two septic groups, and albumin levels were also similarly decreased. 

Microbiological cultures gave positive results in 76.8% of the septic patients (Table XI). 

Frequently detected bacteria were Gram-positive Staphylococcus aureus and Enterococcus, 

Gram-negative Escherichia coli and Pseudomonas, whereas for invasive fungal infections 

Candida albicans was most commonly responsible. 

 

IV.3.3.2. Serum gelsolin and Gc-globulin levels in survivors vs. non-survivors 

First-day serum GSN levels were higher (p<0.05) in survivor than in non-survivor septic 

patients (Table XI, Figure 14A). No further significant differences or changes were observed 

in serum GSN concentrations during the 5-day time course of sepsis. 

Serum Gc-globulin concentrations did not differ significantly on the 1
st
 day of observation 

when investigating the two septic patients’ groups (Table XI, Figure 14B). However, there 

was a trend (p<0.05) towards increasing Gc-globulin levels, when comparing the 1
st
 with the 

2
nd

 day’s (median: 212.8 vs. 271.9 mg/L), and the 1
st
 with the 3

rd
 day’s (median: 212.8 vs. 

235.2 mg/L) Gc-globulin levels in survivors. Similar tendency (p<0.05) was seen in non-

survivors when comparing the 1
st
 with the 2

nd
 day’s serum Gc levels (median: 155 vs. 267.1 

mg/L). 

From the 1
st
 to the 5

th
 day of ICU follow-up period, 21.4% of the survivors were discharged 

from the unit because of requiring no more intensive therapy, while 38.9% of the non-

survivors died and 11.1% of them were released to other hospital units. 
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Table XI. First-day data and microbiological findings of septic survivors and non-survivors 

regarding 14-day mortality (third study) 

 Septic survivors 

(n=28) 

Septic non-survivors 

(n=18) 

p value 

First-day data    

qSOFA 1 (1-1.25) 1.5 (1-2) <0.05 

APACHE II 13 (10-18) 23 (16-32) <0.01 

SAPS II 34 (25-51) 53 (43.5-70) <0.01 

SOFA 7 (7-9.5) 11 (9-15.5) <0.001 

MAP, mmHg 70 (65-83.5) 67.5 (59.5-80.5) n.s. 

pl-lactate, mmol/L 1.5 (1-2.2) 1.7 (1.1-5.2) n.s. 

se-albumin, mg/L 22.6 (19.3-26.6) 19.8 (16.2-23.5) n.s. 

se-hsCRP, mg/L 236.7 (151-302.9) 248.3 (121-328) n.s. 

se-PCT, ng/mL 11.2 (4.3-24.8) 26.1 (4.5-77.4) n.s. 

se-Gc, mg/L 212.8 (158.3-284.4) 155 (39.1-243.5) n.s. 

se-GSN, mg/L 12.9 (6.9-21.9) 6.9 (2.8-14.9) <0.05 

Microbiological 

findings 

   

Gram-positive 7 2  

Gram-negative - 6  

Gram-positive& Gram-

negative 

6 4  

Fungi 1 -  

Gram-positive & fungi 1 -  

Gram-negative & fungi 2 3  

Gram-positive& Gram-

negative & fungi 

3 -  

Non identified 8 3  

Data are expressed as medians, in parentheses interquartile ranges (25–75%) are given. 

Microbiological findings are represented by numbers. Abbreviations: MAP: mean arterial 

pressure. Level of significance is set at p <0.05. 
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Figure 14. Follow-up of serum gelsolin (A) and Gc-globulin (B) concentrations where 

patients are divided into septic survivor and non-survivor groups based on 14-day mortality. 

*p <0.05. 

 

 

IV.3.4. Spearman’s correlation results 

Serum GSN and Gc-globulin positively correlated with each other (ρ = 0.48, p <0.01), in 

addition, both of them positively correlated with serum albumin (GSN - albumin: ρ = 0.54; Gc 

- albumin: ρ = 0.61, p <0.01) and negatively with hsCRP (GSN - hsCRP: ρ = -0.68; Gc - 

hsCRP: ρ = -0.43, p <0.01). Gc-globulin inversely correlated with plasma lactate (ρ = -0.64, p 

<0.01), with PCT (ρ = -0.34, p <0.01), and with clinical scores (Gc - SAPS II: ρ = -0.49, p 

<0.01; Gc - APACHE II: ρ = -0.35, p<0.05; Gc - SOFA: ρ = -0.52, p <0.01). 

 

IV.3.5. Results of ROC and logistic regression analyses 

In the differentiation of septic patients from other patients suffering from non-infective 

diseases requiring ICU treatment, besides serum PCT (area under the curve (AUC): 0.98, 

p<0.001) and hsCRP (AUC: 0.80, p<0.01), GSN also had significant discriminative value 

(AUC: 0.88, p<0.001) with a cut-off point of 22.29 mg/L (sensitivity: 83.3%, specificity: 

86.2%) (Figure 15A, B). Opposite to GSN, Gc-globulin did not have any significant 

distinguishing role. 
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The discriminative function of plasma lactate regarding septic shock/sepsis states was proven 

to be the highest (AUC: 0.99, p<0.001; Figure 15D), in addition, Gc-globulin (AUC: 0.76) and 

MAP (AUC: 0.74) also had significant (p<0.05) diagnostic values (Figure 15C). The optimal 

cut-off point for Gc-globulin was 116.5 mg/L (sensitivity: 78.3%, specificity: 60%). GSN, 

PCT, hsCRP, qSOFA and SOFA scores did not have any significant informative values in 

differentiation of septic shock from sepsis. 

For predicting 14-day mortality in sepsis, SOFA clinical scores (AUC: 0.88, p<0.001) and 

serum GSN (AUC: 0.71, p<0.05) proved to be significant as discriminating factors regarding 

surviving/non-surviving states (Figure 15E, F). The calculated cut-off value for GSN was 8.7 

mg/L (sensitivity: 71.4%, specificity: 58.3%). No significant predictive values were found in 

cases of MAP, lactate, PCT, hsCRP and qSOFA scores, respectively. 

Including the investigated parameters into the logistic regression model, SOFA scores (ß= 

0.53; p= 0.03; OR=1.70; 95% CI: 1.03-2.79) and serum GSN (ß=-0.15; p= 0.04; OR=0.87; 

95% CI: 0.75-0.99) proved to have predictive capacity regarding 14-day mortality in sepsis. 

However, in our study, plasma lactate (ß=0.49; p= 0.17; OR=1.64; 95% CI: 0.82-3.28), PCT 

(ß=0.01; p= 0.39; OR=1.01; 95% CI: 0.99-1.03), hsCRP (ß=-0.00; p= 0.97; OR=1.00; 95% CI: 

0.99-1.01) and Gc-globulin (ß=-0.00; p= 0.68; OR=0.99; 95% CI: 0.99-1.01) did not offer any 

predictive value regarding 14-day mortality. 
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Figure 15. Receiver operating characteristic curves of first-day laboratory and clinical 

parameters for differentiating non-sepsis from sepsis (A, B), for distinguishing septic shock 

from sepsis (C, D) and for predicting 14-day mortality in sepsis (E, F). 
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V. Discussion 

V.1. Actinemia in sepsis 

The development of a septic process involves early activation of both pro- and anti-

inflammatory responses, together with major alterations in non-immunologic pathways (41-

44, 46, 47) which partly results in massive cell injury. Besides various other cell components, 

actin also leaks out in excess from injured cells. In systemic inflammation (e.g. sepsis) and in 

other pathological processes causing extensive tissue injury actin levels may rise several-fold 

in contrast to those seen under physiological conditions. High fibrillar actin levels in the 

plasma that persists non-eliminated may cause various unfavorable processes leading to multi 

organ failure (98, 104, 106, 109, 120, 126). High levels of extracellular actin are suggested to 

be toxic, as reported in cell culture experiments by Erukhimov et al. (106) and in an animal 

model by Li-Chun et al. (165). Possible sources of free extracellular actin in sepsis are 

microparticles originating from the endothelium and the detritus of blood cells (147), but we 

also suppose that a sizable portion of free extracellular actin is released from the skeletal 

muscle tissue. Interestingly, proteomic study performed by Sharma et al. (147) revealed more 

decreased expression of actin in mononuclear and in polymorphonuclear cells (PMNs) of non-

survivors when compared to survivors, moreover, they observed increased expression of GSN 

in mononuclear cells of survivors and decreased expression in PMNs in all septic patients. 

 

V.2. Serum actin, gelsolin and actin/gelsolin ratios in SIRS and in sepsis 

In our first study we elucidated the predictive values of serum GSN and of the newly defined 

A/GSN ratios quantified by Western blot. We emphasize that in our study septic patients’ 

first-day GSN levels were found to be significantly lower in non-survivors than in survivors 

based on 7-day mortality, similar to the observation of Lee et al. (103, 140), but in contrast to 

Wang et al. (145). 

Opposite to the studies performed by Lee et al. and Wang et al., we did observe significant 

difference between septic surviving and non-surviving patients regarding serum albumin 

levels. Mounzer et al. (139) also reported a positive correlation between serum albumin and 

GSN levels in trauma patients. Therefore, we suggest that the depletion of GSN is mainly a 
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result of its scavenging functions in the blood (125, 128, 134, 138), but also the possibility of 

non-specific protein loss cannot be ruled out. 

Investigating both serum and plasma actin concentrations from the same patients, we did not 

observe any significant differences between the two sample types (data not shown). We 

observed – in accordance with Mounzer et al. – lower amounts of actin in the sera of septic 

patients than suggested by Lee et al. (103). Interestingly, Lee et al. identified actin only in 

81% of plasma samples from septic patients and in none of normal volunteers, whereas we 

detected actin in all serum samples of septic and control patients. This could be attributed to 

our more sensitive actin-detecting method. Interestingly, Belsky et al. (104) found measurable 

G-actin levels in plasma of controls and intensive care patients as well. Moreover, they 

detected F-actin in the plasma of intensive care patients but not in those of the controls. 

In contrast to Lee et al. (103), who examined only healthy and younger patients as controls 

compared with septic patients, we investigated age- and gender matched controls vs. septic 

patients. 

Our study is the first which investigates simultaneously the time-dependent changes of both 

serum actin and GSN levels in human sepsis. Similarly to Belsky et al., we did not observe 

any significant changes regarding serum actin levels during the follow-up period. We found 

significantly lower 1
st
 - and 3

rd
 - day GSN levels and 11.4- fold higher median 2

nd
 day A/GSN 

ratios in non-survivors compared with survivors. Similarly to Lee et al. (140), but contrary to 

Mounzer et al. (139) and to Wang et al. (145), we observed that GSN levels for all patients in 

the septic group did not show inter-day significant differences. 

 

V.3. Methodological developments 

In our methodological study, we introduced a fast, accurate immune turbidimetric method 

requiring a very low sample volume for the determination of se-GSN levels, partially based on 

the previous work of Christensen et al (211). To our best knowledge, no other similarly fast 

assay for se-GSN is available. For detecting se-GSN, functional nucleation, Western blot, and 

ELISA are the only available laboratory techniques (120) which require a longer assay time 

compared with our method. Despite the fact that most ELISA methods have sufficiently low 

detection limits (214), they are quite user-dependent (e.g. incubation times, pipetting failures) 

and are not commonly automated. Cobas 8000 analyzer enables an excellent precision and it is 
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easily connectable to the laboratory informational system (LIS) as well as to the hospital 

information system (HIS). 

Former study of Christensen et al. (211) presented an immune turbidimetric assay for se-GSN 

on Cobas Mira Plus which offered a slightly lower (4%) total imprecision when compared 

with our method and a detection limit of 2.7 U/L. However, due to unexpected GSN calibrator 

and control stability problems, this former assay is no longer available. Study of Dahl et al. 

(141) presented an immunonephelometric measurement for plasma GSN, but they did not 

offer any validation data about the assay. 

We found se-GSN as a stable protein maintaining its concentration constant at +4°C for 10 

days and even throughout 5 repeated freezing-thawing cycles. We did not find any significant 

differences between serum and plasma levels of GSN (when using sodium citrate tube). 

However, we do not consider EDTA (ethylenediamine tetraacetic acid)-containing tubes 

proper for sample collection when measuring GSN levels because plasma GSN drops 

significantly in a short time (data not shown). One possible explanation to this might be that 

EDTA binds Ca
2+

 ions more strongly than sodium citrate, in addition, it chelates other metal 

ions too (215), which results in the destabilization of the GSN domains. 

We could confirm the previously published diagnostic capability of first-day se-GSN levels in 

sepsis by immune turbidimetry, too. Previous Western blot results showed slightly higher 

GSN levels in all patients when compared with those of our new GSN assay. That difference 

could be attributed to the fact that Western blot is a more user-dependent method than immune 

turbidimetry. Similarly to our results, studies of Wang et al. (145) also found significantly 

lower first-day se-GSN levels in septic patients when compared with non-septic critically ill 

patients. 

In concert with Hamashima et al. (216), we found lower LOD regarding serum Gc-globulin 

assay when compared with Bangert et al. (213) which possibly arises from different blank 

samples. Regarding intra- and inter-assay precision we observed no significant differences 

when comparing the measuring system of Bangert et al. with ours. Hamashima et al. detected 

similar intra-assay but lower inter-assay imprecision than we obtained in our study. In 

conjunction with former studies, we also found Gc-globulin as a stable protein in short- and 

long- term periods, too. Immunoturbidimetric assay of Hamashima et al. required higher 

sample volume than the assay of Bangert et al. and that of ours. 
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V.4. Predictive values of gelsolin and Gc-globulin together in critically ill conditions 

Since the abovementioned rapid GSN immunoturbidimetric assay became available we sought 

to investigate the predictive values of GSN and that of the other actin-binding protein, Gc-

globulin together in critically ill patients. Our study revealed that serum GSN provides 

valuable complementary data for the rapid diagnosis of sepsis. Previous studies performed by 

Lee et al. indicated that first-day GSN levels are significantly higher in survivors than in non-

survivors of sepsis (103, 140), which was also confirmed by us. Opposite to Lee et al. (103), 

Wang et al. (145) and to our previous study, but similarly to Mounzer et al. (139), we did not 

observe any significant differences between septic survivors and non-survivors regarding 

serum albumin levels. 

For Gc-globulin, we did not find any association between first-day levels and mortality of ICU 

patients, similarly to Leaf et al. who examined 90-day mortality of critically ill patients (204) 

and in-hospital mortality in acute kidney injury patients (202). The data obtained from 

Gressner et al. (205) also indicated no association between Gc-globulin and ICU-/follow-up 

mortalities. 

We did not find any significant differences in first-day’s serum Gc-globulin levels when 

comparing sepsis with non-sepsis patients, contrary to the expectations of Jeng et al. (201). 

We have demonstrated that first-day’s serum Gc levels have valuable predictive capacity when 

differentiating sepsis from septic shock. In addition, previous study of Dahl et al. (198) 

confirmed that trauma victims with low admission Gc-globulin concentrations were more 

prone to develop hematologic and respiratory failures than those with high Gc-globulin levels. 

Similarly, to their observations, we also noticed a slight increase in Gc-globulin concentrations 

during the 5 – day follow-up period regarding sepsis patients. That phenomenon can be 

attributed to the increased synthesis of Gc-globulin as an acute phase reactant after severe 

injury, reported by Dahl et al. (131). The plasma half-lives of GSN and Gc-globulin when 

complexed with actin are suggested to be very short (30 minutes in case of Gc-globulin) (112, 

162). Opposite to Gc-globulin, no significant increment was noted during the observation 

period regarding GSN, similarly to the work of Lee et al. (140) and to our previous findings, 

which could be explained by the lack of newly induced synthesis in the muscle cells after 

injury (213). However, in survivors, long-term observations performed by Huang et al. (143) 

and Wang et al. (145) indicated a slow increase of serum GSN levels. The rapid fall in plasma 



53 

 

Gc-globulin and GSN levels at the beginning of severe systemic inflammatory disorders is 

attributed to the fast consumption of them partly because of the extreme overload by actin 

(111, 171). However, the cause of their declining levels is suggested to be multifactorial as 

they own various physiological functions. 

Based on literature data of previous studies, we seem to be the first to measure serum GSN 

and Gc-globulin levels simultaneously by rapid immune turbidimetry during the course of 

sepsis. We demonstrated a significant positive correlation between the two actin-binding 

proteins, which supports the hypothesis that they act in concert in the intravascular space. In 

contrast to Gressner et al. (205), we found significant correlations between Gc-globulin and 

hsCRP, PCT, furthermore, between Gc-globulin and clinical scores, too. Similarly to our 

previous data, GSN negatively correlated with hsCRP. Interestingly, Mounzer et al. (139) 

communicated that in patients after major trauma decreased admission plasma GSN levels 

were associated with prolonged mechanical ventilation, ICU stay, ARDS, and death. Similarly 

to our previous study, we investigated age-, gender- and disease-matched control patients, 

therefore, the comparisons of patients groups regarding serum GSN or Gc-globulin levels 

were not affected by underlying diseases (e.g. diabetes, chronic kidney disease). 

Apart from sepsis, decreased se-GSN levels were found after parenchymal tissue damages 

including acute lung injury, major trauma, myonecrosis, and acute liver failure, too (111, 120). 

Depressed serum Gc-globulin levels were found also in patients with hepatic failure and in 

trauma patients with shock (171). These findings indicate that none of these proteins are 

specific for sepsis. However, since sepsis is a syndrome rather than a disease, none of the 

biomarkers would offer 100% specificity (19). The magnitude of the decrease in serum GSN 

and Gc-globulin levels is of utmost importance, therefore, appropriate cut-off values have to 

be set. 

PCT is the gold standard serum marker of sepsis, with great sensitivity and specificity for the 

diagnosis of this clinical syndrome. However, we suggest that serum GSN, A/GSN ratios and 

Gc-globulin give important additional information regarding the outcome and the immune 

status of the septic patients. GSN is a multifunctional protein which is thought – besides 

extracellular actin-binding – to be involved in the human body’s innate immune response: it 

can bind bioactive molecules (lysophosphatidic acid, sphingosine 1-phosphate, fibronectin, 

PAF) and bacterial wall lipids (LTA, LPS) therefore it could localize inflammatory processes. 
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Animal models supported the hypothesis that repletion of blood GSN during sepsis protects 

the host from adverse outcomes (163, 166). Gc-globulin also facilitates the host’s immune 

response as it is capable to endotoxin binding and inhibiting, it is involved in the complement-

mediated tissue recruitment of neutrophils and it can be converted to Gc-globulin-macrophage 

activating factor (Gc-MAF) (171). 

 

V.5. Limitations 

At present, determination of serum/plasma actin is not possible by rapid laboratory methods 

and this fact reduces its applicability in clinical use. 

Currently, there is no commercially available human GSN calibrator and control for immune 

turbidimetry. In order to handle this difficulty, we applied highly purified human GSN 

expressed in E. coli (His-8) as a calibrator, and we used pooled serum from healthy 

individuals as an internal control material. The described rapid and accurate measurement of 

GSN suggests the ultimate need to develop a commercially available GSN calibrator and 

control system in the near future. 

Other weakness of our studies is the limited number of critically ill patients. Therefore, further 

studies with a much higher patient number should be performed. 

In our third trial, we investigated the Sepsis-3 definitions retrospectively therefore in the future 

investigations the new sepsis terms should be taken as the primary criteria when defining the 

patient groups. Also, another limitation is that SOFA scores could not be calculated before the 

admission of the patients to the ICU. This difficulty most researchers have to face since many 

of the patients are admitted from out of hospital locations (where no laboratory facilities exist) 

directly to the ICU. 
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VI. Summary 

We managed to develop a sensitive Western blot method for the detection of serum actin, 

which serves as a promising starting point for further methodological developments. We 

simultaneously examined the time dependent changes of both serum actin and gelsolin levels 

in human sepsis, which is a novelty. The introduced serum actin/gelsolin ratio proved to have 

a promising predictive capacity regarding overall ICU mortality in sepsis, similarly to that of 

APACHE II scores. For daily clinical usage, an automated laboratory assay of actin is still 

needed to be established. 

Through the development of a rapid (10 min) and accurate immune turbidimetric method for 

detecting gelsolin in human blood, we made a step forward towards the routine laboratory 

application of gelsolin as a predictive marker in the clinical era, especially in the field of 

intensive care (sepsis) or even internal medicine (chronic inflammatory disorders). 

We proved that serum gelsolin and Gc-globulin act in concert and both of them negatively 

correlate with inflammatory parameters in SIRS and in sepsis, thereby also supporting their 

immunomodulatory roles. Based on our observations, serum gelsolin may serve as a 

complementary diagnostic and predictive protein marker in sepsis, while critically low 

admission Gc-globulin concentration reflects the potential development of septic shock. 

Immune turbidimetric measurement of gelsolin and Gc-globulin levels gives the possibility to 

obtain important additional information on sepsis severity within a short turnaround time. 

 

 

 

 

 

 

 

 



56 

 

VII. References 

1. Bone RC, Balk RA, Cerra FB, Dellinger RP, Fein AM, Knaus WA, et al. Definitions for 

Sepsis and Organ Failure and Guidelines for the Use of Innovative Therapies in Sepsis. Chest. 

1992;101(6):1644-55. 

2. Levy MM, Fink MP, Marshall JC, Abraham E, Angus D, Cook D, et al. 2001 

SCCM/ESICM/ACCP/ATS/SIS International Sepsis Definitions Conference.              

Intensive Care Med. 2003;29(4):530-8. 

3. Singer M, Deutschman CS, Seymour CW, Shankar-Hari M, Annane D, Bauer M, et al. 

The Third International Consensus Definitions for Sepsis and Septic Shock (Sepsis-3). JAMA. 

2016;315(8):801-10. 

4. Vincent JL, Moreno R, Takala J, Willatts S, De Mendonça A, Bruining H, et al. The 

SOFA (Sepsis-related Organ Failure Assessment) score to describe organ dysfunction/failure. 

Intensive Care Med. 1996;22(7):707-10. 

5. Simpson SQ. SIRS in the Time of Sepsis-3. Chest. 2017. 

6. Schmoch T, Bernhard M, Uhle F, Grundling M, Brenner T, Weigand MA. New Sepsis-3 

definition: Do we have to treat sepsis before we can diagnose it from now on? Anaesthesist. 

2017;66(8):614-21. 

7. Henning DJ, Puskarich MA, Self WH, Howell MD, Donnino MW, Yealy DM, et al. An 

Emergency Department Validation of the SEP-3 Sepsis and Septic Shock Definitions and 

Comparison With 1992 Consensus Definitions. Ann Emerg Med. 2017;70(4):544-52 e5. 

8. Churpek MM, Snyder A, Han X, Sokol S, Pettit N, Howell MD, et al. Quick Sepsis-

related Organ Failure Assessment, Systemic Inflammatory Response Syndrome, and Early 

Warning Scores for Detecting Clinical Deterioration in Infected Patients outside the Intensive 

Care Unit. Am J Respir Crit Care Med. 2017;195(7):906-11. 

9. Vincent JL, Martin GS, Levy MM. qSOFA does not replace SIRS in the definition of 

sepsis. Crit Care. 2016;20(1):210. 

10. Sterling SA, Puskarich MA, Glass AF, Guirgis F, Jones AE. The Impact of the Sepsis-3 

Septic Shock Definition on Previously Defined Septic Shock Patients. Crit Care Med. 

2017;45(9):1436-42. 



57 

 

11. Russell JA, Lee T, Singer J, Boyd JH, Walley KR, Vasopressin, et al. The Septic Shock 

3.0 Definition and Trials: A Vasopressin and Septic Shock Trial Experience. Crit Care Med. 

2017;45(6):940-8. 

12. Verdonk F, Blet A, Mebazaa A. The new sepsis definition: limitations and contribution 

to research and diagnosis of sepsis. Curr Opin Anaesthesiol. 2017;30(2):200-4. 

13. Shankar-Hari M, Deutschman CS, Singer M. Do we need a new definition of sepsis? 

Intensive Care Med. 2015;41(5):909-11. 

14. Sprung CL, Trahtemberg U. What Definition Should We Use for Sepsis and Septic 

Shock? Crit Care Med. 2017;45(9):1564-7. 

15. Adhikari NK, Fowler RA, Bhagwanjee S, Rubenfeld GD. Critical care and the global 

burden of critical illness in adults. Lancet. 2010;376(9749):1339-46. 

16. Perner A, Gordon AC, De Backer D, Dimopoulos G, Russell JA, Lipman J, et al. Sepsis: 

frontiers in diagnosis, resuscitation and antibiotic therapy. Intensive Care Med. 

2016;42(12):1958-69. 

17. Stevenson EK, Rubenstein AR, Radin GT, Wiener RS, Walkey AJ. Two decades of 

mortality trends among patients with severe sepsis: a comparative meta-analysis*.               

Crit Care Med. 2014;42(3):625-31. 

18. Csomos A, Hoffer G, Fulesdi B, Ludwig E. The incidence and cost of severe sepsis in 

intensive care units. Orv Hetil. 2005;146(29):1543-7. 

19. Molnar Z, Giamarellos-Bourboulis EJ, Kumar A, Nierhaus A. Sepsis: Diagnostic and 

Therapeutic Challenges. Biomed Res Int. 2016;2016:5786182. 

20. Wang HE, Gamboa C, Warnock DG, Muntner P. Chronic kidney disease and risk of 

death from infection. Am J Nephrol. 2011;34(4):330-6. 

21. Wang HE, Shapiro NI, Griffin R, Safford MM, Judd S, Howard G. Chronic medical 

conditions and risk of sepsis. PLoS One. 2012;7(10):e48307. 

22. Esper AM, Moss M, Lewis CA, Nisbet R, Mannino DM, Martin GS. The role of 

infection and comorbidity: Factors that influence disparities in sepsis. Crit Care Med. 

2006;34(10):2576-82. 

23. Mayr FB, Yende S, Linde-Zwirble WT, Peck-Palmer OM, Barnato AE, Weissfeld LA, 

et al. Infection rate and acute organ dysfunction risk as explanations for racial differences in 

severe sepsis. JAMA. 2010;303(24):2495-503. 



58 

 

24. Kempker JA, Martin GS. The Changing Epidemiology and Definitions of Sepsis.      

Clin Chest Med. 2016;37(2):165-79. 

25. Suarez De La Rica A, Gilsanz F, Maseda E. Epidemiologic trends of sepsis in western 

countries. Ann Transl Med. 2016;4(17):325. 

26. Angus DC, Linde-Zwirble WT, Lidicker J, Clermont G, Carcillo J, Pinsky MR. 

Epidemiology of severe sepsis in the United States: Analysis of incidence, outcome, and 

associated costs of care. Crit Care Med. 2001;29(7):1303-10. 

27. Danai P, Martin GS. Epidemiology of sepsis: Recent advances. Curr Infect Dis Rep. 

2005;7(5):329-34. 

28. Danai P, Moss M, Mannino D, Martin G. The epidemiology of sepsis in patients with 

malignancy. Chest. 2006(129):1432–40. 

29. Lorenz E, Mira JP, Frees KL, Schwartz DA. Relevance of mutations in the TLR4 

receptor in patients with gram-negative septic shock. Arch Intern Med. 2002;162(9):1028-32. 

30. Henckaerts L, Nielsen KR, Steffensen R, Van Steen K, Mathieu C, Giulietti A, et al. 

Polymorphisms in innate immunity genes predispose to bacteremia and death in the medical 

intensive care unit. Crit Care Med. 2009;37(1):192-201, e1-3. 

31. Agnese D, Calvano J, Hahm S, Coyle S, Corbett S, Calvano S, et al. Human Toll-Like 

Receptor 4 Mutations but Not CD14 Polymorphisms Are Associated with an Increased Risk of 

Gram-Negative Infections. J Infect Dis. 2012;186(10):1522-5. 

32. Van der Graaf CA, Netea MG, Morre SA, Den Heijer M, Verweij PE, Van der Meer 

JW, et al. Toll-like receptor 4 Asp299Gly/Thr399Ile polymorphisms are a risk factor for 

Candida bloodstream infection. Eur Cytokine Netw. 2006;17(1):29-34. 

33. Plantinga TS, Johnson MD, Scott WK, van de Vosse E, Velez Edwards DR, Smith PB, 

et al. Toll-like receptor 1 polymorphisms increase susceptibility to candidemia. J Infect Dis. 

2012;205(6):934-43. 

34. Reinhart K, Daniels R, Kissoon N, Machado FR, Schachter RD, Finfer S. Recognizing 

Sepsis as a Global Health Priority - A WHO Resolution. N Engl J Med. 2017;377(5):414-7. 

35. Vincent JL, Rello J, Marshall J, Silva E, Anzueto A, Martin CD, et al. International 

study of the prevalence and outcomes of infection in intensive care units. JAMA. 

2009;302(21):2323-9. 



59 

 

36. Obaro S, Monteil M, Henderson D. The pneumococcal problem. BMJ. 

1996;312(7045):1521-5. 

37. Kett DH, Azoulay E, Echeverria PM, Vincent JL. Candida bloodstream infections in 

intensive care units: analysis of the extended prevalence of infection in intensive care unit 

study. Crit Care Med. 2011;39(4):665-70. 

38. Wang T, Derhovanessian A, De Cruz S, Belperio JA, Deng JC, Hoo GS. Subsequent 

infections in survivors of sepsis: epidemiology and outcomes. J Intensive Care Med. 

2014;29(2):87-95. 

39. Shankar-Hari M, Rubenfeld GD. Understanding Long-Term Outcomes Following 

Sepsis: Implications and Challenges. Curr Infect Dis Rep. 2016;18(11):37. 

40. Calsavara AJC, Nobre V, Barichello T, Teixeira AL. Post-sepsis cognitive impairment 

and associated risk factors: A systematic review. Aust Crit Care. 2018;31(4):242-253. 

41. Koh IH, Menchaca-Diaz JL, Koh TH, Souza RL, Shu CM, Rogerio VE, et al. 

Microcirculatory evaluation in sepsis: a difficult task. Shock. 2010;34 Suppl 1:27-33. 

42. Uhle F, Chousterman BG, Grutzmann R, Brenner T, Weber GF. Pathogenic, 

immunologic, and clinical aspects of sepsis - update 2016. Expert Rev Anti Infect Ther. 

2016;14(10):917-27. 

43. Angus DC, van der Poll T. Severe sepsis and septic shock. N Engl J Med. 

2013;369(9):840-51. 

44. Chousterman BG, Swirski FK, Weber GF. Cytokine storm and sepsis disease 

pathogenesis. Semin Immunopathol. 2017;39(5):517-28. 

45. Zhang Q, Raoof M, Chen Y, Sumi Y, Sursal T, Junger W, et al. Circulating 

mitochondrial DAMPs cause inflammatory responses to injury. Nature.    

2010;464(7285):104-7. 

46. Laszlo I, Trasy D, Molnar Z, Fazakas J. Sepsis: From Pathophysiology to Individualized 

Patient Care. J Immunol Res. 2015;2015:510436. 

47. Gotts JE, Matthay MA. Sepsis: pathophysiology and clinical management. BMJ. 

2016;353:i1585. 

48. Aird WC. The role of the endothelium in severe sepsis and multiple organ dysfunction 

syndrome. Blood. 2003;101(10):3765-77. 



60 

 

49. Miranda M, Balarini M, Caixeta D, Bouskela E. Microcirculatory dysfunction in sepsis: 

pathophysiology, clinical monitoring, and potential therapies.                                                

Am J Physiol Heart Circ Physiol. 2016;311(1):H24-35. 

50. Sergi C, Shen F, Lim DW, Liu W, Zhang M, Chiu B, et al. Cardiovascular dysfunction 

in sepsis at the dawn of emerging mediators. Biomed Pharmacother. 2017;95:153-60. 

51. Kumar A, Roberts D, Wood KE, Light B, Parrillo JE, Sharma S, et al. Duration of 

hypotension before initiation of effective antimicrobial therapy is the critical determinant of 

survival in human septic shock. Crit Care Med. 2006;34(6):1589-96. 

52. Dark P, Blackwood B, Gates S, McAuley D, Perkins GD, McMullan R, et al. Accuracy 

of LightCycler
®
 SeptiFast for the detection and identification of pathogens in the blood of 

patients with suspected sepsis: a systematic review and meta-analysis. Intensive Care Med. 

2015;41(1):21-33. 

53. Ziegler I, Fagerstrom A, Stralin K, Molling P. Evaluation of a Commercial Multiplex 

PCR Assay for Detection of Pathogen DNA in Blood from Patients with Suspected Sepsis. 

PLoS One. 2016;11(12):e0167883. 

54. Burillo A, Bouza E. Use of rapid diagnostic techniques in ICU patients with infections. 

BMC Infect Dis. 2014;14:593. 

55. Pierrakos C, Vincent JL. Sepsis biomarkers: a review. Crit Care. 2010;14(1):R15. 

56. Becker KL, Nylen ES, White JC, Muller B, Snider RH, Jr. Clinical review 167: 

Procalcitonin and the calcitonin gene family of peptides in inflammation, infection, and sepsis: 

a journey from calcitonin back to its precursors. J Clin Endocrinol Metab.      

2004;89(4):1512-25. 

57. Brunkhorst F, Heinz U, Forycki Z. Kinetics of procalcitonin in iatrogenic sepsis. 

Intensive Care Med. 1998;24(8):888-9. 

58. Meisner M. Pathobiochemistry and clinical use of procalcitonin. Clin Chim Acta. 

2002;323(1-2):17-29. 

59. Anand D, Das S, Bhargava S, Srivastava LM, Garg A, Tyagi N, et al. Procalcitonin as a 

rapid diagnostic biomarker to differentiate between culture-negative bacterial sepsis and 

systemic inflammatory response syndrome: a prospective, observational, cohort study.             

J Crit Care. 2015;30(1):218 e7-12. 



61 

 

60. Schuetz P, Chiappa V, Briel M, Greenwald JL. Procalcitonin algorithms for antibiotic 

therapy decisions: a systematic review of randomized controlled trials and recommendations 

for clinical algorithms. Arch Intern Med. 2011;171(15):1322-31. 

61. Pepys MB. Encyclopedia of Immunology (Second Edition). 1998:663–5. 

62. Fan SL, Miller NS, Lee J, Remick DG. Diagnosing sepsis - The role of laboratory 

medicine. Clin Chim Acta. 2016;460:203-10. 

63. Larsen FF, Petersen JA. Novel biomarkers for sepsis: A narrative review.                    

Eur J Intern Med. 2017;45:46-50. 

64. Poglazov BF. Actin and coordination of metabolic processes. Biochem Int. 

1983;6(6):757-65. 

65. Herman I. Actin isoforms. Curr Opin Cell Biol. 1993;5(1):48-55. 

66. Straub F. Actin. Stud Inst Med Chem Univ Szeged. 1942;II:3–15. 

67. Otterbein LR, Graceffa P, Dominguez R. The crystal structure of uncomplexed actin in 

the ADP state. Science. 2001;293(5530):708-11. 

68. Huxley H. Electron microscope studies on the structure of natural and synthetic protein 

filaments from striated muscle. J Mol Biol. 1963;7:281-308. 

69. Moore PB, Huxley HE, DeRosier DJ. Three-dimensional reconstruction of F-actin, thin 

filaments and decorated thin filaments. J Mol Biol. 1970;50(2):279-95. 

70. Holmes KC, Popp D, Gebhard W, Kabsch W. Atomic model of the actin filament. 

Nature. 1990;347(6288):44-9. 

71. dos Remedios CG, Chhabra D, Kekic M, Dedova IV, Tsubakihara M, Berry DA, et al. 

Actin binding proteins: regulation of cytoskeletal microfilaments. Physiol Rev. 

2003;83(2):433-73. 

72. Strzelecka-Gołaszewska H, Pròchniewicz E, Drabikowski W. Interaction of actin with 

divalent cations. 1. The effect of various cations on the physical state of actin. Eur J Biochem. 

1978;88(1):219-27. 

73. Dominguez R, Holmes KC. Actin structure and function. Annu Rev Biophys. 

2011;40:169-86. 

74. McDonald D, Carrero G, Andrin C, de Vries G, Hendzel MJ. Nucleoplasmic beta-actin 

exists in a dynamic equilibrium between low-mobility polymeric species and rapidly diffusing 

populations. J Cell Biol. 2006;172(4):541-52. 



62 

 

75. Wada A, Fukuda M, Mishima M, Nishida E. Nuclear export of actin: a novel mechanism 

regulating the subcellular localization of a major cytoskeletal protein. EMBO J. 

1998;17(6):1635-41. 

76. Szent-Györgyi A. The Mechanism of Muscle Contraction. Proc Natl Acad Sci U S A. 

1974;71(9):3343–4. 

77. Olson T, Michels V, Thibodeau S, Tai Y, Keating M. Actin mutations in dilated 

cardiomyopathy, a heritable form of heart failure. Science. 1998;280(5364):750-2. 

78. Sparrow JC, Nowak KJ, Durling HJ, Beggs AH, Wallgren-Pettersson C, Romero N, et 

al. Muscle disease caused by mutations in the skeletal muscle alpha-actin gene (ACTA1). 

Neuromuscul Disord. 2003;13(7-8):519-31. 

79. Zhu M, Yang T, Wei S, DeWan A, Morell R, Elfenbein J, et al. Mutations in the 

gamma-actin gene (ACTG1) are associated with dominant progressive deafness 

(DFNA20/26). Am J Hum Genet. 2003;73(5):1082-91. 

80. Welch MD, Iwamatsu A, Mitchison TJ. Actin polymerization is induced by Arp2/3 

protein complex at the surface of Listeria monocytogenes. Nature. 1997;385(6613):265-9. 

81. Feierbach B, Piccinotti S, Bisher M, Denk W, Enquist LW. Alpha-herpesvirus infection 

induces the formation of nuclear actin filaments. PLoS Pathog. 2006;2(8):e85. 

82. Lambrechts A, Van Troys M, Ampe C. The actin cytoskeleton in normal and 

pathological cell motility. Int J Biochem Cell Biol. 2004;36(10):1890-909. 

83. Miles LA, Andronicos NM, Baik N, Parmer RJ. Cell-surface actin binds plasminogen 

and modulates neurotransmitter release from catecholaminergic cells. J Neurosci. 

2006;26(50):13017-24. 

84. Accinni L, Natali PG, Silvestrini M, De Martino C. Actin in the extracellular matrix of 

smooth muscle cells. An immunoelectron microscopic study. Connect Tissue Res. 

1983;11(1):69-78. 

85. Aránega A, Reina A, Velez C, Alvarez L, Melguizo C, Aránega A. Circulating alpha-

actin in angina pectoris. J Mol Cell Cardiol. 1993;25(1):15-22. 

86. Jordan JR, Moore EE, Damle SS, Eckels P, Johnson JL, Roach JP, et al. Gelsolin is 

depleted in post-shock mesenteric lymph. J Surg Res. 2007;143(1):130-5. 

87. Teunissen CE, Dijkstra C, Polman C. Biological markers in CSF and blood for axonal 

degeneration in multiple sclerosis. Lancet Neurol. 2005;4(1):32-41. 



63 

 

88. Candiano G, Bruschi M, Pedemonte N, Musante L, Ravazzolo R, Liberatori S, et al. 

Proteomic analysis of the airway surface liquid: modulation by proinflammatory cytokines. 

Am J Physiol Lung Cell Mol Physiol. 2007;292(1):L185-98. 

89. Semra YK, Seidi OA, Sharief MK. Heightened intrathecal release of axonal cytoskeletal 

proteins in multiple sclerosis is associated with progressive disease and clinical disability.       

J Neuroimmunol. 2002;122(1-2):132-9. 

90. Merched A, Serot JM, Visvikis S, Aguillon D, Faure G, Siest G. Apolipoprotein E, 

transthyretin and actin in the CSF of Alzheimer's patients: relation with the senile plaques and 

cytoskeleton biochemistry. FEBS Lett. 1998;425(2):225-8. 

91. Kustán P, Horváth-Szalai Z, Mühl D. Nonconventional Markers of Sepsis. EJIFCC. 

2017;28(2):122-33. 

92. Ahrens S, Zelenay S, Sancho D, Hanc P, Kjaer S, Feest C, et al. F-actin is an 

evolutionarily conserved damage-associated molecular pattern recognized by DNGR-1, a 

receptor for dead cells. Immunity. 2012;36(4):635-45. 

93. Kaczmarek A, Vandenabeele P, Krysko DV. Necroptosis: the release of damage-

associated molecular patterns and its physiological relevance. Immunity. 2013;38(2):209-23. 

94. Smalheiser N. Proteins in unexpected locations. Mol Biol Cell. 1996;7:1003-14. 

95. Dudani AK, Ganz PR. Endothelial cell surface actin serves as a binding site for 

plasminogen, tissue plasminogen activator and lipoprotein(a). Br J Haematol.  

1996;95(1):168-78. 

96. Tykhomyrov AA. Interaction of actin with plasminogen/plasmin system: mechanisms 

and physiological role. Biopolym Cell. 2012;28(6):413-23. 

97. Wang H, Schultz R, Hong J, Cundiff D, Jiang K, Soff G. Cell surface-dependent 

generation of angiostatin 4.5. Cancer Res. 2004;64(1):162-8. 

98. Haddad JG, Harper KD, Guoth M, Pietra GG, Sanger JW. Angiopathic consequences of 

saturating the plasma scavenger system for actin. Proc Natl Acad Sci U S A.  

1990;87(4):1381-5. 

99. Sudakov NP, Klimenkov IV, Byvaltsev VA, Nikiforov SB, Konstantinov YM. 

Extracellular Actin in Health and Disease. Biochemistry (Mosc). 2017;82(1):1-12. 

100. Aranega AE, Reina A, Muros MA, Alvarez L, Prados J, Aranega A. Circulating alpha-

actin protein in acute myocardial infarction. Int J Cardiol. 1993;38(1):49-55. 



64 

 

101. Prados J, Melguizo C, Aranega AE, Escobar-Jimenez F, Cobo V, Gonzalez R, et al. 

Circulating alpha-actin in non-insulin-dependent diabetics with autonomic dysfunction.        

Int J Cardiol. 1995;51(2):127-30. 

102. Evennett N, Cerigioni E, Hall NJ, Pierro A, Eaton S. Smooth muscle actin as a novel 

serologic marker of severe intestinal damage in rat intestinal ischemia-reperfusion and human 

necrotising enterocolitis. J Surg Res. 2014;191(2):323-30. 

103. Lee PS, Patel SR, Christiani DC, Bajwa E, Stossel TP, Waxman AB. Plasma gelsolin 

depletion and circulating actin in sepsis: a pilot study. PLoS One. 2008;3(11):e3712. 

104. Belsky JB, Morris DC, Bouchebl R, Filbin MR, Bobbitt KR, Jaehne AK, et al. Plasma 

levels of F-actin and F:G-actin ratio as potential new biomarkers in patients with septic shock. 

Biomarkers. 2016;21(2):180-5. 

105. Lee PS, Sampath K, Karumanchi SA, Tamez H, Bhan I, Isakova T, et al. Plasma 

gelsolin and circulating actin correlate with hemodialysis mortality. J Am Soc Nephrol. 

2009;20(5):1140-8. 

106. Erukhimov JA, Tang ZL, Johnson BA, Donahoe MP, Razzack JA, Gibson KF, et al. 

Actin-containing sera from patients with adult respiratory distress syndrome are toxic to sheep 

pulmonary endothelial cells. Am J Respir Crit Care Med. 2000;162(1):288-94. 

107. Scarborough VD, Bradford HR, Ganguly P. Aggregation of platelets by muscle actin. A 

multivalent interaction model of platelet aggregation by ADP.                                       

Biochem Biophys Res Commun. 1981;100(3):1314-9. 

108. Lind S, Smith C. Actin is a noncompetitive plasmin inhibitor. J Biol Chem. 

1991;266(8):5273-8. 

109. Janmey PA, Lamb JA, Ezzell RM, Hvidt S, Lind SE. Effects of actin filaments on fibrin 

clot structure and lysis. Blood. 1992;80(4):928-36. 

110. Basaraba RJ, Byerly AN, Stewart GC, Mosier DA, Fenwick BW, Chengappa MM, et al. 

Actin enhances the haemolytic activity of Escherichia coli. Microbiology.                   

1998;144 (Pt 7):1845-52. 

111. Li GH, Arora PD, Chen Y, McCulloch CA, Liu P. Multifunctional roles of gelsolin in 

health and diseases. Med Res Rev. 2012;32(5):999-1025. 

112. Lind SE, Smith DB, Janmey PA, Stossel TP. Role of plasma gelsolin and the vitamin D-

binding protein in clearing actin from the circulation. J Clin Invest. 1986;78(3):736-42. 



65 

 

113. Nag S, Larsson M, Robinson RC, Burtnick LD. Gelsolin: the tail of a molecular 

gymnast. Cytoskeleton (Hoboken). 2013;70(7):360-84. 

114. Yin HL, Stossel TP. Control of cytoplasmic actin gel-sol transformation by gelsolin, a 

calcium-dependent regulatory protein. Nature. 1979;281(5732):583-6. 

115. Burtnick LD, Koepf EK, Grimes J, Jones EY, Stuart DI, McLaughlin PJ, et al. The 

crystal structure of plasma gelsolin: implications for actin severing, capping, and nucleation. 

Cell. 1997;90(4):661-70. 

116. Kwiatkowski DJ, Westbrook CA, Bruns GA, Morton CC. Localization of gelsolin 

proximal to ABL on chromosome 9. Am J Hum Genet. 1988;42(4):565-72. 

117. Koepf EK, Hewitt J, Vo H, Macgillivray RT, Burtnick LD. Equus caballus gelsolin-

cDNA sequence and protein structural implications. Eur J Biochem. 1998;251(3):613-21. 

118. Nag S, Ma Q, Wang H, Chumnarnsilpa S, Lee W, Larsson M, et al. Ca2+ binding by 

domain 2 plays a critical role in the activation and stabilization of gelsolin.                          

Proc Natl Acad Sci U S A. 2009;106(33):13713-8. 

119. Kwiatkowski DJ, Stossel TP, Orkin SH, Mole JE, Colten HR, Yin HL. Plasma and 

cytoplasmic gelsolins are encoded by a single gene and contain a duplicated actin-binding 

domain. Nature. 1986;323(6087):455-8. 

120. Peddada N, Sagar A, Ashish, Garg R. Plasma gelsolin: a general prognostic marker of 

health. Med Hypotheses. 2012;78(2):203-10. 

121. Di Domenico F, Pupo G, Giraldo E, Badia MC, Monllor P, Lloret A, et al. Oxidative 

signature of cerebrospinal fluid from mild cognitive impairment and Alzheimer disease 

patients. Free Radic Biol Med. 2016;91:1-9. 

122. Vouyiouklis DA, Brophy PJ. A novel gelsolin isoform expressed by oligodendrocytes in 

the central nervous system. J Neurochem. 1997;69(3):995-1005. 

123. Pottiez G, Haverland N, Ciborowski P. Mass spectrometric characterization of gelsolin 

isoforms. Rapid Commun Mass Spectrom. 2010;24(17):2620-4. 

124. Meerschaert K, De Corte V, De Ville Y, Vandekerckhove J, Gettemans J. Gelsolin and 

functionally similar actin-binding proteins are regulated by lysophosphatidic acid. EMBO J. 

1998;17(20):5923-32. 

125. Janmey PA, Lind SE. Capacity of human serum to depolymerize actin filaments. Blood. 

1987;70(2):524-30. 



66 

 

126. Lee WM, Galbraith RM. The extracellular actin-scavenger system and actin toxicity.    

N Engl J Med. 1992;326(20):1335-41. 

127. Harper KD, McLeod JF, Kowalski MA, Haddad JG. Vitamin D binding protein 

sequesters monomeric actin in the circulation of the rat. J Clin Invest. 1987;79(5):1365-70. 

128. Herrmannsdoerfer AJ, Heeb GT, Feustel PJ, Estes JE, Keenan CJ, Minnear FL, et al. 

Vascular clearance and organ uptake of G- and F-actin in the rat. Am J Physiol.       

1993;265(6 Pt 1):G1071-81. 

129. Suhler E, Lin W, Yin HL, Lee WM. Decreased plasma gelsolin concentrations in acute 

liver failure, myocardial infarction, septic shock, and myonecrosis. Crit Care Med. 

1997;25(4):594-8. 

130. Dahl B, Schiodt FV, Gehrchen PM, Ramlau J, Kiaer T, Ott P. Gc-globulin is an acute 

phase reactant and an indicator of muscle injury after spinal surgery. Inflamm Res. 

2001;50(1):39-43. 

131. Dahl B, Schiødt FV, Rudolph S, Ott P, Kiær T, Heslet L. Trauma stimulates the 

synthesis of Gc-globulin. Intensive Care Med. 2001;27(2):394-9. 

132. Meier U, Gressner O, Lammert F, Gressner AM. Gc-globulin: roles in response to 

injury. Clin Chem. 2006;52(7):1247-53. 

133. Bucki R, Georges PC, Espinassous Q, Funaki M, Pastore JJ, Chaby R, et al. Inactivation 

of endotoxin by human plasma gelsolin. Biochemistry. 2005;44(28):9590-7. 

134. Bucki R, Pastore JJ. Bacterial endotoxin as inhibitor of the enzymatic activity of human 

thrombin. Eur J Haematol. 2006;76(6):510-5. 

135. Bucki R, Byfield FJ, Kulakowska A, McCormick ME, Drozdowski W, Namiot Z, et al. 

Extracellular Gelsolin Binds Lipoteichoic Acid and Modulates Cellular Response to 

Proinflammatory Bacterial Wall Components. J Immunol. 2008;181(7):4936-44. 

136. Cheng Y, Hu X, Liu C, Chen M, Wang J, Wang M, et al. Gelsolin Inhibits the 

Inflammatory Process Induced by LPS. Cell Physiol Biochem. 2017;41(1):205-12. 

137. Bucki R, Kulakowska A, Byfield FJ, Zendzian-Piotrowska M, Baranowski M,      

Marzec M, et al. Plasma gelsolin modulates cellular response to sphingosine 1-phosphate.                

Am J Physiol Cell Physiol. 2010;299(6):C1516-23. 



67 

 

138. Osborn TM, Dahlgren C, Hartwig JH, Stossel TP. Modifications of cellular responses to 

lysophosphatidic acid and platelet-activating factor by plasma gelsolin.                                 

Am J Physiol Cell Physiol. 2007;292(4):C1323-30. 

139. Mounzer KC, Moncure M, Smith YR, Dinubile MJ. Relationship of admission plasma 

gelsolin levels to clinical outcomes in patients after major trauma. Am J Respir Crit Care Med. 

1999;160(5 Pt 1):1673-81. 

140. Lee PS, Drager LR, Stossel TP, Moore FD, Rogers SO. Relationship of plasma gelsolin 

levels to outcomes in critically ill surgical patients. Ann Surg. 2006;243(3):399-403. 

141. Dahl B, Schiødt F, Ott P, Gvozdenovic R, Yin H, Lee W. Plasma gelsolin is reduced in 

trauma patients. Shock. 1999;12(2):102-4. 

142. Lind SE, Smith DB, Janmey PA, Stossel TP. Depression of gelsolin levels and detection 

of gelsolin-actin complexes in plasma of patients with acute lung injury. Am Rev Respir Dis. 

1988;138(2):429-34. 

143. Huang LF, Yao YM, Li JF, Dong N, Liu C, Yu Y, et al. Reduction of plasma gelsolin 

levels correlates with development of multiple organ dysfunction syndrome and fatal outcome 

in burn patients. PLoS One. 2011;6(11):e25748. 

144. Xianhui L, Pinglian L, Xiaojuan W, Wei C, Yong Y, Feng R, et al. The association 

between plasma gelsolin level and prognosis of burn patients. Burns. 2014;40(8):1552-5. 

145. Wang H, Cheng B, Chen Q, Wu S, Lv C, Xie G, et al. Time course of plasma gelsolin 

concentrations during severe sepsis in critically ill surgical patients. Crit Care. 

2008;12(4):R106. 

146. Halis H, Gunes T, Korkut S, Saraymen B, Sen A, Bastug O, et al. In the diagnosis of 

neonatal sepsis importance of gelsolin and relationship with mortality and morbidity.         

Med Hypotheses. 2016;94:77-80. 

147. Sharma NK, Tashima AK, Brunialti MKC, Ferreira ER, Torquato RJS, Mortara RA, et 

al. Proteomic study revealed cellular assembly and lipid metabolism dysregulation in sepsis 

secondary to community-acquired pneumonia. Sci Rep. 2017;7(1):15606. 

148. LaRosa SP, Opal SM. Biomarkers: the future. Crit Care Clin. 2011;27(2):407-19. 

149. Guo XC, Luo BY, Li XF, Yang DG, Zheng XN, Zhang K. Plasma gelsolin levels and 1-

year mortality after first-ever ischemic stroke. J Crit Care. 2011;26(6):608-12. 



68 

 

150. Zhao DQ, Wang K, Zhang HD, Li YJ. Significant reduction of plasma gelsolin levels in 

patients with intracerebral hemorrhage. Clin Chim Acta. 2013;415:202-6. 

151. Zhang L, Kong D, Meng H, Han C, Zhu J, Qiao J, et al. Plasma Gelsolin Promotes 

Proliferation of Mesangial Cell in IgA Nephropathy. Cell Physiol Biochem.   

2016;40(6):1473-86. 

152. Kulakowska A, Ciccarelli NJ, Wen Q, Mroczko B, Drozdowski W, Szmitkowski M, et 

al. Hypogelsolinemia, a disorder of the extracellular actin scavenger system, in patients with 

multiple sclerosis. BMC Neurol. 2010;10:107. 

153. Eke Gungor H, Sahiner UM, Karakukcu C, Sahiner N, Altuner Torun Y. The plasma 

gelsolin levels in atopic dermatitis: Effect of atopy and disease severity.                        

Allergol Immunopathol (Madr). 2016;44(3):221-5. 

154. Chiou TT, Liao SC, Kao YY, Lee WC, Lee YT, Ng HY, et al. Gelsolin and Progression 

of Aortic Arch Calcification in Chronic Hemodialysis Patients. Int J Med Sci.    

2016;13(2):92-8. 

155. Flores Gama C, Rosales LM, Ouellet G, Dou Y, Thijssen S, Usvyat L, et al. Plasma 

Gelsolin and Its Association with Mortality and Hospitalization in Chronic Hemodialysis 

Patients. Blood Purif. 2017;43(1-3):210-7. 

156. Lee PS, Bhan I, Thadhani R. The potential role of plasma gelsolin in dialysis-related 

protein-energy wasting. Blood Purif. 2010;29(2):99-101. 

157. Marrocco C, Rinalducci S, Mohamadkhani A, D'Amici GM, Zolla L. Plasma gelsolin 

protein: a candidate biomarker for hepatitis B-associated liver cirrhosis identified by 

proteomic approach. Blood Transfus. 2010;8 Suppl 3:s105-12. 

158. Huang S, Rhoads S, DiNubile M. Temporal association between serum gelsolin levels 

and clinical events in a patient with severe falciparum malaria. Clin Infect Dis. 

1997;24(5):951-4. 

159. Argun M, Baykan A, Narin F, Özyurt A, Pamukçu Ö, Elmalı F, et al. Plasma gelsolin as 

a biomarker of acute rheumatic carditis. Cardiol Young. 2015;7:1276-80. 

160. Tannetta DS, Redman CW, Sargent IL. Investigation of the actin scavenging system in 

pre-eclampsia. Eur J Obstet Gynecol Reprod Biol. 2014;172:32-5. 



69 

 

161. Christofidou-Solomidou M, Scherpereel A, Solomides CC, Christie JD, Stossel TP, 

Goelz S, et al. Recombinant plasma gelsolin diminishes the acute inflammatory response to 

hyperoxia in mice. J Investig Med. 2002;50(1):54-60. 

162. Rothenbach P, Dahl B, Schwartz J, O'Keefe G, Yamamoto M, Lee W, et al. 

Recombinant plasma gelsolin infusion attenuates burn-induced pulmonary microvascular 

dysfunction. J Appl Physiol. 2004;96:25-31. 

163. Cohen TS, Bucki R, Byfield FJ, Ciccarelli NJ, Rosenberg B, DiNubile MJ, et al. 

Therapeutic potential of plasma gelsolin administration in a rat model of sepsis. Cytokine. 

2011;54(3):235-8. 

164. Matsuoka Y, Saito M, LaFrancois J, Saito M, Gaynor K, Olm V, et al. Novel therapeutic 

approach for the treatment of Alzheimer's disease by peripheral administration of agents with 

an affinity to beta-amyloid. J Neurosci. 2003;23(1):29-33. 

165. Li-ChunHsieh K, Schob S, Zeller MW, Pulli B, Ali M, Wang C, et al. Gelsolin 

decreases actin toxicity and inflammation in murine multiple sclerosis. J Neuroimmunol. 

2015;287:36-42. 

166. Lee PS, Waxman AB, Cotich KL, Chung SW, Perrella MA, Stossel TP. Plasma gelsolin 

is a marker and therapeutic agent in animal sepsis. Crit Care Med. 2007;35(3):849-55. 

167. Vasconcellos CA, Allen PG, Wohl ME, Drazen JM, Janmey PA, Stossel TP. Reduction 

in viscosity of cystic fibrosis sputum in vitro by gelsolin. Science. 1994;263(5149):969-71. 

168. Available at: https://bioaegistherapeutics.com/pipeline/. Accessed: 02 Jul 2018. 

169. Ordija CM, Chiou TT, Yang Z, Deloid GM, de Oliveira Valdo M, Wang Z, et al. Free 

actin impairs macrophage bacterial defenses via scavenger receptor MARCO interaction with 

reversal by plasma gelsolin. Am J Physiol Lung Cell Mol Physiol. 2017;312(6):L1018-28. 

170. Hirschfeld JK-E. Immune‐electrophoretic demonstration of qualitative differences in 

human sera and their relation to the haptoglobins. Acta Path et Microbiol Scand.  

1959;47:160-8. 

171. Delanghe JR, Speeckaert R, Speeckaert MM. Behind the scenes of vitamin D binding 

protein: more than vitamin D binding. Best Pract Res Clin Endocrinol Metab.  

2015;29(5):773-86. 

172. Braun A, Kofler A, Morawietz S, Cleve H. Sequence and organization of the human 

vitamin D-binding protein gene. Biochim Biophys Acta. 1993;1216(3):385-94. 

https://bioaegistherapeutics.com/pipeline/


70 

 

173. Song YH, Naumova AK, Liebhaber SA, Cooke NE. Physical and meiotic mapping of 

the region of human chromosome 4q11-q13 encompassing the vitamin D binding protein 

DBP/Gc-globulin and albumin multigene cluster. Genome Res. 1999;9(6):581-7. 

174. Jorgensen CS, Christiansen M, Norgaard-Pedersen B, Ostergaard E, Schiodt FV, 

Laursen I, et al. Gc globulin (vitamin D-binding protein) levels: an inhibition ELISA assay for 

determination of the total concentration of Gc globulin in plasma and serum.                    

Scand J Clin Lab Invest. 2004;64(2):157-66. 

175. Otterbein LR, Cosio C, Graceffa P, Dominguez R. Crystal structures of the vitamin D-

binding protein and its complex with actin: structural basis of the actin-scavenger system.  

Proc Natl Acad Sci U S A. 2002;99(12):8003-8. 

176. Christiansen M, Jorgensen CS, Laursen I, Hirschberg D, Hojrup P, Houen G. Protein 

chemical characterization of Gc globulin (vitamin D-binding protein) isoforms; Gc-1f, Gc-1s 

and Gc-2. Biochim Biophys Acta. 2007;1774(4):481-92. 

177. Braun A, Bichlmaier R, Cleve H. Molecular analysis of the gene for the human vitamin-

D-binding protein (group-specific component): allelic differences of the common genetic GC 

types. Hum Genet. 1992;89(4):401-6. 

178. Constans J, Cleve H. The group specific component/vitamin D binding protein 

(GC/DBP) system in the analysis of disputed paternities. Electrophoresis. 1988;9(8):398-403. 

179. Moy KA, Mondul AM, Zhang H, Weinstein SJ, Wheeler W, Chung CC, et al. Genome-

wide association study of circulating vitamin D-binding protein. Am J Clin Nutr. 

2014;99(6):1424-31. 

180. Lauridsen A, Vestergaard P, Nexo E. Mean serum concentration of vitamin D-binding 

protein (Gc globulin) is related to the Gc phenotype in women. Clin Chem. 2001;47(4):753-6. 

181. Rejnmark L, Lauridsen AL, Vestergaard P, Heickendorff L, Andreasen F, Mosekilde L. 

Diurnal rhythm of plasma 1,25-dihydroxyvitamin D and vitamin D-binding protein in 

postmenopausal women: relationship to plasma parathyroid hormone and calcium and 

phosphate metabolism. Eur J Endocrinol. 2002;146(5):635-42. 

182. Verboven C, Rabijns A, De Maeyer M, Van Baelen H, Bouillon R, De Ranter C. A 

structural basis for the unique binding features of the human vitamin D-binding protein.      

Nat Struct Biol. 2002;9(2):131-6. 



71 

 

183. Nykjaer A, Dragun D, Walther D, Vorum H, Jacobsen C, Herz J, et al. An endocytic 

pathway essential for renal uptake and activation of the steroid 25-(OH) vitamin D3. Cell. 

1999;96(4):507-15. 

184. Chaykovska L, Heunisch F, von Einem G, Alter ML, Hocher CF, Tsuprykov O, et al. 

Urinary Vitamin D Binding Protein and KIM-1 Are Potent New Biomarkers of Major Adverse 

Renal Events in Patients Undergoing Coronary Angiography. PLoS One. 

2016;11(1):e0145723. 

185. Bennett MR, Pordal A, Haffner C, Pleasant L, Ma Q, Devarajan P. Urinary Vitamin D-

Binding Protein as a Biomarker of Steroid-Resistant Nephrotic Syndrome. Biomark Insights. 

2016;11:1-6. 

186. Swamy N, Ray R. Fatty acid-binding site environments of serum vitamin D-binding 

protein and albumin are different. Bioorg Chem. 2008;36(3):165-8. 

187. Berger D, Beger HG. Evidence for endotoxin binding capacity of human Gc-globulin 

and transferrin. Clin Chim Acta. 1987;163(3):289-99. 

188. DiMartino SJ, Kew RR. Initial characterization of the vitamin D binding protein (Gc-

globulin) binding site on the neutrophil plasma membrane: evidence for a chondroitin sulfate 

proteoglycan. J Immunol. 1999;163(4):2135-42. 

189. DiMartino SJ, Shah AB, Trujillo G, Kew RR. Elastase controls the binding of the 

vitamin D-binding protein (Gc-globulin) to neutrophils: a potential role in the regulation of 

C5a co-chemotactic activity. J Immunol. 2001;166(4):2688-94. 

190. McVoy LA, Kew RR. CD44 and Annexin A2 Mediate the C5a Chemotactic Cofactor 

Function of the Vitamin D Binding Protein. J Immunol. 2005;175(7):4754-60. 

191. Kongsbak M, von Essen MR, Levring TB, Schjerling P, Woetmann A, Odum N, et al. 

Vitamin D-binding protein controls T cell responses to vitamin D. BMC Immunol. 

2014;15:35. 

192. Kisker O, Onizuka S, Becker CM, Fannon M, Flynn E, D'Amato R, et al. Vitamin D 

binding protein-macrophage activating factor (DBP-maf) inhibits angiogenesis and tumor 

growth in mice. Neoplasia. 2003;5(1):32-40. 

193. Gomme PT, Bertolini J. Therapeutic potential of vitamin D-binding protein.          

Trends Biotechnol. 2004;22(7):340-5. 



72 

 

194. Saburi E, Saburi A, Ghanei M. Promising role for Gc-MAF in cancer immunotherapy: 

from bench to bedside. Caspian J Intern Med. 2017;8(4):228-38. 

195. Malik S, Fu L, Juras DJ, Karmali M, Wong BY, Gozdzik A, et al. Common variants of 

the vitamin D binding protein gene and adverse health outcomes. Crit Rev Clin Lab Sci. 

2013;50(1):1-22. 

196. Horne SL, Cockcroft DW, Dosman JA. Possible protective effect against chronic 

obstructive airways disease by the GC2 allele. Hum Hered. 1990;40(3):173-6. 

197. Dahl B, Schiodt FV, Kiaer T, Ott P, Bondesen S, Tygstrup N. Serum Gc-globulin in the 

early course of multiple trauma. Crit Care Med. 1998;26(2):285-9. 

198. Dahl B, Schiodt FV, Ott P, Wians F, Lee WM, Balko J, et al. Plasma concentration of 

Gc-globulin is associated with organ dysfunction and sepsis after injury. Crit Care Med. 

2003;31(1):152-6. 

199. Dahl B, Schiodt FV, Nielsen M, Kiaer T, Williams JG, Ott P. Admission level of Gc-

globulin predicts outcome after multiple trauma. Injury. 1999;30(4):275-81. 

200. Ciriello V, Gudipati S, Stavrou PZ, Kanakaris NK, Bellamy MC, Giannoudis PV. 

Biomarkers predicting sepsis in polytrauma patients: Current evidence. Injury. 

2013;44(12):1680-92. 

201. Jeng L, Yamshchikov AV, Judd SE, Blumberg HM, Martin GS, Ziegler TR, et al. 

Alterations in vitamin D status and anti-microbial peptide levels in patients in the intensive 

care unit with sepsis. J Transl Med. 2009;7:28. 

202. Leaf DE, Waikar SS, Wolf M, Cremers S, Bhan I, Stern L. Dysregulated mineral 

metabolism in patients with acute kidney injury and risk of adverse outcomes.                     

Clin Endocrinol (Oxf). 2013;79(4):491-8. 

203. Hattori N, Oda S, Sadahiro T, Nakamura M, Abe R, Shinozaki K, et al. YKL-40 

identified by proteomic analysis as a biomarker of sepsis. Shock. 2009;32(4):393-400. 

204. Leaf DE, Croy HE, Abrahams SJ, Raed A, Waikar SS. Cathelicidin antimicrobial 

protein, vitamin D, and risk of death in critically ill patients. Crit Care. 2015;19:80. 

205. Gressner OA, Koch A, Sanson E, Trautwein C, Tacke F. High C5a levels are associated 

with increased mortality in sepsis patients--no enhancing effect by actin-free Gc-globulin.  

Clin Biochem. 2008;41(12):974-80. 



73 

 

206. Schiodt FV, Ott P, Bondesen S, Tygstrup N. Reduced serum Gc-globulin concentrations 

in patients with fulminant hepatic failure: association with multiple organ failure.                

Crit Care Med. 1997;25(8):1366-70. 

207. Schiodt FV, Bondesen S, Petersen I, Dalhoff K, Ott P, Tygstrup N. Admission levels of 

serum Gc-globulin: predictive value in fulminant hepatic failure. Hepatology.  

1996;23(4):713-8. 

208. Schiodt FV, Rossaro L, Stravitz RT, Shakil AO, Chung RT, Lee WM, et al. Gc-globulin 

and prognosis in acute liver failure. Liver Transpl. 2005;11(10):1223-7. 

209. Laemmli UK. Cleavage of structural proteins during the assembly of the head of 

bacteriophage T4. Nature. 1970;227(5259):680-5. 

210. Le Clainche C, Carlier MF. Actin-based motility assay. Curr Protoc Cell Biol. 

2004;Chapter 12:Unit 12 7. 

211. Christensen P, Grønkjær K. Quantitative determination of human serum gelsolin. 

Development and validation of an automated turbidimetric immunoassay. Clin Chim Acta. 

2005;355(Suppl):S221. 

212. Magnusson B, Örnemark U. Eurachem Guide: The Fitness for Purpose of Analytical 

Methods – A Laboratory Guide to Method Validation and Related Topics (2
nd

 ed.). 2014. 

213. Bangert K. Quantitative determination of human serum Gc globulin. Development and 

validation of an automated turbidimetric immunoassay. Clin Chem Lab Med. 

2001;39(Suppl.):S378. 

214. Koivunen ME, Krogsrud RL. Principles of immunochemical techniques used in clinical 

laboratories. Lab Med. 2006;37:490-7. 

215. Wayne P. NCCLS. Tubes and Additives for Venous Blood Specimen Collection; 

Approved Standard—Fifth Edition. NCCLS document H1-A5. NCCLS. 2003. 

216. Hamashima Y, Kanazawa T, Hirata A, Yamai Y, Fujihara H, Sekine K, et al. 

Measurement of vitamin D-binding protein in pleural fluids and sera by means of a 

turbidimetric immunoassay measuring system. Clin Chim Acta. 2002;321(1-2):23-8. 

 

 

 

 



74 

 

VIII. List of publications 

VIII.1. Articles related to this thesis 

1. Horváth-Szalai Z, Kustán P, Mühl D, Ludány A, Bugyi B, Kőszegi T. Antagonistic sepsis 

markers: Serum gelsolin and actin/gelsolin ratio. Clin Biochem. 2017;50(3):127-133.    

doi: 10.1016/j.clinbiochem. IF: 2.584 

 

2. Horváth-Szalai Z, Kustán P, Szirmay B, Lakatos Á, Christensen PH, Huber T, Bugyi B, 

Mühl D, Ludány A, Miseta A, Kovács GL, Kőszegi T. Validation of an automated 

immune turbidimetric assay for serum gelsolin and its possible clinical utility in sepsis.      

J Clin Lab Anal. 2018;32(3). doi: 10.1002/jcla.22321. IF: 1.549 

 

3. Horváth-Szalai Z, Kustán P, Szirmay B, Lakatos Á, Christensen PH, Huber T, Bugyi B, 

Mühl D, Ludány A, Miseta A, Kovács GL, Kőszegi T. Predictive value of serum gelsolin 

and Gc globulin in sepsis – a pilot study. Clin Chem Lab Med. 2018;56(8):1373-82.      

doi: 10.1515/cclm-2017-0782. IF: 3.556 

 

VIII.2. Articles not related to this thesis 

1. Kustán Péter, Horváth-Szalai Zoltán, Németh Balázs, Török Csaba, Ragán Dániel, 

Kőszegi Tamás, Mühl Diána: A szepszis diagnózisa napjainkban. Magyar Epidemiológia. 

2016;XII. évf. 1-2. szám:59-66. 

 

2. Kustán P, Szirmay B, Horváth-Szalai Z, Ludány A, Lakatos Á, Mühl D, Christensen PH, 

Miseta A, Kovács GL, Kőszegi T. Urinary orosomucoid: validation of an automated 

immune turbidimetric test and its possible clinical use. Biochem Med (Zagreb). 

2016;26(3):421-430. IF: 2.934 

 

3. Kustán P, Szirmay B, Horváth-Szalai Z, Ludány A, Kovács GL, Miseta A, Kőszegi T, 

Mühl D. Urinary orosomucoid: a novel, early biomarker of sepsis with promising 

diagnostic performance. Clin Chem Lab Med. 2017;55(2):299-307. doi: 10.1515/cclm-

2016-0840. IF: 3.556 

 



75 

 

4. Tékus É, Váczi M, Horváth-Szalai Z, Ludány A, Kőszegi T, Wilhelm M. Plasma Actin, 

Gelsolin and Orosomucoid Levels after Eccentric Exercise. J Hum Kinet. 2017;56:99-108. 

doi: 10.1515/hukin-2017-0027. IF: 0.798 

 

5. Kustán P, Horváth-Szalai Z, Mühl D. Nonconventional Markers of Sepsis. EJIFCC. 

2017;28(2):122-133. 

 

6. Kőszegi T, Sali N, Raknić M, Horváth-Szalai Z, Csepregi R, Končić MZ, Papp N, Poór 

M. A novel luminol-based enhanced chemiluminescence antioxidant capacity microplate 

assay for use in different biological matrices. J Pharmacol Toxicol Methods.           

2017;88 (Pt 2):153-159. IF: 2.269 

 

7. Szirmay B, Kustán P, Horváth-Szalai Z, Ludány A, Lakatos Á, Mühl D, Wittmann I, 

Miseta A, Kovács GL, Kőszegi T. Novel automated immune turbidimetric assay for 

routine urinary cystatin-C determinations. Bioanalysis. 2018;10(6):377-384. IF: 2.478 

 

VIII.3. Book chapters 

 

1. Horváth-Szalai Z, Kustán P, Kőszegi T. Laboratory diagnostics of sepsis. In: Methods for 

Diseases Diagnostic with Applicability in Practice. Editors: Kőszegi T, Chesca A. Lambert 

Academic Publishing, 2014. ISBN-13: 978-3-8473-4502-2, ISBN-10: 3847345028. 

 

2. Kustán P, Horváth-Szalai Z, Kőszegi T. Biochemical Markers of Systemic Diseases. In: 

Methods for Diseases Diagnostic with Applicability in Practice. Editors: Kőszegi T, 

Chesca A. Lambert Academic Publishing, 2014. ISBN-13: 978-3-8473-4502-2,         

ISBN-10: 3847345028. 

 

3. Horváth-Szalai Z, Kustán P, Kőszegi T. New laboratory findings in sepsis. In: Laboratory 

techniques with applicability in medical practice. Editors: Tamás Kőszegi, Antonella 

Chesca. Lambert Academic Publishing, 2015. ISBN-13: 978-3-659-31724-8,             

ISBN-10: 3659317241. 

 



76 

 

VIII.4. Conference presentations related to this thesis 

1. Kőszegi T, Horváth-Szalai Z, Ludány A, Györgyi E, Woth G, Mühl D, Kovács GL. 

Serum actin/gelsolin ratio: new biomarker in sepsis? 56th National Congress of the 

Hungarian Society of Laboratory Medicine. Budapest, August 30–September 1, 2012. Clin 

Chem Lab Med. 50:(8) pp. eA1-eA46. (2012). IF: 3.009 

2. Horváth-Szalai Z, Kőszegi T. Új potenciális szérum biomarkerek vizsgálata szepszisben: 

szabad aktin és aktin-kötő gelszolin. Students’ Research Conference, University of Pécs 

Medical School, Pécs, April 17-18, 2012. 

3. Horváth-Szalai Z, Kőszegi T. Új potenciális szérum biomarkerek vizsgálata szepszisben. 

XVII. Korányi Frigyes Tudományos Fórum, Budapest, April 19-20, 2012.  

4. Horváth-Szalai Z, Kőszegi T. Új potenciális szepszis biomarker: szérum aktin/gelszolin 

arány. HMAA Summer Conference, Balatonfüred, August 18-19, 2012. 

5. Horváth-Szalai Z, Kőszegi T. Új potenciális biomarker vizsgálata szepszisben. Students’ 

Research Conference, University of Pécs Medical School, Pécs, February 7-8, 2013. 

6. Horváth-Szalai Z, Kőszegi T. Új potenciális biomarker vizsgálata szepszisben. XXXI. 

Országos Tudományos Diákköri Konferencia, Szeged, April 2-5, 2013. 

7. Kőszegi T, Horváth-Szalai Z, Ludány A, Woth G, Mühl D, Kovács GL. Serum 

actin/gelsolin ratio: a new biomarker in sepsis? 20th IFCC-EFLM European Congress of 

Clinical Chemistry and Laboratory Medicine (EuroMedLab), Milano, Italy, April 19-23, 

2013. Biochim Clin 37:(SS) p. S298. (2013). IF: 0.41 

8. Horváth-Szalai Z, Kőszegi T. New potential biomarker in sepsis. 5th International 

Student Medical Congress in Kosice, Kassa, Slovakia, June 26-28, 2013. 

9. Horváth-Szalai Z, Kustán P, Kőszegi T, Ludány A, Mühl D. New potential sepsis 

biomarker. 10th János Szentágothai Transdisciplinary Conference and Student 

Competition Medical and Natural Sciences, Pécs, November 4-5, 2013. 

10. Horváth-Szalai Z, Ludány A, Mühl D, Kustán P, Bugyi B, Kőszegi T. Serum actin and 

gelsolin: new biomarkers in sepsis? IFCC WorldLab Istanbul 2014, Istanbul, Turkey, June 

22-26, 2014. Clin Chem Lab Med 2014; 52, Special Suppl, pp S1365. IF: 2.955 

11. Horváth-Szalai Z, Kustán P, Ludány A, Mühl D, Bugyi B, Kőszegi T. Serum actin and 

gelsolin: new potential biomarkers in sepsis? International CEEPUS Summer School, 

Portoroz, Slovenia, August 23-29, 2014. 



77 

 

12. Horváth-Szalai Z, Kustán P, Kőszegi T. Unusual protein markers of sepsis: serum actin 

and gelsolin. XX. Korányi Frigyes Tudományos Fórum, Budapest, March 12-13, 2015. 

13. Horváth-Szalai Z, Kustán P, Kőszegi T. Promising markers of sepsis: serum actin and 

gelsolin. XIV. International Congress of Medical Sciences (ICMS), Sofia, Bulgaria, May 

7-10, 2015. 

14. Horváth-Szalai Z, Kustán P, Mühl D, Kőszegi T. Nem szokványos szepszis markerek: 

szérum aktin és gelszolin. Magyar Aneszteziológiai és Intenzív Terápiás Társaság 

(MAITT) 43. Kongresszusa, Siófok, May 28-30, 2015. Aneszteziológia és Intenzív 

Terápia 45:(suppl.1.) p. 41. (2015) 

15. Horváth-Szalai Z, Kustán P, Mühl D, Ludány A, Kőszegi T. Unusual biomarkers in 

serum and urine of septic patients. 21 IFCC-ELM EuroMedLab Paris, Paris, France, June 

21-25, 2015. Clin Chem Lab Med 2015; 53, Special Suppl, pp S547. IF: 2.707 

16. Horváth-Szalai Z, Kustán P, Mühl D, Kőszegi T. New protein biomarkers in sepsis. 

International CEEPUS Summer School on Complex Diseases, Portoroz, Slovenia, July 23-

29, 2015. 

17. Horváth-Szalai Z, Kustán P, Szirmay B, Bugyi B, Mühl D, Ludány A, Kőszegi T. Serum 

Gc globulin and gelsolin as sepsis markers. Magyar Laboratóriumi Diagnosztikai Társaság 

58. Nagygyűlése, Szeged, August 25-27, 2016. Clin Chem Lab Med. 54:(10) p. eA200. 

(2016). IF: 3.432 

18. Horváth-Szalai Z, Kustán P, Szirmay B, Bugyi B, Mühl D, Ludány A, Kőszegi T. 

Synergistic, predictive protein markers in sepsis: serum Gc globulin and gelsolin. 4th Joint 

EFLM-UEMS Congress, Warsaw, Poland, September 21 -24, 2016. Clin Chem Lab Med. 

54:(10) p. eA365. (2016). IF: 3.432 

19. Horváth-Szalai Z, Kustán P, Szirmay B, Mühl D, Ludány A, Kőszegi T. Serum Gc 

globulin and gelsolin as potential early predictors of sepsis. 22nd IFCC-EFLM 

EuroMedLab Athens, Greece, June 11-15, 2017. Clin Chem Lab Med. 55:(s1) p. S585. 

(2017). IF: 3.556 

20. Horváth-Szalai Z, Kustán P, Szirmay B, Mühl D, Kőszegi T. Aktinkötő fehérjék 

szepszisben. III. Mediterrán Intenzíves Randevú (MIRA), Pécs, October 20-21, 2017. 

 



78 

 

VIII.5. Conference presentations not related to this thesis 

1. Kustán P, Horváth-Szalai Z, Ludány A, Kőszegi T, Mühl D. Urinary orosomucoid and 

sepsis. 10th János SzentágothaiTransdisciplinary Conference and Student Competition 

Medical and Natural Sciences, Pécs, November 4-5, 2013. 

2. Kustán P, Horváth-Szalai Z, Ludány A, Kőszegi T, Mühl D. Vizelet orosomucoid 

szepszisben. Magyar Aneszteziológiai és Intenzív Terápiás Társaság 42. Kongresszusa. 

Siófok, May 22, 2014. 

3. Kustán P, Ludány A, Mühl D, Horváth-Szalai Z, Kőszegi T. Urinary orosomucoid in 

sepsis: Laboratory approaches. IFCC WorldLab Istanbul 2014, Istanbul, Turkey, June 22-

26, 2014. Clin Chem Lab Med. 52: p. 1368. 1 p. (2014). IF: 2.955 

4. Kustán P, Horváth-Szalai Z, Ludány A, Mühl D, Kőszegi T. Orosomucoid in urine. A 

useful biomarker? International CEEPUS Summer School, Portoroz, Slovenia, August 23-

29, 2014. 

5. Tékus É, Váczi M, Horváth-Szalai Z, Ludány A, Kőszegi T, Wilhelm M. Plasma actin, 

gelsolin levels and exercise induced skeletal muscle damage. COMPASS TO HEALTH: 

1st International Conference on Leisure, Recreation and Tourism, Harkány, October 16-

18, 2014. 

6. Tékus É, Váczi M, Horváth-Szalai Z, Ludány A, Kőszegi T, Wilhelm M. Edzés hatására 

létrejövő mikrosérülések és a plazma aktin, gelszolin,orozomukoid koncentrációja. XII. 

Országos Sporttudományi Kongresszus. Eger, June 4-6, 2015. Magyar Sporttudományi 

Szemle 16:(2) p. 69. (2015). 

7. Kustán P, Horváth-Szalai Z, Németh B, Ludány A, Mühl D, Kőszegi T. Sepsis and 

oxidative stress. International CEEPUS Summer School on Complex Diseases, Portoroz, 

Slovenia, July 23-29, 2015. 

8. Kustán P, Szirmay B, Horváth-Szalai Z, Ludány A, Miseta A, Mühl D, Kőszegi T. 

Urinary orosomucoid- automated immunoturbidimetric test and its clinical relevance. The 

8th Conference of PhD Students, Marosvásárhely, Románia, December 9 -10, 2015. Acta 

Medica Marisiensis 61:(7) p. 8. (2015). 

9. Kustán P, Szirmay B, Horváth-Szalai Z, Ragán D, Ludány A, Mühl D, Kőszegi T. Novel 

urinary protein markers in sepsis. Magyar Laboratóriumi Diagnosztikai Társaság 58. 



79 

 

Nagygyűlése, Szeged, August 25-27, 2016. Clin Chem Lab Med. 54:(10) pp. eA199-

eA200. (2016). IF: 3.432 

10. Kustán P, Szirmay B, Horváth-Szalai Z, Ragán D, Ludány A, Mühl D, Kőszegi T. 

Monitoring of novel urinary protein markers in sepsis. 4th Joint EFLM-UEMS Congress, 

Warsaw, Poland, September 21 -24, 2016. Clin Chem Lab Med. 54:(10) pp. eA324-

eA325. (2016) IF: 3.432 

11. Kustán P, Horváth-Szalai Z, Szirmay B. Urinary Orosomucoid as a Potential Diagnostic 

Marker of Sepsis. 13th International Medical Postgraduate Conference, Hradec Kralove, 

Czech Republic, November 24-25, 2016. 

12. Kustán P, Szirmay B, Horváth-Szalai Z, Ludány A, Mühl D, Kőszegi T. Monitoring of 

novel urinary protein markers in sepsis. 22nd IFCC-EFLM EuroMedLab Athens, Greece, 

June 11-15, 2017. Clin Chem Lab Med. 55:(s1) p. S588. (2017). IF: 3.556 

13. Szirmay B, Kustán P, Horváth-Szalai Z, Ludány A, Kőszegi T. Urinary cystatin-C: a new 

automated particle-enhanced immune turbidimetric test for the routine evaluation of 

kidney tubular function. 22nd IFCC-EFLM EuroMedLab Athens, Greece, June 11-15, 

2017. Clin Chem Lab Med. 55:(s1) p. S803. (2017). IF: 3.556 

14. Kustán P, Szirmay B, Horváth-Szalai Z, Németh B, Mühl D, Ludány A, Kőszegi T. 

Vizelet orosomucoid: új, gyulladásos biomarker szepszisben. DKK17-Doktoranduszok a 

Klinikai Kutatásokban, Pécs, October 28, 2017.  

 

 

 

 

 

 

 

 

 

 

 

 



80 

 

 

IX. Acknowledgements 

 

First of all, I would like to express my gratitude to Prof. Tamás Kőszegi who introduced me 

into the medical research and has tutored me throughout many years. He inspired and raised 

me through his critical thinking, expertise in laboratory medicine and fascinating personality. 

I am grateful to Prof. Andrea Ludány, for her continuous, inevitably professional support. 

I would like to thank Prof. Attila Miseta for his generous support and for giving me the 

opportunity to perform research at the Department of Laboratory Medicine. I am also grateful 

to Prof. Gábor L. Kovács, who supported our work at the Department of Laboratory Medicine 

and at the János Szentágothai Research Centre. 

I sincerely thank Prof. Miklós Kellermayer for his pioneer findings regarding the actin 

cytoskeleton, which created the basis of many researches in our Department regarding actin, 

including ours. 

I wish to thank Dr. Diána Mühl for her invaluable clinical guidance and patience. 

I thank Dr. Beáta Bugyi, Dr. Andrea Vig, Dr. Tamás Huber for their methodological support. 

I am indebted to Dr. Ágnes Lakatos for her technical guidance regarding immune 

turbidimetry. I am grateful to my colleagues, Dr. Péter Kustán and Dr. Balázs Szirmay, for 

their encouraging creative ideas and friendship. 

I would like to thank Erzsébet Györgyi for introducing me into the exciting field of the 

laboratory work. I also express many thanks to Ágnes Rózsai and all the laboratory assistants 

of our Department for their technical support. 

Finally, I am grateful to my family, especially to my wife, Dr. Ildikó Rostás, whose critical 

insights and loving care helped me to complete this work. 

The present scientific contribution is dedicated to the 650th anniversary of the foundation of 

the University of Pécs, Hungary. 

This research was realized in the frames of TÁMOP 4.2.4. A/2-11-1-2012-0001 „National 

Excellence Program – Elaborating and operating an inland student and researcher personal 

support system”. The project was subsidized by the European Union and co-financed by the 

European Social Fund. Other financial support: GINOP-2.3.2.-15-2016-00050 (PEPSYS). 



Clinical Biochemistry 50 (2017) 127–133

Contents lists available at ScienceDirect

Clinical Biochemistry

j ourna l homepage: www.e lsev ie r .com/ locate /c l inb iochem
Antagonistic sepsis markers: Serum gelsolin and actin/gelsolin ratio
Zoltán Horváth-Szalai, MDa,d, Péter Kustán, MDa,b, Diána Mühl, MD, PhDb, Andrea Ludány, MD, PhD a,d,
Beáta Bugyi, PhD c,d, Tamás Kőszegi, MD, PhD a,d,⁎
a Department of Laboratory Medicine, University of Pécs, 7624 Pécs, Ifjúság u. 13, Hungary
b Department of Anaesthesiology and Intensive Therapy, University of Pécs, 7624 Pécs, Ifjúság u. 13, Hungary
c Department of Biophysics, University of Pécs, 7624 Pécs, Szigeti út 12, Hungary
d Szentágothai Research Center, 7624 Pécs, Ifjúság u. 20, Hungary
Abbreviations: A, actin; GSN, gelsolin; A/GSN, act
Physiology and Chronic Health Evaluation II; MODS
syndrome; SAPS II, Simplified Acute Physiology Score II;
Assessment.
⁎ Corresponding author at: Department of Laborator

7624 Pécs, Ifjúság u. 13, Hungary.
E-mail addresses: tamas.koszegi@aok.pte.hu, koszegita

http://dx.doi.org/10.1016/j.clinbiochem.2016.10.018
0009-9120/© 2016 The Canadian Society of Clinical Chem
a b s t r a c t
a r t i c l e i n f o
Article history:
Received 1 August 2016
Received in revised form 27 October 2016
Accepted 28 October 2016
Available online 5 November 2016
Objectives: For appropriate sepsis care, prognostic laboratory markers are mandatory. The aim of our study
was to evaluate the predictive value of serum actin, gelsolin and the recently defined actin/gelsolin ratio during
sepsis by comparison it to classical clinical and inflammatory laboratory parameters.

Design &methods:We analyzed sera of severe septic (n= 32) and SIRS (n= 12) patients for 5 days. Oph-
thalmologic patients (n= 27) served as controls. Besides serum actin, gelsolin and actin/gelsolin ratios classical
laboratory parameters (WBC count, serum procalcitonin, hsCRP) and clinical scores (APACHE II, SAPS II, SOFA),
were also assessed.

Results: Septic patients showed significantly decreased first-day gelsolin levels and increased actin/gelsolin
ratios compared to SIRS patients (p b 0.05), furthermore, non-survivors had significantly lower gelsolin levels
compared to survivors (p b 0.05). Non-survivors had 11.4-fold higher 2nd day actin/gelsolin ratios than
survivors. Besides procalcitonin (PCT) and hsCRP, gelsolin and actin/gelsolin ratios also proved to be useful in
discriminating SIRS from sepsis in the ICU (p b 0.05). Gelsolin had similar prognostic value to PCTwhen assessing
7-day mortality and the predictive capacity of the first-day actin/gelsolin ratios was similar to that of APACHE II
score regarding ICU mortality in severe sepsis.

Conclusions: Serum gelsolin and actin/gelsolin ratio might serve as efficient complementary prognostic
markers in sepsis. However, for daily clinical usage, an automated laboratory assay of actin and gelsolin is still
needed to be developed.

© 2016 The Canadian Society of Clinical Chemists. Published by Elsevier Inc. All rights reserved.
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1. Introduction

Epidemiological studies suggest an increasing incidence but a
decreasingmortality of severe sepsis [1]. However, septic shock remains
a leading cause of death at the intensive care units with a mortality rate
up to 72% [2,3]. Diagnosis of sepsis is predominantly based on clinical
parameters, including general status, inflammatory, hemodynamic,
organ dysfunction and tissue perfusion variables [4]. From the laborato-
ry side, early sensitive and specific biomarkers aremandatory for raising
the correct diagnosis. Serumprocalcitonin (PCT) and highly-sensitive C-
reactive protein (hsCRP) are the current gold standard parameters in
the sepsis guidelines [4,5]. Monitoring of the septic process is the
in/gelsolin; APACHE II, Acute
, multiple organ dysfunction
SOFA, Sequential Organ Failure
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other essential part of a successful therapy; therefore besides the classic
ones, clinicians need novel biomarkers with predictive capacity.

Gelsolin (GSN) is a multifunctional protein, existing in three
different isoforms encoded by chromosome 9 in humans [6]. Secreted
or plasma GSN (MW = 93 kDa) - mainly originating from the skeletal
muscle tissue [7] - is an essentialmotor of the extracellular actin scaven-
ger system: it severs polymeric or F-actin in the circulation, but also can
bind tomonomeric or G-actin [8,9]. An increasing body of experimental
evidence exists that in severe acute catabolic conditions (e.g. severe
sepsis, multiple organ dysfunction syndrome (MODS), extensive
trauma) and chronic inflammatory disorders (e.g. chronic kidney
disease, multiple sclerosis, rheumatoid arthritis) GSN levels decline in
the blood [10–21]. In addition, GSN has other roles in the circulation,
as it binds to pro-inflammatory and bioactive molecules and bacterial
surface lipopolysaccharides [22,23].

A wide spectrum of knowledge is available on the intracellular
functions of actin (MW = 42 kDa) [24], but less attention is paid to
actin released into the circulation. In sepsis, high amounts of free actin
filaments are thought to increase blood viscosity, to activate platelets
hts reserved.
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and to slow down fibrinolysis by binding to plasmin and thus
obstructing small blood vessels [16,25,26]. Circulating plasma actin
may also enhance the severity of Escherichia coli infections by promot-
ing alpha hemolysin production and activating purinergic receptors by
binding to adenine nucleotides [10]. The continuous presence of large
amounts of actin filaments in the blood could promote a condition
resembling MODS [18,27]. Gelsolin is a prominent component of the
actin scavenger system therefore actin levels depend on its binding
capacity.

In our study we hypothesized that the simultaneous measurement
of serum actin and GSN might give additional information on the
severity of systemic inflammatory response syndrome (SIRS) and the
septic process as well. For evaluation of their role we introduced a
new marker: serum actin/gelsolin (A/GSN) ratio. This work aimed to
monitor changes of serum levels of actin, GSN and our newly defined
A/GSN ratio in SIRS and in severe sepsis, and to investigate their
diagnostic and predictive values comparing them to the classical
parameters widely used in sepsis management.

2. Materials and methods

2.1. Patient enrollment and study design

Our study protocol was authorized by the Regional Research Ethical
Committee of the University of Pécs (4327.316-2900/KK15/2011) and
was performed according to the ethical guidelines of the 2003 Helsinki
Declaration.Written informed consentwas obtained fromall enrolled pa-
tients or their appropriate surrogates after detailed information regarding
the study design and blood sampling. Patients with established diagnosis
of SIRS or severe sepsis fromtheDepartment of Anesthesiology and Inten-
sive Therapy (University of Pécs, Hungary)were enrolled in our follow-up
study from January 2013 till December 2014. SIRS and severe sepsis were
defined according to the criteria of the American College of Chest Physi-
cians/Society of Critical Care Medicine and the 2012 Surviving Sepsis
Guidelines [4,5]. Patients with SIRS fulfilled two or more of the following
findings: body temperature N38 °C or b36 °C, tachycardia (N90/min),
tachypnea (respiratory rate N 20/min) or PaCO2 b 32 mm Hg, white
blood cell count N12,000/mm3 or b4000/mm3 or N10% immature
bands. Further SIRS criteria were negative blood culture results and PCT
levels b1 ng/mL. Diagnostic criteria for severe sepsis included SIRS plus
confirmed or presumed infection, elevated PCT levels (N2 ng/mL in bacte-
rial sepsis) and one ormore organ dysfunction induced by sepsis. Patients
were followed during their ICU staywhere serum sampleswere obtained
at day 1, 2, 3, 5 after clinical diagnosis. Defined end points were the
withdrawal of consent or death during the study period. Patients were
excluded if they were under 18 years of age or where it was not possible
to obtain patient consent or consultee approval. Our control group
consisted of ambulatory ophthalmologic patients from the Department
of Ophthalmology, University of Pécs, Hungary. Ophthalmologic patients
under the age of 18 years and those suffering from acute inflammation
or infectious disease were excluded from the control group.

2.2. Blood sampling

Venous blood (7.5 mL) was obtained from every patient via central
venous catheter into plain tubes with accelerator gel using a closed
blood sampling system (BD Vacutainer®). Clotted blood samples were
centrifuged for 10 min at 1500g and sera were immediately treated
with electrophoresis sample buffer and heated at 100 °C (see Section
2.3.). The rest of native sera were stored at −80 °C until further
analyses.

2.3. Determination of serum actin and gelsolin levels

Samples were immediately analyzed or were stored at −80 °C.
Using 10% SDS-PAG electrophoresis by Laemmli [28], serum actin and
GSN levels were determined by quantitative chemiluminescence
Western blot based on the work of Lee et al. [13]. Polyclonal primary
antibodies (Rabbit Anti-Human Actin, N-terminal, ref. no: A2103,
Sigma-Aldrich Co. LLC; Rabbit Anti-Human Gelsolin, ref.no: A0146,
Dako A/S) and horseradish peroxidase-labeled secondary antibodies
(Swine Anti-Rabbit Immunoglobulins, ref.no: Z0196, Dako A/S) were
applied. In every gel, the same pretreated control serum sample of a
healthy individual was run as internal standard. Quantification of
Western blot was performed by using highly purified G-actin standard
obtained from rabbit skeletal muscle (Department of Biophysics,
University of Pécs, Hungary [29]). For standardization of GSN, purified
recombinant human GSN expressed in Escherichia coli [His-8] (Depart-
ment of Biophysics, University of Pécs, Hungary [30]) was used. The
Western blots were calibrated by running dilution series of actin and
GSN standards of known concentrations on separate gels. Quantification
was done after densitometry (Syngene, Cambridge, UK) of the chemilu-
minescence signal of the standards and establishing a calibration line
(light signal vs. protein concentration). The internal standard was
applied to every gel in the subsequent experiments therefore patients'
data were calculated by interpolation.

A/GSN ratioswere derived from the same day's actin [mg/L] andGSN
[mg/L] levels of each patient.

2.4. Assessment of laboratory parameters and clinical scores

All other laboratory parameters including total blood cell counts,
serum albumin, hsCRP, and PCT levels were determined by automated
routine laboratory techniques in the Department of Laboratory
Medicine, University of Pécs, Hungary.

APACHE II (Acute Physiology and Chronic Health Evaluation II), SAPS
II (Simplified Acute Physiology Score II) and SOFA (Sequential Organ
Failure Assessment) scores were calculated for the first day of intensive
care treatment. Both 7-day and overall ICU mortalities were investigat-
ed in our study. Septic patients were further subdivided into surviving
(n= 21) and non-surviving (n= 11) groups based on 7-day mortality.

2.5. Statistical analysis

For statistical analysis IBM SPSS Statistics for Windows, Version 22
program was used. Distribution of data was evaluated by Shapiro-
Wilk test. Since our data did not show normal distribution, Kruskal-
Wallis, Mann-Whitney tests were performed for investigating differ-
ences between patient groups. Friedman's two way ANOVA test was
used for performing follow-up comparisons. Predictive values of
different serum markers were assessed by COX regression analysis
and by receiver operating characteristic curves (ROC). Possible correla-
tions between quantitative parameterswere determined by Spearman's
rank correlation test. Data are expressed asmedians and as interquartile
ranges (IQR). p b 0.05 was considered to be statistically significant.

3. Results

3.1. Clinical and routine laboratory data

The clinical and routine laboratory parameters of our patients
enrolled in the study are listed in Table 1.

Control patients were similar in sex and age compared to septic pa-
tients. More ICU patients (36.4%) than controls (7.4%) suffered from
COPD. The majority of the patients (63.6%) were admitted to the ICU
after surgical interventions (e.g. management of acute abdomen,
Whipple procedure, etc.) and 36.4% of them after other medical events
(e.g. pneumonia). Among the first-day routine laboratory and clinical
parameters, we observed significantly higher serum PCT (p b 0.001),
hsCRP levels (p b 0.001), APACHE II (p b 0.001), SAPS II (p b 0.001)
and SOFA (p b 0.05) scores in septic compared to SIRS patients.



Table 1
Clinical and routine laboratory data of the enrolled patients.

Sepsis
(n = 32)

SIRS
(n = 12)

Control
(n = 27)

p value

Clinical data
Age (y) 67 (58–78) 67 (55–77) 65 (56–74) n.s.
Males, n (%) 19 (59.4) 9 (75) 11 (40.7) n.s.
COPD, n (%) 11 (34.4) 5 (41.6) 2 (7.4) b0.05
Type II DM, n (%) 6 (18.8) 3 (25) 4 (14.8) n.s.
CVD, n (%) 22 (68.8) 10 (83.3) 19 (70.4) n.s.
CKD, n (%) 1 (3.1) 0 1 (3.7) n.s.
Immunological diseases 4 (12.5) 0 0
Malignancy, n (%) 13 (40.6) 5 (41.6) 0 b0.05

Cause of admission
Internal medicine origin, n (%) 13 (40.6) 3 (25)
Surgical origin, n (%) 19 (69.4) 9 (75)
ICU treatment days 7 (4–12.5) 2 (2–3.8) b0.01

First-day parameters
APACHE II scores 20.0 (12.3–25.0) 9.5 (6.3–14.8) b0.001
SAPS II scores 51.0 (34.3–66.0) 25.5 (18.0–36.3) b0.001
SOFA scores 9.0 (7.0–11.8) 6.5 (4.3–9.8) b0.05
se-albumin 22.2 (18.5–26.3) 30.9 (25.3–33.5) 46.3 (44–48.1) b0.001
se-hsCRP (mg/L) 253.2 (158.2–324.9) 85.1 (46.3–201.3) 1.4 (0.7–3.9) b0.001
se-PCT (ng/mL) 17.3 (4.4–67.7) 0.4 (0.3–0.7) b0.001
se-actin (mg/L) 3.5 (1.6–6.1) 2.5 (2–4.1) 3.0 (2.1–3.7) n.s.
se-GSN (mg/L) 15.2 (5.8–24.1) 31.6 (23.6–40.8) 64.1 (37.9–88.6) b0.01
se-A/GSN 0.26 (0.1–0.8) 0.1 (0.06–0.14) 0.04 (0.03–0.08) b0.05

Data are expressed as medians, in parentheses percentages and interquartile ranges (25–75%) are given. Level of significance is set at p b 0.05. Abbreviations: COPD: chronic obstructive
pulmonary disease; CKD: chronic kidney disease; CVD: cardiovascular disease; n.s. = non-significant; Type II DM: Type II diabetes mellitus.

Table 2
Clinical, laboratory andmicrobiological characteristics of septic survivor and non-survivor
patients based on 7-day mortality.

Non-survivors
(n = 11)

Survivors
(n = 21)

p
value

Clinical data
APACHE II scores 28 (24–36.5) 16 (12−20) b0.001
SAPS II scores 68 (47.5–78) 39 (33–54) b0.01
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Among the routine laboratory and clinical parameters, non-survivor
sepsis patients exhibited significantly (p b 0.05) higher PCT levels and
clinical scores than survivors (Table 2). In non-survivors 81.8%, while
in survivors 71.4% of the patients developed MODS. Common organ
dysfunctions in sepsis were acute renal failure (65.6%) and acute lung
injury (50%), in 21.8% of the septic patients we found thrombocytope-
nia, in 12.5% acute hepatic failure also developed. Hemoculture was
positive in 18.8% of the septic patients, in 53.1% of the patients
pathogens were detected in other specimen sources (e.g. bronchoalve-
olar lavage, intra-abdominal abscess, urine) and in 28.1% of the cases
the source of infection remained unidentified.Most common pathogens
were Gram-positive (coagulase negative Staphylococci, Enterococci) and
Gram-negative bacteria (Escherichia coli, Pseudomonas species), in 28.1%
of the patients fungal infections (mostly Candida species) were also
present.
SOFA scores 13 (10–18) 8 (7–9) b0.001

Organ dysfunctions
1 2 6
2 2 9
≥3 7 6

First-day parameters
se-albumin 19.2 (15.8–22.3) 26 (22.4–31.2) b0.05
se-hsCRP (mg/L) 287.6

(216–336.4)
193.7
(143.9–286.1)

n.s.

se-PCT (ng/mL) 59.9 (33.5–101) 10.3 (3.9–21) b0.05
se-actin (mg/L) 4.9 (1.6–7.4) 3.1 (1.7–5.4) n.s.
se-GSN (mg/L) 8.9 (1.8–17.9) 16.9 (9.5–34.6) b0.05
se- A/GSN 0.71 (0.19–3.26) 0.15 (0.09–0.46) n.s.

Identified microorganisms
Gram-positive 3
Gram-negative 1 4
Gram-positive + Gram
negative

2 4

Gram-negative + fungi 1 1
Gram-positive + Gram
negative + fungi

2 5

Unidentified 5 4

Clinical scores and laboratory data are expressed as medians, in parentheses interquartile
ranges (25–75%) are given, organ dysfunctions and microbiological findings are given
with numbers. Level of significance is set at p b 0.05.
3.2. Serum actin, GSN levels and A/GSN concentration ratios in SIRS and in
sepsis

Analyzing the first-day serum actin levels in sepsis, SIRS and control
patient groups, non-significant differences were observed (Table 1).
First-day serum GSN concentrations were found to be the lowest in
the sepsis group, significantly higher GSN levels were observed in SIRS
compared to sepsis (p b 0.01), and the highest values were obtained
in controls (pb 0.001) (Fig. 1A). Regardingfirst-day serumA/GSN ratios,
thehighest valueswere observed in sepsis, significantly (p b 0.05) lower
A/GSN ratios were obtained in SIRS and the lowest values were found in
controls (p b 0.001) (Fig. 1B).

Well-defined changes were observed regarding the surviving and
the non-surviving severe septic patients' parameters (Table 2). Control
patients had significantly (p b 0.001) higher serum GSN levels than
survivors and non-survivors, moreover, survivors showed significantly
(p b 0.05) higher GSN levels in their sera than non-survivors (Fig. 1C).
Non-survivor and survivor patients' A/GSN ratios were significantly
(p b 0.001) higher than those observed in controls (Fig. 1D).

Fig. 2 illustrates the follow-up of surviving and non-surviving
patients. In the first 5 days, 28.1% of the septic patients died while
further 21.9% of them required no more intensive therapy and were
released from the ICU. Higher median values of serum actin levels
were observed in non-survivors than in survivors during the follow-
up, although not being statistically significant (Fig. 2A). Serum GSN
levels were found to be higher in survivors compared to non-survivors
on day 1 (Table 2) and on day 3 aswell (day 3median levels in survivors



Fig. 1. First-day serumGSN levels and A/GSN ratios in septic, SIRS and control patients (A, B), and in septic survivors, non-survivors based on 7-daymortality (C, D). Significance level is set
at p b 0.05 (*p b 0.05, **p b 0.01, ***p b 0.001).
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vs. non-survivors: 22.95 mg/L vs. 3.69 mg/L; p b 0.05; Fig. 2B). Patients
who failed to survive sepsis had significantly higher 2nd day's A/GSN
ratios than survivors (median A/GSN ratios in non-survivors vs.
survivors: 2.18 vs. 0.19; p b 0.05; Fig. 2C).

3.3. Spearman's correlation analysis and assessment of predictive values

Serum GSN levels were found to correlate inversely with PCT
(ρ = −0.38, p b 0.05), hsCRP levels (ρ = −0.65, p b 0.01), SAPS II
(ρ = −0.37, p b 0.05), SOFA clinical scores (ρ = −0.35, p b 0.05) and
positively with serum albumin levels (ρ= 0.43, p b 0.01). A/GSN ratios
Fig. 2. Time course of serum actin (A), GSN levels (B) and A/GSN ratios (C) in sepsis. Septic
performed for comparing the measured parameters of survivors and non-survivors. Significanc
positively correlated with hsCRP levels (ρ = 0.43, p b 0.01) and SOFA
clinical scores (ρ = 0.32, p b 0.05).

Regarding 7-day mortality in sepsis, ROC analysis showed that area
under the curve (AUC) value for PCT was found to be 0.75, for GSN it
was 0.74 (both significant at p b 0.05, Fig. 3A, B). The derived cut-off
value for GSNwas found to be 11.38mg/L (sensitivity: 76.2%, specificity:
72.7%). AUC values for A/GSN (0.70) and for hsCRP (0.66) did not meet
criteria for statistical significance. For differentiating patients with
sepsis from thosewith a non-infective systemic inflammatory response,
AUC were 0.95 for serum PCT, 0.84 for hsCRP, 0.77 for GSN and 0.70 for
A/GSN ratios, respectively (both significant at p b 0.05, Fig. 3C, D). Cut-
patients are divided into groups based on 7-day mortality. Friedman's ANOVA test was
e level is set at p b 0.05 (*p b 0.05).



Fig. 3.Receiver operating characteristic curves of serumPCT, hsCRP, A/GSN ratios (A) andGSN (B) for predicting 7-daymortality in sepsis and those for distinguishing SIRS from sepsis (C, D).
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off values were 21.04 mg/L for GSN (sensitivity: 83.3%, specificity:
68.7%) and 0.10 for A/GSN (sensitivity: 68.8%, specificity: 66.7%).

For determining the predictive value for overall ICUmortality of the
studied markers, COX regression analysis was performed. Based on
evaluation of the first-day laboratory parameters (hsCRP, PCT, actin,
GSN levels, A/GSN ratios) and clinical scores (APACHE II, SAPS II,
SOFA) of septic patients we found hazard ratios (HR) and confidence
intervals (CI) as follows: HR = 1.208; 95% CI = 1.083–1.347 (p =
0.001) for A/GSN ratios and HR = 1.172; 95% CI = 1.079–1.273
(p b 0.001) for APACHE II scores. These two parameters were able to
predict the outcome of sepsis.
4. Discussion

The major source of circulating actin in healthy individuals is most
probably the skeletal muscle tissue with its large mass and high actin
content. However, in systemic inflammation (e.g. sepsis) and in other
pathological processes causing extensive tissue injury actin levels may
rise several-fold those seen under physiological conditions. High
fibrillar actin levels in the plasma that persist non-eliminated, may
cause various unfavorable processes leading to multi organ failure [16,
18,25–27]. Gelsolin is an actin depolymerizing scavenger protein how-
ever, apart from its significance in sepsis, it has a major role in certain
types of amyloidosis, autoimmune disorders and cancer [18,31,32].
Interestingly, Mounzer et al. [17] communicated that in patients after
major trauma decreased admission plasma GSN levels were associated
with prolonged mechanical ventilation, ICU stay, ARDS, and death.
We emphasize that in our study septic patients' first-day GSN levels
were found to be significantly lower in non-survivors than in survivors
based on 7-daymortality, similar to the observation of Lee et al. [13,15],
but in contrast to Wang et al. [33].

Opposite to the studies performed by Lee et al. and Wang et al., we
did observe significant differences between septic surviving and non-
surviving patients regarding serum albumin levels. Mounzer et al. [17]
also reported a positive correlation between serum albumin and GSN
levels in trauma patients. Therefore we suggest that the depletion of
GSN is mainly a result of its scavenging functions in the blood [8,9,22,
23], but also the possibility of non-specific protein loss cannot be
ruled out.

Investigating both serum and plasma actin concentrations from the
same patients, we did not observe any significant differences between
the two sample types (data not shown). We observed – in accordance
withMounzer et al. – lower amount of actin in the sera of septic patients
than suggested by Lee et al. [13]. Interestingly, Lee et al. identified actin
only in 81% of plasma samples from septic patients and in none of
normal volunteers, whereas we detected actin in all serum samples of
septic and control patients. This could be attributed to our more
sensitive actin-detecting method. In contrast to Lee et al., who
examined only healthy and younger patients as controls compared to
septic patients, we investigated age- and gender matched controls vs.
septic patients.

There can be found an extensive variability in the estimated GSN
levels in different studies [13,33] since anti-GSN antibodies applied in
recent immunological methods cannot distinguish between cytoplas-
mic and secretory isoforms of GSN [34].
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Our work is the first trial which examines simultaneously the time-
dependent changes of both serum actin andGSN levels in human sepsis.
We found significantly lower 1st - and 3rd - day GSN levels and 11.4-
fold higher median 2nd day A/GSN ratios in non-survivors compared
to survivors however, we observed that GSN levels for all patients in
the septic group did not show inter-day significant differences. Our
findings are similar to those of Lee et al. [15], but are in contrast to
Mounzer et al. [17] and to Wang et al. [33].

High levels of extracellular actin are suggested to be toxic, as report-
ed in cell culture experiments by Erukhimov et al. [27] and in an animal
model by Kevin Li-Chun et al. [35]. Possible sources of free extracellular
actin in sepsis are microparticles originating from the endothelium and
the detritus of blood cells [36], but we also suppose that a significant
portion of free extracellular actin is released from the skeletal muscle
tissue. Procalcitonin is the gold standard serum marker of sepsis, with
great sensitivity and specificity for the diagnosis of this clinical syn-
drome. We suggest that serum GSN and A/GSN ratios cannot replace
PCT, but give important additional information regarding the outcome
and the immune status of the septic patients. GSN is a multifunctional
protein which is thought – besides extracellular actin-binding – to be
involved in the human body's innate immune response: it can bind to
bioactive molecules (lysophosphatidic acid, sphingosine 1-phosphate,
fibronectin, platelet activating factor) and bacterial wall lipids
(lipoteichoic acid (LTA), lipopolysaccharide, (LPS)) and therefore it
could localize inflammatory processes. Animal models supported the
hypothesis that repletion of blood GSN during sepsis protects the host
from adverse outcomes [37,38].

Our study has some limitations. In the future, we should study a
much larger number of critically ill patients. Since Western blot is a
time-consuming and quite expensive method, it is not applicable for
the clinical laboratory practice. At present, determination of serum/
plasma actin is not possible by rapid laboratory methods and this fact
reduces its applicability in clinical use. Currently, we are working on
the validation of a fast, automated immune-turbidimetric method for
determining serum GSN levels, based on the previous work suggested
by DAKO [39].

We are aware that from February 2016, new definitions for sepsis
and septic shock are available [40]. These (e.g. quickSOFA) promote
earlier recognition and management of patients with sepsis or at risk
of developing sepsis. Since our study was performed from January
2013 to December 2014, patients were categorized according to the
former sepsis guidelines [4,5].

Our findings strongly support the hypothesis that GSN is the major
component of the extracellular actin scavenger system. This study
demonstrates that a significant difference is present in surviving vs.
non-surviving septic patient groups regarding serum GSN levels. We
suppose that the assessment of GSN levels and A/GSN ratios could
provide additional information on the actual status of septic patients.

5. Conclusions

To our best knowledge, our study is the first to examine the time
dependent changes of serum actin, GSN levels and the recently de-
fined A/GSN ratios. We suggest that the predictive capacity of the
first-day A/GSN ratios regarding overall ICU mortality in sepsis is
similar to that of APACHE II clinical scores. GSN had similar AUC for
assessing 7-day mortality in sepsis as PCT. We verified that serum
GSN levels correlated negatively with PCT, hsCRP levels, SAPS II and
SOFA clinical scores, whereas A/GSN ratios positively with hsCRP
levels and SOFA scores. Therefore, GSN and A/GSN ratio might be
considered as complementary prognostic markers in sepsis.
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Background:	 Studies	 showing	 the	 potential	 predictive	 value	 of	 the	 actin-	binding	
protein gelsolin, in critically ill patients are scarce. Moreover, even up to now a rapid 
automated measurement of gelsolin has still remained a challenge. Therefore, we 
developed and validated an automated serum gelsolin immune turbidimetric assay for 
possible clinical use.
Methods: Validation of serum gelsolin assay was performed on a Cobas 8000/c502 
analyzer	(Roche)	according	to	the	second	edition	of	Eurachem	guidelines.	Furthermore,	
we also studied the diagnostic value of serum gelsolin in sepsis when investigating sera 
of	septic	(n	=	25),	systemic	inflammatory	response	syndrome	(SIRS;	n	=	8)	and	control	
patients	(n	=	14).	We	compared	our	previously	published	Western	blot	data	with	those	
of the new turbidimetric assay.
Results: The sample volume was 7 μL and the assay time was 10 minutes. The 
detection	 limit	was	0.72	mg/L,	 intra-		 and	 inter-	assay	 imprecision	 remained	 in	most	
cases	less	than	5%	expressed	as	CV.	Recovery	was	found	to	be	84.56%-	93.52%	and	
linearity study gave an appropriate correlation coefficient by linear regression analysis 
(r2	=	.998).	 Septic	 patients	 exhibited	 lower	 (P	=	.015)	 first-	day	 serum	 gelsolin	 levels	
than	SIRS	patients,	which	confirmed	our	previous	Western	blot	results.	The	determined	
cut-	off	point	 for	 serum	gelsolin	was	14.05	mg/L	 (sensitivity:	75%;	 specificity:	60%)	
when investigating its diagnostic value in sepsis.
Conclusion: Based on the results, our immune turbidimetric measurement offers a 
rapid and accurate quantitation of gelsolin in human serum samples. Serum gelsolin 
seems	 a	 promising	 additional	 diagnostic	 marker	 of	 sepsis	 which	 has	 to	 be	 further	
investigated.

K E Y W O R D S

automation,	diagnostic	marker,	immune	turbidimetry,	sepsis,	serum	gelsolin

1  | INTRODUCTION

For	quick	diagnosis	and/or	decision-	making	when	critically	ill	patients	
are considered, the need of fast and accurate laboratory methods for 
quantification of serum proteins with predictive value is of high impor-
tance.	Human	 serum	 gelsolin	 (se-	GSN)	 is	 a	Ca2+-	dependent	 93	kDa	

protein	mainly	synthesized	by	skeletal	muscle	cells	and	consisting	of	
6	gelsolin	homolog	domains.1,2	Aside	from	its	actin-	binding	capacity,3 
se-	GSN	is	suggested	to	be	involved	in	the	modulation	of	inflammatory	
processes, too.4,5	In	severe	systemic	inflammation,	as	sepsis,	se-	GSN	
levels	drop	 significantly.	Gelsolin	 is	part	of	 the	 so	called	actin	 scav-
enger system and therefore a possible reason for its decrease is the 
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excessive release of filamentous actin into the circulation due to mas-
sive cell injury,3,6,7 and—in case of bacterial infections—the appearance 
of high amounts of bacterial wall lipids as well.4,5 Up to now, only a 
few	studies	have	proven	the	possible	predictive	capacity	of	GSN	lev-
els in sepsis,6,7 severe burns,8 traumatic brain injury,9 but also in au-
toimmune diseases,10	chronic	kidney	disease,11	and	HIV-	1	disease.12 
However, even at present a rapid automated measurement of this 
actin-	binding	protein	still	remains	a	challenge.	The	aim	of	the	present	
work	was	to	develop	and	validate	a	fast	immune	turbidimetric	assay	
for	serum	GSN	that	would	be	suitable	for	possible	routine	clinical	use.

2  | MATERIALS AND METHODS

2.1 | Reagents, assay conditions

The	 immune	 turbidimetric	 assay	 for	 se-	GSN	measurement	was	per-
formed on an open developmental channel of the c502 module of a 
Cobas	8000	analyzer	(Roche	Diagnostics	GmbH,	Mannheim,	Germany).

Because	 of	 the	 unavailability	 of	 any	 commercial	 GSN	 calibra-
tor for immune turbidimetric assay, we applied recombinant human 
GSN	expressed	in	Escherichia coli	[His-	8]	(Department	of	Biophysics,	
University of Pécs, Hungary13).	Dilution	series	of	the	calibrator	were	
prepared	using	fetal	bovine	serum	(FBS,	ref.	no.	Ph.	Euro.	2262,	PAN	
Biotech,	Aidenbach,	Germany).	The	FBS	did	not	give	any	reaction	with	
the	anti-	human	GSN	antibody,	therefore,	we	could	use	it	as	a	serum	

matrix imitating the physicochemical properties of human serum sam-
ples.	Pooled	human	serum	from	healthy	volunteers	served	as	an	“in-	
house”	control,	due	to	the	lack	of	commercially	available	quality	control	
material.	We	used	Polyclonal	Rabbit	Anti-	Human	GSN	antibody	in	the	
assay	(ref.	no.	A0146,	Dako	A/S,	Glostrup,	Denmark)	pre-	diluted	(1:4)	
with	Dilution	Buffer	(ref.	no.	S2005,	Dako	A/S);	and	Reaction	Buffer	
(ref.	no.	S2007,	Dako	A/S),	based	on	the	previous	work	of	Christensen	
et al14 with modifications. The sample volume was 7 μL, the volume of 
the reaction buffer was 100 μL	and	that	of	the	pre-	diluted	(1:4)	anti-
body was 50 μL. The wavelength applied for the turbidimetric reaction 
was 340 nm and delta absorbance was calculated from the data ob-
tained	between	41-	70	measuring	points.	The	two-	point	end	assay	was	
performed	at	37°C	with	10-	minute	reaction	time.	Full	RCM	calibration	
was	done	by	applying	a	six-	point	standard	curve	in	the	range	of	10-	
260	mg/L	gelsolin	standards.

2.2 | Validation of the GSN assay

The second edition of Eurachem guidelines15 was applied for the vali-
dation.	FBS	with	GSN	buffer	(containing	no	human	GSN)	was	utilized	
as	blank	 sample	 (FBS:buffer	 ratio	was	 similar	 to	 that	of	 the	highest	
GSN	 calibrator).	 Limit	 of	 blank	 (LOB:	 mean	+	1.645	×	SD),	 limit	 of	
detection	 (LOD:	 mean	+	3	×	SD)	 and	 limit	 of	 quantification	 (LOQ:	
mean	+	10	×	SD)	were	assessed	using	the	absorbance	data	of	30	inde-
pendent	blank	samples.

F IGURE  1 Validation	results.	(A)	Summarized	graph	of	a	6-	point	calibration	curve	of	GSN	assay	in	the	range	of	10-	260	mg/L	by	exponential	
graph	fitting	(n	=	9).	(B)	Linearity	of	serum	GSN	assay.	Dots	represent	means.	r2: regression coefficient

Sample

Intra- assay (n = 15)
Recovery% 
(n = 15)

Inter- assay (n = 20)

Mean ± SD (mg/L) CV% Mean ± SD (mg/L) CV%

L 20.34	±	0.79 3.93 87.90 84.56 21.03 ± 1.05 4.99

M 69.91	±	1.40 2.00 -	 -	 69.93	±	2.06 2.94

H 112.51 ± 3.04 2.71 93.52 92.57 113.30	±	5.95 5.25

For	recovery	study	both	of	the	low	and	the	high	GSN	concentration	samples	were	spiked	with	purified	
human	GSN.
L,	low	GSN	concentration	sample;	M,	middle	GSN	concentration	sample;	H,	high	GSN	concentration	
sample.

TABLE  1  Intra-	,	inter-	assay	precision	
and	recovery	of	serum	gelsolin	(GSN)	assay
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Intra-		 and	 inter-	assay	 imprecisions	were	 estimated	 by	 three	 dif-
ferent	 sera	 (low,	middle	 and	 high	 GSN	 concentrations).	 For	 the	 as-
sessment	 of	 intra-	assay	 variability,	 15	 parallel	 measurements	 were	
performed	on	the	same	day,	while	for	inter-		assay	variability	two	paral-
lel measurements were executed on 10 consecutive days.

For	recovery	studies,	aliquots	of	both	the	low	and	high	GSN	con-
centration	serum	samples	were	spiked	with	two	different	amounts	of	
human	purified	GSN	standard,	thereafter	recovery	(%)	was	calculated	
from	the	measured	(n	=	15/level)	and	calculated	values.

Linearity was assessed by two parallel measurements for each level 
of	10	dilutions	of	a	serum	sample	in	the	range	of	11.18-	201.2	mg/L	
GSN.

Stability studies were performed by examining five different serum 
samples	 (ranging	from	32.94	to	122.14	mg/L)	when	storing	them	at	
+2−8°C.	Se-	GSN	 levels	were	determined	on	the	1st, 3rd, 5th, 8th and 
10th	day,	respectively.	Furthermore,	stability	of	se-	GSN	was	evaluated	
in	the	course	of	5	freezing-	thawing	cycles.	Aliquots	of	5	different	sera	
were	 frozen	 at	 −70°C	 and	 subsequently	 thawed	 at	 20-	25°C.	 After	
every	cycle,	se-	GSN	levels	were	assessed.

2.3 | Clinical evaluation of se- GSN assay

We	analyzed	a	 representative	number	of	sera	of	septic,	 systemic	
inflammatory	 response	 syndrome	 (SIRS)	 and	 control	 patients	 by	
immune turbidimetry, which had already been investigated by 
Western	 blot	 measurements	 in	 our	 previously	 published	 study.7 
The	validated	 immune	 turbidimetric	GSN	assay	was	compared	 to	
previous	Western	 blot	 method	 by	 Bland-	Altman	 plot	 procedure.	
Western	 blot	 and	 immune	 turbidimetric	 results	 were	 also	 stud-
ied	 by	 receiver	 operating	 characteristic	 curve	 (ROC)	 analysis.	
Regarding the study protocol, the applied sepsis definitions and 
patients’ enrollment we refer to our latest publication.7	APACHE	
II	 (Acute	 Physiology	 and	 Chronic	 Health	 Evaluation	 II),	 SAPS	 II	
(Simplified	Acute	Physiology	Score	II)	and	SOFA	(Sequential	Organ	
Failure	 Assessment)	 scores	 were	 estimated	 for	 the	 first	 day	 of	
 intensive care treatment.

2.4 | Statistical analysis

For	statistical	analysis	IBM	SPSS	Statistics	for	Windows,	Version	22	
and	Origin	Pro	8	softwares	were	used.	Kruskal-	Wallis,	Mann-	Whitney	
and	 chi-	squared	 tests	were	 performed	 for	 investigating	 differences	
between patient groups. Diagnostic values were assessed by receiver 
operating	characteristic	(ROC)	curves.	Bland-	Altman	plot	was	used	for	
method comparison. Changes in the results were considered to be sta-
tistically significant at P < .05.

3  | RESULTS

3.1 | Validation data

Figure	1A	represents	a	cumulative	graph	of	9	independent	calibrations	
performed	during	the	validation	period.	LOB,	LOD,	LOQ	were	found	 T
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to	be	0.47	mg/L,	0.72	mg/L	and	1.99	mg/L,	respectively.	Coefficient	
of	variation	remained	below	5%	in	most	of	the	cases	during	the	intra-		
and	 inter-	assay	 variability	measurements.	Recovery	 varied	between	
84.56%-	93.52%	when	investigating	four	different	ranges	(Table	1).

Linearity study gave an appropriate coefficient by the linear re-
gression analysis (r2	=	.998)	after	comparing	calculated	and	measured	
GSN	concentrations	regarding	10	different	dilutions	(Figure	1B).

3.2 | Stability studies

GSN	 levels	 remained	 almost	 unchanged	 (96.70%-	117.36%)	 during	
the	 10-	day	 stability	 period,	 and	 no	 considerable	 differences	 were	
observed	 even	 throughout	 five	 repeated	 freezing-	thawing	 cycles	
(Table	2).

3.3 | First- day serum GSN levels of septic, SIRS and 
control patients

Table 3 illustrates the main demographic and laboratory parameters 
of	 the	 enrolled	 patients.	 First-	day	 clinical	 scores	 (APACHE	 II,	 SAPS	
II,	SOFA)	were	proven	to	be	significantly	(P	<	.05)	higher	among	sep-
tic than among SIRS patients. Septic patients showed higher levels 
of	serum	procalcitonin	(PCT)	(P	<	.001)	and	high-	sensitivity	C-	reactive	
protein (P	<	.01)	 than	 non-	septic	 critically	 ill	 patients.	 Septic	 and	
SIRS	patients	exhibited	significantly	 lower	 first-	day	serum	GSN	 lev-
els than controls when measured by immune turbidimetry (P	<	.001)	
(Figure	2A,	 Table	3).	 Furthermore,	 serum	GSN	 levels	were	 lower	 in	
septic than in SIRS patients (P	=	.015).	Previous	Western	blot	results	
showed a similar pattern to those of immune turbidimetry except that 
among the limited number of subjects there was no significant differ-
ence	between	serum	GSN	levels	of	septic	and	SIRS	patients	(Table	3).

Bland-	Altman	plot	defined	a	bias	of	0.26	and	an	agreement	range	
from	−0.79	to	1.09	units	when	comparing	GSN	levels	of	septic,	SIRS	
and	control	patients	measured	by	previous	Western	blot	method7 and 
by	the	new	turbidimetric	assay	(Figure	2B).

3.4 | Diagnostic value of serum GSN levels in sepsis

We	also	investigated	whether	first-	day	se-	GSN	measured	by	immune	
turbidimetry could differentiate between the septic and SIRS states. 
Area	under	the	curve	(AUC)	value	for	se-	GSN	was	found	to	be	0.79,	
the	determined	cut-	off	point	was	14.05	mg/L	(sensitivity:	75%;	speci-
ficity:	60%),	(Figure	3A).	Western	blot	measurement	offered	a	lower	
AUC	 (0.63)	 for	 se-	GSN	 when	 compared	 to	 immune	 turbidimetry.	
Serum	PCT	 and	 high-	sensitivity	C-	reactive	 protein	 (hs-	CRP)	 had	 an	
AUC	of	0.98	and	0.85,	respectively	(Figure	3B).

4  | DISCUSSION

In	the	field	of	 life-	threatening	 inflammatory	diseases,	as	sepsis	or	
severe burns, proteins that can be detected rapidly and with a pre-
dictive value, are mandatory. In our study, we introduced a fast, 
accurate immune turbidimetric method requiring a very low sample 
volume	for	the	determination	of	se-	GSN	levels,	partially	based	on	
the	previous	work	of	Christensen	et	al.14	To	our	latest	knowledge,	
no	 other	 similarly	 fast	 assay	 for	 se-	GSN	 is	 available.	 For	 detect-
ing	se-	GSN,	functional	nucleation,	Western	blot,	and	ELISA	are	the	
only available laboratory techniques16 which require a longer assay 
time	 compared	 to	 our	method.	Despite	 the	 fact	 that	most	 ELISA	
methods have sufficiently low detection limits,17 they are quite 
user-	dependent	 (eg,	 incubation	 times,	 pipetting	 failures)	 and	 are	

TABLE  3 Data of the studied patients

Sepsis (n = 25) SIRS (n = 8) Control (n = 14) P value

Demographic data

Age,	y 73	(30-	82) 58	(50-	73) 63	(38-	78) n.s.

Male/female 18/7 6/2 7/7 n.s.

1st day clinical scores

APACHE	II 17.50	(12-	25) 8	(5.25-	13.25) -	 <.01

SAPS	II 51	(37.25-	66) 24	(16.50-	29.75) -	 <.001

SOFA 9	(7-	12) 5.50	(4.25-	9.75) -	 <.05

1st day laboratory data

se-	hsCRP,	mg/L 216.0	(127.75-	306.39) 68.50	(46.34-	116.19) 1.24	(0.22-	1.92) <.01

se-	PCT,	ng/mL 18.64	(4.64-	92.10) 0.35	(0.18-	0.49) -	 <.001a

se-	GSN	(IT),	mg/L 12.08	(3.89-	19.97) 24.67	(13.11-	25.94) 58.99	(44.34-	63.83) <.05a; 
<.001b, c

se-	GSN	(WB),	mg/L 16.74	(8.21-	34.57) 26.31	(16.89-	38.25) 74.87	(30.67-	91.83) <.01b, c

Data	are	expressed	as	medians	(25%-	75%	percentiles),	except	for	age	(median	[min-	max]).	Level	of	significance	is	set	at	P < .05.
Superscript	lowercase	letters	refer	to	post-	hoc	analyses.	a:	sepsis-	SIRS;	b:	sepsis-	control;	c:	SIRS-	control.
APACHE	II,	Acute	Physiology	and	Chronic	Health	Evaluation	II;	SAPS	II,	Simplified	Acute	Physiology	Score	II;	SOFA,	Sequential	Organ	Failure	Assessment);	
IT,	immune	turbidimetry;	WB,	Western	blot.
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not commonly automated. Cobas 8000 analyzer enables an excel-
lent precision and it is easily connectable to the laboratory infor-
mational	system	(LIS)	as	well	as	to	the	hospital	information	system	
(HIS).

Former study of Christensen et al14 presented an immune turbidi-
metric	assay	for	se-	GSN	on	Cobas	Mira	Plus	which	offered	a	slightly	
lower	(4%)	total	imprecision	when	compared	to	our	method	and	a	de-
tection	limit	of	2.7	U/L.	However,	due	to	unexpected	GSN	calibrator	
and control stability problems, this former assay is no longer available. 
Study of Dahl et al18 presented an immunonephelometric measure-
ment	for	plasma	GSN,	but	they	did	not	offer	any	validation	data	about	
the assay.

We	found	se-	GSN	as	a	stable	protein	maintaining	 its	concentra-
tion constant at +4°C for 10 days and even throughout five repeated 
freezing-	thawing	 cycles.	We	did	 not	 find	 any	 significant	 differences	
between	serum	and	plasma	levels	of	GSN	(when	using	sodium	citrate	
tube).	However,	we	do	not	consider	EDTA	containing	tubes	for	sam-
ple	collection	when	measuring	GSN	levels	because	plasma	GSN	levels	
drop	significantly	in	a	short	time	(data	not	shown).	One	possible	reason	
for	that	could	be	that	EDTA	binds	Ca2+ ions more strongly than sodium 
citrate, in addition, it chelates other metal ions too,19 which results in 
the	destabilization	of	the	GSN	domains.

We	 could	 confirm	 the	 previously	 published7 diagnostic capabil-
ity	of	first-	day	se-	GSN	levels	 in	sepsis	by	 immune	turbidimetry,	 too.	

F IGURE  2 Clinical	evaluation	and	method	comparison	of	serum	gelsolin	determination.	(A)	Serum	GSN	levels	in	septic,	SIRS	and	
control	patients	measured	by	immune	turbidimetry.	(B)	Bland-	Altman	plot:	comparing	the	data	of	Western	blot	and	immune	turbidimetric	
measurements.	Because	of	the	non-	normally	distributed	differences,	lg	of	the	data	was	calculated

F IGURE  3 Receiver	operating	characteristic	(ROC)	curves	of	serum	laboratory	parameters	in	sepsis.	(A)	ROC	of	se-	GSN.	(B)	ROC	of	se-	PCT	
and	se-	hsCRP.	IT,	immune	turbidimetry;	WB,	Western	blot
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Previous	Western	blot	results	showed	slightly	higher	GSN	levels	in	all	
patients	when	 compared	 to	 those	 of	 our	 new	GSN	 assay.	That	 dif-
ference	could	be	attributed	 to	 the	 fact	 that	Western	blot	 is	 a	more	
user-	dependent	method	than	immune	turbidimetry.	Similar	to	our	re-
sults,	studies	of	Wang	et	al6	also	found	significantly	lower	first-	day	se-	
GSN	levels	in	septic	patients	when	compared	to	non-	septic	critically	
ill patients.

We	acknowledge	that	our	study	has	limitations.	Currently,	there	is	
no	commercially	available	human	GSN	calibrator	and	control	for	 im-
mune turbidimetry. To handle this difficulty we applied highly purified 
human	GSN	expressed	in	E.	coli	as	a	calibrator,	and	we	used	pooled	
serum from healthy individuals as an internal control material. The de-
scribed	rapid	and	accurate	measurement	of	GSN	suggests	the	ultimate	
need	to	develop	a	commercially	available	GSN	calibrator	and	control	
system	 in	 the	near	 future.	Our	present	work	 focused	mainly	on	 the	
validation	of	GSN	assay	rather	than	on	its	clinical	assessment,	there-
fore we analyzed a limited number of sera obtained from critically ill 
patients.	A	detailed	 clinical	 evaluation	of	 the	newly	developed	GSN	
assay is already under investigation.

Diagnosis of sepsis is still difficult because it comprises partially 
uncovered pathobiochemical processes and even at present, there are 
no gold standard diagnostic tests. The diversity of underlying diseases 
of affected patients and the low specificity of SIRS criteria also ham-
per	correct	decision-	making.	As	a	consequence,	in	February	2016,	the	
new	 Sepsis-	3	 definitions	 have	 been	 introduced20 offering a greater 
consistency	and	earlier	recognition	of	this	 life-	threatening	condition.	
Therefore,	 any	 protein	 marker	 investigations	 focusing	 on	 sepsis-	
including	serum	GSN	studies-	should	also	be	performed	with	respect	
to	the	Sepsis-	3	criteria.

Immune turbidimetric measurement offers a rapid an accu-
rate	way	 to	 detect	GSN	 in	 human	 serum	 samples.	The	 diagnostic	
performance	of	serum	GSN	should	give	additional	 information	 for	
clinicians, and its possible further clinical use has to be further 
investigated.
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Abstract

Background: Simultaneous determination of the two 
main actin scavenger proteins in sepsis has not been 
investigated until now. In our pilot study, we elucidated 
the predictive values of Gc globulin and gelsolin (GSN) in 
sepsis by comparing them to classic laboratory and clini-
cal parameters.
Methods: A 5-day follow-up was performed, including 
46 septic patients, 28 non-septic patients and 35 outpa-
tients as controls. Serum Gc globulin and GSN levels were 
determined by automated immune turbidimetric assay on 
a Cobas 8000/c502 analyzer. Patients were retrospectively 
categorized according to the sepsis-3 definitions, and 
14-day mortality was also investigated.
Results: First-day GSN also differentiated sepsis from non-
sepsis (AUC: 0.88) similarly to C-reactive protein (AUC: 0.80) 
but was slightly inferior to procalcitonin (PCT) (AUC: 0.98) 

with a cutoff value of GSN at 22.29 mg/L (sensitivity: 83.3%; 
specificity: 86.2%). Only first-day SOFA scores (0.88) and 
GSN (0.71) distinguished septic survivors from non-survi-
vors, whereas lactate (0.99), Gc globulin (0.76) and mean 
arterial pressure (MAP) (0.74) discriminated septic shock 
from sepsis. Logistic regression analyses revealed SOFA 
scores and GSN being significant factors regarding 14-day 
mortality. First-day GSN levels were higher (p < 0.05) in 
septic survivors than in non-survivors. Gc globulin levels 
remained higher (p < 0.01) in sepsis when compared with 
septic shock during the follow-up period.
Conclusions: Both serum GSN and Gc globulin may have 
predictive values in sepsis. Considering the small sam-
ple size of our study, further measurements are needed 
to evaluate our results. Measurement of Gc globulin and 
GSN maybe useful in assessment of sepsis severity and in 
therapeutic decision-making.

Keywords: Gc globulin; gelsolin; immune turbidimetry; 
predictive value; sepsis-3.

Introduction
Sepsis is a life-threatening organ dysfunction caused by a 
dysregulated host response to infection. The syndrome has 
an increasing incidence (3–10/1000/year in high-income 
countries) due to aging populations with more comorbidi-
ties and more efficient recognition, but acute mortality 
of sepsis in adults is improving [1–3]. However, survivor 
patients have an increased risk for infection in the year fol-
lowing their intensive care unit (ICU) discharge and usually 
suffer from long-term consequences, including cognitive 
impairments and cardiovascular diseases [4, 5]. The latest 
sepsis-3 conference in February 2016 highlighted that the 
diagnosis of sepsis should be based on – apart from a 
presumed infection – parameters incorporated into quick 
Sequential Organ Failure Assessment (qSOFA) and Sequen-
tial Organ Failure Assessment (SOFA) clinical scores [1].

From the laboratory side, high-sensitivity C-reactive 
protein (hsCRP) and procalcitonin (PCT) are the preferred 
markers of sepsis [6]; the latter provides useful infor-
mation on the efficacy of antibiotic therapy as well [2]. 
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However, there is still an ongoing struggle to find new 
protein markers of ICU patients with high  sensitivity, 
high specificity and with short assay time, from the 
 methodological side.

Human plasma gelsolin (GSN) (molecular weight 
[MW] = 93 kDa) is a highly Ca2+-dependent protein encoded 
by a gene on chromosome 9 consisting of six GSN homo-
logue domains. Plasma GSN is mainly synthesized by 
skeletal muscle cells [7, 8].

Serum group-specific component (Gc) globulin (or 
vitamin D binding protein) (MW = 52–59  kDa) is a glyco-
sylated α2-globulin encoded by a gene on chromosome 4 
and mainly expressed by hepatocytes [9, 10]. The protein 
is built up of three structurally similar domains.

Several similar biological properties have been attrib-
uted to GSN and Gc globulin. Both of them are essential actin 
scavengers working in concert in the extracellular space: 
GSN severs and depolymerizes actin filaments leaking 
from disrupted cells, and Gc globulin – because of its high 
affinity to actin monomers – frees GSN from actin mono-
mers and sequesters them. Then the entrapped actin is 
subsequently cleared from the circulation by the reticu-
loendothelial system [8]. In case of severe systemic inflam-
mation, a large-scale cell injury occurs and actin releases in 
excess to the circulation at an extent that could easily satu-
rate the binding capacities of the capture proteins, deplet-
ing the plasma/serum levels of GSN and Gc globulin as 
well [11–24]. On the other hand, both GSN and Gc globulin 
could modulate inflammatory processes: GSN binds bacte-
rial wall lipids [25], whereas Gc globulin enhances neutro-
phil chemotaxis and could modulate T cell responses [10]. 
In addition, Gc globulin functions also as the main trans-
porter of circulating vitamin D metabolites [10].

Previous studies focused solely on the examination 
of GSN or that of Gc globulin alone in severe systemic 
inflammatory disorders [11–24], but – to the best of our 
knowledge – no previous research investigated quantita-
tively the two actin-binding proteins together in sepsis. 
The aim of the present work was to examine the predic-
tive value of serum GSN and Gc globulin in sepsis and to 
compare them with the classic laboratory markers and 
 clinical scores.

Materials and methods
Blood sampling

Venous blood (7.5  mL) was drawn from every patient via cen-
tral venous catheter or from a peripheral vein into plain tubes 
with  accelerator gel using a closed blood sampling system 

(BD Vacutainer®). After 30 min, clotted blood samples were centri-
fuged for 10 min at 1500g, and sera were immediately analyzed or 
stored at −80 °C.

Determination of serum Gc globulin and GSN levels

Reagents, assay conditions: The immune turbidimetric assay for 
se-Gc globulin and GSN measurement was executed on open devel-
opmental channels of the c502  module of a Cobas 8000 analyzer 
(Roche Diagnostics GmbH, Mannheim, Germany).

Serum Gc globulin levels were measured according to the modi-
fied protocol of Bangert [26] by using Polyclonal Rabbit Anti-Human 
Gc-Globulin antibody (ref. no. A0021, Dako A/S, Glostrup, Denmark) 
prediluted (1:5) with Dilution Buffer (ref. no. S2005, Dako A/S); Reac-
tion Buffer (ref. no. S2007, Dako A/S); Human Serum Protein Calibra-
tor (ref. no. X0908, Dako A/S) and Human Serum Protein Low Control 
(ref. no. X0939, Dako A/S).

Serum GSN assay was carried out according to our previous 
work [27], thereby using Polyclonal Rabbit Anti-Human GSN anti-
body (ref. no. A0146, Dako A/S) prediluted (1:4) with Dilution Buffer 
(ref. no. S2005, Dako A/S) and Reaction Buffer (ref. no. S2007, Dako 
A/S).

Determination of routine laboratory parameters 
and  clinical scores

Total blood cell counts, plasma lactate, serum albumin, hsCRP and 
PCT levels were determined by automated routine laboratory tech-
niques. qSOFA scores were calculated based on ICU admission para-
meters. Acute physiology and chronic health evaluation II (APACHE 
II), simplified acute physiology score II (SAPS II) and SOFA scores 
were estimated for the first day of intensive care treatment. Mean 
arterial pressure (MAP) was assessed by intra-arterial blood pressure 
monitoring in the ICU.

Categorization of patients and study design

Our study protocol was authorized by the Regional Research Ethi-
cal Committee of the University of Pécs (4327.316-2900/KK15/2011) 
and was performed according to the ethical guidelines of the 2003 
Declaration of Helsinki. Written informed consent was obtained 
from all patients or their families. Patients from the Department of 
Anaesthesiology and Intensive Therapy were enrolled in our follow-
up study from January 2013 to August 2016. Patients were followed 
during their ICU stay where serum samples were obtained on days 1, 
2, 3 and 5 after clinical diagnosis. Septic patients diagnosed accord-
ing to the former sepsis-2 guidelines [28] were retrospectively catego-
rized as stated by the sepsis-3 definitions [1] into sepsis and septic 
shock groups. Hereafter, we performed our study based on the latter 
categorization. Organ dysfunction should be determined as an acute 
change in SOFA score (≥2 points) as a consequence to the infection. 
In our study, the baseline SOFA scores were assumed to be zero in 
every patient since no clinical scores were estimated before the ICU 
admission. Septic shock was defined as a subset of sepsis in which 
persisting hypotension (requiring vasopressors to maintain MAP 
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≥65 mmHg) was present and plasma lactate levels were more than 
2 mmol/L despite adequate volume resuscitation.

Voluntary blood donors and preoperative ophthalmologic 
patients having their blood counts, liver enzyme activities and hsCRP 
levels in the reference range served as controls.

Non-septic ICU patients had negative blood culture results, and 
PCT levels were below 1.0 ng/mL.

ICU patients were excluded if they suffered from any autoim-
mune disorders, preexisting hepatic failure or were under 18 years of 
age. Control patients under the age of 18 years and those with symp-
toms of acute inflammatory diseases or suffering from autoimmune 
disorders were also excluded from the study. Among septic patients, 
14-day mortality was investigated.

Statistical analysis

For statistical analysis, IBM SPSS Statistics for Windows, Version 
22  was used. Power analysis was applied to calculate the required 
number of patients in each group. Kruskal-Wallis, Mann-Whitney and 
χ2-tests were performed for investigating differences between patient 
groups. Friedman’s analysis and post hoc Wilcoxon signed-rank 
tests were performed for follow-up comparisons. Predictive values 
were assessed by receiver operating characteristic (ROC) curves and 
logistic regression analysis. Correlations between quantitative para-
meters were determined by Spearman’s rank correlation test. Data are 

expressed as medians and as interquartile ranges (IQR). Changes in 
the results were considered to be statistically significant at p < 0.05.

Results

Main clinical and laboratory findings

We observed predominantly males in their 60s suffer-
ing from sepsis and septic shock, similar to non-septic 
ICU patients (Table  1). Septic and septic shock patients 
were treated about 7.5-times longer at the ICU than non-
septic intensive care patients (p < 0.05). More (74.3%) ICU 
patients required intensive care treatment after surgi-
cal investigations (e.g. management of ileus, pancreatic 
cancer surgery) than those after other internal medicine 
complications (e.g. chronic obstructive pulmonary disease 
exacerbation, pneumonia-related respiratory insuffi-
ciency). Data of control, non-sepsis and sepsis patients 
were comparable regarding age, gender and comorbidities.

In the intensive care patients’ groups, qSOFA scores 
did not alter significantly. First-day APACHE II scores 

Table 1: Clinical and routine laboratory data of the enrolled patients.

Control (n = 35) Non-sepsis (n = 28) Sepsis (n = 33) Septic shock (n = 13) p-Value

Clinical data
 Age, years 60 (56–68) 62 (55–71) 66 (56–76) 65 (47–76) n.s.
 Males (%) 20 (57.1) 20 (71.4) 24 (72.7) 8 (61.5) n.s.
 ICU stay, days – 1 (1–2) 7 (4.5–12.5) 8 (3.5–15) <0.05b, d

 CKD, n (%) 0 3 (10.7) 2 (6.1) 1(7.7) <0.05f

 COPD, n (%) 1 (2.9) 7 (25) 10 (30.3) 4 (30.8) <0.01c, e, f

 CVD, n (%) 21 (60) 24 (85.7) 24 (72.7) 8 (61.5) <0.05f

 DM, n (%) 6 (17.1) 7 (25) 5 (15.2) 0 <0.05b

Admission
 Medical – 1 12 6
 Surgical – 27 21 7
 qSOFA – 1.5 (1–2.7) 1 (1–2) 1.5 (1–2) n.s.
First-day data
 APACHE II – 8 (5.3–13.3) 14 (10.8–19.3) 20.5 (16–30.3) <0.05a, b, d

 SAPS II – 24 (16.5–29.8) 36.5 (29–53.3) 48 (37.5–74.3) <0.01b, d

 SOFA – 5.5 (4.3–9.8) 7.5 (7–10) 11 (7–15) <0.01a, b

 MAP, mmHg – 62.5 (57.8–74.3) 71 (64.5–85.5) 65 (60.3–75.3) <0.01a

 pl-Lactate, mmol/L – 1 (0.8–1.4) 0.9 (0.9–1.7) 3.4 (2.5–5.8) <0.001a, b

 se-Albumin, mg/L 46.3 (44.4–47.7) 31.6 (26.4–33.3) 22.6 (19.5–26.7) 18.7 (13.8–20.2) <0.01a−f

 se-hsCRP, mg/L 1.2 (0.5–2) 103.3 (64.3–146.3) 247.4 (124.8–320.3) 226 (143.8–306.4) <0.001b−f

 se-PCT, ng/mL – 0.3 (0.1–0.5) 8.3 (3.7–38.3) 24.8 (10.3–71.3) <0.001b, d

 se-Gc, mg/L 359.9 (338.3–381.3) 218.1 (170.2–243.2) 237.0 (160.6–285.6) 82.1 (42.7–195.9) <0.01a, b, c, e, f

 se-GSN, mg/L 58.9 (52.6–65.4) 32.1 (24.6–41.1) 9.6 (4.7–19.5) 12.5 (3.3–17.9) <0.05b, c, d, e, f

Data are expressed as median (%), and interquartile ranges (25%–75%) are given in parentheses. CKD, chronic kidney disease; COPD, 
chronic obstructive pulmonary disease; CVD, cardiovascular disease; DM, diabetes mellitus; ICU, intensive care unit; n.s., non- significant. 
Superscript lowercase letters refer to post hoc analyses: aseptic shock – sepsis; bseptic shock – non-sepsis; cseptic shock – control; 
dsepsis – non-sepsis; esepsis – control; fnon-sepsis – control.
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differed (p < 0.05) in all three ICU groups, whereas SAPS II 
scores were higher (p < 0.01) in sepsis and in septic shock 
patients when compared with the non-septic group. SOFA 
scores were more increased (p < 0.01) in septic shock 
compared with sepsis and non-sepsis patients. Serum 
albumin levels were different (p < 0.01) in all enrolled 
patients’ groups. Classic inflammatory markers (serum 
hsCRP, PCT) were significantly (p < 0.001) higher in septic 
shock and in sepsis patients compared with non-septic 
ICU patients.

Serum GSN and Gc globulin levels in septic 
shock, septic, non-septic critically ill and 
control patients

First-day serum levels of both actin-binding proteins were 
significantly (p < 0.001) higher in the control population 

than in the ICU patients (Table 1, Figure 1A, B). Non-septic 
ICU patients exhibited higher (p < 0.001) first-day serum 
GSN concentrations than patients with sepsis and septic 
shock. First-day Gc globulin levels were significantly 
higher in non-septic critically ill patients (p < 0.001) and 
in septic patients (p < 0.01) when compared with those 
 suffering from septic shock.

In the course of the 5-day follow-up period, three septic 
patients died and another five septic patients were dis-
charged earlier from the ICU. Four septic shock patients died 
during the observation days, and nine of them survived. 
Patients suffering from sepsis had significantly (p < 0.01) 
higher serum Gc globulin levels during the 5-day follow-up 
when compared with those with septic shock (Figure  1D) 
(median Gc globulin concentrations were as follows in 
sepsis vs. septic shock: first day: 237 vs. 82.1 mg/L; second 
day: 295.6 vs. 197.2  mg/L; third day: 257.8 vs. 188.5  mg/L; 
fifth day: 267.2 vs. 116.4  mg/L, respectively). Significantly 
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Figure 1: Serum gelsolin and Gc globulin concentrations in controls and in intensive care patients. 
First-day serum gelsolin (A) and Gc globulin (B) levels in septic shock, septic, non-septic ICU and control patients, and follow-up of serum gel-
solin (C) and Gc globulin (D)  concentrations where patients are divided into septic and septic shock groups. *p < 0.05, **p < 0.01, ***p < 0.001.
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(p < 0.05) increased second and fifth day’s serum Gc globu-
lin levels were detected in septic patients when compared 
with the first-day concentrations. The two investigated 
patient groups did not differ significantly regarding serum 
GSN levels during the 5-day follow-up, and no increasing or 
decreasing  tendency was noted (Figure 1C).

Data of septic survivors and non-survivors 
when investigating 14-day mortality

First-day classic parameters and microbiological findings

Septic survivors presented lower (p < 0.05) qSOFA scores 
compared with non-survivors (Table  2). All of the three 
investigated clinical scores were different (p < 0.01) 
between the two septic groups. MAP and plasma lactate 
levels were similar in both surviving and in non-surviv-
ing patients. Increment of the first-day’s hsCRP and PCT 
levels did not differ significantly in the two septic groups, 
and albumin levels were also similarly decreased.

Microbiological cultures gave positive results in 76.8% 
of the septic patients (Table 2). Frequently detected bacte-
ria were Gram-positive Staphylococcus aureus and Entero-
coccus, Gram-negative Escherichia coli and Pseudomonas, 

whereas for invasive fungal infections, Candida albicans 
was most commonly responsible.

Serum GSN and Gc globulin levels in septic survivor 
and non-survivor patients

First-day serum GSN levels were higher (p < 0.05) in 
survivor than in non-survivor septic patients (Table 2, 
Figure 2A). No further significant differences or changes 
were observed in serum GSN concentrations during the 
5-day time course of sepsis.

Serum Gc globulin concentrations did not differ sig-
nificantly on the first day of observation when investigat-
ing the two septic patients’ groups (Table 2, Figure 2B). 
However, there was a trend (p < 0.05) towards increasing 
Gc globulin levels, when comparing the first with the 
second day’s (median: 212.8 vs. 271.9 mg/L) and the first 
with the third day’s (median: 212.8 vs. 235.2 mg/L) Gc glob-
ulin levels in survivors. Similar tendency (p < 0.05) was 
seen in non- survivors when comparing the first with the 
second day’s serum Gc levels (median: 155 vs. 267.1 mg/L).

From the first to the fifth day of ICU follow-up period, 
21.4% of the survivors were discharged from the unit 
because of requiring no more intensive therapy, whereas 

Table 2: First-day data and microbiological findings of septic survivors and non-survivors regarding 14-day mortality.

Septic survivors (n = 28) Septic non-survivors (n = 18) p-Value

First-day data
 qSOFA 1 (1–1.25) 1.5 (1–2) <0.05
 APACHE II 13 (10–18) 23 (16–32) <0.01
 SAPS II 34 (25–51) 53 (43.5–70) <0.01
 SOFA 7 (7–9.5) 11 (9–15.5) <0.001
 MAP, mmHg 70 (65–83.5) 67.5 (59.5–80.5) n.s.
 pl-lactate, mmol/L 1.5 (1–2.2) 1.7 (1.1–5.2) n.s.
 se-albumin, mg/L 22.6 (19.3–26.6) 19.8 (16.2–23.5) n.s.
 se-hsCRP, mg/L 236.7 (151–302.9) 248.3 (121–328) n.s.
 se-PCT, ng/mL 11.2 (4.3–24.8) 26.1 (4.5–77.4) n.s.
 se-Gc, mg/L 212.8 (158.3–284.4) 155 (39.1–243.5) n.s.
 se-GSN, mg/L 12.9 (6.9–21.9) 6.9 (2.8–14.9) <0.05
Microbiological findings
 Gram-positive 7 2
 Gram-negative – 6
 Gram-positive and Gram-negative 6 4
 Fungi 1 –
 Gram-positive and fungi 1 –
 Gram-negative and fungi 2 3
 Gram-positive and Gram-negative and fungi 3 –
 Non-identified 8 3

Data are expressed as medians, and interquartile ranges (25%–75%) are given in parentheses. Microbiological findings are represented by 
numbers. MAP, mean arterial pressure.
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38.9% of the non-survivors died and 11.1% of them were 
released to other hospital units.

Discriminative values of first-day parameters 
by investigating ROC analysis

In the differentiation of septic patients from other patients 
suffering from non-infective diseases requiring ICU treat-
ment, besides serum PCT (area under the curve [AUC]: 
0.98, p < 0.001) and hsCRP (AUC: 0.80, p < 0.01), GSN also 
had significant (AUC: 0.88, p < 0.001) discriminative value 
with a cutoff point of 22.29 mg/L (sensitivity: 83.3%, speci-
ficity: 86.2%) (Figure 3A,B). Opposite to GSN, Gc globulin 
did not have any significant distinguishing role.

The discriminative function of plasma lactate regard-
ing septic shock/sepsis states was proven to be the highest 
(AUC: 0.99, p < 0.001; Figure 3D); in addition, Gc globulin 
(AUC: 0.76) and MAP (AUC: 0.74) also had significant 
(p < 0.05) diagnostic values (Figure 3C). The optimal cutoff 
point for Gc globulin was 116.5 mg/L (sensitivity: 78.3%, 
specificity: 60%). GSN, PCT, hsCRP, qSOFA and SOFA 
scores did not have any significant informative values in 
differentiation of septic shock from sepsis.

For predicting 14-day mortality in sepsis, SOFA  clinical 
scores (AUC: 0.88, p < 0.001) and serum GSN (AUC: 0.71, 
p < 0.05) proved to be significant as discriminating factors 
regarding surviving/non-surviving states (Figure 3E,F). 
The calculated cutoff value for GSN was 8.7 mg/L (sensi-
tivity: 71.4%, specificity: 58.3%). No significant predictive 
values were found in cases of MAP, lactate, PCT, hsCRP 
and qSOFA scores, respectively.

Assessment of predictive values by using 
logistic regression analysis and Spearman’s 
correlation results
Including the investigated parameters into the logis-
tic regression model, SOFA scores (β = 0.53; p = 0.03; 
OR = 1.70; 95% CI: 1.03–2.79) and serum GSN (β = −0.15; 
p = 0.04; OR = 0.87; 95% CI: 0.75–0.99) proved to have 
predictive capacity regarding 14-day mortality in sepsis. 
However, in our study, plasma lactate (β = 0.49; p = 0.17; 
OR = 1.64; 95% CI: 0.82–3.28), PCT (β = 0.01; p = 0.39; 
OR = 1.01; 95% CI: 0.99–1.03), hsCRP (β = −0.00; p = 0.97; 
OR = 1.00; 95% CI: 0.99–1.01) and Gc globulin (β = −0.00; 
p = 0.68; OR = 0.99; 95% CI: 0.99–1.01) did not offer any 
predictive value regarding 14-day mortality.

Serum GSN and Gc globulin positively correlated with 
each other (ρ = 0.48, p < 0.01); in addition, both of them 
positively correlated with serum albumin (GSN – albumin: 
ρ = 0.54; Gc – albumin: ρ = 0.61, p < 0.01) and nega-
tively with hsCRP (GSN – hsCRP: ρ = −0.68; Gc – hsCRP: 
ρ = −0.43, p < 0.01). Gc globulin inversely correlated with 
plasma lactate (ρ = −0.64, p < 0.01), with PCT (ρ = −0.34, 
p < 0.01) and with clinical scores (Gc – SAPS II: ρ = −0.49, 
p < 0.01; Gc – APACHE II: ρ = −0.35, p < 0.05; Gc – SOFA: 
ρ = −0.52, p < 0.01).

Discussion
The development of a septic process involves early activa-
tion of both pro- and anti-inflammatory responses, together 
with major alterations in non-immunologic pathways [1], 
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which partly results in massive cell injury. Besides various 
other cell components, actin also leaks out in excess from 
injured cells in which process is suggested to deplete the 
levels of the extracellular actin-binding proteins [8, 12, 13, 

17, 18, 21, 29]. From that point of view, the simultaneous 
rapid determination of serum Gc globulin and GSN levels 
might give important information on the septic process 
which we have sought to investigate. Our study revealed 
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that serum GSN provides valuable complementary data 
for the rapid diagnosis of sepsis, similarly to our latest 
published results [13]. Previous studies performed by Lee 
et al. [11, 12] indicated that first-day GSN levels are signifi-
cantly higher in survivors than in non-survivors of sepsis, 
which was also confirmed by us [13].

Regarding Gc globulin, we did not find any associa-
tion between first-day levels and mortality of ICU patients, 
similarly to Leaf et al. [22] who examined 90-day mortal-
ity of critically ill patients and in-hospital mortality in 
acute kidney injury patients [23]. The data obtained from 
 Gressner et al. [20] also indicated no association between 
Gc globulin and ICU-/follow-up mortalities.

We did not find any significant differences in first-
day’s serum Gc globulin levels when comparing sepsis to 
non-sepsis patients, contrary to the expectations of Jeng 
et al. [19]. We have demonstrated that first-day’s serum Gc 
levels have valuable predictive capacity when differentiat-
ing sepsis from septic shock. In addition, previous study 
of Dahl et al. [21] confirmed that trauma victims with low 
admission Gc globulin concentrations were more prone to 
develop hematologic and respiratory failures than those 
with high Gc globulin levels. Similarly, to their observa-
tions, we also noticed a slight increase in Gc globulin con-
centrations during the 5-day follow-up period regarding 
sepsis patients. That phenomenon can be attributed to the 
increased synthesis of Gc globulin as an acute phase reac-
tant after severe injury, reported by Dahl et al. [18]. Under 
normal circumstances, the plasma half-life of Gc-globulin 
unbound to actin varies between 12 and 24  h, whereas 
that of Gc-globulin-actin complex is suggested to be very 
short (30 min) [30]. Plasma GSN has a half-life of 2.3 days 
in healthy individuals [30, 31], which is also suggested to 
be reduced when complexed with actin. Opposite to Gc 
globulin, no significant increment was noted during the 
observation period regarding GSN, similarly to the work 
of Lee et al. [11] and to our previous findings, which could 
be explained by the lack of newly induced synthesis in 
the muscle cells after injury [29]. However, in survivors, 
long-term observations performed by Huang et al. [14] and 
Wang et al. [15] indicated a slow increase of serum GSN 
levels. The rapid fall in plasma Gc globulin and GSN levels 
at the beginning of severe systemic inflammatory disor-
ders is attributed to the fast consumption of them partly 
because of the extreme overload by actin [8, 10–18, 20, 21, 
29–31].

Based on literature data of previous studies, we 
seem to be the first to measure serum GSN and Gc globu-
lin levels simultaneously by rapid immune turbidimetry 
during the course of sepsis. We demonstrated a signifi-
cant positive correlation between the two actin-binding 

proteins, which supports the hypothesis that they act in 
concert in the intravascular space. In contrast to Gressner 
et al. [20], we found significant correlations between Gc 
globulin and hsCRP, PCT and, furthermore, between Gc 
globulin and clinical scores, too. Similarly to our previous 
data, GSN negatively correlated with hsCRP.

We investigated age-, gender- and disease-matched 
control patients in our study; therefore, the comparison 
of patients groups regarding serum GSN or Gc globu-
lin levels was not affected by underlying diseases (e.g. 
diabetes, chronic kidney disease). Apart from sepsis, 
decreased pGSN levels were found after parenchymal 
tissue damages, including acute lung injury, major 
trauma, myonecrosis, and acute liver failure, too [8, 16, 
29]. Depressed serum Gc globulin levels were found also 
in patients with hepatic failure and in trauma patients 
with shock [10, 17, 18]. These findings indicate that none 
of these proteins are specific for sepsis. However, because 
sepsis is a syndrome rather than a disease, none of the 
biomarkers would offer 100% specificity [32]. The magni-
tude of the decrease in serum GSN and Gc globulin levels 
is of utmost importance; therefore, appropriate cutoff 
values have to be set.

One of the potential weaknesses of the study is the 
limited number of critically ill patients. Therefore, further 
studies with a much higher patient number should be 
performed. We investigated the sepsis-3 definitions ret-
rospectively; therefore, in the future investigations, the 
new sepsis terms should be taken as the primary criteria 
when defining the patient groups. Also, another limita-
tion is that SOFA scores could not be calculated before the 
admission of the patients to the ICU. This difficulty most 
researchers have to face because many of the patients are 
admitted from out of hospital locations (where no labora-
tory facilities exist) directly to the ICU.

Conclusions
Serum GSN may serve as a complementary diagnostic and 
predictive protein marker in severe systemic inflamma-
tory syndrome, and critically low admission Gc globulin 
concentration reflects the development of septic shock. 
Immune turbidimetric measurement of GSN and Gc 
globulin levels gives the possibility to obtain important 
additional information on sepsis severity within a short 
turnaround time.
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