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1 The complement system 

The complement system is an essential part of the innate immune system. It consists of 

approximately 50 plasma and membrane proteins that are widely expressed in various 

tissues and are derived from different cell types (1, 2). Activation of the complement 

cascade occurs both in plasma and at the tissue level, and recently it was demonstrated to 

occur also within cells (3).  

1.1 The Complement Pathways  

The complement cascade includes three activation pathways, i.e. the classical, the lectin, 

and the alternative pathway, and one effector pathway, the terminal pathway (Figure 1). 

Activation of the classical and lectin pathways follows a similar pattern-recognition process 

(4). Classical pathway activation starts with the interaction of the C1 complex with its ligands, 

usually an immune complex. C1 complex consists of six C1q molecules, as well as two C1r 

and two C1s, which are the serine proteases. Interaction between C1q and the crystallisable 

(Fc) part of the IgG or IgM in the immune complex leads to a structural change in the C1q 

molecule, which causes the subsequent activation of C1r and C1s. The activated C1s can 

then induce the cleavage of C2 and C4 to form classical pathway C3 convertase, C4b2a. 

Activation of the lectin pathway starts with the recognition of its ligands, usually a 

carbohydrate structure in pathogens, by mannose-binding lectin (MBL), ficolins, or 

collectins. Similar to the classical pathway, this receptor-ligand binding causes the activation 

of MBL-associated serine proteases (MASPs), which form a complex with MBL, and then 

interact with C2 and C4 to generate the lectin pathway C3 convertase (C4b2a). The 

alternative complement pathway can be initiated via two routes. In the circulation, the 

alternative complement pathway is continuously activated at a low level via the so-called 

“tick-over” mechanism (5). This process starts with spontaneous hydrolysis of C3, which 

turns it into a bioactive form, C3(H2O). C3(H2O) binds with factor B and makes it available 

for cleavage by factor D to form C3(H2O)Bb, the fluid phase alternative pathway C3 

convertase. C3b, which is generated during the “tick-over” process, or is derived from 
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classical and lectin complement pathways, can deposit on the pathogen surface or cell 

membrane and lead to the activation of the alternative pathway. This is considered to be 

the amplification loop (6). Similar to C3(H2O) in the fluid phase, surface-bound C3b binds to 

factor B and interacts with factor D to generate another form of alternative pathway C3 

convertase, C3bBb. C3 convertases generated from the different complement activation 

pathways can cleave C3 into C3a and C3b. Activation of C3 leads to the generation of C5 

convertases, which cleave C5 into C5a and C5b. C5b triggers the terminal pathway activation 

by recruiting C6, C7, C8, C9 to form C5b-9, the membrane attack complex (MAC), in the 

surface of the targets (4) .  

Activation of the complement system results in the generation of several functional 

products. By the interaction with their specific receptors on the target surface, these 

functional complement fragments can contribute to the immune regulation (7), for instance 

by removal of pathogens and/or damaged host cells for C3b and C4b, via e.g. phagocytosis; 

by direct lysis of pathogens for C5b-9; and by promotion of the inflammatory process for 

C3a and C5a (also known as anaphylatoxins). 

Recently, a novel finding of intracellular complement activation was demonstrated. 

Intracellular complement activation was first identified in T-cells (3). In that study, the 

authors found that inside the T-cells, C3 can be directly cleaved by cathepsin L into C3a and 

C3b, independent of the previously reported C3 convertases, and this was implicated in T-

cell survival and differentiation. Although not extensively studied, the endogenous 

production and the uptake of C3(H2O) from plasma was considered the main source of 

intracellular C3 (3, 8). Besides C3, intracellular presence of C5 and its degradation product 

C5a has also been demonstrated, although the cleavage process is still unclear (9). 

Intracellular complement activation was not only seen in immune cells but may also occur 

in other non-immune cell types, e.g. epithelial cells, endothelial cells, and fibroblasts; 

however, the underlying mechanisms and the downstream biological effect(s) still need to 

be further studied (9). 
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Figure 1. Schematic overview of the activation of the complement system. In response to corresponding ligands, 
the complement system can be activated via the classical pathway, with the participation of C1 complex; via the 
lectin pathway, in the presence of mannan-binding lectin (MBL)/ficolins/collectins; or via the alternative pathway, 
with the participation of C3(H2O) (in fluid phase) or C3b (on the surface of target). Activation of the classical and 
lectin pathway can consequently activate C1r and C1s in C1 complex and MBL-associated serine proteases (MASPs), 
which then help to cleave C2 and C4 to form the classical and lectin pathway C3 convertase (C4b2a). C3(H2O) and 
C3b from the alternative pathway can bind factor B (FB), which then is cleaved by factor D (FD) to form the 
alternative pathway C3 convertase (C3(H2O)Bb or C3bBb). These C3 convertases can cleave C3 into C3a and C3b. 
C3b produced by different complement pathways can, in turn, contribute to activation of the alternative pathway, 
through which the amplification loop is formed. C3 convertases generated from the three activation pathways can 
bind to C3b to form the C5 convertase, which cleaves C5 into C5a and C5b and triggers the terminal pathway to 
recruit C6, C7, C8, C9 and form the membrane attack complex, C5b-9. 

1.2 Regulation of complement activation 

Activation of the complement system is under strict control by several circulating and 

membrane-bound regulatory proteins. In the circulation, factor H can inhibit the activation 

of the alternative pathway by preventing the formation and accelerating the decay of the 

C3 convertase, and by inactivating C3b as a cofactor for factor I (10). In contrast, properdin 

is a stabilizer for the alternative pathway C3 convertase that helps to enhance the activation 

(11). In addition, MASP-3, which is part of the lectin pathway, was reported to be an 
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activator of factor D (12). The soluble protein C1 inhibitor can inactivate the classical and 

lectin pathway by interfering with the C1 complex and the MBL complex, while C4b-binding 

protein controls the activation of the classical and the lectin pathway by accelerating the 

decay of the C3 convertase. The terminal pathway is also controlled by several circulating 

proteins, such as clusterin and vitronectin (13). There are also other circulating complement 

regulators, for instance, factor I, which can inactivate C3b and C4b in the presence of other 

cofactors (e.g. factor H, complement receptor 1 [CR1], C4b-binding protein) and inhibit the 

formation of C3 convertases from different activation pathways (14). To avoid excessive 

complement activation or escape from the complement surveillance, host cells, tumour 

cells, and some pathogens can also produce membrane inhibitors, including decay 

accelerating factor (DAF, also known as CD55), membrane cofactor protein (also known as 

CD46), complement receptor 1 (receptor of C3b and C4b, also known as CD35), and CD59 

(also known as protectin) (15). DAF can prevent the formation of the complement 

convertases and accelerate their decay. Membrane cofactor protein and complement 

receptor 1 mainly function as cofactor for factor I to inhibit C3 activation. Complement 

receptor 1 was also reported to have decay accelerating activity. CD59 is a specific inhibitor 

of C5b-9 and prevents its formation by blocking the interaction between C5b-8 and C9. 

These soluble and membrane-bound complement regulators are essential to maintain the 

homeostasis of the complement cascade, and defects in these regulatory proteins can lead 

to imbalanced complement activation, resulting in severe diseases, such as infection or 

autoimmune disease (16).  

The role of innate immunity in metabolism has been well established (17). As an 

essential part of the immune system, the complement system has also been implicated in 

cell and tissue homeostasis (18). Specifically, a potential role of complement components 

in obesity and related metabolic disorders, for instance, dyslipidaemia, insulin resistance, 

and metabolic syndrome, has been demonstrated.  

  



12 | Chapter 1 

1 

3 

4 

5 

6 

7 

V 

A 

C 

S 

2 The complement system in obesity-associated metabolic 

disorders 

Nowadays, obesity is a worldwide health issue. According to data from the world health 

organization, the number of individuals with obesity has nearly tripled since 1975, and it 

now affects more than 650 million adults and over 124 million children and adolescents 

worldwide (19). Obesity can directly cause health problems, such as labored breathing, 

muscle or joint problems, but also can contribute to the development of chronic metabolic 

disorders, for instance, dyslipidaemia, type 2 diabetes mellitus (T2DM), metabolic 

syndrome, and cardiovascular disease (CVD). Therefore, the investigation of the etiology of 

obesity and related metabolic disorders is much needed.  

2.1 The complement system in obesity 

The association between obesity and the complement system has been long discussed (20). 

Obesity is characterized by excessive accumulating of body fat (adiposity) in peripheral and 

particularly, visceral adipose tissue. Adipose tissue is a complex organ that consists not only 

of adipocytes, but also of other cell types (e.g. endothelial, immune, and fibroblast-like cells) 

(21). This makes it a multifunction organ for storage of fat and energy, but also an endocrine 

organ that is capable of synthesizing and secreting a number of bioactive compounds that 

contribute to whole-body metabolic homeostasis (22). In the last decades, the presence of 

complement proteins and regulators in adipose tissue has been demonstrated (2). The 

alternative complement pathway component factor D was even reported to be specifically 

derived from adipose tissue (23). Also, likely as a consequence of adipose tissue expansion, 

increased local (adipose tissue) and circulating levels of complement components were 

observed in individuals with obesity (24). In agreement with this, decreased complement 

levels were reported in individuals after weight loss (25, 26). Obesity is accompanied by low-

grade inflammation that is caused by induced production of pro-inflammatory 

adipokines/cytokines from dysfunctional adipose tissue (27). Several in vitro studies showed 

that some cytokines, i.e. interleukin-6 and tumour necrosis factor, of which the expression 
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is increased in obese individuals (28) can induce the production of complement components 

(29, 30). 

At the same time, complement components can affect adipose tissue function and 

homeostasis, which may, in turn, contribute to obesity. Several lines of experimental data 

demonstrated a possible role of the C3-C3a-C3adesarg axis in obesity. C3adesarg (also 

known as acylation stimulating protein [ASP]) is the degradation product of C3a. Several in 

vitro studies demonstrated that ASP can increases fat storage in human and murine 

adipocytes by stimulating the triglyceride synthesis and preventing intracellular lipolysis (31, 

32). Similarly, factor D was reported to induce lipid accumulation and cell differentiation in 

murine pre-adipocytes, probably via its influence on the C3-C3a-C3a receptor (C3aR) 

pathway (33). In line with this, less weight gain was often observed in mice that lack of the 

C3 gene (and therefore are deficient in not only C3 protein but also C3a and ASP) (34, 35). 

Mice that are deficient in C3aR were also reported to be resistant to high-fat diet induced 

obesity (36). Gene-deficient mouse models also showed effects of other complement 

components, mainly those from the alternative and terminal complement pathway, on 

obesity, but these data were less consistent. Absence of factor B and factor D did not affect 

body weight (37, 38), while lack of properdin led to either increased weight gain or no 

consistent effect on body weight (39, 40). More weight gain was reported in mice deficient 

for C5a receptor 1 (C5aR1, the main receptor for C5a) (41), while lack of effect on body 

weight was observed in mouse knockout models for C5 or C5L2 (the complement receptor 

that may bind C3a, C5a, as well as ASP) (42, 43). In addition, a decrease in circulating levels 

of factor D was observed in obese mouse models (44, 45), while increased plasma factor D 

was often reported in humans (46, 47). This discrepancy between murine and humans raises 

the necessity to explore the association of various complement components with obesity in 

humans. Also, although evidence from these experimental data indicated a possible causal 

role of the complement system in adipose tissue homeostasis and the development of 

obesity, the contribution of complement components in obesity has been rarely evaluated 

in humans. Enhanced or abnormal complement activation was observed in some forms of 

human lipodystrophy, which are characterized by progressive atrophy of subcutaneous fat 

(48). In addition, circulating levels of some specific complement components were reported 
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to be associated with obesity in a substantial number of cohort studies (49). Also, one 

previous study has demonstrated a positive association between plasma C3 and incident 

obesity (50).  

Taken together, most of the complement proteins can be produced locally by the 

adipose tissue. Expansion of adipose tissue can induce the abnormality in local production 

and activation of the complement system, which may, in turn, affect adipose tissue function, 

homeostasis and/or the development of obesity. Abnormality in production and activation 

of complement components in obese individuals can also contribute to various metabolic 

disorders (21). 

2.2 The complement system in dyslipidaemia 

Dyslipidaemia, including elevated levels of triglycerides (TG), low-density lipoprotein 

cholesterol (LDL-C), and decreased high-density lipoprotein cholesterol (HDL-C), as well as 

the presence of small dense LDL and HDL, is the most common comorbidity of obesity (51). 

In obese individuals, excessive lipid accumulation in adipose tissue leads to increased levels 

of free fatty acids in the circulation. The flux of these free fatty acids to non-adipose tissue, 

such as liver, and muscle, causes lipotoxicity in these organs which may, in turn, contribute 

to further abnormalities in lipid metabolism (52). For instance, increased free fatty acids 

uptake by the liver induces the production of VLDL (very low-density lipoprotein), which 

contribute to higher TG levels (53). Elevated lipid content in skeletal muscles and liver can 

also lead to insulin resistance, causing imbalance in lipogenesis and lipolysis and lead to 

disorders in lipid metabolism (54). In addition, as an endocrine organ, adipose tissue is able 

to produce a large number of cytokines/adipokines that are involved in lipid metabolism. 

The dysregulation of these secretory factors in obese individuals may also play a role in 

dyslipidaemia. As mentioned above, most complement components can be produced by 

the adipose tissue, and a link between complement system and lipid metabolism has been 

proposed (55). 

The role of complement components, mainly those involved in the alternative 

complement pathway activation, in lipid metabolism has been demonstrated in several in 
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vitro and in vivo studies. Among them, C3adesarg/ASP is the most widely studied 

component. For instance, mice lacking the C3 gene (and therefore lack not only C3 protein 

but also C3a and ASP) were shown to have a delayed postprandial triglyceride clearance and 

increased fasting and postprandial free fatty acids (56). Although the underlying mechanism 

has not been fully clarified, the effect of C3adesarg/ASP on lipid accumulation in adipocytes 

may have played a role herein (31, 32). Effects on lipid metabolism were also observed for 

some other components from the alternative complement pathway. Data from in vivo 

studies showed that mice that lack factor B (37) or properdin (39) showed delayed 

postprandial lipid clearance and altered systemic lipid levels. Indeed, in this latter study, an 

inhibitory effect of properdin on insulin-induced fatty acid uptake was observed in 

differentiated murine adipocytes (39). Inactivation or overexpression of the factor D gene 

was also demonstrated to influence lipid accumulation and cell differentiation in murine 

pre-adipocytes in vitro, via the activation of C3-C3a-C3adesarg/ASP axis (33), but lipid levels 

were not affected in mice that were deficient in factor D (38).  

In humans, a role of complement components in lipid metabolism is in part implicated 

by the observation that complement components are carried by lipoproteins in the 

circulation. Several complement factors (i.e. C3, C4a, C4b, and C9) and regulators (i.e. 

clusterin, vitronectin, C4b-binding protein, and complement factor H–related protein) were 

found to be present on VLDL, LDL, and/or on HDL lipoproteins in human plasma (57-59). In 

addition, increased amounts of these complement components on HDL lipoproteins were 

reported in CVD patients, and in patients with cholesteryl ester transfer protein deficiency 

(58, 59). These observations suggest that there may be an interplay between the 

complement components and metabolism and/or function of circulating lipoproteins on 

which they reside. This may contribute to the development of metabolic disorders. In line 

with this, several human studies have described the associations of circulating complement 

components with abnormal lipid and lipoproteins levels. To date, these studies are 

preliminary, limited to the major lipid classes, and generally focus on one or only a few 

individual complement components. For instance, higher circulating levels of C3 and 

C3adesarg/ASP were reported to be associated with an adverse lipid- and lipoprotein profile, 

e.g. higher TG, total cholesterol, and LDL-C, combined with lower HDL-C (60-62).  
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Altogether, evidence from experimental studies suggests a role of the alternative 

pathway components in lipid and lipoprotein metabolism, probably via the C3-C3a-

C3adesarg/ASP axis. Human data also revealed a possible interplay between complement 

proteins and plasma lipoproteins, which is reflected by the associations for the complement 

components with plasma lipid and lipoproteins.  

2.3 The complement system in metabolic syndrome 

The metabolic syndrome is a cluster of metabolic disorders that mainly includes central 

obesity and obesity-related chronic metabolic diseases, such as dyslipidaemia, 

hyperglycaemia, and hypertension. There are different definitions of metabolic syndrome 

from various organizations worldwide, among which the most commonly used is the joint 

interim statement proposed by the International Diabetes Federation, American Heart 

Association, National Heart, Lung, Blood Institute, and other organizations that was 

published in 2009 (63). According to this definition, participants who meet three or more of 

the following criteria are classified as having the metabolic syndrome: (1) waist 

circumference ≥88 cm in women and ≥102 cm in men; (2) TG ≥ 1.7 mmol/L, and/or use of 

medication for elevated TG; (3) HDL-C < 1.0 mmol/L in men, and < 1.3 mmol/L in women, 

and/or use of medication for reduced HDL; (4) Systolic blood pressure ≥ 130 mmHg and/or 

diastolic blood pressure ≥ 85 mmHg, and/or use of antihypertensive medication; (5) fasting 

glucose ≥ 100 mg/dl , and/or use of glucose-lowering medication. 

As mentioned above, the complement system is closely related to obesity and 

dyslipidaemia. The role of central complement component, C3, in insulin resistance has also 

been reported in humans (64-66). Thus, the complement system may also be involved in 

the pathogenesis of the metabolic syndrome. Indeed, some human studies provided the 

association of some complement components with the prevalence of the metabolic 

syndrome. Plasma C3 level was reported to be higher in individuals with metabolic 

syndrome at different age and from various ethnic groups (67-70). Similarly, a higher ASP 

level was also found to be related to a higher number of metabolic syndrome components 

in Chinese children and adolescents (71). It has been suggested that the prospective 
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associations between C3 and development of cardiometabolic diseases, such as T2DM and 

CVD, is related to activation of the complement system, and particularly the alternative 

pathway (72, 73). Metabolic syndrome is a strong risk factor for cardiometabolic diseases, 

such as CVD and T2DM. To date, prospective associations of complement components with 

the metabolic syndrome have, so far, only been evaluated in two human observational 

studies (74, 75). The results implied higher risks for the development of the metabolic 

syndrome in individuals with higher circulating C3 and C4 levels. 

Altogether, the associations between complement system and metabolic profiles 

suggest a role of complement system in the metabolic syndrome. Available human evidence 

mostly focuses on C3 and C3a-desarg/ASP. The information on the associations of other 

complement components that were reported to be involved in metabolic homeostasis, e.g. 

factor D, factor H, properdin, and C1q (33, 39, 44, 76, 77), with the metabolic syndrome is 

still scarce in humans. Prospective human data on the association between complement 

system and metabolic syndrome is also limited.  

2.4 The complement system in type 2 diabetes mellitus 

Obesity is regarded as the major risk factor for T2DM. T2DM is a chronic metabolic disease 

that mainly characterized by an increased blood glucose concentration which results from 

insulin resistance and pancreatic β-cell dysfunction. Insulin resistance is a pathologic 

condition in which peripheral tissues, such as adipose tissue and muscle, are less sensitive 

to the effects of insulin. In the condition of insulin resistance, more insulin must be 

produced by β-cells to control the glucose concentration in the circulation. Once the β-cells 

fail to secrete sufficient amounts of insulin to compensate for insulin resistance, T2DM 

occurs (78).  

The complement system may be involved in the pathophysiological process of insulin 

resistance. In vitro studies showed that degradation product of C3, C3adesarg/ASP, can 

induce the accumulation of lipid and the uptake of glucose in different cell types (79). 

Plasma ASP was reported to be associated with postprandial TG clearance in humans (80). 

ASP resistance, characterized by increased ASP level with impaired clearance of 
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postprandial TG was observed in individuals with obesity, T2DM, or CVD, and was attributed 

to the disturbance in ASP-C5L2 (ASP receptor) signalling pathway (81). Therefore, ASP 

resistance may lead to the redistribution of lipid and glucose in liver, adipose tissue, or 

muscles, and cause insulin resistance in these tissues, thus contributing to obesity and 

(obesity-associated) morbidities such as T2DM (66, 81). In line with this, improved insulin 

sensitivity with increased energy expenditure was reported in ob/ob mice lacking C3 (also 

deficient in ASP) (35). It was also demonstrated that mice that do not have C5L2 developed 

more severe insulin resistance on a diabetogenic diet (82). This may have occurred via 

altered body substrate partitioning, fat distribution, and increased inflammation. C3a, the 

activation product of C3 and the precursor of ASP, is well-known for its pro-inflammatory 

properties. A higher circulating concentration of C3a is generally associated with more (low-

grade) inflammation (83, 84), which is known to induce insulin resistance (2, 85). Less high-

fat-diet-induced macrophage infiltration and less insulin resistance were observed in mice 

deficient in C3aR (36). In addition, deletion of the gene C1QA (an important component of 

the C1 complex) can protect mice from high-fat-diet/obesity-induced hepatic insulin 

resistance and glucose intolerance, via prevention of complement activation (86). 

Association of complement components, particularly the central complement component 

C3, with (obesity-associated) insulin resistance has also been shown in human studies (87). 

Data from our group (66) and others (88) have identified C3 as an independent contributor 

to insulin resistance and T2DM. Also, higher circulating levels of C3a and/or its derived 

peptide C3a-desarg were shown to be associated with metabolic conditions that are 

characterized by insulin resistance, such as fatty liver disease (89) and obesity (71, 90).  

In recent years, a role for complement components in β-cell function, e.g. insulin 

secretion, has also been demonstrated. Most of the evidence comes from experimental 

studies. For instance, it was reported that C3a and C5a, as well as their receptors, were 

expressed by murine and human islets, and activation of C3a-C3aR and C5a-C5aR1 pathways 

may contribute to potentiation of glucose-depended insulin secretion (91). In line with this, 

a beneficial role for factor D on β-cell function in mouse models of obesity-induced diabetes 

was reported, which may act via the induction of C3a-C3aR pathway-related insulin 

secretion (44). In agreement with these experimental data, a positive association was 
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reported for the circulating concentration of C3 with insulin secretion in individuals without 

diabetes, independent of adiposity and insulin resistance (92).  

Taken together, previous experimental data and some human studies suggested 

associations of complement proteins, mainly the central component C3 and components 

involved in C3 activation, with the two main underlying pathways of T2DM, i.e. worse 

(peripheral) insulin resistance but at the same time improved insulin secretion by the β-cells. 

Future investigations are required to explore which part of these associations play a 

dominant role in humans.  

3 Possible impact of dicarbonyl stress on complement 

activation  

As mentioned above, the complement system is under strict control by a group of soluble 

and membrane regulatory proteins. DAF and CD59 are two key membrane inhibitors for 

complement activation (for details see page 3). Inhibition or loss of function of these may 

cause excessive complement activation and induce severe diseases. Absent or decreased 

expression of DAF and/or CD59 on erythrocytes can cause excessive complement activation 

on cell surface and induce cell lysis, leading to haemolysis in paroxysmal nocturnal 

haemoglobinuria (93). Deletion of CD59 in mice on a pro-atherogenesis genetic background 

can accelerate atherosclerosis via enhanced complement activation and C5b-9/MAC 

formation (94). Interestingly, one recently identified pathway that may affect the 

functionality of the complement regulation is glycation of these regulatory proteins (95-98). 

Glycation is a non-enzymatic modification process that is initiated by the interaction 

between reducing sugars (e.g. glucose and fructose) with the arginine or lysine residues on 

proteins (99). In the early stage of glycation, a Schiff base is quickly formed. Via several 

rearrangements this then turns into a more stable compound, an Amadori product. The 

formation of Schiff base and Amadori product is reversible. Further dehydration, 

condensation and fragmentation of the Amadori product leads to the generation of the 

irreversible advanced glycation end products (AGEs). The classical glycation process (also 

called “Maillard reaction”) occurs slowly in vivo. During glucose metabolism, a group of 
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intermediate products, known as α-dicarbonyl compounds, is produced. These α-dicarbonyl 

compounds can interact directly with the amino acid residuals on proteins and form AGEs 

in a much faster way and this process is considered a major source of AGEs (100). Glycation 

of proteins may change their activity and/or function and/or their susceptibility to 

enzymatic degradation (101). Pathological conditions, such as diabetes and renal failure, 

can induce the accumulation of α-dicarbonyl compounds, causing enhanced glycation of 

proteins and increased formation of AGEs, a process that is regarded as dicarbonyl stress 

(102). It is increasingly clear that dicarbonyl stress can contribute to the dysfunction and 

damage in tissues and to the progression of diseases, by modification of cellular proteins 

and nucleic acids via glycation.  

Presence of glycated CD59 in the membrane of endothelial and epithelial cells, as well 

as in the circulating and urine has been demonstrated in humans, especially in individuals 

with T2DM (96, 97, 103). Glycated DAF was also found in erythrocytes from diabetic patients 

(95). Several lines of evidence, mostly from in vitro studies, suggested that glycation can 

impair the inhibitory function of CD59 and DAF on complement activation (95, 98, 103). In 

line with this, in one of the studies mentioned above, glycated CD59 was found to co-localize 

with C5b-9 in the kidney and nerves from diabetes patients (97). The authors suggested that 

presence of glycated, less functional CD59 may cause increased C5b-9 deposition in these 

organs, which contribute to the pathological process of vascular complications in diabetes 

patients. Glycation of complement C3 and factor B have also been reported previously, but 

the effect of glycation on their metabolism or function is still not clear (101, 104-108). 

Overall, dicarbonyl stress can enhance the glycation process by inhibiting the inhibitors 

CD59 and DAF and usually occurs in pathological situations such as diabetes. Previous 

human studies reported presence of glycated complement regulators in diabetes patients. 

Experimental data showed impaired regulatory function as well as altered complement 

activation by glycation. The role of dicarbonyl stress on glycation-inactivation of 

complement regulatory proteins and related changes in complement activation still needs 

to be explored in humans. 
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4 Outline of the thesis and study population  

4.1 Aim and outline of the thesis  

Beyond the pathogen defence capacity, increasing evidence suggests multiple functions of 

the complement system, including its role in metabolic processes (109). Until now, these 

results were mostly obtained from experimental studies. Human studies investigating the 

association between the complement system and various metabolic disorders are quite 

limited and the available data often focus on only one or a few complement factors. The 

research presented in this thesis therefore, focuses on detailed associations of a wide range 

of classical complement proteins from various pathways with obesity and its most 

commonly related metabolic disorders in humans. The studies described in this thesis were 

performed with data from an observational human cohort study (see more details below). 

Figure 2 illustrates a schematic overview of the studies included in this thesis. In 

Chapter 2, we investigated the longitudinal association of the circulating concentrations of 

complement components from alternative (i.e. C3, C3a, Bb, factor D, factor H, and 

properdin) and terminal (i.e. C5a and sC5b-9) pathway and adiposity (body mass index [BMI] 

and waist circumference). In Chapter 3 and Chapter 5, we focused in detail on the role of 

complement components of the alternative pathway (i.e. C3, C3a, Bb, factor D, factor H, 

properdin, and MASP-3) in dyslipidaemia and T2DM, two major comorbidities of obesity. In 

Chapter 4 we performed a systematic evaluation of the associations of complement 

components involved in alternative and classical activation (i.e. C3, C3a, Bb, factor D, factor 

H, properdin, C4, C1q, and C1 inhibitor) with prevalence and incidence of the metabolic 

syndrome. In Chapter 6, we explored the influence of dicarbonyl stress on systemic 

complement activation.  
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Figure 2. Schematic overview of the studies included in this thesis. The bold grey arrows indicate associations 
investigated in this thesis. 
 

4.2 The CODAM Study 

The work described in this thesis is conducted with data obtained from an ongoing human 

observational cohort study, the Cohort on Diabetes and Atherosclerosis Maastricht 

(CODAM) study (110, 111). The CODAM study was designed to investigate the possible 

contributors to the natural development of T2DM and cardiometabolic disease. An 

oversampling strategy for IGM and T2DM was used for the recruitment of participants. 

Participants of a large population-based cohort study (112) were invited for screening of 

the CODAM study if they were of Caucasian descent and > 40 years of age, and had one or 

more of the following characteristics: BMI > 25 kg/m2; use of antihypertensive medication; 

positive family history of T2DM; postprandial blood glucose level > 6.0 mmol/L; history of 
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gestational diabetes and/or glycosuria. Thus, participants of the CODAM were characterized 

by increased risks for T2DM and CVD. At the start, 2715 individuals who met the selection 

criteria participated in the screening and underwent an oral glucose tolerance test (OGTT). 

According to the results of the OGTT test, 226 individuals were newly diagnosed with T2DM, 

600 had impaired glucose metabolism (IGM), and 1889 had normal glucose metabolism 

(NGM) based on the 1999 WHO criteria (113). Of note, among individuals with IGM, 385 

were impaired glucose tolerant and 215 had impaired fasting glucose (individuals had both 

impaired glucose tolerant and impaired fasting glucose were classified as impaired glucose 

tolerant). Among these, all individuals with newly diagnosed T2DM, 291 individuals with 

IGM, and 728 randomly selected individuals with NGT were invited for the CODAM study. 

To ensure sufficient power for analyses in individuals with T2DM, an additional 134 

individuals with known T2DM were also invited. Eventually, 574 individuals (42% 

participation rate, NGM=301, IGM=127, T2DM=146) were recruited for the first (baseline) 

evaluation of the CODAM study. The mean age of the participants was 59 ± 6 years, 62% 

were men, and their BMI was, on average, 28.5 ± 4.3 kg/m2.  

Thus far, participants of the CODAM study have been evaluated at the Maastricht 

University’s metabolic research unit twice, i.e. at baseline (1999-2001) and after a median 

of 7 years [interquartile range 6.9-7.1] follow-up (2006-2009). Of the 574 individuals who 

were included at baseline, 79 (14%) were lost to follow-up, leaving 495 (86%) individuals 

available at the second evaluation. The reasons for loss to follow-up were death (N=37) and 

others, including do not longer willing/able to participate, moved to other city/country, not 

able to re-establish contact, etc. (N=42). During the evaluations, participants were asked to 

fill in self-administrated questionnaires to provide information on their lifestyle habits, such 

as smoking habits, alcohol intake, diet, physical activity, and self-perceived health status. 

Clinical measurements, including adiposity, blood pressure, and several vascular 

measurements were performed. A second OGTT test was also conducted and venous blood 

samples were collected for the biochemical measurements of several metabolic parameters, 

e.g. complement components, glucose, insulin, lipids, liver enzymes, as well as some 

inflammation markers. Several common polymorphisms were also investigated with a 
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genome-wide assay. In addition, blood metabolomic profile was measured at baseline by 

using high-throughput 1H-NMR metabolomics. 

The CODAM study is an observational study with detailed phenotyping of the 

participants. With the measurement for an array of complement factors, as well as various 

metabolic profiles in one cohort, we can comprehensively investigate the metabolic effects 

of complement, to further translate the existing animal studies and in vitro data to ‘the 

human situation’. 
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Abstract  

Objective: To investigate longitudinal associations of components of the alternative (C3, 

C3a, Bb, factor D [FD], factor H [FH], and properdin) and the terminal complement pathway 

(C5a, sC5b-9) with adiposity. 

Methods: A prospective human cohort study (n = 574 at baseline, n = 489 after 7 years 

follow-up) was analysed. Generalized estimating equations were used to evaluate the 

longitudinal associations between complement components (standardized values) and 

adiposity (main outcome BMI [kg/m2]). Multiple linear regression models were used to 

investigate the associations between change in complement levels and change in BMI. 

Analyses were adjusted for age, sex, medication and lifestyle. 

Results: Over the 7-year period, baseline C3 was positively associated with BMI (β = 1.72 

[95% confidence interval (CI): 1.35; 2.09]). Positive associations were also observed for C3a 

(β = 0.64 [0.31; 0.97]), FD (β = 1.00 [0.59; 1.42]), FH (β = 1.17 [0.82; 1.53]), and properdin (β 

= 0.60 [0.28; 0.92]), but not for Bb, C5a or sC5b-9. Moreover, changes in C3 (β = 0.52 [0.34; 

0.71]) and FH (β = 0.51 [0.32; 0.70]) were significantly associated with changes in BMI.  

Conclusions: The complement system, particularly activation of the alternative pathway, 

may be involved in development of adiposity. Whether individual aspects of alternative 

pathway activation have a causal role in human obesity, remains to be investigated. 
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1 Introduction 

Adipose tissue shows adaptive reactions such as expansion or atrophy in response to 

changes in the microenvironment (as reviewed in (1)). Obesity is an ultimate consequence 

of adipose tissue expansion. It is characterized by remodelling of adipocytes in size 

(hypertrophy) and numbers (hyperplasia) which is accompanied by local vascularization, 

infiltration of inflammatory cells, and enhanced extracellular matrix production (as 

reviewed in (2)).  

 

Figure 1. Activation of the complement system with focus on components that are most relevant for the current 
study. Complement activation can be initiated via the classical, lectin, or alternative pathway. Classical pathway 
activation starts with interaction between C1q and its ligands, lectin pathway activation starts with the recognition 
of its ligands by mannose binding lectin (MBL), collectins, or ficolins. Both can result in the cleavage of C2 and C4 
to form C3 convertase (C4b2a). The alternative pathway can be initiated via two routes. Activation can start with 
spontaneous hydrolysis of C3 which generates C3(H2O) or with C3b that is generated by the classical or lectin 
pathways. C3b and C3(H2O) make factor B available for cleavage by factor D (FD). This yields Bb which combines 
with C3b and C3(H2O) to generate the alternative pathway C3 convertase (C3bBb and C3(H2O) Bb). The alternative 
pathway functions as an amplification loop for all activation pathways. Activation of the alternative pathway is 
under strict control of several regulatory proteins, including factor H (FH), which acts as a destabilizer of the C3 
convertase, and properdin which is a C3 convertase stabilizer. C3 convertases generated via either pathway cleave 
C3 into C3a and C3b. The anaphylatoxin C3a is rapidly degraded to C3a-desarg, also called acylation stimulating 
protein (ASP). C3b can contribute to the amplification loop to produce more C3 convertases and, by combining 
with the C3 convertase, generate a C5 convertase, which cleaves C5 into C5a and C5b and triggers the terminal 
pathway to recruit C6, C7, C8, C9 to form the membrane attack complex, C5b-9. 
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The complement system is a complex protein network that is extensively expressed in 

adipose tissue (3). It plays an important role in the innate immune system, but has in recent 

years also been implicated in cell and tissue homeostasis. It has three main activation 

pathways (classical, lectin, and alternative pathway). Activation of any of these pathways 

will generate C3 convertases that can cleave C3 into C3a and C3b. Activation of C3 triggers 

the generation of C5 convertases, which cleave C5 into C5a and C5b and with subsequent 

activation of the main effector pathway, i.e. the terminal pathway (for details see figure 1) 

(as reviewed in (4)). 

A growing body of data suggests that complement activation is involved in adipose 

tissue function and homeostasis. First, in vitro studies demonstrated that the C3a 

degradation product C3adesarg (also known as acylation stimulating protein [ASP], see 

figure 1) is able to stimulate the synthesis of triglycerides in adipocytes. As such, 

C3adesarg/ASP may be directly involved in adipose tissue metabolism and biology, and 

possibly advance differentiation of pre-adipocytes into mature adipocytes (as reviewed in 

(5)). In line with this, less weight gain was often observed in mice that were deficient for the 

C3 gene (and therefore lack not only C3 protein but also C3a and ASP), or for the receptor 

for C3a (C3aR) (6-8). Thus, several lines of experimental data suggest that the C3-C3a-

C3adesarg/ASP axis may causally contribute to adipocyte biology and total body weight. The 

reported effects of other components of the alternative and terminal complement pathway 

on body weight in mouse models were less consistent. Absence of factor B did not affect 

body weight (8, 9), while lack of properdin resulted in either increased weight gain or no 

consistent effect on body weight (10, 11). Mice deficient for the receptor for C5a (C5aR1) 

showed more weight gain (12), while lack of C5 or C5L2 (the alternative C5a receptor that 

may bind both C3a and C5a) did not affect body weight (13, 14). In addition to these 

experimental data, some forms of human lipodystrophy, which are characterized by 

progressive atrophy of subcutaneous fat, are associated with enhanced or abnormal 

complement activation (15). Moreover, a substantial number of studies, mostly focusing on 

only one or very few complement components, reported on cross-sectional associations 

between circulating complement and adiposity (as reviewed in (16)). One small case-control 

study in elderly individuals with age-related macular degeneration reported positive cross-
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sectional associations with body mass index (BMI), for a larger number of complement 

factors (17). Only a few studies have reported associations between changes in complement 

and changes in body weight in humans (18, 19), and to the best of our knowledge only one 

study showed that complement C3 was positively associated with incident obesity (20). 

Taken together, current experimental and human data suggest a link between 

complement and obesity that may be related to disturbed adipose tissue homeostasis. 

However, longitudinal human data on this relationship are still scarce. We herein 

investigated the longitudinal associations between complement factors of the alternative 

pathway [C3, C3a, Bb, factor D (FD), factor H (FH), and properdin], as well as terminal 

pathway (C5a and sC5b-9) and adiposity in a human observational cohort. 

2 Materials and methods  

2.1 Participants 

Participants of the Cohort on Diabetes and Atherosclerosis Maastricht (CODAM) were 

selected from a large population-based study as previously described (21). The inclusion 

criteria included Caucasian descent and age > 40 years plus one or more of the following: 

body mass index (BMI) > 25 kg/m2; use of anti-hypertensive medication; positive family 

history of type 2 diabetes mellitus (T2DM); postprandial blood glucose level > 6.0 mmol/L; 

history of gestational diabetes and/or glycosuria. At baseline 574 participants were included 

and 495 participants (> 85% of baseline participants) were re-evaluated after a median 

follow-up of 7 [interquartile range (IQR) 6.9 — 7.1] years. A flowchart for inclusion of 

participants in the current study is shown in supplementary Figure 1 (Fig. S1). The study 

was approved by the medical ethics committee of Maastricht University. All participants 

gave written informed consent. 

 

2.2 Measurements 
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Complement factors: After an overnight fast, blood samples were collected and stored at –

80 °C before use. FH was measured in EDTA plasma using a commercially available ELISA kit 

(DuoSet, R&D Systems, Minneapolis, MN, USA) at a 1/10,000 dilution according to the 

manufacturer’s instructions, inter-assay variation was 13.5 %. Measurements of other 

complement factors (i.e. C3, C3a, Bb, FD, properdin, C5a, sC5b-9) were as previously 

described (22, 23). C3a, Bb, and properdin were measured only at baseline, while C3, FD, 

FH, C5a, and sC5b-9 were measured at baseline and at follow-up. 

Adiposity and other variables: BMI (kg/m2) and waist circumference (waist, cm), as 

previously described (21) were used as continuous measures of adiposity. Measurements 

for other variables were also obtained as described before. Briefly, information on 

medication use (lipid-modifying, glucose-lowering, and/or anti-hypertensive, yes/no), 

smoking status (current or previous tobacco smoking, yes/no), physical activity (METs/week) 

and total energy intake (kJ/d) was obtained using several questionnaires (21). Fasting 

plasma glucose, C-reactive protein (CRP), alanine aminotransferase (ALT), aspartate 

aminotransferase (AST); gamma-glutamyl transferase (GGT) concentrations were obtained 

as previous described (24). Prevalence of cardiovascular disease (CVD, yes/no) was defined 

as previously described. Impaired glucose metabolism (IGM) (yes/no) and T2DM (yes/no) 

were defined according to the 1999 WHO criteria as previously described (21). All these 

variables were measured at baseline and at follow-up. 

2.3 Statistical analyses 

Variables with normal distribution are presented as mean ± standard deviation (SD). Those 

with skewed distribution are presented as median (IQR) and were normalized by log2 

transformation before any further analyses. Standardized values were calculated 

([individuals’ observed values  population mean]/standard deviation of the population) for 

the various complement components to allow direct comparison of their effect sizes. T-test 

and chi-square test were used to compare two groups, as indicated. All analyses were 

performed using IBM SPSS statistics version 22 and a 2-tailed P-value of <0.05 was 

considered significant. 
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Generalized estimating equations (GEE) with an exchangeable correlation structure 

were used to evaluate the longitudinal associations between complement factors (main 

independent variables) and BMI or waist (outcomes). BMI was used as primary outcome in 

the analyses. Waist was evaluated as a secondary measure of adiposity that represents a 

more central accumulation of fat. Analyses were initially adjusted for stratification factors 

(age [years], sex [male/female]), for sampling characteristics (glucose metabolism status: 

IGM [yes/no], T2DM [yes/no]), and also for follow-up time (years) and time-point 

(baseline/follow-up). The fully adjusted model additionally included medication use 

(glucose-, blood pressure- and/or lipid-lowering, each yes/no), smoking status (current and 

previous tobacco smoking, yes/no), physical activity (METs/week) and energy intake (kJ/d) 

to control for potential confounding. Subsequently, linear regression analyses were done to 

investigate the associations between the within-individual changes in complement 

concentration and adiposity, over time.  

In addition, as various glucose-lowering medications may affect body weight (25), 

sensitivity analyses were performed by repeating the analyses after excluding glucose-

lowering medication users at baseline (n = 73). Also, some disease conditions may affect 

plasma concentrations of complement. Therefore, similar sensitivity analyses were performed 

in which the main analyses were repeated after excluding (1) participants with acute or 

chronic infections (CRP>10 mg/L, n = 36), (2) patients with a (suspected) history of 

autoimmune disease (defined as self-reported current chronic joint inflammation/ 

rheumatoid arthritis or a severe intestinal disorder that lasted for the past 3 months or longer, 

n = 61), or (3) patients with a self-reported current malignant condition / cancer (n = 19). 
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3 Results 

3.1 General characteristics of the study population 
 

Table 1. General characteristics of the study population at baseline and follow-up. 

 N = 541 a 
N = 460 b, c 

Attended follow-up  
Variables Baseline  Baseline  Follow-up  
Age (years) 59.5 ± 7.0 59.1 ± 7.0 66.2 ± 7.0* 
Sex (male %) 61 61 61 
BMI (kg/m2)  28.6 ± 4.4 28.5 ± 4.2 28.6 ± 4.3 
Waist circumference (cm) 99.4 ± 12.1 98.8 ± 11.8 100.5 ± 12.1* 
Plasma glucose (mmol/l) 5.60 (5.20−6.46) 5.56 (5.18−6.32) 5.40 (5.00−6.20)* 
HOMA2-IR  1.62 (1.11−2.56) 1.61 (1.09−2.47) 1.45 (1.02−2.19) 
ALT (U/l) 22.2 (17.2−28.3) 22.3 (17.2−28.4) -- 
AST (U/l) 19.9 (16.4−24.2) 19.9 (16.3−24.2) -- 
GGT (U/l) 24.0 (17.0−37.8) 24.0 (17.0−37.0) -- 
CRP (mg/l) 2.07 (0.94−3.96) 1.89 (0.90−3.70) 1.98 (0.91−3.92) 
Lipid-modifying medication (%) 20 19 44* 
Glucose-lowering medication (%) 14 12 25* 
Anti-hypertensive medication (%) 39 36 60* 
Ever smoking (%)  22 22 16* 
Cardiovascular disease (%) 28 27 42* 
Type 2 diabetes (%) 26 23 35* 
Physical activity (103∙METs/week)  6.66 ± 4.12 6.73 ± 4.18 7.11 ± 4.57 
Energy intake (103∙kJ/day) 9.28 ± 2.78 9.39 ± 2.80 8.89 ± 2.60* 
C3 (g/l) 1.01 ± 0.16 1.01 ± 0.16 1.15 ± 0.20* 
C3a (g/l) 59.2 (49.9−72.6) 58.6 (49.3−71.9) -- 
Factor Bb (mg/l) 0.72 ± 0.19 0.71 ± 0.19 -- 
Factor D (mg/l) 1.00 ± 0.24 1.00 ± 0.24  1.110.31* 
Factor H (mg/l) 324.9 ± 77.9 320.8 ± 78.1 324.8 ± 74.9 
Properdin (mg/l)  6.05 ± 1.29 6.05 ± 1.25 -- 
C5a (g/l) 7.58 ± 3.85 7.47 ± 3.72  7.68 ± 3.87* 
sC5b-9(g/l) 112.7 ± 32.8 112.9 ± 33.1 156.3 ± 74.9* 

Abbreviations: BMI, body mass index; ALT, alanine aminotransferase; AST, aspartate aminotransferase; GGT, 
gamma-glutamyl transferase; CRP, C-reaction protein. a 541 participants were included in GEE analyses. At baseline, 
data were available for all but missing for plasma glucose (n = 1), HOMA2-IR (n = 13), ALT (n = 6), AST (n = 6), and/or 
for GGT (n = 1). b 460 participants were included in GEE analyses. At baseline, data for complement factor and 
covariates were available for all but missing for BMI (n = 1), waist circumference (n = 1), plasma glucose (n = 1), 
HOMA2-IR (n = 9), ALT (n = 5), AST (n = 5), and/or for GGT (n = 1). At follow up, data for BMI were available for all 
but missing for either plasma glucose (n = 1), HOMA2-IR (n = 38), CRP (n = 5), lipid-modifying medication (n = 1), 
glucose-lowering medication (n = 1), anti-hypertensive medication (n = 1), ever smoking (n = 1), physical activity (n 
= 2), energy intake (n = 6), C3 (n = 21), factor D (n = 6), factor H (n = 7), C5a (n = 6) or sC5b-9 (n = 5). ALT, AST, GGT, 
C3a, Bb, and properdin were not available at follow-up. c Paired t-test and chi-square test were used for comparison 
of baseline and follow-up. *p < 0.05. 

 

At baseline, complete data were available for 541 participants [59.5 ± 7.0 years old, 61% 

men, BMI 28.6 ± 4.4 kg/m2; Table 1]. Among them, 22% were ever-smokers, 28% had CVD, 

and 26% had T2DM. The percentage of lipid-modifying, glucose-lowering, and anti-

hypertensive medication users was 20%, 14%, 39%, respectively. Participants included in 

the follow-up analyses (N = 460) had complete data for complement and other variables at 

baseline, and for BMI and waist at baseline and follow-up. Waist, medication use, 
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prevalence of CVD and T2DM and concentrations of C3, FD, C5a, and sC5b-9 increased 

significantly during the 7-year period, while no significant changes in BMI, HOMA2-IR, CRP, 

and FH concentrations were observed. Habitual energy intake and plasma glucose level 

were lower at follow-up. The individuals without follow-up data (N = 114; Table S1) were at 

baseline slightly older, had higher FH concentration, poorer health status (more likely to 

have T2DM and more likely to be glucose-lowering and anti-hypertensive medication users), 

and had lower habitual energy intake than those with follow-up data. 

3.2 Longitudinal associations between plasma complement 

and adiposity over a 7-year follow-up period 

A significant positive correlation between baseline C3 concentration (standardized value) 

and BMI (in kg/m2, baseline and follow-up) was observed in the unadjusted model (Model 

1; N = 541 at baseline, N=460 at follow-up; Table 2). This association remained basically 

unchanged in the minimally adjusted model (Model 2) and in the fully adjusted model 

(Model 3, C3 β = 1.72 [95% confidence interval (CI): 1.35; 2.09]). Thus 1 SD higher baseline 

concentration of C3 was associated with, on average, 1.72 kg/m2 higher BMI over the 7-year 

period. Positive associations were also observed for other factors of the alternative pathway: 

C3a (β = 0.64 [95% CI 0.31; 0.97]), FD (β = 1.00 [95% CI 0.59; 1.42]), FH (β = 1.17 [95% CI 

0.82; 1.53]), and properdin (β = 0.60 [95% CI 0.28; 0.92]). In contrast, the associations of Bb 

(β = −0.16 [95% CI −0.49; 0.17]), which is also part of the alternative pathway, and C5a (β = 

0.18 [95% CI −0.19; 0.54]) and sC5b-9 (β = 0.10 [95% CI −0.25; 0.45]), which are part of the 

terminal pathway, with BMI were not significant.  
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Table 2. Longitudinal associations between plasma complement factor concentrations (baseline) and BMI over 
the 7-year follow-up period (GEE analyses, N = 541 at baseline and N = 460 at follow-up) 

  Association with BMI (kg/m2) 

Variablese  Model 1a Model 2b Model 3c 

  β 95% CI P value β 95% CI P value β 95% CI P value 
C3   1.96 [1.61; 2.30] < 0.001 1.78 [1.41; 2.15] < 0.001 1.72[1.35; 2.09] < 0.001 
C3ad  0.83 [0.18; 1.17] < 0.001 0.76 [0.43; 1.09] < 0.001 0.64 [0.31; 0.97] < 0.001 
Factor D  0.91 [0.53; 1.29] < 0.001 1.11 [0.68; 1.54] < 0.001 1.00 [0.59; 1.42] < 0.001 
Factor H  1.46 [1.11; 1.80] < 0.001 1.25 [0.90; 1.59] < 0.001 1.17 [0.82; 1.53] < 0.001 
Properdin  0.72 [0.37; 1.06] < 0.001 0.63 [0.30; 0.95] <0.001 0.60 [0.28; 0.92] <0.001 
Bb  −0.26 [−0.60; 0.08] 0.135 −0.16 [−0.50; 0.18] 0.351 −0.16 [−0.49; 0.17] 0.341 
C5a  0.32 [−0.06; 0.70] 0.098 0.20 [−0.18; 0.58] 0.298 0.18 [−0.19; 0.54] 0.345 
sC5b-9  0.19 [−0.19; 0.58] 0.322 0.14 [−0.22; 0.51] 0.442 0.10 [−0.25; 0. 45] 0.580 

Abbreviations: BMI, body mass index; 95% CI, 95% confidence interval; β, regression coefficient. a Model 1: 
unadjusted. b Model 2: adjusted for baseline age, sex, baseline glucose metabolic status, follow-up time and time 
point. c Model 3: Model 2 additionally adjusted for baseline medication use and lifestyle (smoking status, physical 
activities and energy intake). d Data were log2 transformed prior to analyses. e Data were standardized to allow 
direct comparison of their effect sizes. 

 

Next, follow-up data of complement concentrations (available for C3, FD, FH, C5a, and 

sC5b-9) were added to the GEE model (N = 546 at baseline and N = 442 at follow-up; Table 

3). As for the GEE analyses with complement factors measured only at baseline, positive 

associations were observed for the markers of the alternative pathway (Model 1, Model 2), 

which were significant for C3 and FH, but not for FD. The regression coefficients were 

basically unchanged in the fully adjusted models (C3: β = 1.04 [95% CI 0.81; 1.26], FH: β = 

0.88 [95% CI 0.66; 1.11], FD: β = 0.48 [95% CI −0.08; 1.05]). The associations for C5a and 

sC5b-9 were, again, non-significant (Model 1, Model 2). The regression coefficients 

remained basically unchanged in the fully adjusted models (C5a: β = 0.12 [95% CI −0.18; 

0.42], sC5b-9: β = 0.08 [95% CI −0.07 0.24]). When waist instead of BMI was used as a 

measure of adiposity, most associations were consistent. A few additional statistically 

significant associations were observed in the unadjusted models for waist that were not 

seen with BMI, i.e. a significant inverse association for baseline Bb (β = −1.11 [95% CI −2.13; 

−0.09]), and significant positive associations for FD (β = 1.69 [95% CI 0.16; 3.21]) and sC5b-

9 (β = 0.74 [95% CI 0.11; 1.37]) at baseline and follow-up. These associations all disappeared 

in the minimally and fully adjusted models (Tables S2, S3). 

By performing the GEE analyses, we obtain an indication of the overall longitudinal 

association between complement factors and adiposity, which consists of a combination of 

associations within and between individuals. To further evaluate the associations within 
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individuals, linear regression was used to evaluate the associations between changes in 

complement factors and changes in adiposity, over time. 

As shown in Table 4, change (Δ) in C3 (baseline to follow-up) was positively associated 

with Δ BMI in the unadjusted and minimally adjusted model, and remained virtually 

unchanged in the fully adjusted model (Δ C3: β = 0.52 [95% CI 0.34; 0.71] N = 429). A 1 SD 

larger Δ C3 was associated with 0.52 kg/m2 larger Δ BMI. A positive association was also 

observed for FH (Model 3, Δ FH: β = 0.51 [95% CI 0.32; 0.70]. The associations of changes in 

the other complement factors with Δ BMI were non-significant (Model 3, Δ FD: β = 0.12 [95% 

CI −0.09; 0.33], Δ C5a: β = −0.00 [95% CI −0.20; 0.19], Δ sC5b-9: β = 0.12 [95% CI −0.07; 0.32]). 

When waist instead of BMI was used as a measure of adiposity, again, similar results were 

observed (Table S4). 

 
Table 3. Longitudinal associations between plasma complement factor concentrations (baseline and follow-up) 
and BMI over a 7-year follow-up period (GEE analyses, N = 546 at baseline and N = 442 at follow-up) 

  Association with BMI (kg/m2) 

Variablesd  Model 1a Model 2b Model 3c 

  β 95% CI P value β 95% CI P value β 95% CI P value 
C3   0.80 [0.63; 0.96] < 0.001 1.11 [0.88; 1.34] < 0.001 1.04 [0.81; 1.26] < 0.001 
Factor D  0.41 [−0.07; 0.90] 0.097 0.53 [−0.05; 1.11] 0.071 0.48 [−0.08; 1.05] 0.094 
Factor H  0.97 [0.75; 1.19] < 0.001 0.90 [0.68; 1.12] <0.001 0.88 [0.66; 1.11] <0.001 
C5a  0.18 [−0.13; 0.48] 0.251 0.10 [−0.20; 0.40] 0.495 0.12 [−0.18; 0.42] 0.424 
sC5b-9  0.10 [−0.04; 0.24] 0.151 0.09 [−0.08; 0.26] 0.294 0.08 [−0.07; 0.24] 0.291 

Abbreviations: BMI, body mass index; 95% CI, 95% confidence interval; β, regression coefficient. a Model 1: 
unadjusted. b Model 2: adjusted for baseline age, sex, baseline glucose metabolic status, follow-up time and time 
point. c Model 3: Model 2 additionally adjusted for medication use and lifestyle (smoking status, physical activities 
and energy intake) at baseline and follow-up. d Data were standardized to allow direct comparison of their effect 
sizes. 
 

Table 4. Linear regression analyses between change in complement factor and change in BMI (follow-up − 
baseline) N = 429  

  Association with Δ BMI (kg/m2) 

Variablesd  Model 1a Model 2b Model 3c 

  β 95% CI P value β 95% CI P value β 95% CI P value 
Δ C3   0.58 [0.40; 0.77] < 0.001 0.58 [0.39; 0.77] < 0.001 0.52 [0.34; 0.71] < 0.001 
Δ Factor D  0.10 [−0.09; 0.30] 0.303 0.17 [−0.04; 0.37] 0.108 0.12 [−0.09; 0.33] 0.246 
Δ Factor H  0.52 [0.33; 0.71] < 0.001 0.53 [0.34; 0.72] < 0.001 0.51 [0.32; 0.70] <0.001 
Δ C5a  −0.04 [−0.23; 0.15] 0.686 −0.03 [−0.23; 0.16] 0.745 −0.00 [−0.20; 0.19] 0.987 
Δ sC5b-9  0.10 [−0.09; 0.30] 0.292 0.12 [−0.08; 0.32] 0.233 0.12 [−0.07; 0.32] 0.213 

Abbreviations: Δ BMI, change in BMI (all changes refer to change from baseline to follow-up); Δ C3, change in C3 
level; Δ C5a, change in C5a level; sC5b-9, change in sC5b-9 level; Δ factor D, change in factor D level; Δ factor H, 
change in factor H level, β, regression coefficient. a Model 1: unadjusted. b Model 2: adjusted for baseline age, sex, 
baseline glucose metabolic status, follow-up time. c Model 3: Model 2 additionally adjusted for medication use and 
lifestyles (smoking status, physical activities and energy intake) at baseline and follow-up. d Data were standardized 
to allow direct comparison of their effect sizes. 
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3.3 Additional analyses 

In the sensitivity analyses, all analyses were repeated after excluding participants using 

glucose-lowering medication at baseline. This did not materially change the above results 

(Tables S5-S7). Also when participants with acute or chronic infections, with a (suspected) 

history of autoimmune disease, or with a self-reported current malignant condition / cancer, 

were excluded from the analyses, the results remained similar to what was observed in the 

main analyses (data not shown). 

4 Discussion  

In this Caucasian cohort we investigated the longitudinal associations of systemic factors of 

complement and complement activation with development of obesity, as represented by 

progression of adiposity. Our study has three main findings. First, over the 7-year follow-up 

period, higher baseline concentrations of C3, C3a, FD, FH, and properdin, but not factor Bb, 

were associated with more adiposity, and these associations remained for C3 and FH, but 

not for FD, after additionally considering their concentrations at follow-up. Second, greater 

changes in C3 and FH were positively associated with greater changes in BMI and waist. 

Third, no associations were observed between components of the terminal pathway, i.e. 

C5a and sC5b-9, and adiposity. 

Previously-published studies mainly showed positive cross-sectional association of 

individual complement components ― including C3 (26, 27), Bb (17), FD (28, 29), and FH 

(17, 30) ― with human adiposity. However, until now, systematic evaluations of the 

associations of complement system with adiposity within human cohorts have been scarce. 

Also, the number of studies that provide longitudinal data is limited. Moreover, human 

information on the relation of properdin, an important regulator for alternative pathway, 

with adiposity was lacking, while associations for C5a and sC5b-9 were evaluated only in 

very small cross-sectional studies (17).  

The positive association of C3 we observed with adiposity over time is in line with the 

results in previous cross-sectional and prospective studies (20, 26, 27). These human data 
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are also supported by the findings of less weight gain observed in C3- and C3aR-deficient 

mice (6, 7). Indeed, we also observed that C3a, the cleavage product of C3, was positively 

associated with adiposity, albeit weaker than C3. This weaker association may, at least 

partly, be explained by the lower concentration and shorter half-life of C3a in plasma (as 

reviewed in (31)). 

Over the 7-year follow-up period, a positive association was also observed between 

adiposity and FD, the rate-limiting protease of the alternative complement pathway 

activation. Noteworthily, changes in FD were not associated with changes in adiposity. Thus, 

the positive association between FD and adiposity appeared to reflect inter-individual 

associations that remained consistent over time rather than within-individual effects. 

Existing mouse models of obesity suggest that the relation between FD and obesity in mice 

may differ from that in man because, in contrast to the positive association between FD and 

obesity in man, several obese mouse models have very low concentrations of FD (32, 33). 

Notwithstanding these apparent differences between man and mice, the observation that 

FD gene knock-out in mice did not affect body weight (34) seems to be consistent with the 

current lack of an association between FD and adiposity within individuals. The strong 

between-individual and the absence of within-individual associations suggest a complex 

relation between FD and adiposity. We did not observe any associations between the 

activated complement factor, Bb, and adiposity. This was consistent with the results of the 

above-mentioned cross-sectional study and previous mouse models (8, 9, 17).  

FH and properdin are two important regulators of alternative complement pathway 

activation. FH acts as an inhibitor by dissociating the C3 convertase, whereas properdin can 

function as a stabilizer of this convertase which results in prolonged activation (as reviewed 

in (35)), (36). Despite these opposite biological functions, systemic concentrations of both 

FH and properdin could reflect alternative pathway activation: properdin via a direct effect 

on prolonged activation and FH as a compensatory response to enhanced alternative 

pathway activation. This corroborates and expands the previous cross-sectional findings of 

a positive association between FH and obesity (17, 30). Until now, no information was 

available for properdin in human obesity and effects of properdin in mouse models were 

not fully consistent. Properdin–deficient mice showed more weight gain on a high fat diet, 
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(10) while no effect on body weight in male mice on an Ldlr−/− background (11). Our current 

data add evidence for a potential role of properdin in human adipose tissue metabolism 

and obesity, but possible underlying mechanisms remain to be identified. Effect-sizes for FH 

were slightly larger than for properdin. This can be explained by several phenomena, 

including higher plasma concentration of FH and differences in measurement error and/or 

biological variability, but also to different functional properties since they have different 

binding sites with the activated C3 fragment (as reviewed in (37)), as well as to actual 

differences in their mutual effects on human adiposity.  

In contrast to the above-mentioned results for the alternative pathway, the terminal 

pathway (as represented by C5a and sC5b-9) was not longitudinally associated with 

adiposity. This is in line with the cross-sectional study mentioned above (17). It is also in line 

with experimental data that showed that absence of C5 in mice, which basically abolishes 

the terminal pathway, did not affect weight gain (13). Effects of absence of the receptors 

for terminal pathway activation products showed mixed results since C5L2 knock-out did 

not affect body weight (14) whereas more weight gain was observed in C5aR1 deficient mice 

(12). 

Taken together our data suggest that, of the various components and regulators of the 

alternative and terminal pathway of complement activation we evaluated, it is primarily the 

C3-C3a-C3adesarg/ASP axis that may contribute to the development of obesity in humans. 

A possible explanation for the association between C3-C3a-C3adesArg/ASP axis activation 

and obesity lies in its proposed effects on lipid accumulation and adipocyte differentiation. 

Activation of the C3-C3a-C3adesArg/ASP axis starts by cleavage of C3 by C3 convertase 

under the control of FD, FH, and properdin. In this process C3a is generated, which is 

unstable and can be rapidly cleaved into C3adesArg/ASP. Thus, C3adesArg/ASP is a primary 

end-product of this axis. Previous in experimental studies showed that C3adesarg/ASP was 

implicated in lipid metabolism via promotion of the uptake adipocyte fatty acid by 

adipocytes and stimulation of triglyceride synthesis in adipocytes (as reviewed in (5)). Via 

such effects, C3adesArg/ASP may contribute to body fat storage. It has also been shown 

that chylomicrons, the intestinal lipoproteins that are produced upon food ingestion, can 

induce the production and activation of C3 and C3a by adipocytes, in vitro (38). Promotion 
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and activation of C3-C3a-C3adesArg/ASP axis by chylomicrons may as such contribute to the 

development of high-fat-diet-induced obesity. Moreover, gain or loss of function of Factor 

D in adipocytes, in vitro, was also reported to have an effect on lipid accumulation and cell 

differentiation via the activation of C3-C3a-C3adesarg/ASP axis (39). In addition to its role 

as stabilizer of the C3 convertase, properdin might also affect adipocyte metabolism via 

other routes. By itself, properdin did not directly affect adipocyte biology. Rather, it 

inhibited insulin-induced fatty acid uptake, which was independent of C3adesarg/ASP (10). 

Moreover, properdin is homologous to thrombospondin-1, which is expressed in adipose 

tissue and may affect pre-adipocytes differentiation (40) (as reviewed in (41)).  

The main strength of our present study is that we are the first to investigate the 

longitudinal association of adiposity and obesity with complement activation, and were able 

to perform a comprehensive analysis that extends beyond the complement components 

usually measured in human cohorts. Another key strength of this study is the 

comprehensive adjustment for potential confounders. Nevertheless, some limitations 

should be highlighted as well. Firstly, selection of the study population may limit 

generalizability. Besides, the BMI of our study population was on average (28.6± 4.4 kg/m2) 

slightly elevated, which may also weaken the generalizability of our findings. However, 

considering the wide range of BMI (from 18.22 to 47.37 kg/m2) at baseline, and the fact that 

we still had enough cases of participants (70%) with normal BMI and overweight (BMI<30 

kg/m2), CODAM does represent the middle–aged to older Caucasian population with 

moderately increased risk of T2DM and CVD. Other limitations of our study are the relatively 

small sample size, the fact that 15% of the original cohort was lost-to-follow-up, and the 

lack of information on for C3a, Bb, and properdin at follow-up. However, the fact that our 

results are consistent with previous data, substantiates our current observations. In 

addition, we cannot completely exclude the possibility of reversed causality. In other words, 

because of the intricate association between complement, low-grade inflammation and 

obesity in adipose tissue, it is not easy to disentangle the order of events, in this 

observational study with two available time-points. However, absence of complement 

genes in several mouse models did affect body weight. This suggests that the associations 

we report here may, at least in part, be due to effects of complement on human obesity, 
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rather than the reverse. We do acknowledge that the reverse may occur as well contributing 

to a vicious, potentially accelerating cycle of obesity and complement activation in adipose 

tissue. Further experimental data are needed to pin-point the exact mechanisms that 

underlie the observed associations.  

In conclusion, in this study we evaluated a broad range of factors and regulators of the 

alternative and terminal pathways of complement activation in humans and showed that 

primarily activation of C3-C3a-C3adesarg/ASP axis pathway might contribute to the 

development of adiposity and eventually obesity, possibly via effects on fat storage in the 

adipocytes. Notably, in our analyses we focused on development of adiposity and obesity 

rather than on adipose tissue function. Our current data therefore do not exclude that other 

aspects of complement activation in adipose tissue may act as relevant potential 

contributors to adipose tissue dysfunction in individuals overweight or with obesity. To 

further extend our knowledge on the intricate relation between the complement activation 

and human obesity, more human prospective and intervention studies with detailed 

information on complement activation and detailed phenotyping of adipose tissue and 

metabolism are needed.  
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Supplementary data 

 

Figure S1. Flowchart of the individuals included in the main and in the additional analyses in this study. a The 
GEE analyses for baseline complement factors included 1001 observations: complete data for complement and 
other variables (at baseline) were available for all while BMI and/or waist circumference were available for 458 
individuals at baseline and at follow-up, for 83 individuals only at baseline, and for 2 individuals only at follow-up. 
b The GEE analyses for complement factors over 7-year follow-up included 988 observations: complete data for 
complement factors, other variables, BMI and waist circumference were available for 429 individuals at baseline 
and follow-up, for 117 individuals only at baseline, and for 13 individuals only at follow-up. c The linear regression 
analyses included 429 individuals who had complete data for complement factors, other variables, BMI and waist 
circumference (baseline and follow-up). d Baseline complement factors referred to are C3, C3a, Bb, FD, FH, 
properdin, C5a and sC5b-9, e Baseline complement factors referred to are C3, C5a, factor D, factor H and sC5b-9, f 

Other variables referred to are age, sex, glucose metabolic status, follow-up time, medication use, smoking status, 
physical activity and energy intake.  
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Table S1. General characteristics of the study population at baseline  

Variables Whole population 
N=574a 

 Loss to follow-up 
 N=114b 

Attend follow-up  
N=460c, d 

Age (years) 59.6 ± 7.0  61.9 ± 6.5 59.1 ± 7.0* 
Sex (male %) 61  61 61 
BMI (kg/m2)  28.6 ± 4.3  28.8 ± 4.6 28.5 ± 4.2  
Waist circumference (cm) 99.3 ± 11.9   101.2 ± 12.1 98.9 ± 11.8 
Lipid-modifying medication (%) 19  17 19 
Glucose-lowering medication (%) 13  19 12* 
Anti-hypertensive medication (%) 38  47 36* 
Cardiovascular disease (%) 28   28 27 
Type 2 diabetes (%) 25  36 23* 
Ever smoking (%)  22  23 22 
Physical activity (103∙METs/week)  6.71 ± 4.21   6.61 ± 4.33  6.73 ± 4.18  
Energy intake (103∙kJ/day) 9.25 ± 2.80  8.69 ± 2.73 9.39 ± 2.80* 
C3 (g/l) 1.02 ± 0.16  1.03 ± 0.16 1.01 ± 0.16 

C3a (g/l) 59.1 (49.4–72.6)   63.4 (50.175.9)  58.6 (49.371.9)  
Factor Bb (mg/l) 0.72 ± 0.19  0.74 ± 0.20 0.71 ± 0.19 
Factor D (mg/l) 1.00 ± 0.24   1.01 ± 0.25  1.00 ± 0.24  
Factor H (mg/l) 325.4 ± 77.3  346.7 ± 70.4  320.8 ± 78.1* 
Properdin (mg/l)  6.06 ± 1.28   6.11 ± 1.39  6.05 ± 1.25  

C5a (g/l)  7.61 ± 3.86  8.25 ± 4.37  7.47 ± 3.72 

sC5b-9(g/l) 113.7 ± 34.8   116.8 ± 41.4  112.9 ± 33.1 

Abbreviations: BMI, body mass index. a 574 participants were included in the cohort study at baseline, data were 
missing for BMI (n=1), waist circumference (n=1), cardiovascular disease (n=1), physical activity (n=10), C3a (n=3), 
factor D (n=12), factor H (n=13), porperdin (n=6), C5a (n=12), and/or for sC5b-9 (n=5) concentrations. b 114 
participants either have missing data for cardiovascular disease (n=1), physical activity (n=10), C3a (n=3), factor D 
(n=12), factor H (n=13), porperdin (n=6), C5a (n=12), or for sC5b-9 (n=5) concentrations at baseline. c 460 
participants have complete data for complement factor and other independent variables, but missing data for BMI 
(n=1) and/or for waist circumference (n=1) at baseline. d Independent sample t-test and chi-square test were used 
to compare the baseline variables with and without follow-up data. *p < 0.05. 
 
Table S2. Longitudinal associations between plasma complement factor concentrations (baseline) and waist 
circumference over the 7-year follow-up period (GEE analyses, N=541 at baseline and N=460 at follow-up) 

  Association with waist circumference (cm) 

Variablese  Model 1a Model 2b Model 3c 

  β [95% CI] P value β [95% CI] P value β [95% CI] P value 
C3   5.19 [4.28; 6.09] < 0.001 4.92 [4.01; 5.83] < 0.001 4.83[3.91; 5.75] < 0.001 
C3ad  1.82 [0.78; 2.87] < 0.001 2.10 [1.19; 3.00] < 0.001 1.86 [0.97; 2.75] < 0.001 
Factor D  2.60 [1.59; 3.61] < 0.001 2.57 [1.51; 3.63] < 0.001 2.32 [1.28; 3.35] < 0.001 
Factor H  3.99 [3.06; 4.92] < 0.001 3.36 [2.49; 4.24] < 0.001 3.18 [2.29; 4.07] < 0.001 
Properdin  2.01 [1.10; 2.93] < 0.001 1.69 [0.86; 2.52] <0.001 1.58 [0.75; 2.42] <0.001 
Bb  1.11 [2.13; 0.09] 0.032 0.48 [1.40; 0.43] 0.303 0.50 [1.39; 0.39] 0.268 

C5a  0.71 [0.36; 1.78] 0.195 0.85 [0.13; 1.83] 0.088 0.78 [0.18; 1.73] 0.110 

sC5b-9  0.10 [–0.94; 1.14] 0.850 0.27 [0.65; 1.18] 0.566 0.15 [0.74; 1.04] 0.745 

Abbreviations: 95% CI, 95% confidence interval; β, regression coefficient. a Model 1: unadjusted. b Model 2: 
adjusted for baseline age, sex, baseline glucose metabolic status, follow-up time and time point. c Model 3: Model 
2 additionally adjusted for baseline medication use and lifestyle (smoking status, physical activities and energy 
intake). d Data were log2 transformed prior to analyses. e Data were standardized to allow direct comparison of 
their effect sizes. 
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Table S3. Longitudinal associations between plasma complement factor concentrations (baseline and follow-up) 
and waist circumference over a 7-year follow-up period (GEE analyses, N=546 at baseline and N=442 at follow-
up) 

  Association with waist circumference (cm) 

Variablesd  Model 1a Model 2b Model 3c 

  β [95% CI] P value β [95% CI] P value β [95% CI] P value 
C3   3.12 [2.60; 3.64] < 0.001 3.72 [3.06; 4.38] < 0.001 3.59 [2.93; 4.25] < 0.001 
Factor D  1.69 [0.16; 3.21] 0.030 1.37 [0.016; 2.89] 0.079 1.25 [0.26; 2.75] 0.104 

Factor H  2.58 [1.93; 3.23] < 0.001 2.35[1.72; 2.98] <0.001 2.30 [1.67; 2.94] <0.001 
C5a  0.62 [0.27; 1.50] 0.171 0.64 [0.18; 1.47] 0.126 0.64 [0.18; 1.46] 0.127 

sC5b-9  0.74 [0.11; 1.37] 0.022 0.34 [0.32; 0.99] 0.314 0.32 [0.29; 0.93] 0.302 

Abbreviations: 95% CI, 95% confidence interval; β, regression coefficient. a Model 1: unadjusted. b Model 2: 
adjusted for baseline age, sex, baseline glucose metabolic status, follow-up time and time point. c Model 3: Model 
2 additionally adjusted for medication use and lifestyle (smoking status, physical activities and energy intake) at 
baseline and follow-up. d Data were standardized to allow direct comparison of their effect sizes. 
 

Table S4. Linear regression analyses between change in complement factor and change in waist circumference 

(follow-up  baseline, N= 429)  

  Association with Δwaist (cm) 

Variablesd  Model 1a Model 2b Model 3c 

  β [95% CI] P value β [95% CI] P value β [95% CI] P value 
ΔC3   1.99 [1.39; 2.58] < 0.001 1.97 [1.37; 2.56] < 0.001 1.86 [1.24; 2.47] < 0.001 
ΔFactor D  0.06 [0.57; 0.68] 0.854 0.35 [0.31; 1.01] 0.301 0.20 [0.47; 0.88] 0.554 

ΔFactor H  1.09 [0.48; 1.71] 0.001 1.15 [0.53; 1.77] < 0.001 1.11 [0.49; 1.73] 0.001 
ΔC5a  0.08 [0.71; 0.54] 0.791 0.07 [0.70; 0.55] 0.822 0.07 [0.70; 0.57] 0.839 

ΔsC5b-9  0.33 [0.29; 0.96] 0.297 0.44 [0.19; 1.07] 0.171 0.45 [0.19; 1.09] 0.166 

Abbreviations: Δwaist, change in waist circumference (all changes refer to change from baseline to follow-up); ΔC3, 
change in C3 level; ΔC5a, change in C5a level; ΔsC5b-9, change in sC5b-9 level; Δfactor D, change in factor D level; 
Δfactor H, change in factor H level; β, regression coefficient. a Model 1: unadjusted. b Model 2: adjusted for baseline 
age, sex, baseline glucose metabolic status, follow-up time. c Model 3: Model 2 additionally adjusted for medication 
use and lifestyles (smoking status, physical activities and energy intake) at baseline and follow-up. d Data were 
standardized to allow direct comparison of their effect sizes. 
 
Table S5. Longitudinal associations between plasma complement factor concentrations (baseline) and BMI over 
the 7-year follow-up period among participants without glucose-lowering medication use at baseline (GEE 
analyses, N=468 at baseline and N=406 at follow-up) 

  Association with BMI (kg/m2) 

Variablese  Model 1a Model 2b Model 3c 

  β [95% CI] P value β [95% CI] P value β [95% CI] P value 
C3   1.99 [1.61; 2.36] <0.001 1.88 [1.49; 2.28] <0.001 1.86 [1.47; 2.24] <0.001 
C3ad  0.75 [0.40; 1.09] <0.001 0.66 [0.32; 1.01] <0.001 0.55 [0.21; 0.89] 0.002 
Factor D  0.93 [0.55; 1.31] <0.001 1.15 [0.77; 1.54] <0.001 1.07 [0.70; 1.43] <0.001 
Factor H  1.50 [1.13; 1.86] <0.001 1.36 [0.99; 1.73] <0.001 1.30 [0.92; 1.68] <0.001 
Properdin  0.65 [0.30; 1.00] <0.001 0.56 [0.23; 0.90] 0.001 0.55 [0.21; 0.89] 0.001 
Bb  0.12 [0.48; 0.25] 0.534 0.08 [0.45; 0.28] 0.652 0.08 [0.43; 0.27] 0.656 

C5a  0.30 [0.11; 0.71] 0.149 0.21 [0.20; 0.61] 0.323 0.19 [0.21; 0.58] 0.351 

sC5b-9  0.22 [0.17; 1.25] 0.264 0.15 [0.23; 0.52] 0.439 0.12 [0.25; 0.48] 0.541 

Abbreviations: BMI, body mass index; 95% CI, 95% confidence interval; β, regression coefficient. a Model 1: 
unadjusted. b Model 2: adjusted for baseline age, sex, baseline glucose metabolic status, follow-up time and time 
point. c Model 3: Model 2 additionally adjusted for baseline medication use and lifestyle (smoking status, physical 
activities and energy intake). d Data were log2 transformed prior to analyses. e Data were standardized to allow 
direct comparison of their effect sizes. 
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Table S6. Longitudinal associations between plasma complement factor concentrations (baseline and follow-up) 
and BMI over a 7-year follow-up period among participants without glucose-lowering medication use at baseline 
(GEE analyses, N=473 at baseline and N=391 at follow-up) 

  Association with BMI (kg/m2) 

Variablesd  Model 1a Model 2b Model 3c 

  β [95% CI] P value β [95% CI] P value β [95% CI] P value 
C3   0.76 [0.58; 0.94] <0.001 1.10 [0.85; 1.35] <0.001 0.99 [0.74; 1.24] <0.001 
Factor D  0.31 [0.23; 0.85] 0.265 0.39 [0.25; 1.03] 0.229 0.27 [0.35; 0.89] 0.389 

Factor H  0.94 [0.70; 1.19] <0.001 0.90 [0.65; 1.15] <0.001 0.85 [0.59; 1.11] <0.001 
C5a  0.11 [0.22; 0.43] 0.531 0.05 [0.27; 0.38] 0.754 0.06 [0.40; 0.29] 0.741 

sC5b-9  0.11 [0.04; 0.26] 0.166 0.09 [0.09; 0.27] 0.322 0.09 [0.07; 0.26] 0.270 

Abbreviations: BMI, body mass index; 95% CI, 95% confidence interval; β, regression coefficient. a Model 1: 
unadjusted. b Model 2: adjusted for baseline age, sex, baseline glucose metabolic status, follow-up time and time 
point. c Model 3: Model 2 additionally adjusted for medication use and lifestyle (smoking status, physical activities 
and energy intake) at baseline and follow-up. d Data were standardized to allow direct comparison of their effect 
sizes. 

 

Table S7. Linear regression analyses between change in complement factor and change in BMI (follow-up  
baseline) among participants without glucose-lowering medication use at baseline (N= 379) 

  Association with ΔBMI (kg/m2)  

Variablesd  Model 1a Model 2b Model 3c 

  β [95% CI] P value β [95% CI] P value β [95% CI] P value 
ΔC3   0.61 [0.40; 0.81] <0.001 0.60 [0.39; 0.80] <0001 0.55 [0.34; 0.76] <0.001 
ΔFactor D  0.02 [0.20; 0.23] 0.875 0.08 [0.15; 0.30] 0.502 0.03 [0.20; 0.26] 0.784 

ΔFactor H  0.55 [0.35; 0.76] <0.001 0.55 [0.35; 0.76] <0.001 0.54 [0.33; 0.74] <0.001 
ΔC5a  0.09 [0.30; 0.13] 0.437 0.09 [0.31; 0.13] 0.423 0.05 [0.27; 0.17] 0.661 

ΔsC5b-9  0.10 [0.11; 0.31] 0.339 0.12 [0.09; 0.33] 0.257 0.13 [0.08; 0.34] 0.228 

Abbreviations: ΔBMI, change in BMI (all changes refer to change from baseline to follow-up); ΔC3, change in C3 
level; ΔC5a, change in C5a level; ΔsC5b-9, change in sC5b-9 level; Δfactor D, change in factor D level; Δfactor H, 
change in factor H level; β, regression coefficient. a Model 1: unadjusted models. b Model 2: adjusted for baseline 
age, sex, baseline glucose metabolic status, follow-up time. c Model 3: Model 2 additionally adjusted for medication 
use and lifestyles (smoking status, physical activities and energy intake) at baseline and follow-up. d Data were 
standardized to allow direct comparison of their effect sizes. 
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Abstract  

Objective 

Presence of complement components on lipoproteins may affect their composition and 

metabolism. We investigated the associations of complement C3, as well as other 

components of the alternative complement pathway, with the plasma lipoprotein subclass 

profile.  

Approach and Results 

Plasma complement concentrations (C3, properdin, factor H, factor D, MASP-3, C3a, and 

Bb), and lipoprotein subclass profile (as measured by nuclear magnetic resonance 

spectroscopy) were obtained in 523 participants (60±7 years, 61% men) of the Cohort on 

Diabetes and Atherosclerosis Maastricht (CODAM) study. Multiple linear regression was 

used to investigate the associations of C3 (primary determinant) and the other alternative 

pathway components (secondary determinants) with characteristics (particle concentration, 

size [main outcomes]), and lipid contents (secondary outcomes) of 14 lipoprotein subclasses, 

ranging from extremely large VLDL to small HDL (all standardized [std] values).  

Participants with higher C3 concentrations had more circulating VLDLs (stdβs ranging 

from 0.27 to 0.36), IDL and LDLs (stdβs ranging from 0.14 to 0.17), and small HDL (stdβ = 

0.21). In contrast, they had fewer large and very large HDL particles (stdβs = –0.36). Also, in 

those with higher C3 concentrations, all lipoprotein subclasses were enriched in 

triglycerides. All false discovery rate corrected P-values were <0.05.  

Similar but weaker associations were observed for properdin, factor H, factor D, and 

MASP-3, but not for the activated products of the alternative pathway (C3a and Bb). 

Conclusions 

The alternative complement pathway, and most prominently C3, is associated with an 

adverse lipoprotein subclass profile that is characterized by more triglyceride-enriched 

lipoproteins but fewer large HDL. 
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1 Introduction 

Components of the complement system are present on plasma lipoproteins (1-3), and the 

levels of these complement components may vary with disease status (2, 3). In patients with 

chronic cardiometabolic diseases, such as the metabolic syndrome, type 2 diabetes mellitus 

(T2DM) and related cardiovascular diseases (CVD), altered complement expression and 

activation (4), as well as dyslipidaemia (5) are present. This suggests a possible relationship 

between the complement system and metabolism and/or function of circulating 

lipoproteins. 

The complement system is a complex protein network. Besides its canonical function 

in the immune response, a role for the complement system in metabolic disease processes 

has been demonstrated (4). Activation of the complement system is initiated via three 

pathways: the classical, the lectin, and the alternative pathway (Supplementary Figure 1 

[Figure S1]) (4). Particularly C3, the central component of the complement system, has 

consistently been shown to be higher in plasma of patients with cardiometabolic diseases 

(6). C3 was also shown to be present on very-low-density lipoproteins (VLDL), low-density 

lipoproteins (LDL), and high-density lipoproteins (HDL) (1, 2). Recently, a number of human 

studies reported associations, mainly in an adverse direction, of complement components 

with systemic lipid profile (7). These studies primarily focused on C3 and its degradation 

products, C3a/C3adesarg, and were generally limited to the major lipids and lipoprotein 

classes, i.e. triglycerides (TG), LDL-cholesterol (LDL-C), and HDL-cholesterol (HDL-C). For 

instance, in several human cohort studies, circulating levels of C3 and C3a/C3adesarg were 

reported to be positively associated with plasma TG, total cholesterol, and LDL-C levels, and 

inversely associated with HDL-C levels (8-10). Human data for other complement regulators 

and activated products are still scarce, but it has been shown that not only C3, but also e.g. 

C4 and C9 are present on VLDL, LDL, and HDL (1-3). 

Experimental findings suggest that the complement system, mainly the alternative 

complement pathway, may be causally involved in lipid metabolism. For instance, male 

mice that are deficient in C3 showed delayed postprandial triglyceride clearance and 

increased fasting and postprandial free fatty acids compared to their wild type controls (11). 
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In line with this, mice that lack other components of the alternative pathway such as factor 

B (12) or properdin (13), also showed delayed postprandial lipid clearance and altered 

systemic lipid levels. In contrast, lipid levels were not affected in mice that were deficient 

in the alternative pathway protease factor D (FD) (14). In addition, in vitro studies in 

murine adipocytes showed that exogenous properdin inhibited insulin-induced fatty acid 

uptake (13). Also, the desargenated derivative of C3a (C3adesarg, also known as acylation 

simulating protein), stimulated triglyceride synthesis in human and murine adipocytes (7). 

These data suggest that particularly the alternative pathway may be involved in lipid 

homeostasis. To date, no studies are available on the possible effects on lipid metabolism 

of other regulators of the alternative pathway, such as factor H (FH), a key regulator of 

alternative pathway C3 activation, and mannan-binding lectin-associated serine proteases 

3 (MASP-3), which activates FD. 

Taken together, experimental studies suggest a link between the complement system 

and lipoprotein metabolism, but the available human data are limited to the major lipid 

classes, and generally focus on one or a few individual complement components. To gain 

more insight in the relationship between the complement system and lipoprotein 

metabolism, we investigated the associations of complement C3, as well as additional 

components, regulators, and activated products of the alternative pathway (i.e. properdin, 

FH, FD, MASP-3, C3a, and Bb), with detailed lipoprotein characteristics as measured by 

proton nuclear magnetic resonance spectroscopy (1H-NMR), in a Caucasian cohort with a 

moderately increased risk of cardiometabolic disease.  

2 Materials and Methods 

2.1 Study population 

Participants of the Cohort on Diabetes and Atherosclerosis Maastricht (CODAM, n = 574) 

were selected from a large population-based observational study as described previously 

(15). They were of Caucasian descent and > 40 years of age with one or more of the 

following characteristics: body mass index (BMI) > 25 kg/m2; use of antihypertensive 
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medication; positive family history of T2DM; postprandial blood glucose level > 6.0 mmol/L; 

history of gestational diabetes and/or glycosuria. This study was approved by the medical 

ethics committee of Maastricht University. All participants gave written informed consent. 

In the current analyses, we excluded individuals with missing data on complement 

concentrations, 1H-NMR measured lipoprotein profile, and/or important covariates (n = 51), 

leaving 523 participants for the main analyses. 

2.2 Biochemical and clinical measurements 

Participants were asked to stop their lipid-modifying medication 14 days, and any other 

medication one day prior to the measurements. Blood samples were collected after an 

overnight fast, processed and stored at ‒80 °C until use. Total cholesterol, TG, LDL-C, HDL-

C, and glucose concentrations, as well as concentrations of markers for low-grade 

inflammation (i.e. haptoglobin, ceruloplasmin, C-reactive protein [CRP], serum amyloid A 

[SAA], interleukin-6 [IL-6], interleukin-8 [IL-8], tumour necrosis factor-a [TNF-a], and soluble 

intercellular adhesion molecule 1 [sICAM-1]) and liver enzymes (i.e. aspartate 

aminotransferase [AST], alanine aminotransferase [ALT], and gamma–glutamyl transferase 

[GGT]) in the fasting plasma samples were obtained as previously described(16, 17). An 

estimate of insulin resistance (homeostasis model assessment insulin resistance [HOMA2-

IR]) was obtained as described before (18). Concentrations of complement factors (i.e. C3, 

properdin, FH, FD, MASP-3, C3a, and Bb) were measured as previously described (16, 17). 

Measures for other variables were obtained as described before. Briefly, BMI (kg/m2), 

waist circumference (waist, cm) were measured at the research facility (15). Information on 

medication use (glucose-lowering, lipid-modifying, and/or anti-hypertensive, each yes/no), 

smoking status (current or previous tobacco smoking, yes/no), physical activity 

(METs/week), total energy intake (kJ/d), and alcohol consumption (g/d) was obtained using 

questionnaires (15). Prevalence of CVD (yes/no) was defined as previously described using 

information on self-reported history, electrocardiograms and the ankle-brachial index (15). 

Normal glucose metabolism (NGM, yes/no), impaired glucose metabolism (IGM, yes/no) 
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and T2DM (yes/no) were defined according to the 1999 WHO criteria (19) based on oral 

glucose tolerance test data as previously described (15). 

2.3 Lipoprotein characteristics measured by 1H-NMR 

metabolomics 

Fourteen lipoprotein subclasses were quantified from fasting EDTA plasma samples using 

high-throughput 1H-NMR metabolomics (Nightingale Health Ltd, Helsinki, Finland). Details 

of the 1H-NMR metabolomics platform have been described (20). The lipoprotein subclasses 

were defined by their sizes as follows: extremely large VLDL (XXL-VLDL) with particle 

diameters from 75 nm upwards and a possible contribution of chylomicrons, five VLDL 

subclasses (i.e. very large [XL], large [L], medium [M], small [S], very small [XS] VLDL, with 

average particle diameters of 64.0, 53.6, 44.5, 36.8, and 31.3 nm, respectively), 

intermediate-density lipoproteins (IDL, particle diameter: 28.6 nm), three LDL subclasses 

(i.e. L-, M-, S-LDL, with particle diameters of 25.5, 23, and 18.7 nm, respectively) and four 

HDL subclasses (i.e. XL-, L, M-, S-HDL, with particle diameters of 14.3, 12.1, 10.9, and 8.7 

nm). Next to the particle concentration of each subclass, the mean sizes of VLDL, LDL and 

HDL particles were calculated by weighting the corresponding subclass diameters with their 

particle concentrations, measurements of IDL were included in the LDL particles (21). The 

following lipid components were quantified within each of the 14 lipoprotein subclasses: 

phospholipids (PL), free cholesterol (FC), cholesteryl esters (CE), and TG.  

2.4 Statistical analysis 

Variables with a normal distribution are presented as mean ± SD, and discrete variables as 

percentages. Variables with a skewed distribution (1H-NMR measured lipid characteristics, 

HOMA2-IR, alcohol intake, concentrations of plasma glucose, total TG, C3a, CRP, SAA, IL-6, 

IL-8, TNF-a, sICAM-1, AST, ALT, GGT) are presented as median (interquartile range) and were 

LN-transformed prior to further analyses. For the various lipoprotein characteristics and 

complement components, standardized values ([individual observed values  population 
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mean]/standard deviation of the population) were calculated to allow direct comparison of 

their effect sizes in the regression analyses. All analyses were performed using R software 

(version 3.5.0). A false discovery rate (22) adjusted P-value (q-value) of <0.05 was regarded 

significant. 

Main analyses: multiple linear regression analyses were used to investigate the 

associations of systemic concentrations of complement C3 (primary determinant) and other 

alternative pathway components (secondary determinants) with particle concentrations of 

various lipoprotein subclasses and mean particle sizes of the major lipoprotein classes (main 

outcomes). All analyses were initially adjusted for age and sex (Model 1), then additionally 

for glucose metabolism status (NGM/IGM/T2DM, as dummy variables), medication use 

(lipid-modifying, antihypertensive, and/or glucose-lowering), smoking status, alcohol 

consumption, physical activity, and energy intake to control for potential confounding 

(Model 2).  

Markers of obesity (BMI and waist), low-grade inflammation (haptoglobin, 

ceruloplasmin, CRP, SAA, IL-6, IL-8, TNF-a, and sICAM-1), insulin resistance (HOMA2-IR), and 

liver disease (represented by increased levels of liver enzymes, i.e. AST, ALT, and GGT) were 

added in separate groups to model 2, as these variables could potentially confound, but also 

potentially mediate associations between the complement system and lipoprotein profile. 

Possible effect modification by sex or glucose metabolism status was also evaluated by 

adding interaction terms in the fully adjusted models (Model 2). Further, to exclude possible 

residual confounding, we repeated the analyses while excluding all participants who used 

lipid-modifying medication (n = 99). 

Additional analyses: for those complement components that were found to be 

significantly associated with lipoprotein concentrations and sizes, we investigated their 

associations with the lipid composition of the individual lipoproteins. For this, multiple 

linear regression analyses were performed to evaluate the associations of complement 

components with the absolute and relative lipid content (PL, FC, CE, and TG) of the 14 

lipoprotein subclasses (secondary outcomes).  
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3 Results 

3.1 Characteristics of the study population 

General characteristics of the 523 participants are shown in Table 1. Overall, the study 

population consisted of middle-aged to older individuals (59.6 ± 6.9 years, 60.8 % men). 

They were, on average, overweight (BMI, 28.6 ± 4.4 kg/m2; waist, 99.4 ± 12.1 cm), with 

relatively normal lipid levels (total cholesterol, LDL-C, HDL-C, and total TG concentrations 

were 5.2 ± 1.0, 3.3 ± 0.9, 1.2 ± 0.3 and 1.4 [1.0-2.0] mmol/l, respectively). Among them, 26% 

had T2DM, 27% had CVD, and the percentages of glucose-lowering, lipid-modifying, and 

anti-hypertensive medication users were 14%, 19%, 38%, respectively. Detailed information 

on the lipoprotein characteristics as analysed by high-throughput 1H-NMR is provided in 

Table S1.  

 

Table 1. Characteristics of the study population 

 Total study population 
 N = 523* 

Age (years) 59.6 ± 6.9 
Sex (% men) 60.8 
BMI (kg/m2)  28.6 ± 4.4  
Waist circumference (cm)  99.4 ± 12.1  
Fasting plasma glucose (mmol/L) 5.6 (5.2-6.4) 
HOMA2-IR  1.6 (1.1-2.6) 
Glucose metabolism status  

NGM (%) 52  
IGM (%) 22 
Type 2 Diabetes (%) 26 

Cardiovascular Disease (%) 27 
Medication use  

Glucose-lowering medication (%)  14 
Lipid-modifying medication (%)  19 
Antihypertensive medication (%)  38 

Lifestyle variables  
Current or previous smokers (%) 23 
Alcohol intake (g/d) 8.5 (1.2-21.9) 
Energy intake (103∙kj/day) 9.3 ± 2.8 
Physical activity (103∙METs/week) 6.7 ± 4. 1 
Inflammation markers  

Haptoglobin (g/l) 1.3 ± 0.5 
Ceruloplasmin (g/l) 0.3 ± 0.1 
CRP (mg/l) 2.1 (1.0-4.0) 
SAA (mg/l) 1.4 (1.0-2.3) 
IL-6 (pg/ml) 1.6 (1.2-2.3) 



Chapter 3 | 65 
 

 
 

1 

2 

3 

4 

5 

6 

7 

V 

A 

C 

S 

Table 1. Characteristics of the study population (Continued) 

 
Total study population 

N = 523* 

IL-8 (pg/ml) 4.4 (3.6-5.6) 

TNF-α (pg/ml) 6.2 (5.3-7.6) 

sICAM-1 (g/l) 213 (188-244) 

Liver enzymes  

ALT (U/L) 22.2 (17.2-28.3) 

AST (U/L) 19.8 (16.3-24.2) 

GGT (U/L) 24.5 (17.0-37.0) 

Lipid measures  

Total triglycerides (mmol/l) 1.4 (1.0-2.0) 

Total cholesterol (mmol/l) 5.2 ± 1.0 

LDL-cholesterol (mmol/l) 3.3 ± 0.9 

HDL-cholesterol (mmol/l) 1.2 ± 0.3 

Complement components  

C3 (g/l) 1.0 ± 0.2 

Properdin (mg/l) 6.1 ± 1.3 

Factor H (mg/l) 325 ± 79 

Factor D (mg/l) 1.0 ± 0.2 

MASP-3 (mg/l) 7.1 ± 2.3 

Bb (mg/l) 0.72 ± 0.19 

C3a (g/l) 59.2 (49.9-72.6) 

* Data for BMI were available for n = 522, waist circumference available for n = 522, fasting plasma glucose 
available for n = 522, HOMA2-IR available for n = 511, haptoglobin available for n = 518, ceruloplasmin available 
for n = 521, ALT available for n = 517, AST available for n = 517, GGT available for n = 522, and for LDL-cholesterol 
available for n = 514. HOMA2-IR, homeostasis model assessment insulin resistance; NGM, normal glucose 
metabolism; IGM, impaired glucose metabolism; CRP, C-reactive protein; SAA, serum amyloid A; IL-6, interleukin-
6; IL-8, interleukin-8; TNF-a, tumour necrosis factor-a; sICAM-1, soluble intercellular adhesion molecule-1; ALT, 
alanine aminotransferase; AST, aspartate aminotransferase; GGT, gamma-glutamyltransferase; HDL, high-density 
lipoproteins; LDL, low-density lipoproteins. 
 

3.2 Associations of C3 and other components of the alternative 

pathway with lipoprotein concentrations and sizes 

Figure 1 and Figure S2 show the associations of C3 and other components of the alternative 

pathway with lipoprotein concentrations and sizes. In the age- and sex-adjusted models 

(Model 1), C3 was positively associated with the particle concentrations of all VLDL classes. 
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Positive trends were observed for C3 with the concentrations of IDL/LDL lipoproteins, which 

did not reach statistical significance. Significant inverse associations were observed for 

particle concentrations of the larger (XL-, L-) HDL lipoproteins, while there was no 

association with medium-sized (M)-HDL lipoproteins and, in contrast, positive and 

significant associations were observed with the small (S)-HDL lipoproteins. C3 was 

significantly and positively associated with the mean particle size of the VLDL lipoproteins 

and inversely with the mean particle sizes of LDL and HDL lipoproteins. In the fully adjusted 

models (Model 2), the positive associations between C3 and IDL/LDL lipoproteins were 

somewhat stronger and significant (βs range from 0.14 to 0.17), while the other associations 

remained unchanged (particle concentrations: VLDLs, βs range from 0.27 to 0.36, XL-, L-HDL, 

βs = –0.36, S-HDL, β = 0.21; sizes: VLDL, β = 0.31, LDL, β = –0.13, HDL, β = –0.39). Similar 

trends, although less pronounced, were observed for the associations of properdin, FH, FD, 

and MASP-3 (in descending order of the respective effect sizes). C3a was not associated 

with lipoprotein concentration or size, except for the inverse association with XL-HDL 

concentration. In contrast, for factor Bb, inverse associations with VLDLs were observed.  

 
Figure 1. Associations of C3 with lipoprotein concentrations and sizes. C3 concentration was standardized. All 
data on lipoprotein measures were LN-transformed and standardized. Model 1 is adjusted for age and sex. Model 
2 is additionally adjusted for glucose metabolism status, medication use (lipid-modifying, antihypertensive, and/or 
glucose-lowering), smoking status, alcohol consumption, physical activity, and energy intake. * FDR q-value<0.05, 
† FDR q-value<0.01. VLDL, very-low-density lipoproteins; IDL, intermediate-density lipoprotein; LDL, low-density 
lipoproteins; HDL, high-density lipoproteins; XXL, XL, L, M, S, XS refers to the size of the lipoproteins; N° or solid 
circle, particle concentration; Ø  or open square, mean particle size. 
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When associations between complement C3 and lipoprotein concentrations and sizes 

were additionally adjusted for obesity (BMI and waist), the associations largely remained 

(Figure 2, panel A compared to Figure 1, model 2). The strongest attenuation by additional 

adjustment for obesity was observed for the positive association between C3 and particle 

concentration of S-HDL, which was attenuated by 38% (β changed from 0.21 to 0.13, FDR q 

value remained <0.05). The inverse association between C3 and mean LDL size was 

attenuated by 15% and became non-significant. The associations of C3 with the other 

lipoprotein classes remained similar to those observed in the main analyses, with <12% 

change in the strength of the associations. Results for other complement components were 

consistent with those for C3, with a few weak associations becoming non-significant after 

adjustment for obesity (Figure S3, panel A compared to Figure S2, model 2). Additional 

adjustment for low-grade inflammation somewhat strengthened the associations of C3 

with concentrations of VLDL subclasses, S-LDL, and L-, S-HDL, as well as with the mean 

particle size of VLDL, LDL and HDL lipoproteins, by on average, 26% (range 10% to 77%, 

Figure 2, panel B compared to Figure 1, model 2 ). Additional adjustment for low-grade 

inflammation did not materially affect the associations for the other complement 

components (Figure S3, panel B compared to Figure S2, model 2). Additional adjustment 

for insulin resistance (HOMA2-IR) had a modest attenuating effect on the results obtained 

in the main analyses. The original associations of C3 with particle concentrations of VLDLs 

(except for XS-VLDL) and HDL (except for M-HDL) were attenuated by 22%, on average 

(range 14%-29%). The positive association with VLDL-size and the inverse association with 

HDL-size were attenuated by 32% and 21%. In contrast, the associations of C3 with IDL/LDL 

particle concentrations increased by 24%, on average (range 18%-29%, Figure 2, panel C 

compared to Figure 1, model 2). All associations that were significant in the main analyses 

(except for LDL size) remained so after adjustment for insulin resistance. The results for the 

other complement components were generally consistent with those for C3, although for 

FH and MASP-3, attenuations in the strength of the associations with the VLDL subclasses 

resulted in non-significant associations (Figure S3, panel C compared to Figure S2, model 

2). The associations for factor Bb were not affected by additional adjustment for insulin 

resistance. The effects of additional adjustment for liver enzymes were very similar to those 
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of adjustment for insulin resistance, although the associations with IDL/LDL, which 

strengthened when adjusted for insulin resistance, were attenuated when adjusted for liver 

enzymes (Figure 2, panel D and Figure S3, panel D). When the associations between 

complement factors and lipoprotein concentrations and sizes were additionally adjusted 

for obesity, insulin resistance, low-grade inflammation and liver enzymes simultaneously, 

the associations, although attenuated, were largely comparable to the results of our main 

analyses (data not shown). In addition, properdin, FH, FD, and MASP-3 showed associations 

with lipoprotein characteristics that resembled those of C3. Therefore, we additionally 

adjusted these associations for C3 concentration, to evaluate if they were due to 

correlation(s) of properdin, FH, FD, and MASP-3 with C3. The associations of properdin, FD, 

and MASP-3 with lipoproteins largely remained, although somewhat attenuated, while the 

associations for FH disappeared after the additional adjustment for C3  (Figure S4). 

There were no significant interactions of sex or glucose metabolism status with 

complement components on the associations with lipoprotein characteristics (data not 

shown). When the main analyses were repeated after excluding participants who use lipid-

lowering medication (n = 99), the results were not materially changed (data not shown). 
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3.3 Associations of C3, properdin, FH, FD, and MASP-3 with 

lipoprotein composition 

For the complement components that showed consistent significant associations with 

lipoprotein concentrations and/or sizes, i.e. C3, properdin, FH, FD, and MASP-3, we further 

investigated their associations with the lipoprotein compositions in the 14 lipoprotein 

subclasses. Higher plasma concentrations of C3 were associated with higher absolute 

concentrations of PL, FC, CE, and TG in VLDL and IDL/LDL lipoproteins and, in contrast, with 

lower absolute concentrations of PL, FC, CE in larger (XL- and L-) HDL lipoproteins (Figure 3, 

panel A). This was consistent with the main analyses presented above. Despite the fact that 

C3 was not associated with the overall particle concentration of M-HDL, there was a strong 

and positive association between C3 and the TG concentration in this HDL class, while there 

was an inverse association between C3 with FC and CE. A similar positive association was 

observed between C3 and the amount of TG in S-HDL. The association between C3 and TG 

content was also positive, but weaker in the XL-HDL subclass and, notably, inverse in L-HDL 

(Figure 3, panel A).  

Next, we evaluated the associations of C3 with the relative amount, i.e. percentage, of 

individual lipids (PL%, FC%, CE%, and TG%) in each of the 14 lipoprotein classes. The most 

striking observation was that C3 was associated with a higher TG% in virtually all 14 

lipoprotein classes (Figure 3, panel B). This result indicated that a higher plasma 

concentration of C3 was not only associated with more lipoproteins, but that those 

lipoproteins were enriched in TG. Conversely, higher concentrations of C3 were associated 

with a lower CE% in the VLDLs. In the IDL and LDL lipoproteins, the TG enrichment was rather 

accompanied by a decrease in FC%. Also for the composition of HDL, the associations for C3 

differed for the large as compared to the smaller subclasses: in XL-HDL, C3 was associated 

with a relative enrichment for TG as well as cholesterol (CE and FC) and a relative depletion 

of PL, while in the smaller subclasses there appeared to be a relative depletion of 

cholesterol (FC and/or CE) with enrichment in (or no relative effect on) PL and TG (Figure 3, 

panel B). Again, similar but weaker associations with absolute and relative lipid composition 

were observed for properdin, FH, FD, and MASP-3 (Figure S5). 
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4 Discussion 

We investigated the associations of complement C3 and other components of the 

alternative complement pathway with concentration, size and composition of 14 

lipoprotein subclasses. Higher plasma C3 was associated with an adverse lipoprotein 

subclass profile: more VLDL of all subclasses, with a larger mean particle size; more IDL/LDL 

of all subclasses, but with a smaller mean particle size; lower concentrations of large HDLs 

and higher concentrations of small HDL, with a smaller mean particle size for HDL. Moreover, 

C3 was associated with enrichment in TG for all lipoprotein subclasses. For other 

components of the alternative complement pathway, i.e. properdin, FH, FD, and MASP-3, 

these associations were similar but weaker. Strikingly, plasma concentration of C3a and Bb 

did not show a similar pattern of associations: higher C3a was only associated with lower 

number of large HDL; higher Bb was modestly associated with lower numbers of large VLDLs 

and smaller VLDL mean particle size. The observed relationships for C3 and the other 

components of the alternative pathway were largely independent of obesity, insulin 

resistance, low-grade inflammation, and liver enzymes, and for this reason we conclude that 

these conditions are not of major importance for the currently-observed associations. 

Lipid and lipoprotein metabolism is a complex physiological process. Not only the 

major classes (i.e. total TG, cholesterol, HDL-C, LDL-C), but also the distribution and 

composition of specific lipoprotein subclasses are important in metabolic disorders (23). 

The complement system is increasingly implicated in metabolism and homeostasis, 

including obesity-associated dyslipidaemia (4). To the best of our knowledge, this is the first 

study that comprehensively evaluates the associations of C3 and components of the 

alternative complement pathway, with detailed characteristics of distinct lipoprotein 

subclasses. We confirmed that a higher C3 concentration was associated with more 

atherogenic lipoproteins, e.g. the VLDL and IDL/LDL subclasses (23). We additionally showed 

that C3 was positively associated with the mean particle size of the VLDL and inversely with 

that of LDL. Although not yet conclusive, this may indicate that higher C3 is involved in a 

redistribution of lipoproteins towards higher concentrations of larger VLDL and smaller LDL, 

hence promoting a lipoprotein profile that is closely related to risk of cardiovascular disease 
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(24, 25). Given that C3 was reported to be present on VLDL and LDL lipoproteins (1-3), we 

speculate that C3 on the surface of lipoproteins may affect their metabolism, e.g. via steric 

hindering the binding of lipoprotein lipase, which would hamper lipolysis and result in TG-

rich, large size lipoproteins. In line with this, higher C3 was associated with higher TG 

content in all lipoprotein subclasses. The idea of a direct, physical effect of complement on 

lipoprotein metabolism is also supported by the observation that complement C1r, a 

component of the classical complement pathway, was indeed shown to bind phospholipid 

transfer protein in vitro and to partially stabilize its lipid transfer function (26). This suggests 

that complement components can directly interfere with the remodelling of lipoproteins. 

Within the HDL subclasses, we observed distinct associations: C3 was inversely 

associated with particle concentrations of the larger HDL lipoproteins, while it was 

positively associated with the concentration of small HDL lipoproteins. Overall, C3 was 

inversely associated with mean HDL size, which may indicate that a higher C3 level was 

associated with a redistribution of HDL subclasses towards smaller size. Similar distribution 

of HDL lipoprotein subclass was demonstrated in various cardiometabolic disorders (27, 28). 

Increased level of small HDL may be a consequence of disturbed reverse cholesterol 

transport function of HDL, which process converts small lipid-poor HDL into mature large-

size HDL lipoproteins (29). Given the presence of C3 on HDL lipoproteins, the observed 

associations with HDL subclasses suggest that the binding of C3 may affect the interaction 

of HDL with proteins that involved in the reverse cholesterol transport process. Future in 

vitro and in vivo research is needed to evaluate whether the physical presence of C3, and 

possibly also other components of the alternative pathway, on lipoproteins can indeed 

affect their remodelling and metabolism. On the other hand, HDLs are highly heterogeneous 

lipoproteins, during pathological processes such as inflammation, HDL can be modified into 

dysfunctional particles that contain more pro-oxidant and pro-inflammatory proteins and 

are less atheroprotective (30). Therefore, our observation that C3 is associated with the 

amount and distribution of specific HDL subclasses may indicate a variation in the 

composition of the HDL subclasses. In line with this, previous finding demonstrated that, in 

patients with CVD, more C3 was detected in small-sized HDL, compared to healthy subjects 

(2). 
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At first sight, it may appear surprising that, contrary to the strong associations for C3, 

virtually no associations were observed for its activation product, C3a. Distinct effects of C3 

and C3a have, however, been reported before. For instance, we showed that C3 and C3a 

show distinct associations with CVD (31). In addition, C3 was demonstrated to have an anti-

fibrinolytic effect, which was primarily caused by its physical effect via binding to fibrins 

within the clot, independent of complement activation (32). Moreover, C3 is a rather large 

protein and presence of C3 on the surface of lipoproteins may directly affect their 

metabolism, e.g. via interfering with the binding of enzymes that are relevant for their 

metabolism. In contrast, previous experimental data suggest that the effects of C3a on lipid 

and/or lipoprotein metabolism are generally considered to occur via the generation of 

C3desarg, which subsequently activates its receptor, C5L2 (33). In line with this, our 

previous data showed that the association of C3a with liver fat and liver enzymes was 

independent of C3 (34). Given the observation that enzymes involved in HDL maturation 

and metabolism may be suppressed in liver disease (35), the association of C3a with XL-

HDL concentration in the present study may indicated an independent association between 

C3a and HDL metabolism via the liver. Indeed, the modest but significant association of C3a 

with XL-HDL concentration became non-significant after the additional adjustment for liver 

enzymes, which is not the case for C3. 

The observed associations for most alternative pathway components (i.e. properdin, 

FH, FD, and MASP-3) were largely consistent with those of C3, although the strength of the 

associations was generally smaller. To date, C3 is the only alternative pathway component 

that was shown to be physically and abundantly present on lipoprotein particles (1-3). It is 

conceivable that the currently observed associations for the other alternative pathway 

components are partly due to the mutual associations between the complement 

components. This is, however, not a likely explanation given that the associations of most 

alternative pathway components (i.e. properdin, FD, and MASP-3) with lipoprotein 

characteristics remained after additional adjustment for C3, although the associations for 

FH disappeared. Also, the correlations of plasma C3 with e.g. C3a (Pearson’ s r for LN-

transformed C3a = 0.35) and properdin (Pearson’s r = 0.37) are very similar while their 

respective associations with plasma lipoproteins were completely different. Moreover, 
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there are in vitro data that FH binds to apoE on HDL and thereby affects complement 

activation on HDL particles (36). 

We showed that higher C3 concentrations were associated with enrichment in TG in 

all lipoproteins and a reduction of CE in VLDL and large HDL. This resembles the lipoprotein 

composition that is observed in individuals with cardiometabolic diseases (37-39). Also, 

besides the well-accepted atherogenic function of LDL-C, emerging evidence suggests that 

LDL-TG is an independent risk factor for CVD (40). Although less pronounced, the 

associations of other components of the alternative pathway with particle composition 

were similar to those of C3. Overall, these results, again, suggest that the complement 

pathway, and particularly C3, is associated with an adverse lipoprotein profile. For future 

investigations, it will be interesting to examine the presence of alternative pathway 

components on lipoproteins of patients with cardiometabolic diseases in more detail, and 

to evaluate the pathophysiological effect of these complement components on the 

metabolism and function of the lipoproteins. 

The key strength of our present study is the availability of plasma concentrations of 

multiple complement components, as well as the H1-NMR measures of lipoprotein 

characteristics within one cohort. Another strength is the detailed phenotyping of the study 

participants, which allowed us to thoroughly adjust for potential confounders, and to 

explore some potential explanatory mechanisms. Nevertheless, limitations of this cohort 

study also need to be acknowledged. First, our study population is characterized by 

moderately increased risk for cardiometabolic diseases, which may limit the generalizability 

of our findings. Second, although we performed comprehensive adjustment for a range of 

potential confounders, we cannot exclude residual confounding. Third, given our cross-

sectional study design, we cannot draw causal conclusions on the relationship between 

complement and the lipoproteins. In theory, reverse causation cannot be fully excluded. 

However, although some lipoproteins, e.g. chylomicrons or modified LDL, may induce 

complement expression in vitro (41, 42), our current findings are supported by suggestive 

biological evidence, such as the altered lipid profile in mouse models deficient in certain 

complement components, as well as the effect of complement on lipid metabolism in cell 

lines (11-13). These data suggest that there may indeed be a relevant role of complement 



76 | Chapter 3 

1 

2 

3 

4 

5 

6 

7 

V 

A 

C 

S 

in lipid and lipoprotein metabolism. Lastly, theoretically the detectability of complement 

components by antibodies might be influenced by their binding to lipoproteins. It is highly 

unlikely that such a disturbance may have influenced the measurement of our primary 

determinant, since C3 is a large protein and was detected by a polyclonal antibody in a 

nephelometric assay. For other complement proteins, especially those detected by 

monoclonal antibodies, we cannot fully exclude the possibility that their detection, when 

bound to lipoproteins, might have been hampered to some extent. Suboptimal detection of 

complement on lipoproteins might result in underestimation of their concentrations. 

In conclusion, this is the first comprehensive investigation of the association between 

the alternative complement pathway and 1H-NMR measures of lipoprotein characteristics 

in a human cohort. Complement C3 and other alternative pathway components (i.e. 

properdin, FH, FD, and MASP-3) were consistently associated with an adverse lipoprotein 

distribution and composition. Our findings highlight the intricate interplay between the 

complement system and lipoprotein metabolism. Promotion of a pro-atherogenic lipid 

profile may be another way via which the alternative complement pathway, and particularly 

C3, may affect cardiometabolic risk. Future studies need to assess the presence of 

complement on the various lipoprotein subclasses in more detail, as well as the direct and 

indirect effects of lipoprotein-associated C3 on lipoprotein metabolism in vitro and in vivo. 

Such studies will further add to our understanding of how the complement system 

contributes to the risk of cardiometabolic diseases such as CVD and T2DM.   



Chapter 3 | 77 
 

 
 

1 

2 

3 

4 

5 

6 

7 

V 

A 

C 

S 

References 

1. Dashty M, Motazacker MM, Levels J, de Vries M, Mahmoudi M, Peppelenbosch MP, et al. Proteome of human 

plasma very low-density lipoprotein and low-density lipoprotein exhibits a link with coagulation and lipid 

metabolism. Thrombosis and haemostasis. 2014;111(3):518-30. 

2. Vaisar T, Pennathur S, Green PS, Gharib SA, Hoofnagle AN, Cheung MC, et al. Shotgun proteomics implicates 

protease inhibition and complement activation in the antiinflammatory properties of HDL. The Journal of 

clinical investigation. 2007;117(3):746-56. 

3. Okada T, Ohama T, Takafuji K, Kanno K, Matsuda H, Sairyo M, et al. Shotgun proteomic analysis reveals 

proteome alterations in HDL of patients with cholesteryl ester transfer protein deficiency. Journal of clinical 

lipidology. 2019;13(2),317-25. 

4. Moreno-Navarrete JM, Fernandez-Real JM. The complement system is dysfunctional in metabolic disease: 

Evidences in plasma and adipose tissue from obese and insulin resistant subjects. Seminars in cell & 

developmental biology. 2017. Academic Press. 

5. Nelson RHJPC. Hyperlipidemia as a Risk Factor for Cardiovascular Disease. 2013;40(1):195. 

6. Onat A, Can G, Rezvani R, Cianflone K. Complement C3 and cleavage products in cardiometabolic risk. Clinica 

chimica acta; international journal of clinical chemistry. 2011;412(13-14):1171-9. 

7. Barbu A, Hamad OA, Lind L, Ekdahl KN, Nilsson B. The role of complement factor C3 in lipid metabolism. 

Molecular immunology. 2015;67(1):101-7. 

8. Volp AC, Barbosa KB, Bressan J. Triacylglycerols and body fat mass are possible independent predictors of C3 

in apparently healthy young Brazilian adults. Nutrition (Burbank, Los Angeles County, Calif). 2012;28(5):544-

50. 

9. Kojima C, Takei T, Ogawa T, Nitta K. Serum complement C3 predicts renal arteriolosclerosis in non-diabetic 

chronic kidney disease. Journal of atherosclerosis and thrombosis. 2012;19(9):854-61. 

10. Yang Y, Lu HL, Zhang J, Yu HY, Wang HW, Zhang MX, et al. Relationships among acylation stimulating protein, 

adiponectin and complement C3 in lean vs obese type 2 diabetes. International journal of obesity (2005). 

2006;30(3):439-46. 

11. Murray I, Sniderman AD, Cianflone K. Mice lacking acylation stimulating protein (ASP) have delayed 

postprandial triglyceride clearance. Journal of lipid research. 1999;40(9):1671-6. 

12. Paglialunga S, Fisette A, Yan Y, Deshaies Y, Brouillette JF, Pekna M, et al. Acylation-stimulating protein 

deficiency and altered adipose tissue in alternative complement pathway knockout mice. American journal of 

physiology Endocrinology and metabolism. 2008;294(3):E521-9. 

13. Gauvreau D, Roy C, Tom FQ, Lu H, Miegueu P, Richard D, et al. A new effector of lipid metabolism: complement 

factor properdin. Molecular immunology. 2012;51(1):73-81. 

14. Xu Y, Ma M, Ippolito GC, Schroeder HW, Jr., Carroll MC, Volanakis JE. Complement activation in factor D-

deficient mice. Proceedings of the National Academy of Sciences of the United States of America. 

2001;98(25):14577-82. 



78 | Chapter 3 

1 

2 

3 

4 

5 

6 

7 

V 

A 

C 

S 

15. van Greevenbroek MM, Arts IC, van der Kallen CJ, Dagnelie PC, Ferreira I, Jansen E, et al. Complement c3 is 

inversely associated with habitual intake of provitamin A but not with dietary fat, fatty acids, or vitamin E in 

middle-aged to older white adults and positively associated with intake of retinol in middle-aged to older 

white women. The Journal of nutrition. 2014;144(1):61-7. 

16. Ying X, Hertle E, Kallen CJHVD, Schalkwijk CG, Stehouwer CDA, Greevenbroek MMJVJE. Complement C3 and 

C4, but not their regulators or activated products, are associated with incident metabolic syndrome: the 

CODAM study. Endocrine. 2018;62(3):617-27. 

17. Hertle E, Arts IC, van der Kallen CJ, Feskens EJ, Schalkwijk CG, Hoffmann-Petersen IT, et al. Distinct Longitudinal 

Associations of MBL, MASP-1, MASP-2, MASP-3, and MAp44 With Endothelial Dysfunction and Intima-Media 

Thickness: The Cohort on Diabetes and Atherosclerosis Maastricht (CODAM) Study. Arteriosclerosis, 

thrombosis, and vascular biology. 2016;36(6):1278-85. 

18. Wlazlo N, van Greevenbroek MM, Ferreira I, Feskens EJ, van der Kallen CJ, Schalkwijk CG, et al. Complement 

factor 3 is associated with insulin resistance and with incident type 2 diabetes over a 7-year follow-up period: 

the CODAM Study. Diabetes care. 2014;37(7):1900-9. 

19. Gabir MM, Hanson RL, Dabelea D, Imperatore G, Roumain J, Bennett PH, et al. The 1997 American Diabetes 

Association and 1999 World Health Organization criteria for hyperglycemia in the diagnosis and prediction of 

diabetes. Diabetes care. 2000;23(8):1108-12. 

20. Wurtz P, Kangas AJ, Soininen P, Lawlor DA, Davey Smith G, Ala-Korpela M. Quantitative Serum Nuclear 

Magnetic Resonance Metabolomics in Large-Scale Epidemiology: A Primer on -Omic Technologies. American 

journal of epidemiology. 2017;186(9):1084-96. 

21. Lipoprotein particle sizes: Nightingale Health Web site; [Available from: 

https://nightingalehealth.com/biomarkers#lpprtnprtc. 

22. Benjamini Y, Hochberg Y. Controlling the false discovery rate: a practical and powerful approach to multiple 

testing. Journal of the Royal statistical society: series B (Methodological). 1995;57(1):289-300. 

23. German JB, Smilowitz JT, Zivkovic AM. Lipoproteins: When size really matters. Current opinion in colloid & 

interface science. 2006;11(2-3):171-83. 

24. Dullaart RP, De VR, Kwakernaak AJ, Perton F, Dallingathie GMJEJoCI. Increased large VLDL particles confer 

elevated cholesteryl ester transfer in diabetes. 2015;45(1):36-44. 

25. Sharma SB, Garg SJIJoB, Biophysics. Small dense LDL: risk factor for coronary artery disease (CAD) and its 

therapeutic modulation. 2012;49(2):77. 

26. Cheung MC, Vaisar T, Han X, Heinecke JW, Albers JJ. Phospholipid transfer protein in human plasma associates 

with proteins linked to immunity and inflammation. Biochemistry. 2010;49(34):7314-22. 

27. Arsenault BJ, Lemieux I, Despres JP, Gagnon P, Wareham NJ, Stroes ES, et al. HDL particle size and the risk of 

coronary heart disease in apparently healthy men and women: the EPIC-Norfolk prospective population study. 

Atherosclerosis. 2009;206(1):276-81. 

28. Tian L, Long S, Li C, Liu Y, Chen Y, Zeng Z, et al. High-density lipoprotein subclass and particle size in coronary 

heart disease patients with or without diabetes. Lipids in health and disease. 2012;11(1):54. 

https://nightingalehealth.com/biomarkers#lpprtnprtc


Chapter 3 | 79 
 

 
 

1 

2 

3 

4 

5 

6 

7 

V 

A 

C 

S 

29. Tian L, Fu MJJoEI. The relationship between high density lipoprotein subclass profile and apolipoprotein 

concentrations. 2011;34(6):461-72. 

30. Rao VS, Kakkar VV. Friend Turns Foe: Transformation of Anti-Inflammatory HDL to Proinflammatory HDL 

during Acute-Phase Response. Cholesterol. 2011;2011. 

31. Hertle E, Greevenbroek MV, Arts IC, Kallen CJVD, Geijselaers SL, Feskens EJ, et al. Distinct associations of 

complement C3a and its precursor C3 with atherosclerosis and cardiovascular disease. 2014;111(06):1102-11. 

32. Joanna-Marie H, Richardson VR, Smith KA, Verena S, Riyaz S, Anna S, et al. Complement C3 is a novel plasma 

clot component with anti-fibrinolytic properties. 2012;9(3):216-25. 

33. Cui W, Paglialunga S, Kalant D, Lu H, Roy C, Laplante M, et al. Acylation-stimulating protein/C5L2-neutralizing 

antibodies alter triglyceride metabolism in vitro and in vivo. American journal of physiology Endocrinology 

and metabolism. 2007;293(6):E1482-91. 

34. Wlazlo N, van Greevenbroek MM, Ferreira I, Jansen EH, Feskens EJ, van der Kallen CJ, et al. Activated 

complement factor 3 is associated with liver fat and liver enzymes: the CODAM study. European journal of 

clinical investigation. 2013;43(7):679-88. 

35. Trieb M, Horvath A, Birner-Gruenberger R, Spindelboeck W, Stadlbauer V, Taschler U, et al. Liver disease alters 

high-density lipoprotein composition, metabolism and function. Biochimica et biophysica acta. 

2016;1861(7):630-8. 

36. Karita H, Kok VK, Eija N, Jari M, Tiira J, Sini M, et al. Complement Factor H Binds to Human Serum 

Apolipoprotein E and Mediates Complement Regulation on High Density Lipoprotein Particles. 

2015;290(48):28977-87. 

37. Papathanasiou A, Kostara C, Cung MT, Seferiadis K, Elisaf M, Bairaktari E, et al. Analysis of the composition of 

plasma lipoproteins in patients with extensive coronary heart disease using 1H NMR spectroscopy. Hellenic 

journal of cardiology : HJC = Hellenike kardiologike epitheorese. 2008;49(2):72-8. 

38. Park KH, Shin DG, Kim JR, Hong JH, Cho KH. The functional and compositional properties of lipoproteins are 

altered in patients with metabolic syndrome with increased cholesteryl ester transfer protein activity. 

International journal of molecular medicine. 2010;25(1):129-36. 

39. Reiner Ž. Triglyceride-Rich Lipoproteins and Novel Targets for Anti-atherosclerotic Therapy. Korean Circ J. 

2018;48(12):1097-119. 

40. Saeed A, Feofanova EV, Yu B, Sun W, Virani SS, Nambi V, et al. Remnant-Like Particle Cholesterol, Low-Density 

Lipoprotein Triglycerides, and Incident Cardiovascular Disease. Journal of the American College of Cardiology. 

2018;72(2):156-69. 

41. Gao Y, Gauvreau D, Cui W, Lapointe M, Paglialunga S, Cianflone K. Evaluation of chylomicron effect on ASP 

production in 3T3-L1 adipocytes. Acta biochimica et biophysica Sinica. 2011;43(2):154-9. 

42. Mogilenko DA, Kudriavtsev IV, Trulioff AS, Shavva VS, Dizhe EB, Missyul BV, et al. Modified low density 

lipoprotein stimulates complement C3 expression and secretion via liver X receptor and Toll-like receptor 4 

activation in human macrophages. The Journal of biological chemistry. 2012;287(8):5954-68. 

  



80 | Chapter 3 

1 

2 

3 

4 

5 

6 

7 

V 

A 

C 

S 

Supplementary data  

 

Figure S1. Activation of the complement system with focus on components that are most relevant for the current 
study. Complement activation can be initiated via the classical, lectin, or alternative pathway. The alternative 
pathway can be initiated via two routes. Activation can start either with spontaneous hydrolysis of C3, which 
generates C3(H2O), or with C3b that is generated by the cleavage of C3 by convertases derived from different 
complement pathways. C3b and C3(H2O) make factor B available for cleavage by factor D. This yields Bb which 
combines with C3b or C3(H2O) to generate the alternative pathway C3 convertase (C3bBb or C3(H2O)Bb). Therefore, 
the alternative pathway functions as an amplification loop for all activation pathways. Activation of the alternative 
pathway is under strict control of several regulatory proteins, including factor H, which acts as a destabilizer of the 
C3 convertase, and properdin, which is a C3 convertase stabilizer. Mannan-binding lectin-associated serine 
proteases 3 (MASP-3) is an activator of factor D. C3 convertases generated via either pathway cleave C3 into C3a 
and C3b. The anaphylatoxin C3a is rapidly degraded to C3a-desarg, also called acylation stimulating protein (ASP). 
C3b can contribute to the amplification loop to produce more C3 convertases, and can also lead to the subsequent 
activation of the terminal pathway.  
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Figure S3. Associations of C3, properdin, factor H, factor D, MASP-3, C3a, and Bb with lipoprotein concentrations 
and sizes − Additional adjustment for obesity, low-grade inflammation, insulin resistance, or liver enzymes. 
These heat maps represent the β values for the associations of complement components with lipoprotein 
concentrations and sizes with additional adjustments. Results for C3 are also presented in main text in Figure 2. 
Complement concentrations were standardized. C3a concentration and all lipoprotein measures were LN-
transformed and standardized. Bold numbers indicate an FDR q-value <0.05. All analyses were adjusted for age, 
sex, glucose metabolism status, medication use (lipid-modifying, antihypertensive, and/or glucose-lowering), 
smoking status, alcohol consumption, physical activity, and energy intake. Panel A: additionally adjusted for 
obesity (BMI and waist). Panel B: additionally adjusted for a low-grade inflammation score that included 
haptoglobin, ceruloplasmin, C-reactive protein, serum amyloid A, interleukin-6, interleukin-8, tumour necrosis 
factor-a, and soluble intercellular adhesion molecule-1 levels, compiled into an average Z score (refer to the 
methods section for the calculation). Panel C: additionally adjusted for insulin resistance (HOMA2-IR). Panel D: 
additionally adjusted for a liver enzyme score that included alanine aminotransferase, aspartate aminotransferase, 
and gamma–glutamyl transferase, compiled into an average Z score (refer to the methods section for the 
calculation). Individuals with missing data on obesity (n = 2), markers of low-grade inflammation (n = 5), insulin 
resistance (n = 12), or liver enzymes (n = 7) were additionally excluded in the respective analyses. These analyses 
were performed in 521, 518, 511, and 516 individuals, respectively. VLDL, very-low-density lipoproteins; IDL, 
intermediate density lipoprotein; LDL, low-density lipoproteins; HDL, high-density lipoproteins; XXL, XL, L, M, S, XS 
refers to the size of the lipoproteins; N°, particle concentration; Ø , mean particle size.

C3 Properdin Factor H Factor D MASP-3 C3a Bb C3 Properdin Factor H Factor D MASP-3 C3a Bb

XXL-VLDL-N° 0.33 0.31 0.12 0.09 0.11 -0.06 -0.11 XXL-VLDL-N° 0.46 0.32 0.18 0.12 0.12 -0.04 -0.15

XL-VLDL-N° 0.32 0.28 0.10 0.09 0.11 -0.06 -0.11 XL-VLDL-N° 0.45 0.30 0.17 0.13 0.13 -0.04 -0.15

L-VLDL-N° 0.31 0.27 0.09 0.10 0.11 -0.07 -0.11 L-VLDL-N° 0.44 0.29 0.16 0.14 0.13 -0.05 -0.14

M-VLDL-N° 0.34 0.30 0.10 0.11 0.12 -0.07 -0.10 M-VLDL-N° 0.46 0.31 0.16 0.14 0.13 -0.05 -0.13

S-VLDL-N° 0.34 0.30 0.11 0.12 0.11 -0.04 -0.06 S-VLDL-N° 0.45 0.31 0.16 0.14 0.12 -0.03 -0.09

XS-VLDL-N° 0.27 0.20 0.12 0.04 0.06 0.01 -0.02 XS-VLDL-N° 0.30 0.23 0.13 0.05 0.08 0.00 -0.05

VLDL-Ø 0.28 0.25 0.07 0.11 0.11 -0.08 -0.11 VLDL-Ø 0.41 0.26 0.14 0.14 0.12 -0.05 -0.14

IDL-N° 0.15 0.10 0.10 -0.05 0.01 0.01 -0.03 IDL-N° 0.14 0.14 0.10 -0.05 0.03 -0.02 -0.04

L-LDL-N° 0.16 0.10 0.11 -0.06 0.01 0.00 -0.03 L-LDL-N° 0.15 0.14 0.11 -0.06 0.03 -0.03 -0.04

M-LDL-N° 0.17 0.11 0.12 -0.06 0.01 -0.01 -0.03 M-LDL-N° 0.17 0.15 0.12 -0.06 0.03 -0.03 -0.04

S-LDL-N° 0.16 0.12 0.12 -0.07 0.01 -0.02 -0.04 S-LDL-N° 0.18 0.15 0.13 -0.06 0.02 -0.04 -0.05

LDL-Ø -0.11 -0.12 -0.08 0.08 0.00 0.10 0.06 LDL-Ø -0.23 -0.13 -0.13 0.05 0.00 0.07 0.06

XL-HDL-N° -0.32 -0.21 -0.11 -0.14 -0.09 -0.07 -0.05 XL-HDL-N° -0.38 -0.22 -0.14 -0.16 -0.10 -0.07 0.00

L-HDL-N° -0.34 -0.30 -0.19 -0.12 -0.06 -0.01 -0.01 L-HDL-N° -0.40 -0.31 -0.21 -0.12 -0.07 0.00 0.02

M-HDL-N° -0.09 -0.17 -0.14 -0.10 0.01 -0.02 -0.08 M-HDL-N° -0.03 -0.15 -0.09 -0.06 0.03 0.00 -0.06

S-HDL-N° 0.13 -0.01 -0.04 -0.03 0.06 -0.01 -0.05 S-HDL-N° 0.26 0.03 0.04 0.02 0.09 0.03 -0.06

HDL-Ø -0.35 -0.27 -0.15 -0.13 -0.08 -0.03 -0.03 HDL-Ø -0.43 -0.29 -0.19 -0.15 -0.10 -0.03 0.02

C3 Properdin Factor H Factor D MASP-3 C3a Bb C3 Properdin Factor H Factor D MASP-3 C3a Bb

XXL-VLDL-N° 0.27 0.28 0.07 0.09 0.08 -0.06 -0.11 XXL-VLDL-N° 0.31 0.30 0.12 0.10 0.08 -0.05 -0.13

XL-VLDL-N° 0.26 0.25 0.05 0.10 0.08 -0.07 -0.11 XL-VLDL-N° 0.31 0.28 0.11 0.11 0.09 -0.05 -0.13

L-VLDL-N° 0.25 0.24 0.04 0.10 0.08 -0.07 -0.10 L-VLDL-N° 0.31 0.27 0.10 0.12 0.09 -0.06 -0.13

M-VLDL-N° 0.29 0.27 0.06 0.11 0.09 -0.07 -0.09 M-VLDL-N° 0.32 0.29 0.10 0.12 0.10 -0.06 -0.11

S-VLDL-N° 0.31 0.28 0.08 0.11 0.09 -0.04 -0.06 S-VLDL-N° 0.30 0.29 0.09 0.12 0.08 -0.04 -0.08

XS-VLDL-N° 0.28 0.20 0.12 0.04 0.06 0.02 -0.02 XS-VLDL-N° 0.21 0.19 0.08 0.02 0.02 0.01 -0.04

VLDL-Ø 0.21 0.22 0.02 0.11 0.08 -0.09 -0.10 VLDL-Ø 0.28 0.26 0.09 0.13 0.10 -0.07 -0.12

IDL-N° 0.18 0.11 0.13 -0.05 0.02 0.02 -0.03 IDL-N° 0.11 0.09 0.07 -0.08 -0.02 0.00 -0.04

L-LDL-N° 0.20 0.10 0.13 -0.06 0.02 0.01 -0.03 L-LDL-N° 0.12 0.08 0.08 -0.09 -0.03 -0.01 -0.04

M-LDL-N° 0.20 0.12 0.14 -0.06 0.02 0.00 -0.03 M-LDL-N° 0.13 0.10 0.09 -0.09 -0.03 -0.02 -0.04

S-LDL-N° 0.20 0.12 0.14 -0.07 0.02 -0.01 -0.04 S-LDL-N° 0.13 0.10 0.08 -0.10 -0.03 -0.03 -0.05

LDL-Ø -0.13 -0.12 -0.09 0.07 -0.02 0.09 0.06 LDL-Ø -0.11 -0.12 -0.07 0.08 0.02 0.10 0.07

XL-HDL-N° -0.28 -0.18 -0.07 -0.15 -0.05 -0.07 -0.05 XL-HDL-N° -0.35 -0.23 -0.15 -0.17 -0.08 -0.09 -0.03

L-HDL-N° -0.29 -0.27 -0.14 -0.11 -0.02 0.00 -0.01 L-HDL-N° -0.36 -0.31 -0.21 -0.13 -0.05 -0.03 0.00

M-HDL-N° -0.04 -0.16 -0.10 -0.06 0.03 -0.01 -0.07 M-HDL-N° -0.09 -0.18 -0.13 -0.09 0.00 -0.02 -0.08

S-HDL-N° 0.17 -0.02 -0.02 0.00 0.06 0.01 -0.04 S-HDL-N° 0.16 0.00 -0.01 -0.01 0.05 0.01 -0.06

HDL-Ø -0.31 -0.24 -0.11 -0.13 -0.04 -0.03 -0.03 HDL-Ø -0.39 -0.28 -0.19 -0.15 -0.07 -0.05 -0.01

Main analyses additionally adjusted for insulin resistance

D
Main analyses additionally adjusted for liver enzymes

A
Main analyses additionally adjusted for obesity

B
Main analyses additionally adjusted for low-grade inflammation

C
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Figure S4. Associations of properdin, factor H, factor D, and MASP-3 with lipoprotein concentrations and sizes − 
Additional adjustment for C3 concentration. This heat map represents the β values for the associations of 
complement components with lipoprotein concentrations and sizes with additional adjustment for C3. 
Complement concentrations were standardized. All lipoprotein measures were LN-transformed and standardized. 
Bold numbers indicate an FDR q-value <0.05. All analyses were adjusted for age, sex, glucose metabolism status, 
medication use (lipid-modifying, antihypertensive, and/or glucose-lowering), smoking status, alcohol consumption, 
physical activity, energy intake, and 3 concentration. VLDL, very-low-density lipoproteins; IDL, intermediate density 
lipoprotein; LDL, low-density lipoproteins; HDL, high-density lipoproteins; XXL, XL, L, M, S, XS refers to the size of 
the lipoproteins; N°, particle concentration; Ø , mean particle size.

Properdin Factor H Factor D MASP-3

XXL-VLDL-N° 0.24 0.01 0.10 0.09

XL-VLDL-N° 0.22 0.00 0.11 0.10

L-VLDL-N° 0.21 -0.01 0.11 0.10

M-VLDL-N° 0.23 -0.01 0.12 0.10

S-VLDL-N° 0.23 -0.01 0.11 0.09

XS-VLDL-N° 0.15 0.03 0.03 0.04

VLDL-Ø 0.20 -0.01 0.12 0.10

IDL-N° 0.07 0.06 -0.06 0.00

L-LDL-N° 0.06 0.06 -0.07 -0.01

M-LDL-N° 0.07 0.07 -0.07 -0.01

S-LDL-N° 0.08 0.07 -0.08 -0.01

LDL-Ø -0.10 -0.05 0.08 0.01

XL-HDL-N° -0.14 -0.01 -0.15 -0.07

L-HDL-N° -0.23 -0.08 -0.11 -0.03

M-HDL-N° -0.16 -0.11 -0.07 0.02

S-HDL-N° -0.05 -0.07 0.00 0.06

HDL-Ø -0.19 -0.05 -0.13 -0.06
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Figure S5. Associations of properdin, factor H, factor D, and MASP-3 with lipid composition of the individual 
lipoprotein subclasses. These heat maps represent the β values for the associations of complement components 
with lipid composition of the individual lipoprotein subclasses. Complement concentrations were standardized. All 
lipoprotein measures were LN-transformed and standardized. Bold numbers indicate an FDR q-value <0.05. All 
analyses were adjusted for age, sex, glucose metabolism status, medication use (lipid-modifying, antihypertensive, 
and/or glucose-lowering), smoking status, alcohol consumption, physical activity, and energy intake. Panel A: 
associations of properdin with absolute and relative lipid content in lipoprotein classes. Panel B: associations of 
factor H with absolute and relative lipid content in lipoprotein classes. Panel C: associations of factor D with 
absolute and relative lipid content in lipoprotein classes. Panel D: associations of MASP-3 with absolute and 
relative lipid content in lipoprotein classes. PL, phospholipids; FC, free cholesterol; CE, cholesterol ester; TG, 
triglyceride; PL%, total PL to total lipids ratio; FC%, total FC to total lipids ratio; CE%, total CE to total lipids ratio; 
TG%, total TG to total lipids ratio; VLDL, very-low-density lipoproteins; IDL, intermediate density lipoprotein; LDL, 
low-density lipoproteins; HDL, high-density lipoproteins; XXL, XL, L, M, S, XS refers to the size of the lipoproteins 
 
 

A B

PL FC CE TG PL% FC% CE% TG% PL FC CE TG PL% FC% CE% TG%

XXL-VLDL 0.32 0.32 0.34 0.33 0.04 0.13 -0.16 0.15 XXL-VLDL 0.17 0.17 0.17 0.17 0.06 0.06 -0.11 0.11
XL-VLDL 0.31 0.33 0.34 0.30 -0.17 -0.22 -0.21 0.20 XL-VLDL 0.17 0.17 0.16 0.16 -0.05 -0.12 -0.14 0.12

L-VLDL 0.28 0.30 0.33 0.29 0.12 -0.06 -0.22 0.16 L-VLDL 0.15 0.16 0.15 0.15 0.10 0.03 -0.13 0.09

M-VLDL 0.32 0.32 0.33 0.31 0.06 0.18 -0.20 0.18 M-VLDL 0.16 0.15 0.15 0.15 0.11 0.10 -0.11 0.10
S-VLDL 0.30 0.30 0.27 0.30 -0.23 -0.27 -0.18 0.21 S-VLDL 0.15 0.15 0.16 0.14 -0.12 -0.11 -0.05 0.08

XS-VLDL 0.12 0.09 0.08 0.26 -0.10 -0.27 -0.17 0.20 XS-VLDL 0.12 0.08 0.10 0.13 0.03 -0.13 -0.05 0.07

IDL 0.05 0.00 0.08 0.19 -0.28 -0.22 -0.05 0.14 IDL 0.09 0.06 0.10 0.10 -0.08 -0.05 0.02 0.04

L-LDL 0.09 0.01 0.08 0.14 -0.10 -0.29 0.01 0.10 L-LDL 0.11 0.08 0.11 0.09 -0.11 -0.12 0.10 0.03

M-LDL 0.17 0.09 0.05 0.08 0.01 -0.13 -0.05 0.05 M-LDL 0.14 0.12 0.11 0.08 -0.07 -0.12 0.06 0.05

S-LDL 0.16 0.09 0.02 0.14 -0.01 -0.12 -0.10 0.12 S-LDL 0.13 0.11 0.10 0.10 -0.08 -0.12 0.05 0.07

XL-HDL -0.28 -0.19 -0.17 0.20 -0.28 0.22 0.25 0.34 XL-HDL -0.19 -0.14 -0.14 0.05 -0.18 0.14 0.15 0.16
L-HDL -0.31 -0.33 -0.33 -0.12 0.15 -0.11 -0.22 0.13 L-HDL -0.20 -0.22 -0.23 -0.14 0.17 -0.01 -0.16 0.02

M-HDL -0.15 -0.21 -0.24 0.21 0.19 -0.26 -0.28 0.32 M-HDL -0.10 -0.13 -0.13 0.08 0.10 -0.16 -0.12 0.15
S-HDL -0.04 -0.07 -0.06 0.26 -0.06 -0.13 -0.06 0.27 S-HDL -0.04 -0.03 0.08 0.12 -0.11 -0.12 0.06 0.12

C D

PL FC CE TG PL% FC% CE% TG% PL FC CE TG PL% FC% CE% TG%

XXL-VLDL 0.13 0.14 0.14 0.13 0.07 0.15 -0.05 0.00 XXL-VLDL 0.13 0.13 0.12 0.13 0.10 0.12 -0.09 0.06

XL-VLDL 0.14 0.14 0.15 0.14 -0.11 -0.12 -0.10 0.11 XL-VLDL 0.14 0.14 0.14 0.13 -0.05 -0.11 -0.12 0.10
L-VLDL 0.15 0.14 0.15 0.15 0.10 -0.08 -0.12 0.11 L-VLDL 0.13 0.14 0.14 0.13 0.08 -0.01 -0.11 0.09

M-VLDL 0.15 0.15 0.13 0.15 0.03 0.11 -0.12 0.12 M-VLDL 0.14 0.14 0.13 0.14 0.05 0.09 -0.10 0.09
S-VLDL 0.15 0.13 0.08 0.16 -0.04 -0.15 -0.13 0.15 S-VLDL 0.12 0.12 0.08 0.13 -0.06 -0.12 -0.11 0.11

XS-VLDL -0.02 -0.02 -0.01 0.15 -0.15 -0.15 -0.08 0.16 XS-VLDL 0.02 -0.02 0.00 0.11 -0.06 -0.19 -0.09 0.11
IDL -0.08 -0.09 -0.07 0.11 -0.18 -0.14 -0.06 0.15 IDL -0.01 -0.05 -0.01 0.08 -0.10 -0.16 -0.06 0.08

L-LDL -0.07 -0.09 -0.07 0.07 0.04 -0.11 -0.10 0.12 L-LDL 0.01 -0.04 -0.01 0.06 0.02 -0.15 -0.07 0.07

M-LDL -0.04 -0.07 -0.08 0.02 0.10 0.03 -0.11 0.04 M-LDL 0.04 0.00 -0.04 -0.01 0.06 -0.02 -0.10 -0.01

S-LDL -0.06 -0.08 -0.09 0.06 0.08 0.04 -0.10 0.09 S-LDL 0.04 -0.01 -0.05 0.06 0.05 -0.03 -0.11 0.06

XL-HDL -0.17 -0.19 -0.20 0.06 -0.13 0.08 0.08 0.19 XL-HDL -0.08 -0.10 -0.14 0.07 -0.04 0.09 0.02 0.14
L-HDL -0.14 -0.16 -0.14 -0.03 0.06 -0.11 -0.09 0.09 L-HDL -0.06 -0.08 -0.08 -0.05 0.11 -0.07 -0.10 0.00

M-HDL -0.06 -0.11 -0.13 0.14 0.16 -0.15 -0.17 0.19 M-HDL 0.01 0.01 -0.01 0.13 0.00 -0.01 -0.08 0.12
S-HDL 0.03 -0.01 -0.09 0.18 0.04 -0.04 -0.09 0.19 S-HDL 0.07 0.07 -0.07 0.12 0.03 0.00 -0.10 0.11

Relative lipid composition 

Properdin
Absolute lipid composition Relative lipid composition 

Factor H
Absolute lipid composition Relative lipid composition 

Factor D
Absolute lipid composition Relative lipid composition 

MASP-3
Absolute lipid composition 
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Abstract  

Purpose: We investigated the associations of components of the alternative (C3, C3a, Bb, 

factor D [FD], factor H [FH], properdin, and the classical complement pathway (C4, C1q, C1-

inhibitor [C1-INH]) with prevalent and incident metabolic syndrome in a cohort with a 

moderately increased risk of cardiometabolic disease.  

Methods: The study cohort was comprised of 574 participants (61% men, age 59.6±7.0 

years) at baseline and 489 participants after 7-year follow-up. Multiple logistic regression 

analyses were done to investigate the associations of concentrations of baseline plasma 

complement (standardized values) with prevalent and incident (in those without metabolic 

syndrome at baseline, n = 189) metabolic syndrome.  

Results: C3 (odds ratio (OR) = 1.48 [95% confidence interval: 1.02; 2.14]) and C4 (OR = 1.95 

[1.32; 2.88]), but none of the other complement components were associated with incident 

metabolic syndrome (n = 40 cases). Notably, in the cross-sectional analyses, we did observe 

higher levels of C3a (OR = 1.25 [1.03; 1.52]), FH (OR = 2.93 [2.24; 3.83]), and properdin (OR 

= 1.88 [1.50; 2.34]), in addition to C3 (OR = 3.60 [2.73; 4.75]) and C4 (OR = 1.39 [1.13; 1.69]), 

in those with the metabolic syndrome compared to those without, while no association was 

observed for FD, Bb, C1q or C1-INH.  

Conclusions: In the cross-sectional analyses, the effects sizes (standardized regression 

coefficients) for C3 and C4 were similar to those of (some of) the regulators and activators, 

yet only C3 and C4 were associated with incident disease. These findings suggest a role for 

C3 and C4, but not their regulators or activated products, in the development of the 

metabolic syndrome. 
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1 Introduction 

The metabolic syndrome is a cluster of cardiovascular risk factors that is characterized by 

central obesity, dyslipidemia, hypertension, and insulin resistance. Obesity is one of the 

initial events in the pathological processes that define the metabolic syndrome (1). 

Dysfunctional adipose tissue is considered an important driver in the development of the 

adverse metabolic profiles in people with obesity (1). 

The complement system is an essential part of the innate immune system. It is widely 

expressed in adipose tissue, and its expression is increased in adipose tissue of obese 

individuals. The complement system has three main activation pathways: the alternative, 

the classical, and the lectin pathway (as reviewed in (2), Supplementary Figure 1 [Figure 

S1]). Previous research has shown that the expression of some complement components, 

especially of the alternative and classical pathways, is higher in adipose tissue of people 

with obesity (as reviewed in (3)). Several, mainly cross-sectional, studies have addressed 

the associations of individual complement factors with adverse metabolic profiles (as 

reviewed in (4)). However, these studies often focused on one or a few complement 

components and on a specific aspect of metabolism. At the same time, studies on the 

associations of complement with metabolic diseases mostly focused on advanced disease 

states such as cardiovascular disease (CVD, as reviewed in (5)) or type 2 diabetes mellitus 

(T2DM) (6, 7). As it stands, the association of complement with the metabolic syndrome, 

which is the main comorbidity of obesity and predisposes to both CVD and T2DM (8) has 

received much less attention. 

Most available studies on complement and the metabolic syndrome are cross-

sectional and mainly focused on C3 (9-11), the central component of the alternative 

pathway, and its degradation product C3a-desarg (also known as acylation stimulating 

protein, ASP) (12, 13). To the best of our knowledge, the prospective association of C3 with 

the metabolic syndrome was only reported in 2 human observational studies. One 

demonstrated that Caucasian individuals in highest C3 quartile had a higher risk to develop 

the metabolic syndrome during 3 years of follow-up (14). The other study was performed 

in Chinese men and reported a similar positive association for C3. In this latter study, C4, 
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the downstream component of the classical (and lectin) pathway, was also reported to be 

positively associated with the development of the metabolic syndrome (15). The 

information on the relationships, especially the prospective ones, of other complement 

proteins, regulators, and activated products with the metabolic syndrome is even more 

limited, particularly in humans. Factor D [FD], also known as adipsin, is the rate-limiting 

enzyme of alternative pathway and is mainly produced by adipocytes. Although previous 

data revealed a possible role for FD in lipid metabolism and β cell function (16, 17), little is 

known about its association with the metabolic syndrome. Factor B [FB], factor H [FH], and 

properdin are important components and regulators of the alternative complement 

pathway. Thus far, only one cross-sectional study in Caucasian men reported positive 

associations of FH and FB with several aspects of metabolism (18). Although a possible role 

of properdin in lipid metabolism was recently demonstrated in a properdin-deficient mouse 

model (19), human data are still lacking. In addition, Hillian et al. revealed a protective effect 

of C1q, the initiator of classical pathway activation, on high-fat-diet-induced hepatic insulin 

resistance and impaired glucose homeostasis in a C1q-knockout mouse model (44). And 

apolipoprotein E-deficient mice on an atherogenic diet that were treated with C1-inhibitor 

[C1-INH] showed a decrease in serum triglyceride (20). Yet again, except for some 

information on C4, human data on the association of the classical pathway with the 

metabolic syndrome are largely lacking.  

In the present study, we hypothesized that, activation of the alternative and the 

classical complement pathways, represented by higher circulating levels of their 

components, is associated with the metabolic syndrome. Therefore, we investigated in a 

Caucasian cohort with moderately increased risk of cardiometabolic disease, the 

associations of these components, especially those of the alternative (i.e. C3, C3a, Bb, FD, 

FH, and properdin) and classical (i.e. C1q, C1-INH, and C4) pathways with the prevalence of 

the metabolic syndrome, as well as its incidence during a 7-year follow-up period.  
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2 Material and Methods  

2.1 Participants 

The Cohort on Diabetes and Atherosclerosis Maastricht (CODAM) is a prospective 

observational cohort. Participants were selected from a large population-based study as 

described previously (21). CODAM participants are of Caucasian descent and > 40 years of 

age with one or more of the following characteristics: body mass index (BMI) > 25 kg/m2; 

use of antihypertensive medication; positive family history of T2DM; postprandial blood 

glucose level > 6.0 mmol/L; history of gestational diabetes and/or glycosuria. Data were 

collected for 574 participants at baseline and for 495 participants at follow-up. The median 

follow-up time was 7 years (interquartile range (IQR) 6.9–7.1). After exclusion of 

participants who had missing data (n = 37, 6%), 537 individuals with complete data were 

included in the cross-sectional analyses. Similarly, of the 209 participants who did not have 

the metabolic syndrome at baseline, 20 (10%) had either missing information or were lost 

to follow-up and were therefore not included in the prospective analyses. A flowchart for 

the inclusion of the participants is shown in Figure S2. This study was approved by the 

medical ethics committee of Maastricht University. All participants gave written informed 

consent. 

2.2 Measurements 

2.2.1 Complement measurements 

Participants were asked to stop their lipid-modifying medication 14 days and any other 

medication 1 day prior to the measurements. Blood samples were collected after an 

overnight fast and stored at –80 °C until use. FH and C1-INH were measured in EDTA plasma 

using commercially available ELISA kits (FH: DuoSet, R&D Systems, Minneapolis, MN, USA; 

C1-INH: MicroVue C1-INH EIA kit, Quidel, Catalogue NO. A037, San Diego, USA) according 

to the manufacturer’s instructions, inter-assay variation was 13.5 % and 4.4%, respectively. 
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C4 was measured in serum by auto-analyzer (Hitachi) using a Roche kit assay (Roche 

diagnostics Netherland BV, Almere, The Netherlands). The inter-assay variation was 2.0%. 

Measurements of other complement factors (i.e. C3, C3a, Bb, FD, properdin, and C1q) were 

performed as previously described (22-24).  

2.2.2 Definition of the metabolic syndrome 

The metabolic syndrome was defined according to the AHA/NHLBI & IDF 2009 harmonized 

criteria (25). Participants who met three or more of the following criteria were classified as 

having the metabolic syndrome: (1) waist circumference (waist) ≥88 cm in women and ≥102 

cm in men; (2) triglycerides (TG) ≥ 1.7 mmol/L, and/or use of medication for elevated TG; 

(3) high density lipoprotein–cholesterol (HDL) < 1.0 mmol/L in men, and < 1.3 mmol/L in 

women, and/or use of medication for reduced HDL; (4) Systolic blood pressure (SBP) ≥ 130 

mmHg and/or diastolic blood pressure (DBP) ≥ 85 mmHg, and/or use of antihypertensive 

medication; (5) fasting glucose ≥ 100 mg/dl , and/or use of glucose-lowering medication. 

2.2.3 Other variables 

Anthropometric measurements, plasma biochemistry, lifestyle factors, and medication use 

were obtained exactly as described in our previous publications. (21, 22, 26, 27).  

2.3 Statistical analyses 

Variables are presented as mean (SD) or percentages. Those with skewed distribution are 

presented as median (IQR). Independent sample t-test, Mann-Whitney U test, and chi-

square test were used to compare two groups, as indicated.  

Variables with skewed distribution (C3a, TG, fasting plasma glucose, HOMA2-IR, 

aspartate aminotransferase [AST], alanine aminotransferase [ALT], gamma-glutamyl 

transferase [GGT], C-reactive protein [CRP], serum amyloid A [SAA], interleukin-6 [IL-6], 

interleukin-8 [IL-8], tumor necrosis factor-a [TNF-a], and soluble intercellular adhesion 

molecule-1 [sICAM-1]) were log2 transformed prior further analyses. For the various 
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complement components standardized values ([individual’s observed values  population 

mean]/standard deviation of the population) were calculated to allow direct comparison of 

their effect sizes in the regression analyses. All analyses were performed using IBM SPSS 

statistics version 22 and a 2-tailed P-value of <0.05 was considered significant. 

2.3.1 Cross-sectional analyses 

At baseline, multiple logistic regression analyses were done to investigate the associations 

of plasma complement concentrations (standardized values, main independent variable) 

with the prevalence of the metabolic syndrome (main outcome). Subsequently, multiple 

linear regression analyses were performed to investigate the associations between 

complement concentrations and individual components of the metabolic syndrome (i.e. TG, 

HDL, fasting plasma glucose, SBP, DBP, and waist circumference). All analyses were initially 

adjusted for age (years) and sex (male/female) (Model 1), then additionally for medication 

use (lipid-modifying, antihypertensive, and/or glucose-lowering, each yes/no), smoking 

status (current or previous tobacco smoking, yes/no), alcohol consumption (g/d), physical 

activity (METs/week) and energy intake (kJ/d) to control for potential confounding (Model 

2). 

2.3.2 Prospective analyses 

In those who did not have the metabolic syndrome at baseline, multiple logistic regression 

analyses were done to evaluate the associations between baseline complement 

concentrations and the incident metabolic syndrome (main outcome). Models and 

adjustments were as mentioned for the cross-sectional analyses.  

2.3.3 Sensitivity analyses 

Use of medication to control blood pressure, plasma glucose and dyslipidemia could affect 

an individual’s risk to develop the metabolic syndrome during follow-up. For this reason, we 

repeated the prospective analyses while excluding all participants who used lipid-modifying, 
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antihypertensive, and/or glucose-lowering medication at baseline and/or at follow-up. 

Besides, plasma complement concentrations may be affected by certain disease conditions. 

The prospective analyses were therefore also repeated after excluding participants who, at 

baseline had (1) acute or chronic infections (CRP>10 mg/L), (2) a (suspected) history of 

autoimmune disease (defined as self-reported current chronic joint inflammation/ 

rheumatoid arthritis or a severe intestinal disorder that lasted for the past 3 months or 

longer), (3) a self-reported current malignant condition or cancer, or, (4) self-reported liver 

disease.  

2.3.4 Additional analyses  

Several additional analyses were done to explore the possible pathways that may contribute 

to the associations between complement and incidence of the metabolic syndrome. Firstly, 

participants who developed the metabolic syndrome during follow-up may at baseline, 

even though they did not meet the criteria of having the metabolic syndrome, have already 

had a somewhat worse metabolic status. Thus, to find out via which of the metabolic 

syndrome components the complement system may contribute to development of the 

metabolic syndrome, we additionally adjusted the prospective analyses for the baseline 

levels of the individual components of the metabolic syndrome. Besides, higher systemic 

complement levels may reflect ongoing liver dysfunction (27), which may accelerate the 

development of the metabolic syndrome (28). Therefore, additional adjustments were done 

for liver function markers (i.e. AST, ALT, and GGT). Also, the metabolic syndrome may 

coincide with an enhanced acute phase response (APR) (29) and complement C3 and C4 are 

known as acute phase proteins (30). Prolonged APR results in a state of chronic low-grade-

inflammation (LGI) which may contribute to the pathogenesis of metabolic syndrome (as 

reviewed in (31)). Therefore, the analyses were adjusted for several markers of LGI, i.e. CRP, 

SAA, IL-6, IL-8, TNF-a, and sICAM1. Lastly, since complement activation may induce insulin 

resistance (32), which is an important contributor to the metabolic syndrome, the 

prospective regression analyses were additionally adjusted for baseline levels of HOMA2-IR. 

 



Chapter 4 | 95 
 

 

 
 

1 

2 

3 

4 

5 

6 

7 

V 

A 

C 

S 

3 Results  

3.1 Baseline characteristics of the study population 

At baseline, complete data were available for 537 participants of whom 328 (61%) had the 

metabolic syndrome (Table 1). Participants with the metabolic syndrome were more often 

men, were slightly older, had lower insulin sensitivity and worse low-grade inflammation, 

had higher prevalence of CVD, were more likely to use medication and reported lower 

physical activity. In addition, the plasma concentrations of several complement factors (i.e. 

C3, C3a, FD, FH, properdin, C4) were higher in participants with the metabolic syndrome. 

Of the 189 participants who did not have the metabolic syndrome at baseline, 40 (21%) 

developed the metabolic syndrome during the 7-year follow-up period. The baseline 

characteristics of those who did and did not develop the metabolic syndrome during follow-

up are also presented separately in Table 1. Already at baseline, those who developed the 

metabolic syndrome were more obese, had higher TG and lower HDL, higher SBP, higher 

prevalence of T2DM, and were more likely to use antihypertensive medication. They also 

had higher concentrations of plasma C3 and C4. 

 

Table 1. Baseline characteristics of the study population according to the presence or absence of the metabolic 
syndrome at baseline or at follow-up  

 Prevalent MetS Incident MetS 

 MetS at baseline 
No MetS at 
baselinea 

No MetS at baselinea 

   
MetS at  
follow-up 

No MetS at 
follow-up 

 N=328 (61%) N=209  N=40 (21%) N=149 

Age (years) 60.0 ± 6.6  58.4 ± 7.4 * 58.2 ± 7.3 58.4 ± 7.4 
Sex (% men) 65.5 54.5 * 55.0 53.7 
BMI (kg/m2)  30.0±4.3 26.4±3.6 * 27.5 ± 3.6 26.1 ± 3.3 † 
Waist (cm)  104.0±10.8 92.2±10.4 * 95.0 ± 9.6 91.3 ± 10.2 † 
Triglycerides (mmol/L) 1.80 (1.30-2.20)  1.00 (0.80-1.40) * 1.35 (1.03-1.50) 1.00 (0.80-1.20)† 
HDL-cholesterol (mmol/L) 1.05 ± 0.27 1.41 ± 0.34 * 1.29 ± 0.27 1.45 ± 0.36 † 
Systolic BP (mmHg) 144.8 ± 17.0 131.8 ± 18.4 * 136.7 ± 20.1 129.8 ± 16.6 † 
Diastolic BP (mmHg) 83.9 ± 8.9 78.0 ± 8.2* 79.4 ± 8.6 77.4 ± 7.9 
Fasting plasma glucose 
(mmol/L) 

6.03 (5.59-7.19) 5.20 (4.97-5.45) * 5.29 (4.94-5.44) 5.19 (4.98-5.45) 

Type 2 Diabetes (%) 38.7 4.3 * 12.5 1.3 † 
Cardiovascular Disease (%) 34.5 18.2 * 22.5 17.4 
HOMA2-IR b 2.15 (1.46-3.29) 1.12 (0.84-1.51) * 1.16 (0.88; 1.61) 1.07 (0.85; 1.44) 
Inflammation score c 0.20 ± 0.96 -0.32 ± 0.98 * -0.19 ± 1.02 -0.47 ± 0.88 
Ever smoking (%) 23.5 21.1 10.0 21.5 
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Table 1. Baseline characteristics of the study population according to the presence or absence of the metabolic 
syndrome at baseline or at follow-up (continued) 
 Prevalent MetS Incident MetS 

 MetS at baseline 
No MetS at 
baselinea 

No MetS at baselinea 

   
MetS at  
follow-up 

No MetS at 
follow-up 

 N=328 (61%) N=209  N=40 (21%) N=149 

Alcohol intake (g/d) 7.85 (0.64-21.4) 9.92 (2.30-23.91) 11.23 (2.46-22.51) 8.29 (2.30-23.15) 
Physical activity 
(103∙METs/week) 

6.37 ± 3.88 7.13 ± 4.49 * 7.18 ± 4.99 7.20 ± 4.39 

Energy intake (103∙kj/day) 9.27 ± 2.76 9.29 ± 2.80 9.43 ± 2.95  9.29 ± 2.81 
Glucose-lowering  
medication (%)  

21.3 1.4 * 5.0 0.7 

Lipid-modifying  
medication (%)  

23.5 13.4 * 22.5 12.1 

Antihypertensive  
medication (%)  

48.8 23.4 * 35.0 20.1 † 

C3 (g/l) 1.07 ± 0.15 0.92±0.13* 0.96 ± 0.12 0.91 ± 0.13† 

C3a (g/l) 61.1 (51.1-75.4) 56.3 (47.4-67.6) * 58.5 (47.4-74.2) 55.1 (46.6-67.0) 
Bb (mg/l) 0.71 ± 0.18 0.73±0.20 0.71 ± 0.19 0.72 ± 0.20 
Factor D (mg/l) 1.02 ± 0.24 0.97 ± 0.23* 0.96 ± 0.26 0.97 ± 0.22 
Factor H (mg/l) 350.2 ± 77.7 285.8 ± 60.9* 280.8 ± 52.6 284.3 ± 61.7 
Properdin (mg/l) 6.30 ± 1.29 5.63 ± 1.14* 5.70 ± 0.90 5.65 ± 1.18 
C1q (mg/l) 73.1 ± 15.6 70.8 ± 14.8 71.5 ± 14.7 71.2 ± 14.8 
C1-INH (mg/l) 170.2 ± 12.3 168.6 ± 12.4 170.4 ± 12.0 167.2 ± 12.4 
C4(g/l) 0.30 ± 0.07 0.28 ± 0.07* 0.31 ± 0.07 0.26 ± 0.06† 

MetS, metabolic syndrome; BP blood pressure.  
a Of those who did not have the metabolic syndrome at baseline (n=209), n=20 were lost to follow up or had 
missing information on one or more components of the metabolic syndrome; the total number of participants 
available for analyses on incident metabolic syndrome is n=189.  
b HOMA2-IR: n=12 missing at baseline, n=1 missing at follow-up. 
c higher value means more low-grade inflammation.  
*p<0.05 between participants with and without metabolic syndrome at baseline. 
† p<0.05 between participants who did or not develop metabolic syndrome during the 7-year follow-up period.  
 

3.2 Cross-sectional associations of proteins, regulators and 

activated products of the complement system with prevalence 

of the metabolic syndrome 

All participants who had complete data at baseline (n = 537) were included in the cross-

sectional analyses. Several components of the alternative pathway (i.e. C3, C3a, FH, and 

properdin) as well as for one component of the classical pathway activation (C4) were 

significantly and positively associated with the metabolic syndrome. These associations 

remained significant in the fully adjusted model (Table 2, model 2, C3, odds ratio (OR) = 

3.60 [95% confidence interval (CI): 2.73; 4.75]; C3a, OR = 1.25 [1.03; 1.52]); FH, OR = 2.93 
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[2.24; 3.83]; properdin, OR = 1.88 [1.50; 2.34]; C4, OR = 1.39 [95% CI 1.13; 1.69]). The OR of 

3.6 for C3 implies that, after adjustment for confounders, those participants who had a 1 

SD higher C3 concentration were 3.6 times more likely to have metabolic syndrome. Factor 

Bb, FD, C1q, and C1-INH were not significantly associated with the metabolic syndrome 

(Table 2, model 2, Bb, OR = 0.90 [0.74; 1.09]; FD, OR = 1.06 [0.87; 1.31]; C1q, OR = 1.10 [1.10 

[0.91; 1.34]; C1-INH OR = 1.12 [0.91; 1.36]). In line with this, most complement factors 

(except for factor Bb) were significantly, and in an adverse direction, associated with one or 

more individual components of the metabolic syndrome (Supplementary Table1 [Table S1]).  

 

Table 2. Cross-sectional associations of complement proteins, regulators and activated products with prevalence 
of the metabolic syndrome  

 
Metabolic syndrome 

 N=537; 328 prevalent cases (61 %)  

 Model 1 Model 2 
  OR [95% CI] P value OR [95% CI] P value 

C3 (SD) 3.71 [2.86; 4.82] <0.001 3.60 [2.73; 4.75] <0.001 
C3a (SD) 1.31 [1.09; 1.58] 0.004 1.25 [1.03; 1.52] 0.023 
Bb (SD) 0.89 [0.75; 1.07] 0.209 0.90 [0.74; 1.09] 0.279 
Factor D (SD) 1.11 [0.92; 1.33] 0.293 1.06 [0.87; 1.31] 0.558 
Factor H (SD) 3.00 [2.34; 3.86] <0.001 2.93 [2.24; 3.83] <0.001 
Properdin (SD) 1.79 [1.46; 2.19] <0.001 1.88 [1.50; 2.34] <0.001 
C1q (SD) 1.17 [0.98; 1.40] 0.083 1.10 [0.91; 1.34] 0.316 
C1-INH (SD) 1.14 [0.95; 1.36] 0.172 1.12 [0.91; 1.36] 0.282 
C4 (SD) 1.43 [1.18; 1.72] <0.001 1.39 [1.13; 1.69] 0.002 

 

All complement components were standardized, C3a was log2-transformed prior to standardization.  
Model 1 (M1) is adjusted for age and sex. 
Model 2: M1 + medication use (lipid-modifying, antihypertensive, and/or glucose lowering), smoking status, 
alcohol consumption, physical activity, and energy intake. 
 

3.3 Prospective associations of proteins, regulators and 

activated products of the complement system with incidence of 

the metabolic syndrome 

In contrast to the strong associations that were observed in the cross-sectional analyses, 

only a limited number of complement components were associated with incidence of the 

metabolic syndrome (Table 3). In the fully adjusted models (model 2), significant 

associations were observed for C3 (OR = 1.48 [1.02; 2.14]) and C4 (OR = 1.95 [1.32; 2.88]). 
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Thus, participants with 1 SD higher baseline concentration of C3 or C4 were approximately 

1.5 and 2.0 times more likely to develop the metabolic syndrome during the 7 year follow-

up period. Positive associations were also observed for C3a and C1-INH, but these did not 

reach statistical significance (C3a, OR = 1.37 [0.96; 1.96]; C1-INH, OR = 1.34 [0.89; 2.02]). 

The associations of the other complement factors were weaker and non-significant, with 

ORs around 1 (Bb, OR = 0.94 [0.64; 1.38]; FD, OR = 0.91 [0.62; 1.34]; FH, OR = 0.87 [0.59; 

1.27]; properdin, OR = 1.09 [0.75; 1.58]; C1q, OR = 1.01 [0.69; 1.46], Table 3).  

 

Table 3. Prospective associations of baseline concentrations of complement proteins, regulators and activated 
products with incidence of the metabolic syndrome  

 
Incident metabolic syndrome  

in those who did not have the metabolic syndrome at baseline  
N=189, 40 incident cases (21%) 

 Model 1 Model 2 
 OR [95% CI] P value OR [95% CI] P value 

C3 (SD) 1.55 [1.09; 2.21] 0.016 1.48 [1.02; 2.14] 0.038 
C3a (SD) 1.36 [0.97; 1.91] 0.075 1.37 [0.96; 1.96] 0.087 
Bb (SD) 0.94 [0.66; 1.34] 0.731 0.94 [0.64; 1.38] 0.749 
Factor D (SD) 0.93 [0.64; 1.36] 0.715 0.91 [0.62; 1.34] 0.632 
factor H (SD) 0.95 [0.66; 1.35] 0.760 0.87 [0.59; 1.27] 0.462 
Properdin (SD) 1.04 [0.73; 1.47] 0.849 1.09 [0.75; 1.58] 0.662 
C1q (SD) 1.02 [0.72; 1.45] 0.907 1.01 [0.69; 1.46] 0.980 
C1-INH (SD) 1.36 [0.92; 2.00] 0.122 1.34 [0.89; 2.02] 0.158 
C4 (SD) 1.94 [1.34; 2.82] <0.001 1.95 [1.32; 2.88] 0.001 

 

All complement components were standardized, C3a was log2 –transformed prior to standardization.  
Model 1 (M1) is adjusted for age and sex.  
Model 2: M1 + medication use (lipid-modifying, antihypertensive, and/or glucose-lowering, smoking status, alcohol 
consumption, physical activity, and energy intake.  
 

We evaluated the robustness of the associations of C3 and C4 with development of the 

metabolic syndrome in several sensitivity analyses. Exclusion of participants who used 

medication at baseline and/or at follow-up resulted in a substantial decrease in the number 

of events (n = 12), but the results remained largely consistent with the main analyses (Table 

S2). Likewise, when patients with acute or chronic infections, with a (suspected) history of 

autoimmune disease, with a current malignant condition/cancer or with self-reported liver 

disease were excluded from the analyses, the results remained similar to what was 

observed in the main analyses (Table S2).  

Several additional analyses were done to evaluate how complement may contribute 

to the development of the metabolic syndrome. For this, firstly we adjusted the prospective 
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regression analyses for baseline levels of the individual components of the metabolic 

syndrome. This substantially attenuated the association of baseline C3, but not C4, with 

incident metabolic syndrome (C3, OR = 1.04 [0.66; 1.64], C4, OR = 1.73 [1.14; 2.64] Table 4). 

Secondly, the development of the metabolic syndrome may also be accelerated by more 

generalized underlying pathologies such as fatty liver disease, LGI or insulin resistance. 

Therefore, we also performed additional adjustments with measurements that reflect fatty 

liver disease, LGI and insulin resistance, respectively. Additional adjustment for baseline 

levels of ALT, AST, and GGT resulted in a slight attenuation of the association of baseline C3 

with incidence of the metabolic syndrome, which lost significance (OR = 1.30 [0.87; 1.93]), 

while for C4 the association remained significant (OR = 2.01 [1.34; 3.00], Table 5). Additional 

adjustment for LGI had only minor effects on the association of baseline C3 and C4 with 

incident metabolic syndrome (C3, OR = 1.36 [0.90; 2.05]); C4, OR = 1.91 [1.28; 2.83]), 

although the association for C3 was, again, no longer significant (Table 5). Also, when 

HOMA2-IR was included, the associations with incident metabolic syndrome were largely 

consistent with the main results (C3, OR = 1.46 [0.97; 2.21]); C4, OR = 1.94 [1.31; 2.86], Table 

5). 

 

Table 4. Prospective associations of the baseline concentrations of complement C3 and C4 with incident 
metabolic syndrome: Additional adjustment for baseline levels of the individual components of the metabolic 
syndrome  

 Outcome: incident metabolic syndrome, N=189, 40 cases (21%) 

 C3 C4 

Model  OR [95% CI] P value OR [95% CI] P value 

1  1.48 [1.02; 2.14] 0.038 1.95 [1.32; 2.88] 0.001 
2a  1.34 [0.90; 2.01] 0.151 1.95 [1.31; 2.89] 0.001 
2b  1.27 [0.86; 1.89] 0.244 1.82 [1.23; 2.70] 0.003 
2c  1.33 [0.90; 1.95] 0.156 1.72 [1.16; 2.56] 0.007 
2d  1.45 [0.99; 2.11] 0.056 1.95 [1.31; 2.90] 0.001 
2e  1.48 [1.02; 2.14] 0.038 1.97 [1.33; 2.93] 0.001 
2f  1.04 [0.66; 1.64] 0.860 1.73 [1.14; 2.64] 0.011 

Model 1 (M1) is adjusted for age, sex, medication use (lipid-modifying, antihypertensive, and/or glucose-lowering), 
smoking status, alcohol consumption, physical activity, and energy intake.  
Model 2a: M1+waist.  
Model 2b: M1+triglyceride levels.  
Model 2c: M1+HDL-cholesterol level.  
Model 2d: M1+systolic and diastolic blood pressure levels.  
Model 2e: M1+ fasting plasma glucose level.  
Model 2f: M1+ waist, triglyceride, HDL-cholesterol, systolic and diastolic blood pressure, and fasting plasma 
glucose. 
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Table 5. Additional analyses: Prospective associations of the baseline concentrations of complement C3 and C4 
with incident metabolic syndrome adjusted for liver function markers, markers of low-grade inflammation or 
insulin-resistance (HOMA2-IR) 

 
Outcome: incident metabolic syndrome 

N = 186, 39 incident cases (22%) 

 C3 C4 

Model OR [95% CI] P value OR [95% CI] P value 
1  1.48 [1.02; 2.15] 0.039 1.96 [1.33; 2.90] 0.001 
2a 1.30 [0.87; 1.94] 0.196 2.01 [1.34; 3.00] 0.001 
2b 1.36 [0.90; 2.05] 0.139 1.91 [1.28; 2.83] 0.001 
2c 1.45 [0.95; 2.20] 0.084 1.93 [1.30; 2.85] 0.001 

Model 1 (M1) is adjusted for age, sex, medication use (lipid-modifying, antihypertensive, and/or glucose-lowering), 
smoking status, alcohol consumption, physical activity, and energy intake.  
Model 2a: M1 + aspartate aminotransferase, alanine aminotransferase, and gamma-glutamyl transferase levels at 
baseline, compiled into an average Z score*. 
Model 2b: M1 + C-reactive protein, serum amyloid A, interleukin-6, interleukin-8, tumor necrosis factor-a, and 
soluble intercellular adhesion molecule-1 levels at baseline, compiled into an average Z score*. 
Model 2c: M1 + HOMA2-IR at baseline. 
* Calculation of average Z score: standardized values for each marker were calculated ([individual’s observed 
values - population mean]/standard deviation of the population) within each participant, the standardized values 
of the individual markers were summed, then averaged and the standardized values of this averaged score was 
included in the regression models. 
 

4 Discussion 

We here show that, at baseline, C3 and C4, but also systemic concentrations of C3a, factor 

H, and properdin, were higher in individuals with metabolic syndrome compared to those 

without. We also show that baseline concentrations of complement C3 and C4 were 

positively and significantly associated with development of the metabolic syndrome during 

the 7-year follow-up period. In contrast, this was not the case for the other complement 

components (i.e. C3a, Bb, FD, FH, properdin, C1q, and C1-INH).  

Cross-sectional associations of complement with components of the metabolic 

syndrome, such as obesity (33) and insulin resistance (34), were described more than 10 

years ago. Cross-sectional associations of complement components, mainly C3 and its 

downstream product C3adesarg/ASP, with the metabolic syndrome were also reported 

previously (9-13). In line with this, we confirm the positive associations of C3 and C3a (the 

precursor of ASP) with prevalence of the metabolic syndrome. Also, we extend previous 

findings by reporting the associations of factor Bb, FD, FH, and properdin (components and 

regulators of the alternative pathway), with presence of the metabolic syndrome 

(significant only for FH and properdin). In our current evaluations, the associations of the 
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proximal factors of the classical pathway, (C1q and C1-INH), with the metabolic syndrome 

were modest. Only C4 was significantly associated with the presence of the metabolic 

syndrome. Positive associations between C4 and prevalence of the metabolic syndrome 

were reported previously (12, 15), although not consistently (11). Thus, our cross-sectional 

observations indeed suggested that activation of the complement system, especially the 

alternative pathway, is related to the metabolic syndrome.  

We also evaluated to what extent the components of the complement system were 

associated with incidence of the metabolic syndrome over a 7-year follow-up period. 

Positive associations were observed for C3 and C3a, but only reached statistical significance 

for C3. Notably, the associations of all the other components of the alternative pathway, 

including FH and properdin, were non-significant with ORs close to 1. This strongly suggests 

that, despite the observed strong cross-sectional associations, FH and properdin are not risk 

factors for the development of metabolic syndrome. Two previous human studies have 

reported on the role of C3 in the development of the metabolic syndrome (14, 15), and their 

results are in line with our current observation. We additionally observed a very robust 

association of C4, but not the proximal components of the classical pathway, with 

development of the metabolic syndrome. To the best of our knowledge, only one previous 

study reported on the association between C4 and incident metabolic syndrome (15). In 

that study, a positive association with incidence of the metabolic syndrome was shown but 

no adjustments were made for components of the metabolic syndrome. So taken together, 

in our prospective cohort, systemic concentration of the major complement components 

C3 and C4, but not their activators or activated products, were associated with incident 

metabolic syndrome.  

The association with incidence of the metabolic syndrome was stronger for C4 than C3. 

Moreover, for C4, but not for C3, this association was independent of baseline levels of the 

individual components of the metabolic syndrome and its main underlying metabolic 

aberrancies. This suggests that the effects of C3 and C4 on the development of the 

metabolic syndrome are distinct. This is for instance illustrated by the observation that the 

association of complement C3, but not of C4, with incident metabolic syndrome was partly 

explained by liver function. Also, activation of the C3-C3a-C3adesArg/ASP axis may provide 
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a partial explanation for the observation that C3 is a risk factor for the development of the 

metabolic syndrome. Experimental data showed that C3adesArg/ASP stimulates triglyceride 

synthesis and glucose uptake and inhibits hormone-sensitive lipase in several cell types (as 

reviewed in (4) ). These known effects of C3 and its activation products may affect lipid 

metabolism and thus contribute to the development of the metabolic syndrome. An 

exciting novel mechanism of complement activation is the so-called intracellular 

complement system. Intracellular complement activation was first identified in T-cells and 

has been implicated in the regulation of increased glycolysis and oxidative phosphorylation 

in Th1 cells (35). In the circulation, C3 can be spontaneously activated and transformed into 

C3(H2O), the hydrolytic product of C3, via the so-called tick-over mechanism. And recently 

it was established that many cell types can take up C3(H2O) from plasma, and part of this 

intracellular C3(H2O) provides an intracellular source of C3a via a process that is 

independent of C3-convertase (36). This latter finding is particularly interesting given our 

current observation that C3, but not FH or properdin, was associated with the development 

of the metabolic syndrome. The effects of intracellular C3 activation have not yet been 

established. However, given the effects of intracellular complement activation on TH1 

metabolism, intracellular C3 activation will likely affect metabolism in many cell types and, 

as such, potentially affect the metabolic dysregulation that characterizes the metabolic 

syndrome. Notably, C4 cannot be spontaneously activated via the tick-over mechanism, 

which illustrates that the above-mentioned intracellular route may be particularly relevant 

for C3. This may add to the possibility that C3 and C4 contribute to the metabolic syndrome 

via distinct mechanisms. 

The available information on C4 in relation to metabolism is limited. Genetic variation 

in the C4 binding protein (C4BP), which is an inhibitor of the classical and the lectin pathway, 

has been related to higher blood pressure and higher fasting blood glucose (37). C4BP may 

also have a protective effect on β-cell function (38). In addition, recent developments 

showed that C4a, which is generated upon activation of C4, can bind to and activate the G-

coupled protein receptor (GCPR) Protease-Activated Receptor (PAR)1 and PAR4 (39). 

Notably, this receptor cannot be activated by C3a (39). Activation of PAR1 and 4 by C4a 

leads to cellular activation and enhanced endothelial permeability (39), and PAR1 has been 



Chapter 4 | 103 
 

 

 
 

1 

2 

3 

4 

5 

6 

7 

V 

A 

C 

S 

previously implicated in e.g. cardiac remodeling (40) and hepatic injury (41). Notably, C4a 

cannot signal via the C3aR (42). These data, again, support the notion that in addition to 

their well-known conjunction on the terminal complement pathway, activation of C3 and 

C4 may indeed have distinct effects on metabolism. This also opens the path towards the 

investigation of a possible relation of C4, activated via the classical or the lectin pathway, 

with platelet activation and/or endothelial dysfunction, irrespective of the extent of 

terminal pathway activation.  

The major strength of our study is that it provides information on several components 

and regulators of the alternative and the classical complement pathways, measured within 

one cohort, in the relation to the metabolic syndrome. Another key strength is that it 

provides prospective information on the development of the metabolic syndrome. 

Nevertheless, some limitations need to be acknowledged. The number of cases in the 

prospective analyses was relatively small, which may have limited our power to detect 

associations when effect sizes were smaller than those of C3 and C4. This may have been 

the case for C3a and perhaps also C1-INH. With respect to the interpretation of the data, 

we are limited by the fact that all complement measures were obtained in plasma which 

does not provide insight in local activation of these complement components relevant 

metabolic organs. Also, our cohort consists of individuals with a moderately increased risk 

to develop cardiometabolic diseases, which limits the generalizability of our findings. In 

addition, our study may be limited by the missing of information for several participants in 

the cross-sectional (6%) and the prospective (10%) analyses. However, our current 

observations are substantiated by their consistency with previous reports. Moreover, given 

our observational study design, we cannot draw causal conclusions on the relationship 

between complement and the metabolic syndrome. However, our findings are consistent 

with previous reports and are also supported by suggestive biological evidence, such as the 

altered metabolic profiles in several complement gene-deficient mouse models (17, 19, 43), 

which suggests that complement may play a role in the development of metabolic 

syndrome.  

In conclusion, we herein report that complement C3 and C4 are positively associated 

with incidence of the metabolic syndrome. For C3, but not for C4, these effects appear to 
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be related to the metabolic profile at baseline. Importantly, properdin and FH, which 

showed strong associations in the cross-sectional analyses, were not related to incident 

metabolic syndrome. In the discussion, we refer to novel developments in our 

understanding of activation and signaling of complement in order to provide some 

explanation for these divergent observations (see graphical summary in Figure S3), but 

further work is needed to better understand the etiological role of complement activation 

in the cellular and metabolic pathways that underlie the development of the metabolic 

syndrome and related cardiometabolic diseases. Future work should include direct 

metabolic effects of C3 and C4 as well as effects of their activation products, C3a/C3a-

desarg and C4a.  
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Supplementary data 

 
Figure S1. Activation of the complement system with focus on components that are most relevant for the current 
study. Complement activation can be initiated via the classical, lectin, or alternative pathway. Classical pathway 
activation starts with interaction between C1q and its ligands, lectin pathway activation starts with the recognition 
of its ligands by mannose binding lectin (MBL), collectins, or ficolins. Both can result in the cleavage of C2 and C4 
to form C3 convertase (C4b2a). Activation of these two pathways is controlled by the regulator C1-inhibitor (C1INH). 
The alternative pathway can be initiated via two routes. Activation can start with spontaneous hydrolysis of C3 
which generates C3(H2O) or with C3b that is generated by the classical or lectin pathways. C3b and C3(H2O) make 
factor B (FB) available for cleavage by factor D (FD). This yields Bb which combines with C3b and C3(H2O) to 
generate the alternative pathway C3 convertase (C3bBb and C3(H2O)Bb). The alternative pathway functions as an 
amplification loop for all activation pathways. Activation of the alternative pathway is under strict control of 
several regulatory proteins, including factor H (FH), which acts as a destabilizer of the C3 convertase, and properdin 
which is a C3 convertase stabilizer. C3 convertases generated via either pathway cleave C3 into C3a and C3b. The 
anaphylatoxin C3a is rapidly degraded to C3a-desarg, also called acylation stimulating protein (ASP). C3b can 
contribute to the amplification loop to produce more C3 convertases and, by combining with the C3 convertase, 
generate a C5 convertase and lead to the activation of the terminal pathway.   
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Figure S2. Flowchart of the individuals included in the main analyses in this study. Abbreviations: MetS, metabolic 
syndrome. 
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Figure S3. Graphic summary of the possible explanations for the main findings. Abbreviations: AP, alternative 
pathway; CP, classical pathway; TP, terminal pathway; FB, factor B; FD, factor D; FH, factor H; ASP, Acylation 
stimulating protein; CTSL, cathepsin L; C4BP, C4 binding protein; PAR 1/4, protease-activated receptor 1 and 4. 
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Table S2. Sensitivity analyses: Prospective associations of baseline concentrations of complement proteins, 
regulators and activated products with incident metabolic syndrome  

 Outcome: incident metabolic syndrome  

 Model 1 Model 2 

 OR 95% CI P value OR 95% CI P value 

No use of lipid-modifying, antihypertensive, and/or glucose-lowering medication; N=97 a, 12 incident cases (12%) 

C3 (SD) 1.27 [0.68; 2.38] 0.460 1.22 [0.65; 2.31] 0.538 
C4 (SD) 2.63 [1.32; 5.23] 0.006 2.55 [1.27; 5.09] 0.008 

 No chronic or acute infections; N=183 b, 39 incident cases (21%) 

C3 (SD) 1.63 [1.13; 2.34] 0.009 1.53 [1.05; 2.23] 0.029 
C4 (SD) 2.05 [1.40; 3.02] <0.001 2.09 [1.39; 3.15] <0.001 

 No autoimmune disease; N=164 c, 35 incident cases (21%) 

C3 (SD) 1.50 [1.03; 2.19] 0.034 1.36 [0.91; 2.01] 0.132 
C4 (SD) 1.98 [1.32; 2.99] 0.001 1.91 [1.24; 2.93] 0.003 

 No malignant disease and/or cancer; N=180 d, 37 incident cases (21%) 

C3 (SD) 1.63 [1.13; 2.35] 0.009 1.55 [1.06; 2. 26] 0.024 
C4 (SD) 2.07 [1.40; 3.06] <0.001 2.07 [1. 37; 3.13] 0.001 

 No liver disease; N=186 e, 38 incident cases (20%) 

C3 (SD) 1.62 [1.13; 2.32] 0.009 1.54 [1.06; 2.25] 0.025 
C4 (SD) 1.99 [1.37; 2.91] <0.001 2.05 [1.37; 3.08] 0.001 

Model 1 (M1) is adjusted for age and sex.  
Model 2: M1 + medication use (lipid-modifying, antihypertensive, and/or glucose-lowering, if applicable), smoking 
status, alcohol consumption, physical activity, and energy intake.  
a 92 individuals who used lipid-modifying, antihypertensive, and/or glucose-lowering medication at baseline 
and/or at follow-up were excluded.  
b 6 individuals with chronic or acute infections at baseline were excluded.  
c 25 individuals with a (suspected) history of autoimmune disease at baseline were excluded.  
d 9 individuals have malignant condition or cancer at baseline were excluded.  
e 3 individuals have liver disease at baseline were excluded.
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ABSTRACT  

Objective: Experimental data suggest that activation of the alternative pathway of 

complement results in worse insulin resistance but at the same time better insulin secretion 

by the β-cells. To investigate which effect prevails in humans we performed a 

comprehensive evaluation of the alternative complement pathway in relation to insulin 

resistance and β-cell function. 

Research Design and Methods: Plasma concentrations of the alternative pathway 

components C3, factor D, MASP-3, C3a, Bb, properdin and factor H were measured in a 

prospective, observational cohort (n=574 at baseline, 495 at 7 years follow-up). Insulin 

resistance and β-cell function were derived from standard oral glucose tolerance tests. The 

overall associations of alternative pathway components with insulin resistance, β-cell 

function and incident type 2 diabetes were determined using logistic regression and 

generalized estimating equations with adjustment for potential confounders, including age, 

sex, lifestyle and medication. 

Results: Over the 7-year period, C3, MASP-3, properdin, and factor H were associated with 

worse insulin resistance (standardized (std)βs for Matsuda index [95%CI]: -0.33[-0.40;-0.25], 

-0.14[-0.20;-0.07], -0.20[-0.26;-0.13], -0.19[-0.26;-0.12], respectively), while Bb was 

associated with slightly less insulin resistance (stdβ= 0.09[0.03;0.15]), all adjusted for 

potential confounders and β-cell function. After taking into account insulin resistance and 

confounders, most alternative pathway components were not significantly associated with 

markers of β-cell function such as insulin secretion rate, C-peptidogenic index, β-cell glucose 

sensitivity or the β-cell potentiation factor. Factor D, but no other alternative pathway 

component, was associated with worse β-cell rate-sensitivity, independent of insulin 

resistance (ORrate-sensitivity>median= 0.81[0.66;0.98]. Only C3 was significantly associated with 

incident type 2 diabetes (OR=1.58 [1.08; 2.30], and this association was driven by insulin 

resistance, not β-cell function. 
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Conclusions: In middle-aged Caucasian individuals with a moderately increased 

cardiometabolic risk, the alternative pathway of complement is a determinant of insulin 

resistance, rather than β-cell function.   
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1 INTRODUCTION  

Development of type 2 diabetes mellitus (T2DM) is preceded by a prolonged period of 

insulin resistance and relative normoglycaemia. This prediabetic state is maintained as long 

as insulin secretion by the β-cells is sufficient to keep the circulating glucose concentration 

in the non-diabetic range. However, when the amount and/or dynamics of insulin secretion 

are not sufficiently aligned with the prevailing insulin resistance, circulating glucose 

concentrations increase and T2DM can develop. This makes insulin resistance and β-cell 

function key processes in the development of T2DM. For this reason, regulatory pathways 

that contribute to either comprise important targets for prevention of T2DM.  

The alternative pathway of complement activation, particularly the central 

complement component C3, has been implicated in (obesity-associated) insulin resistance 

(as reviewed in (1)), and we (2) and others (3) have identified C3 as an independent risk 

factor for T2DM. C3a, an activation product of C3, is well-known for its pro-inflammatory 

properties. A higher circulating concentration of C3a is generally associated with more low-

grade inflammation ((4), and reviewed in (5)), which is known to induce insulin resistance 

(6, 7). Also, higher circulating levels of C3a and/or its derived peptide C3a-desarg were 

shown to be associated with metabolic states that are characterized by insulin resistance, 

such as fatty liver disease (8) and obesity (9, 10). Moreover, in a genetically modified mouse 

model, it was shown that disruption of signaling via the C3a-C3aR1 axis ameliorated high-

fat-diet induced macrophage infiltration and insulin resistance (11).  

In the past few years it was shown that the alternative complement pathway may not 

only induce obesity-associated insulin resistance but may also be involved in the regulation 

of insulin secretion, and therefore β-cell function. In mouse models of obesity-induced 

diabetes, the rate limiting enzyme in activation of the alternative complement pathway, 

factor D (FD) (12), was proposed to induce insulin secretion via generation of the alternative 

pathway anaphylatoxin C3a, which was in turn identified as an ex vivo islet insulin 

secretagogue (13). In line with this, the receptor for C3a (C3aR1) on β-cells has been 

implicated in potentiation of insulin secretion in response to glucose (14). While FD is 

decreased in several mouse models of obesity-associated diabetes (13, 15), it is generally 
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increased in human obesity (16-18), so the relevant of pathways in human needs to be 

established. Notwithstanding, in one study in individuals without diabetes, circulating 

concentrations of C3 were indeed positively associated with insulin secretion, independent 

of adiposity and insulin resistance (19). These data thus suggest a potential positive effect 

of the alternative complement pathway on β-cell function. 

Taken together, experimental data in the literature suggest that activation of the 

alternative pathway of complement results in worse insulin resistance but at the same time 

in better insulin secretion by the β-cells. We herein investigated which of these effects 

prevails in the human situation. Human data on alternative pathway activation in relation 

to insulin secretion are scarce, and data on insulin resistance primarily focus on C3. We 

therefore performed, in a prospective cohort study, a comprehensive evaluation of the 

alternative pathway (see also supplemental figure 1), as represented by C3, FD, MASP-3, 

C3a, Bb, properdin and factor H (FH) in relation to insulin resistance and β-cell function. C3 

and FD are proximal factors of the alternative pathway, Bb is generated upon alternative 

pathway activation and is part of the C3 convertase that converts C3 into C3a and C3b (20) 

MASP-3 can activate FD (21) while properdin and FH are regulators of alternative pathway 

activation (22, 23). In addition, we investigated in what direction (detrimental or protective) 

the baseline concentrations of these complement factors were associated with the most 

relevant clinical outcome, i.e. presence of T2DM at follow-up.  

2 METHODS  

2.1 Study design and participants 

The Cohort on Diabetes and Atherosclerosis Maastricht (CODAM) study is a prospective 

observational study on, among others, the natural progression of glucose tolerance (24). At 

baseline, 574 individuals were selected from a large population-based cohort (25, 26) and 

included on the basis of an elevated risk of T2DM and cardiovascular disease (27). After a 

median follow-up period of 7.0 years (interquartile range [IQR] 6.9–7.1 years), 495 

individuals participated in the follow-up measurements. CODAM was approved by the 
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Medical Ethical Committee of the Maastricht University Medical Center, and all participants 

gave written informed consent. 

2.2 Complement measurements  

FD, C3, and FH were measured as reported previously (2, 28-30) and were available at 

baseline and at follow-up. MASP-3, C3a, Bb, properdin were measured only at baseline, as 

reported earlier (4, 28). C3 was measured using a nephelometric assay, all other 

components of the alternative pathway were obtained using ELISA techniques. The inter-

assay coefficients of variation were 7%, 4.2%, 13%, , 6.6% , 5.6% , 7.7%, 13.5% for C3, FD, 

MASP-3, C3a, Bb, and properdin, and FH, respectively. 

2.3 Insulin resistance and β-cell function 

Plasma glucose, insulin and C-peptide were measured in fasting plasma (2, 31) as well as in 

EDTA plasma samples that were obtained during a 75 grams oral glucose tolerance test ((31), 

at baseline time points were 0-30-60-120 minutes, at follow-up 0-15-30-60-120 min). OGTT 

data were used to calculate the Matsuda index (32) and the modified Stumvoll insulin 

sensitivity index (33) as alternative measures of insulin resistance/sensitivity. The OGTT-

data were also used to derive the C-peptidogenic index t0-t30, which is the best simple 

OGTT-derived predictor of incident T2DM (31), as well as multiple functional aspects of 

insulin secretion by the β-cell using the mathematical model of Mari et al (34). Basal and 

total insulin secretion rates represent the rate of insulin secretion in the fasting state and 

during the OGTT, respectively. β-cell glucose sensitivity reflects responsiveness of the β-cell 

to absolute blood glucose levels. β-cell glucose sensitivity is modulated by the β-cell 

potentiation factor. β-cell rate sensitivity reflects the early-phase insulin release. For 

completeness, the HOMA2 calculator (35), was used to estimate insulin resistance from 

fasting glucose and insulin, as reported before (2, 31). 
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2.4 Other covariates 

Body mass index (BMI), waist circumference, blood pressure, fasting cholesterol, HDL-

cholesterol, triglycerides, HbA1c, kidney function (estimated glomerular filtration rate 

[eGFR]), smoking behavior, caloric intake, physical activity, use of antihypertensive, glucose-

lowering, and/or lipid-modifying medication, and glucose metabolism status (i.e. normal 

glucose metabolism, impaired glucose metabolism, or T2DM) were all determined as 

previously described (8, 25, 26, 36-38). Six inflammatory markers (i.e. C-reactive protein 

[CRP], interleukin-6 [IL-6], interleukin-8 [IL-8], tumour necrosis factor-a [TNF-α], serum 

amyloid A [SAA], intercellular cell adhesion molecule [ICAM]) were measured in plasma and 

combined into an overall z-score for low-grade inflammation, as reported (26). 

2.5 Statistical analyses 

Variables with normal distribution are presented as mean ± standard deviation (SD), those 

with non-normal distribution (C3a, HOMA2IR, Matsuda index, Stumvoll index, basal and 

total insulin secretion rate, β-cell glucose sensitivity, the β-cell potentiation factor, β-cell 

rate sensitivity) are presented as median (IQR). T-test, Mann-Whitney U-test, and Chi-

square test were used to compare two groups, as indicated.  

Except for C3, and to a lesser extent C3a/C3adesarg, the relations between 

components of the alternative complement pathway investigated here, and general aspects 

of metabolism are not well-known in humans. Therefore, we first performed cross-sectional 

associations between complement components and well-known characteristics of T2DM, 

i.e. adiposity (BMI and waist) and low-grade inflammation. For this we used linear 

regression analyses with adjustment for age and sex.  

In the main analyses, linear generalized estimating equations (GEE) with an 

exchangeable correlation structure were used to evaluate the overall associations between 

components of the alternative complement pathway and insulin sensitivity (Matsuda index) 

or β-cell function (basal and overall insulin secretion rate, C-peptidogenic index, β-cell 

glucose sensitivity, β-cell potentiation factor, or β-cell rate sensitivity), over the 7 years 
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follow-up period. The use of GEE allowed optimal use of the all the information that was 

available for each participant. The main independent variables were the components of the 

alternative complement pathways (at baseline), the main dependent variables were insulin 

resistance/sensitivity and indices of β-cell function (at baseline and at follow-up). All main 

variables were standardized ([individual’s observed value - population mean]/standard 

deviation of the population) prior to further analyses, to allow direct comparison of the 

effect sizes. C3a, Matsuda index, basal and overall insulin secretion rate, C-peptidogenic 

index, β-cell glucose sensitivity and the β-cell potentiation factor were ln-transformed prior 

to standardization. The β-cell rate sensitivity could not be normalized via transformation 

and was therefore evaluated as a dichotomous variable (i.e. higher than vs. equal to or 

lower than the median). The GEE analyses were first adjusted for age, sex, follow-up time 

(years) and time-point (baseline/follow-up) [Model 1], then additionally for potential 

confounders including waist circumference, eGFR, lifestyle factors (smoking, physical 

activity, caloric intake) and use of medication (i.e. antihypertensive and/or lipid-modifying 

medication) [Model 2], then additionally for diabetes characteristics, i.e. presence of T2DM, 

diabetes duration and use of glucose-lowering medication [model 3]. Lastly, when insulin 

resistance was the outcome additional adjustments were done for β-cell function [model 

4], and when β-cell function was the outcome, the analyses were adjusted for insulin 

resistance [model 4]. This latter adjustment provides information on which hypothesized 

effect of alternative pathway activation, worse insulin resistance of better β-cell function, 

prevails. Since it may be argued that part of the assumptions in the calculations of OGTT-

derived measures might differ between individuals with and without T2DM, we repeated 

these analyses while excluding T2DM patients and interaction with presence of T2DM was 

evaluated using products of the complement factor*T2DM (yes/no). In addition, potential 

sex differences were evaluated by adding the products of the complement factor*sex. We 

also repeated the main analyses using the Stumvoll index as measure insulin sensitivity. 

Logistic GEE was done to evaluate the associations between components of the 

alternative complement pathway and the main clinical outcome, T2DM. Models 1 and 2 

were evaluated as described above. Then, model 2 was additionally adjusted for the 

Matsuda index [model 3a] or the C-peptidogenic index [model 3b]. In logistic GEE, both 
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prevalent and incident cases of T2DM are included and the regression coefficient reflects 

the association between the complement factors and T2DM over the 7-year period, 

reflecting both between subjects (differences during the 7 years) and within subjects 

(changes through the 7 years) associations. To specifically address the prospective 

associations between baseline concentrations of the complement components and incident 

T2DM, we additionally performed logistic regression with incident T2DM as outcome, 

including only those who did not have diabetes at baseline.  

All analyses were performed using IBM SPSS statistics version 23. As shown in 

supplementary table S1, the main independent (S1A) and dependent (S1B) variables that 

were used in the analyses were correlated amongst one another, which can be expected since 

these sets of variables each represent (parts of) a defined biological construct (i.e. the 

alternative complement pathway, insulin sensitivity/resistance, and β cell function, 

respectively). Thus, we perform multiple tests, but these tests evaluate a limited number of 

biological constructs. To acknowledge this, we considered a nominal 2-tailed P-value <0.05 a 

significant result, but additionally indicated in the full models of the main analyses presented 

in Table 3, Table 4A and Table 4B whether the false discovery rate (FDR) adjusted q-value, 

which takes into account the number of individual determinants and outcomes, was <0.05. 

Supplementary Figure 2 provides a flowchart with the numbers included in the analyses.  

3 RESULTS 

3.1 Study population 

Characteristics of the study population are provided in Table 1. Compared to those who 

remained free of T2DM, those who developed diabetes were, at baseline, slightly more 

obese, had higher blood pressure, worse lipid profiles, and already showed signs of a 

disturbed glucose metabolism and worse insulin resistance. Also, most measures of β-cell 

function, except the β-cell potentiation factor, differed between those who did and did not 

develop T2DM. In addition, those who developed T2DM had higher plasma concentrations 

of C3 and C3a.  
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Table 1. Baseline characteristics of whole study population and of those who did/did not develop type 2 diabetes  

 All participants at 
baseline 

 Participants without T2DM at baseline 

  
N=518 

 Free of T2DM at 
follow-up N=339 

 Progressed to 
T2DM N=58 

Age (years) 59.4 ± 7.0  58.8 ± 7.3  59.6 ± 6.1 
Sex (men) 317 (61%)  207 (61%)  28 (48%) 
Body mass index (kg/m2) 28.5 ± 4.3  27.7 ± 3.8  29.7 ± 5.3* 
Waist circumference (cm) 99.3 ± 12.0  96.9 ±11.2  101.1 ± 13.1* 
Systolic blood pressure 
(mm/Hg) 

139.9 ± 18.7  136.3 ± 17.7  145.0 ± 19.3* 

Diastolic blood pressure 
(mm/Hg) 

81.6 ± 9.0  80.4 ± 8.5  83.1 ± 9.4* 

Total cholesterol (mmol/L) 5.2 ± 1.0   5.3 ± 0.9  5.1 ± 0.9 
Triglycerides (mmol/L) 1.4 [1.0; 2.0]  1.3 [0.9; 1.8]  1.6 [1.1; 2.1]* 
HDL-cholesterol (mmol/L) 1.2 ± 0.4  1.3 ± 0.4  1.2 ± 0.3* 
Glucose (mmol/L) 6.0 ± 1.3  5.4 ± 0.5  5.8 ± 0.5† 
HbA1c (%) A 6.3 ± 0.7  6.0 [5.8; 6.3]  6.6 [6.2; 6.9] † 
Type 2 diabetes (T2DM, yes) 121 (23%)  n.a.  n.a. 
HOMA2IR 1.6 [1.1; 2.6]  1.4 [1.0; 2.0]  2.0 [1.2; 3.6] † 
Matsuda index B 2.9 [1.7; 4.5]  3.3 [2.2; 4.9]  2.2 [1.2; 3.5] † 
Stumvoll index B 0.07 [0.03; 0.09]  0.08 [0.06; 0.10]  0.05 [0.00; 0.07] † 
HOMA2B%  103 [82; 127]  109 [91; 130]  113 [91; 141] 
C-peptidogenic index B 371 [230; 562]  458 [321; 650]  257 [188; 358] † 
Basal insulin secretion rate  30.2 [23.0; 41.9]  26.6 [21.6; 37.2]  35.0 [26.0; 47.7] † 
Total insulin secretion 17.7 [13.7; 22.3]  17.3 [13.7; 22.2]  19.9 [14.8; 25.8] * 
β-cell glucose sensitivity B 35 [23; 50]  41.7 [30.0; 57.3]  25.7 [18.9; 34.2] † 
Potentiation factor B 1.12 [1.02; 1.46]  1.14 [1.03; 1.58]  1.11 [1.03; 1.41] 
β-cell rate sensitivity B 79 [00; 261]  89 [0; 350]  14 [0; 190]* 
eGFR 91 [79; 101]  89 [79; 99]  92 [76; 102] 
Low grade inflammation (SD) C 0.00 ± 1.00  -0.16 ± 1.02  0.08 ± 0.7* 
Smoking behavior, current 
smoker (yes) 

114 (22%)  74 (22%)  13 (22%) 

Physically active (yes) 327 (63%)  214 (63%)  35 (60%) 
Energy intake (103 kJ/d)  9.3 ± 2.8  9.5 ± 2.8  9.0 ± 2.9 
Glucose-lowering medication 
(yes) 

59 (11%)  n.a.  n.a. 

Lipid-modifying medication 
(yes) 

95 (18%)  54 (16%)  13 (22%) 

Antihypertensive medication 
(yes) 

191 (38%)  98 (29%)  29 (50%) † 

Factor C3 (g/L) 1.02 ± 0.16  0.98 ± 0.15  1.07 ± 0.14 † 
Factor D (ng/ml) 1.00 ± 0.24  1.00 ± 0.24  1.05 ± 0.24 
MASP-3 (µg/ml)  7.10 ± 2.31  6.83± 2.26  7.12 ± 1.86 
Factor C3a (ng/ml) 59 [50; 72]  58.6 [49.0; 70.3]  64.5 [56.0; 77.0]* 
Factor Bb (µg/ml) 0.72 ± 0.19  0.73 ± 0.19  0.74 ± 0.20 
Properdin (µg/ml) 6.04± 1.28   5.96 ± 1.31  6.15 ± 1.05 
Factor H (mg/L) 326 ± 79  313 ± 74  330 ± 66 

* P<0.05, †P<0.001 in the comparison of baseline characteristic of those who did vs. did not develop T2DM (t-test 
for mean ±SD, Mann-Whitney U test for Median [IQR], Chi2 for percentages). A available for n=442 in all participants 
at baseline, n=291 in those who did not progress to T2DM, and n=58 in those who progressed to T2DM. B available 
for n=476-486 in all participants at baseline, n=330-338 in those who did not progress to T2DM, and n=58 in those 
who progressed to T2DM. C the combined score of CRP, IL6, IL8, TNF-α,SAA, ICAM.  
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Except for Bb, all alternative pathway components were significantly associated with 

BMI and waist with the strongest association for C3 and in descending order FH, FD, 

properdin, C3a, and MASP-3 (Table 2). Moreover, all were associated with inflammation 

with the strongest association again for C3 and then in descending order FH, C3a, FD, Bb, 

properdin and MASP-3 (borderline significant for MASP-3). 

3.2 Longitudinal associations of the alternative complement 

pathway with insulin resistance and β-cell function  

Next, we evaluated the overall association of the baseline concentrations of the 

components of the alternative pathway with insulin resistance and markers of β-cell 

function, over the 7-year follow-up period. Of the seven complement components included 

in the analyses, six were significantly associated with worse insulin resistance, as reflected 

by a lower Matsuda index, only Bb was associated with less insulin resistance (Table 3, 

column 1, model 1). After full adjustments, the association for C3, MASP-3, properdin, and 

FH remained significant, for C3a and FD it was no longer significant, and factor Bb remained 

associated with less insulin resistance, although this latter association did not reach a FDR 

q-value < 0.05 (Table 3, column 1, model 4). Positive age- and sex-adjusted associations 

were observed for C3, FD, MASP-3, C3a, properdin, and FH with basal and overall insulin 

secretion (Table 3, column 2, model 1). After adjustments for potential confounders, C3, 

MASP-3, properdin, and FH remained significant, the association with FD and C3a was 

attenuated and became non-significant, while the Bb was associated with a lower overall 

insulin secretion rate (Table 3, column 2, model 3) When additionally adjusted for the 

Matsuda index, most complement components were not associated with the insulin 

secretion rate, except for FD and FH, which became significantly, although only weakly, 

associated with the basal insulin secretion (Table 3, column 2 and 3, model 4). C3, MASP-3, 

and FH were inversely and significantly associated with the C-peptidogenic index and β-cell 

glucose sensitivity, but only in the age and sex adjusted analyses (Table 3, column 3 and 4, 

model 1), while C3, properdin and FH were inversely and significantly associated with the 

β-cell potentiation factor (Table 3, column 5, model 1). None of these associations 
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5 

remained significant after adjustments for potential confounders, diabetes characteristics 

and insulin resistance (Table 3, column 3-5, model 2-4). FD was consistently inversely 

associated with β-cell rate sensitivity, a marker of the first phase insulin response, while C3 

was positively associated with β-cell rate sensitivity but not after adjustment for the 

Matsuda index. Upon adjustments for potential confounders, diabetes characteristics and 

the Matsuda index, the inverse association of FD with β-cell rate sensitivity remained 

significant at the nominal P-value, but did not meet the FDR q-value of <0.05 (Table 3, 

column 6, models 1-4).  

For most of these associations, no interaction with sex was observed in the full model 

(model 3, not adjusted for insulin resistance). For a few associations (i.e. C3 with basal 

insulin secretion rate and with C-peptidogenic index; properdin with C-peptidogenic index 

and with the β-cell potentiation factor; MASP-3 with the β-cell potentiation factor) the 

interaction terms (complement*sex) were significant (p<0.05). When these analyses were 

repeated in men and women separately, the association of C3 with the basal secretion rate 

was slightly stronger in men but positive and significant in both sexes (men 0.30 [0.21; 0.40], 

women (0.25 [0.15; 0.34], both p<0.001), the associations of C3 and properdin with C-

peptidogenic index were positive for men and inverse for women, while associations of 

properdin and MASP-3 with the β-cell potentiation factor were inverse for men and positive 

for women. However, these were significant only for C3 with the C-peptidogenic index and 

for properdin with the β-cell potentiation factor in men, and disappeared when the 

Matsuda index was added to the model.
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When the Matsuda index was exchanged for Stumvoll index, as an alternative measure 

of insulin sensitivity (supplementary table S2), the results remained largely consistent, with 

three exceptions. The association of Bb with the Stumvoll index was weaker than for the 

Matsuda index and was not significant after adjustment for diabetes variables and C-

peptidogenic index. In addition, the Bb with a lower overall insulin secretion rate of and C3 

with better β-cell rate sensitivity remained significant (at the nominal P-value) after 

adjustment for the Stumvoll, but not after adjustment for the Matsuda index.  

When the analyses presented in table 3 were restricted to include only participants 

without diabetes, the results were not materially altered (supplementary table S3), 

indicating that the observed associations in the main analyses were not driven by the 

presence of individuals with T2DM. In line with this, we did not observe interactions with 

presence of T2DM (all interactions terms p>0.05).  

3.3 Associations of components of the alternative complement 

pathway at baseline, with prevalent and incident diabetes  

Next, we evaluated the associations of complement components at baseline with presence 

of T2DM over the follow-up period using logistic GEE. C3, MASP-3, and FH were positively 

and significantly associated with presence of T2DM, and these associations remained 

significant after adjustments for relevant potential confounders (Table 4A, model 2). For C3 

and FH, these associations were largely explained by insulin resistance (Table 4A, model 3a), 

but not by β-cell function (Table 4A, model 3b). For MASP-3, insulin resistance only partly 

explained the association with T2DM since the OR was attenuated but remained significant 

(Table 4A, model 3a) while the OR was not changed when β-cell function was included in 

the model (Table 4A, model 3b). The ORs represent the overall associations with prevalent 

and incident disease because in logistic GEE analyses, all cases of T2DM (at baseline and at 

follow-up) are included in the outcome. To further differentiate this, we subsequently 

performed logistic regression analyses with incident T2DM only, by excluding participants 

who already had diabetes at baseline. For CODAM we previously reported that baseline C3 

is associated with incident T2DM (2), and we now show that this is unique for C3, since none 
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of the other alternative pathway components were associated with incident T2DM (Table 

4B, model 2). These associations did not differ between men and women. Moreover, we 

now also show that the association of C3 with incident T2DM (Table 4B, model 2) is largely 

explained by insulin resistance, as represented by the Matsuda index (Table 4B, model 3a) 

but not by general β-cell (dys)function, as represented by the C-peptidogenic index (Table 

4B, model 3b). In line with this, the association of C3 with incident T2DM was also 

substantially attenuated when it was adjusted for other measures insulin 

sensitivity/resistance but not by additional adjustment for different aspects of β-cell 

function. When the association between C3 incident and T2DM (OR 1.58 [1.08; 2.30], Table 

4B, model 2) was additionally adjusted for HOMA2-IR or the Stumvoll index, the OR was 

attenuated to 1.29 [0.85; 1.95] and 1.21 [0.80; 1.81], respectively (both not significant). 

When additionally adjusted for basal or total insulin secretion rate, β-cell glucose sensitivity, 

β-cell potentiation factor of β-cell glucose sensitivity rate, the OR of C3 for incident T2DM 

was 1.49 [1.00; 2.34], 1.60 [1.08; 2.38], 1.82 [1.19; 2.78], 1.60 [1.09; 2.34], and 1.65 [1.13; 

2.43], respectively (all p<0.05).
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4 DISCUSSION 

This study presents a comprehensive evaluation of the alternative complement pathway in 

relation to insulin resistance, β-cell function and incident T2DM. Over the 7-year follow-up 

period, C3, MASP-3, properdin, and FH were positively associated with worse insulin 

resistance, while for factor Bb this association may be inverse, all adjusted for potential 

confounders and β-cell function. In contrast, after taking into account the prevailing level 

of insulin sensitivity/resistance and potential confounders, the alternative pathway 

components were not associated with most markers of β-cell function (i.e. basal and overall 

insulin secretion rate, C-peptidogenic index, β-cell glucose sensitivity or β-cell potentiation). 

As an exception, FD was associated lower with β-cell rate sensitivity, independent of insulin 

resistance. Notably, only C3 was significantly associated with incident T2DM. This 

association was driven by insulin resistance, not β-cell function. 

C3, FH and MASP-3 were all positively, and independent of confounders, associated 

with presence of T2DM in the GEE analyses. Notably, for MASP-3 and FH these associations 

did not translate into a positive association with incident T2DM. C3 was the only 

complement factor that was significantly associated with incident T2DM. Engstrom et al. 

also showed that C3, but not C4 or other inflammatory markers, was associated with the 

development of T2DM, at least in men (3) although they did not yet establish a direct causal 

relation (39). Supported by this previous independent report (3) we conclude that the 

association between C3 and incident T2DM represents a solid and relevant result. In 

mediation analyses we further evaluated whether the path from baseline C3 towards T2DM 

occurs via insulin resistance, via β-cell (dys)function, or both. Measures of insulin resistance 

(Matsuda index, Stumvoll index or HOMA2-IR) substantially reduced the association. In 

contrast, the association was not affected when the mediating effects of measures of β-cell 

function (basal or total insulin secretion rate, β-cell glucose sensitivity, β-cell potentiation 

factor or β-cell glucose sensitivity rate) were evaluated. This shows that the association 

between C3 and incident T2DM is most likely driven by insulin resistance, and not by β-cell 

(dys)function.  
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β-cells will adapt their insulin secretion to keep up with the prevailing level of glucose 

which, in turn, is affected by insulin resistance. Therefore, β-cell function cannot be 

evaluated without taking insulin resistance into account. On the other hand, the long-term 

persistence of hyperglycaemia and hyperinsulinaemia in insulin resistance may actually 

affect β-cell function. This latter phenomenon makes insulin sensitivity/resistance a 

possible causal factor in the association between complement and β-cell function. Hence, 

the current adjustment for insulin sensitivity/resistance when β-cell function is the outcome 

might have resulted in (partial) overadjustment. Until now, only one study reported on the 

relation between C3 and insulin secretion (19) and no data are available for the other 

complement components. In that cross-sectional report (19), a positive association was 

shown for C3 with first and second phase insulin secretion, independent of insulin sensitivity, 

as represented by ISI0-120 (40). Our current observations are partly in line with these data. 

We also observe a positive association of C3 with the basal and overall insulin secretion 

rates. This association disappeared after adjustment for the Matsuda index, but not after 

adjustment for the Stumvoll index (despite the very strong correlation between these two 

indices). The associations between C3 and other properties of β-cell function appear more 

incidental and should be interpreted with caution. These associations mostly pointed 

towards worse β-cell function and disappeared after adjustment for confounders. An 

exception is the association of C3 with better β-cell rate sensitivity after adjustment for 

confounders (although not at FDR q<0.05). Similar to what was observed for the insulin 

secretion rates, this association was attenuated by adjustment for the Matsuda, but not the 

Stumvoll index.  

The associations for MASP-3, properdin, and FH were very similar to those observed 

for C3. This may be partly, but not fully, attributed to the mutual correlations among the 

plasma concentrations of these factors. The correlations of properdin and FH with C3 are 

quite strong (ρ=0.392 and 0.514 respectively) but this is not the case for MASP-3 (ρ=0.139) 

for which similar associations with insulin resistance and the insulin secretion rate were 

seen. The associations of MASP-3, properdin, and FH with dynamic aspects of β-cell function 

were mostly weak or absent. This again suggests a more pronounced relationship of the 

alternative pathway with insulin sensitivity/ resistance than with β-cell function 
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A striking observation in our data is the apparent discordance between the findings for 

C3 and C3a, despite their rather strong correlation (ρ=0.354) and the experimental data 

reported in the literature (see below). As discussed above, C3 is strongly associated with 

worse insulin sensitivity and also with the insulin secretion rate, although the latter may not 

be independent of the prevailing level of insulin resistance. C3a, on the other hand, is at 

best weakly associated with those measures and only when adjusted for age and sex, not 

after further adjustment for confounders. Current knowledge on the potential role of the 

alternative complement pathway on β-cell function primarily derives from animal and in 

vitro studies models. The data point towards C3a as the main effector since the receptor for 

C3a, C3aR1, is expressed in mouse pancreatic islets and β-cells (13, 14, 41) and was shown 

to enhance their glucose-induced insulin secretion. There are however, besides similarities, 

also clear differences between mouse and human β-cells (reviewed in (42)). For instance, 

the expression of C3aR1 in mouse islets was 20-fold higher than in human islets (14). 

Moreover, the expression of the receptor for C5a, which is generated during terminal 

pathway activation, was very low-to-absent in mouse islets (13, 14) and higher in human 

islets (14). This suggests that for human β-cell function, signaling by of C5a via its receptor 

on β-cells, might be more relevant than via C3a. Notably, similar effects on insulin secretion 

as described for C3aR1 have also been reported for the C5aR1 (14).  

It was suggested that complement may serve as a metabolic feedback system to 

support insulin secretion in a situation of inflammation-induced insulin resistance (43). In 

obesity-associated insulin resistance, complement components that are produced in e.g. 

adipose tissue or the liver, or locally in the pancreas, may act as signals to keep β-cell 

function in balance with the existing level of insulin resistance. The associations of C3, 

properdin, and FH with low-grade inflammation as well as with worse insulin sensitivity and 

a higher insulin secretion rate appear to be in line with this view. At the same time, MASP-

3 is also associated with insulin sensitivity and secretion, but only weakly with low-grade 

inflammation. Moreover, the activated products C3a and Bb are clearly associated with low-

grade inflammation but not (C3a) or even beneficially (Bb) associated with insulin sensitivity. 

It is conceivable that C3 is produced as a systemic signal of overall inflammation-induced 

insulin resistance, together with properdin and FH to control alterative pathway activation, 
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while activation of C3 occurs locally in the islets and is therefore less reflected in the 

circulation. At this point we do not have a mechanistic explanation for the apparent 

beneficial the association of Bb with insulin resistance/sensitivity, but it has been reported 

before (22). 

FD was proposed to be beneficial for β cell function in mouse models of diabetes and 

insufficient availability of FD, the rate-limiting protease for C3 activation, was suggested to 

be causal for obesity-associated diabetes in mice (13). Notably, the association between 

obesity and FD differs substantially between humans and mice. Mouse models of diabetes 

and obesity are often characterized by (very) low circulating concentrations of FD (13, 15). 

Obese humans, on the other hand, generally have high circulating levels of FD ((16-18) and 

current results). In our study, the sex- and age-adjusted associations of FD with worse 

insulin resistance and a higher secretion rate disappeared upon adjustment for additional 

confounders and this was largely attributable to the adjustment for obesity (data not 

shown). The one previous publication on FD and β-cell function suggested that higher 

baseline FD might protect individuals with T2DM from towards β-cell failure, as represented 

by initiation of insulin use (13). Our current data focus on earlier stages, i.e. the 

development of T2DM and show that the association of FD with less insulin sensitivity is 

explained by confounders (mainly adiposity), that FD is not associated with different aspects 

of β-cell function human, except for a weak association with worse β-cell rate sensitivity, 

and is not a risk factor for the development of T2DM.  

The main strengths of our study are the comprehensive evaluation of the alternative 

complement pathway, including activation products and regulators, the availability of 

longitudinal information, and the availability of OGTT data that allowed us to address 

several aspects of β-cell function. This study also has several limitations. The fact that we 

used OGTT data, which include incretin effects, for estimation of β-cell function, instead of 

e.g. a hyperglycaemic clamp may be regarded a limitation. Other limitations include the 

relatively small size of the cohort which may have limited the power to detect associations 

and interactions, particularly if the effect sizes were modest and given the rigorous 

adjustment for potential confounders, the fact that the complement measurements were 

done in the circulation, the observational character of our data, which hampers causal 
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inference, and the fact that our cohort is characterized by an increased risk of 

cardiometabolic diseases, which may limit the generalizability of our observations.  

Taken together, we herein showed that most factors of the alternative complement 

pathway were longitudinally associated with more insulin resistance. Moreover, higher 

baseline concentrations of complement C3, but none of the other alternative pathway 

components, were associated with incident T2DM, and this was mediated by insulin 

resistance, rather than β-cell function. Thus, our current human observational data suggest 

that the resultant of activation of the alternative pathway is, at the whole body, more insulin 

resistance, rather than better β-cell function. Moreover, it remains to be determined in 

human studies whether manipulation of the terminal, rather than the alternative 

complement pathway may have better potential for β cell preservation in humans.  
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Supplementary data 

 

Supplemental Figure 1: The alternative pathway and amplification loop. The classical, the lectin and the 
alternative pathway all converge on C3. Complement activation via any of these pathways activates the 
amplification loop, thereby generating the alternative pathway convertase which activates the common 
downstream terminal pathway. Activated C3 binds Factor B (B), and the complex of activated C3 and B binds factor 
D (FD). FD is a constitutively active protease and cleaves B in Ba and Bb. This complex of activated C3 and Bb 
functions itself as C3 convertase and activates further C3 molecules by cleaving C3 in C3b and C3a.MASP-3 can 
activate factor D. Properdin stabilizes and FH destabilizes the C3 convertases (C3H2OBb/ C3bBb) (see references 
21 and 44 in the main text). 
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Supplemental Figure 2: Flow-chart of study participants. Of the 574 individuals who were included in the original 
CODAM cohort, 495 participated in the 7 year follow-up evaluation. For baseline cross-sectional analyses there 
was complete information on the main variables and potential confounders in N=518. At baseline there was 
complete information on the main OGTT variables and potential confounders for N=472, at follow up this was 
N=376. Among these, there were 502 unique individuals and in total there were N=848 measurements available 
with a maximum of 2 measurements per participant. In addition, at follow up complete information on the main 
variables and potential confounders was available in 412 participants. After exclusion of 15 participants who 
already had T2DM at baseline, 397 were available for the logistic regression for incident T2DM. 

 

 

Baseline

N=574

Follow-up

N=495

N=79 (14%) Lost to follow-up

37 death, 14 illness, 18 too burdensome, 

1 emigration, 9 no specific reason

Baseline N=518
Complete case for 

HOMA2IR, T2DM

Follow-up N=412
Complete case for 

HOMA2IR, T2DM

Baseline N=472
Complete case for 

OGTT-based β-cell function

Follow-up N=376
Complete case for 

OGTT-based β-cell function

N=502 ever measured
in longitudinal analyses for 

for OGTT-based β-cell

function

N=412 complete 

data on T2DM

N=397 in analyses 

of incident T2DM

N=13 use insulin

N=43 with missing data on complement, 

outcomes, and/or confounders

N=36 use insulin

N=47 with missing data on complement, 

outcomes, and/or confounders

N=46 without OGTT data N=33 without OGTT data

N=15 with T2DM at baseline excluded
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Abstract 

Objective  

Glycation of complement regulatory proteins can influence their capacity to control 

complement activation. Reactive α-dicarbonyl compounds are major precursors in the 

formation of advanced glycation end products (AGEs) and may lead to glycation of 

circulating and/or cell-associated complement regulators. We investigated, in a human 

cohort, whether greater dicarbonyl stress was associated with more complement activation.  

Methods  

Circulating concentrations of dicarbonyl stress markers, i.e. α-dicarbonyls (methylglyoxal 

[MGO], glyoxal [GO], and 3-deoxyglucosone [3-DG]), and the free AGEs, (Nε-

(carboxymethyl)lysine [CML], Nε-(carboxyethyl)lysine [CEL], and Nδ-(5-hydro-5-methyl-4-

imidazolon-2-yl)-ornithine [MG-H1]), and protein-bound AGEs (CML, CEL, pentosidine), as 

well as the complement activation products C3a and sC5b-9, were measured in 530 

participants (59.5 ± 7.0 years, 61% men) of the Cohort on Diabetes and Atherosclerosis 

Maastricht (CODAM) study. Multiple linear regression analyses were used to investigate the 

associations between dicarbonyl stress and complement activation with adjustment of 

potential confounders, including age, sex, and factors related to obesity, lifestyle, and use 

of medication. In addition, the associations of two functional polymorphisms of glyoxalase 

1 (GLO1), the rate-limiting detoxifying enzyme for MGO, with C3a and sC5b-9 were 

evaluated.  

Results  

Plasma concentration of protein-bound CEL was inversely associated with C3a 

(standardized β: –0.17, 95%CI –0.25; –0.08). GO was inversely associated with sC5b-9 (–0.12 

[–0.21; –0.02]), while protein-bound pentosidine was positively associated with sC5b-9 

(0.15 [0.05; 024]). No associations were observed for other α-dicarbonyls and AGEs with 

C3a or sC5b-9. The two GLO1 polymorphisms were not associated with the plasma 

concentration of C3a. GLO1 rs2736654 was also not associated with sC5b-9 concentration. 
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Individuals with the AG and AA genotype of rs1049346 had, on average, 0.32 SD and 0.40 

SD lower plasma concentrations of sC5b-9 than those with the GG genotype.  

Conclusions  

Plasma concentrations of dicarbonyl stress markers showed distinct associations with 

complement C3a and sC5b-9. This suggests different biological effects of individual plasma 

α-dicarbonyls and AGEs on complement activation.  
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1 Introduction  

Chronic hyperglycaemia, as is present in diabetes, can induce dicarbonyl stress, which is 

characterised by increased presence of reactive α-dicarbonyl compounds, and advanced 

glycation end products (AGEs) (1, 2). Prolonged exposure of proteins to these glycating 

agents, may change their normal function and/or their susceptibility to enzymatic 

degradation via glycation (3). The complement system is a >40 member protein network 

that consists of circulating and membrane bound protein and can be activated in a stepwise 

manner, similar to what is seen in the coagulation system. The complement is part of the 

innate immune system and has been implicated in the development of type 2 diabetes 

mellitus (T2DM) (4, 5) and cardiovascular disease ( (6), as reviewed in (7)). Interestingly, it 

has been reported that the glycation of complement regulators may affect complement 

activation (8-11). 

The complement system has three main activation pathways (classical, lectin, and 

alternative pathway, see Figure 1). Activation of any of these pathways will generate a C3 

convertase that can cleave C3, the central component of the complement cascade, into C3b 

and the anaphylatoxin C3a (12). C3b induces subsequent activation of the common terminal 

complement pathway and the formation of C5b-9, also known as the membrane attack 

complex (MAC). The alternative pathway of complement activation is continuously 

activated at a low level in plasma via the so-called tick-over mechanism (13). Complement 

activation is under strict control by complement regulators since uncontrolled complement 

activation can damage host cells or hyperactivate inflammatory pathways (14). To prevent 

excessive complement activation, the complement system is under strict control by 

circulating and cell-surface inhibitors ((12), as reviewed in (15)). 

Decay accelerating factor (DAF) is a membrane-bound inhibitor of complement 

activation (see Figure 1). It can prevent formation of the complement convertases and 

accelerate their decay, thereby inhibiting the generation of C3a and C3b. Hence, DAF 

suppresses the amplification loop of the alternative pathway and the subsequent activation 

of the terminal pathway (16). Recently, it was shown that glycated DAF is present on 

erythrocytes of diabetes patients and was accompanied with a less efficient control of 
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complement activation (8). The function of another regulator of complement activation, 

CD59, was also hampered by glycation (10, 11, 17). CD59, also known as protectin, is a 

membrane-bound inhibitor that controls the final step of terminal pathway activation ((12) 

and shown in Figure 1). Inhibition or loss of function of CD59 may result in excessive 

formation of C5b-9/MAC on the cell surface (18, 19). Indeed, and similar to what was 

reported for DAF, in vitro studies demonstrated that glycation of CD59 impaired its 

inhibitory effect on C5b-9/MAC-related lysis of human erythrocytes (17). Also, erythrocytes 

of diabetes patients were more susceptible to complement-related lysis, likely due to 

glycation-induced inactivation of CD59 (11). Notably, in the kidney and nerves of diabetes 

patients, glycated CD59 co-localized with C5b-9, and presence of glycated, less functional 

CD59 was considered to be the cause of increased C5b-9 deposition (10). Glycated CD59 

was also higher in the circulation of diabetes patients than in healthy individuals (9), and 

was detected in urine of diabetes patients (17). Glycation of other complement components, 

such as C3 (3, 20-23) and factor B (24) has also been reported, but biological effects of 

glycation on their function, if any, have not yet been reported. 

Taken together, existing data suggest that dicarbonyl stress and subsequent glycation 

of complement regulators affect complement activation in vivo. In this study we 

investigated to what extent dicarbonyl stress, as reflected by the presence of dicarbonyls 

and AGEs in the circulation, is related to complement activation, as represented by the 

plasma concentrations of two complement activation products, i.e. C3a and soluble (s)C5b-

9. In addition, we investigated whether rs2736654 (25, 26) and rs1049346 (27), two 

functional polymorphisms in the gene for glyoxalase 1 (GLO1), which is the rate-limiting 

detoxifying enzyme for the most important dicarbonyl compound methylglyoxal (MGO) in 

the formation of AGEs, were associated with plasma concentrations of C3a and/or sC5b-9. 
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Figure 1. Activation and regulation of the complement system with focus on components that are most relevant 
for the current study. Complement activation starts with the activation of the classical, lectin, and/or the 
alternative pathway. Activation of these initial pathways leads to the generation of C3 convertases that cleave C3, 
the central complement product, into C3a and C3b. C3b produced by different complement pathways can 
contribute to the formation of alternative pathway C3 convertase. In this way, the alternative pathway functions 
as an amplification loop for all activation pathways. C3b can also lead to the generation of C5 convertase, which 
cleaves C5 into C5a and C5b and triggers the activation of the terminal pathway, leading to the formation of the 
membrane attack complex, C5b-9. Decay accelerating factor (DAF) and CD59 are two membrane inhibitors for 
complement activation. DAF controls complement activation by preventing the formation and accelerate the decay 
of C3 and C5 convertases. CD59 mainly functions as a specific inhibitor for of C5b-9 formation. 
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2 Material and methods 

2.1 Study population 

Participants of the Cohort on Diabetes and Atherosclerosis Maastricht (CODAM, n=574) 

were selected from a large population-based observational study as described previously 

(28). They were of Caucasian descent and > 40 years of age with one or more of the 

following characteristics: body mass index (BMI) > 25 kg/m2; use of antihypertensive 

medication; positive family history of T2DM; postprandial blood glucose level > 6.0 mmol/L; 

history of gestational diabetes and/or glycosuria. This study was approved by the medical 

ethics committee of Maastricht University. All participants gave written informed consent. 

In the present study, individuals with missing values on the main independent variables, 

main dependent variables, and/or important covariates were excluded (n=44), leaving 530 

individuals with complete data for the main analyses. Participants were asked to stop their 

lipid-modifying medication 14 days, and any other medication one day prior to the 

measurements. 

2.2 Measurements of plasma α-dicarbonyls and AGEs  

Peripheral blood samples were obtained after overnight fasting and stored at ‒80 °C until 

use. Plasma concentrations of α-dicarbonyls (MGO, glyoxal [GO], 3-deoxyglucosone [3-DG]), 

free AGEs (Nε-(carboxymethyl)lysine [CML], Nε-(carboxyethyl)lysine [CEL], Nδ-(5-hydro-5-

methyl-4-imidazolon-2-yl)-ornithine [MG-H1], and protein-bound AGEs (CML, CEL, 

pentosidine) were measured by ultra-performance liquid chromatography–tandem mass 

spectrometry (Waters, Milford, MA, USA) or by high performance liquid chromatography 

(Alltech/Grace, Breda, The Netherlands) as previously described (29, 30).  
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2.3 Genotyping of GLO1 polymorphisms 

Single-nucleotide polymorphisms rs2736654 and rs1049346 of GLO1 were genotyped in 

blood samples by the ABI PRISM 7900HT sequence detection system (Applied Biosystems, 

Foster City, California, USA), as previously described (31).  

2.4 Measurements of complement factors 

Fasting plasma concentrations of complement C3a and sC5b-9 were measured by ELISA 

(MicroVue C3a plus EIA kit, MicroVue sC5b-9 Plus EIA kit, Quidel, San Diego, USA), and 

concentrations of C3 was determined by auto-analyzer (Hitachi 912) using a Roche kit assays 

(Roche Diagnostics Nederland BV, Almere, The Netherlands), as previously described (32, 

33).  

2.5 Measurements of other covariates  

Other covariates were obtained as described before. Briefly, BMI (kg/m2) and waist 

circumference (cm) were measured at the research facility (28). Information on medication 

use (glucose-lowering, lipid-modifying, and/or anti-hypertensive, each yes/no), smoking 

status (current or previous tobacco smoking, yes/no), physical activity (METs/week), total 

energy intake (kJ/d), and alcohol consumption (g/d) was obtained via questionnaires (28). 

Normal glucose metabolism (NGM) (yes/no), impaired glucose metabolism (IGM) (yes/no) 

and T2DM (yes/no) were defined according to the 1999 WHO criteria based on oral glucose 

tolerance test data (34). Concentrations of triglycerides, total cholesterol, high-density 

lipoprotein cholesterol (HDL-C), and creatinine (to estimate glomerular filtration rate [eGFR] 

(35)) were measured in fasting blood samples (30). 

2.6 Statistical analyses 

Variables are presented as mean ± SD or percentages. Those with skewed distribution (i.e. 

free and protein-bound CML, free and protein-bound CEL, free MG-H1, protein-bound 
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pentosidine, C3a, fasting plasma glucose, alcohol intake, and triglycerides) are presented as 

median (interquartile range) and were log2-transformed (except for alcohol intake) prior 

further analyses. General characteristics of the study population were compared between 

individuals with lower (< median) or higher (> median) C3a and sC5b-9 concentrations by 

using independent sample t-test or Mann-Whitney U test for continuous variables and 

Pearson chi-square test for categorical variables. All analyses were performed using IBM 

SPSS statistics version 25, a 2-tailed P-value < 0.10 was considered as significant for the 

interaction term, while a P-value < 0.05 was considered as significant in other analyses.  

Main analyses: Multiple linear regression analyses were used to investigate the 

associations of markers of dicarbonyl stress, as represented by the plasma levels of the α-

dicarbonyls and the AGEs (main independent variables), with markers of complement 

activation, i.e. plasma levels of C3a and sC5b-9 (main outcomes). Standardized values were 

calculated ([individual observed values - population mean]/standard deviation of the 

population) for the main independent and the main dependent variables to allow direct 

comparison of the effect sizes. All analyses were initially adjusted for age and sex (model 1), 

then additionally for waist circumference, lifestyle factors (i.e. smoking status, alcohol 

consumption, physical activity, energy intake), and use of medication (i.e. glucose-lowering, 

lipid-modifying, and/or anti-hypertensive), to control for potential confounding (model 2).  

Plasma lipid levels (triglycerides, total cholesterol, HDL-C), renal function (eGFR), and 

C3 concentration were added separately to model 2 (the fully adjusted model). Because of 

the intricate biological relationships of these covariates with both dicarbonyl stress and 

complement, these additional models may to some extent be overadjusted. In addition, 

since the level of protein glycation will differ between individuals with and without 

(pre)diabetes, glucose metabolism status (NGM/IGM/T2DM, yes/no, as dummy variables) 

was added to the fully adjusted models and the effect of prevalent diabetes (T2DM, yes/no) 

on the associations of interest was evaluated using interaction analyses.  

Sensitivity analyses: Some disease conditions may affect plasma concentrations of 

complement proteins. Therefore, the main analyses were repeated after excluding (1) 

participants with acute or chronic infections (CRP>10 mg/L, n=36), (2) participants with a 

(suspected) history of autoimmune disease, defined as self-reported current chronic joint 
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inflammation/ rheumatoid arthritis or a severe intestinal disorder that lasted for the past 3 

months or longer (n=61), (3) participants with a self-reported current malignant condition 

or cancer (n=18), or (4) participants with self-reported liver disease (n=6). Information on 

autoimmune disease and malignant condition or cancer were missing in a few participants 

(n=10 and n=4, respectively). Therefore, the sensitivity analyses were performed in 494, 459, 

508, and 524 individuals for the 4 conditions, respectively. 

Additional analyses: We investigated the associations of two common functional 

polymorphisms in GLO1, rs2736654 and rs1049346, with plasma concentrations of C3a and 

sC5b-9. Adjustment for confounders was done as mentioned for the main analyses. These 

additional analyses were performed in 504 individuals because information on GLO1 

polymorphisms was missing in 26 participants.  

3 Results 

3.1 General characteristics of the study population 

General characteristics of the 530 participants included in the main analyses in total and 

according to the median of C3a and sC5b-9 concentrations are shown in Table 1. Overall, 

participants were middle-aged to elderly (59.5 ± 7.0 years) and 61% were men. They were, 

on average, overweight (BMI, 28.6 ± 4.4 kg/m2; waist circumference, 99.3 ± 12.0 cm), with 

relatively normal glucose (fasting plasma glucose was 5.6 [5.2-6.5] mmol/l), lipid levels (total 

cholesterol, HDL-C, and total TG concentrations were 5.2 ± 1.0, 1.2 ± 0.3 and 1.4 [1.0-2.0] 

mmol/l, respectively), and renal function (eGFR was 91.3 ± 18.3 ml/min/1.73m2). Overall, 

22% had impaired glucose metabolism, 26% had T2DM, and 14%, 19%, 39%, respectively, 

were treated with glucose-lowering, lipid-modifying, and anti-hypertensive medication. 
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Individuals with higher C3a concentrations were more often women, had higher 

measures of adiposity, and lower daily alcohol consumption and physical activity. They also 

had lower plasma concentrations of protein-bound CEL and pentosidine. Individuals with 

higher and lower sC5b-9 concentrations did not show obvious differences in general 

characteristics, and those with higher sC5b-9 concentrations had lower GO concentrations. 

Individuals with higher plasma C3a generally had higher sC5b-9, and vice versa. 

3.2 Associations of plasma α-dicarbonyls, free AGEs and 

protein-bound AGEs with C3a  

C3a is generated during activation of C3 and higher plasma concentrations of C3a result 

primarily from direct activation of the alternative pathway and from activation of the 

amplification loop via any of the three complement activation pathways. Plasma α-

dicarbonyls and free AGEs were not associated with C3a, neither in the age- and sex-

adjusted models, nor in the fully adjusted models (Table 2). In the age- and sex-adjusted 

regression models, plasma concentrations of protein-bound CML, CEL, and pentosidine 

were inversely and significantly associated with C3a concentration (Table 2, model 1). In 

the fully adjusted models, these associations were attenuated and became non-significant 

for protein-bound CML and pentosidine, mainly resulting from the adjustment for waist, 

but remained significant for protein-bound CEL (Table 2, model 2, protein-bound CML, β= 

–0.08 [–0.17; 0.01]; protein-bound CEL, β= –0.17 [–0.25; –0.08]; protein-bound pentosidine, 

β= –0.05 [–0.14; 0.04]). These associations of α-dicarbonyls, free AGEs, and protein-bound 

AGEs with C3a were virtually unchanged after additional adjustment for plasma lipids, 

glucose metabolism status, renal function, or C3 levels (Table S1). When we evaluated if the 

association between dicarbonyl stress and C3a differed between individuals with and 

without T2DM (Table S2), interaction was observed for MGO (pinteraction=0.083) and protein-

bound CEL (pinteraction=0.039). When the analyses were stratified on presence of T2DM, there 

was a trend towards a positive association of MGO with C3a in T2DM (β= 0.13 [–0.01; 0.28], 

n=138), but not in those without diabetes (β= –0.04 [–0.15; 0.07], n=392). The inverse 
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association of CEL with C3a was only observed in individuals without T2DM (β= –0.23 [–0.33; 

–0.12]), and not in diabetes patients (β= –0.05 [–0.19; 0.08]).  

 

Table 2. Associations of plasma α-dicarbonyls, free and protein-bound AGEs with C3a and sC5b-9 (n=530) 

  C3a  sC5b-9 
 Model β 95% CI p  β 95% CI p 

α-dicarbonyls         
 MGO 1 0.01 [-0.07; 0.10] 0.773  0.01 [-0.08; 0.10] 0.825 
 2 0.01 [-0.08; 0.10] 0.812  0.02 [-0.07; 0.10] 0.745 
         
 GO 1 -0.08 [-0.16; 0.01] 0.074  -0.13 [-0.21; -0.04] 0.004 
 2 -0.06 [-0.14; 0.03] 0.218  -0.12 [-0.21; -0.02] 0.013 
         
 3-DG 1 0.02 [-0.07; 0.11] 0.659  0.04 [-0.05; 0.13] 0.372 
 2 0.00 [-0.10; 0.11] 0.955  0.08 [-0.03; 0.18] 0.174 
Free AGEs         
 CML 1 0.03 [-0.06; 0.12] 0.458  -0.02 [-0.11; 0.07] 0.637 
 2 0.01 [-0.08; 0.10] 0.856  -0.02 [-0.11; 0.07] 0.638 
         
 CEL 1 -0.02 [-0.11; 0.06] 0.610  -0.07 [-0.15; 0.02] 0.139 
 2 -0.05 [-0.14; 0.04] 0.262  -0.07 [-0.16; 0.02] 0.133 
         
 MG-H1 1 -0.03 [-0.12; 0.06] 0.508  -0.04 [-0.13; 0.05] 0.356 
 2 -0.05 [-0.13; 0.04] 0.311  -0.03 [-0.12; 0.06] 0.488 
Protein-bound AGEs       
 CML 1 -0.14 [-0.23; -0.06] 0.001  -0.07 [-0.15; 0.02] 0.136 
 2 -0.08 [-0.17; -0.01] 0.088  -0.05 [-0.15; 0.05] 0.334 
         
 CEL 1 -0.16 [-0.24; -0.08] <0.001  -0.07 [-0.16; 0.01] 0.087 
 2 -0.17 [-0.25; -0.08] <0.001  -0.08 [-0.17; 0.00] 0.058 
         
 pentosidine 1 -0.11 [-0.20; -0.03] 0.010  0.10 [0.02; 0.19] 0.020 
 2 -0.05 [-0.14; -0.04] 0.246  0.15 [0.05; 0.24] 0.002 

Concentrations of α-dicarbonyls, AGEs, C3a, and sC5b-9 were standardized. Concentrations of AGEs and C3a were 
log2 –transformed prior to standardization. Model 1: adjusted for age and sex. Model 2: Model 1 + waist 
circumstance, lifestyle (smoking status, alcohol consumption, physical activity, and energy intake), and medication 
use (glucose-lowering, lipid-modifying, and/or anti-hypertensive). Abbreviations: sC5b-9, soluble C5b-9; MGO, 
methylglyoxal; GO, glyoxal; 3-DG, 3-deoxyglucosone; AGEs, advanced glycation end products; CML, Nε-
(carboxymethyl)lysine; CEL, Nε-(carboxyethyl)lysine; MG-H1, Nδ-(5-hydro-5-methyl-4-imidazolon-2-yl)-ornithine. 
 

3.3 Associations of plasma α-dicarbonyls, free AGEs and 

protein-bound AGEs with sC5b-9 

sC5b-9 is generated upon full activation of the common terminal pathway of complement 

activation. Plasma MGO or 3-DG were not associated with sC5b-9, while GO was inversely 

and significantly associated with sC5b-9, both in the age- and sex-adjusted models (Table 2, 
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model 1) and in the fully adjusted models (Table 2, model 2, GO, β= –0.12 [–0.21; –0.02]). 

Free AGEs were not associated with sC5b-9, neither in the age- and sex-adjusted nor in the 

fully adjusted models (Table 2). In contrast, a positive association was observed for the 

plasma concentration of protein-bound pentosidine with sC5b-9 (Table 2, model 2, β=0.15 

[0.05; 024]), while other protein-bound AGEs were not significantly associated with sC5b-9 

(Table 2, model 2, protein-bound CML, β= –0.05 [–0.15; 0.05]; protein-bound CEL, β= –0.08 

[–0.17; 0.00]). The associations of α-dicarbonyls, free AGEs and protein-bound AGEs with 

sC5b-9 were virtually unchanged after additional adjustment for plasma lipids, glucose 

metabolism status, or renal function (Table S1). Only the inverse association of GO with 

sC5b-9 was attenuated and became non-significant after the adjustment for plasma C3 

(Table S1, model 3, β = –0.08 [–0.17; 0.00]). The inverse association of protein-bound CEL 

with sC5b-9 became slightly stronger and was borderline significant after additional 

adjustment for eGFR (β = –0.09 [–0.17; –0.00], Table S1) and for plasma C3 concentration 

(β = –0.09 [–0.17; –0.00], Table S1). When we evaluated if the association between 

dicarbonyl stress and sC5b-9 differed between individuals with and without T2DM (Table 

S2), interaction was observed for MGO, for free and protein-bound CML, and for free and 

protein-bound CEL (all pinteraction<0.10). In the analyses that were stratified by presence of 

T2DM, a modest positive trend of MGO with sC5b-9 was observed in diabetes patients (β= 

0.13 [–0.05; 0.31], n=138), and not in those without diabetes (β= –0.05 [–0.15; 0.06], n=392), 

similar to what was observed for C3a. In addition, and in contrast to C3a, in T2DM, both free 

and protein-bound CML and CEL, were inversely and significantly associated with sC5b-9 

(free CML, β= –0.21 [–0.41; –0.01]; free CEL, β= –0.29 [–0.47; –0.10]; protein-bound CML, 

β= –0.24 [–0.42; –0.06], protein-bound CEL, β= –0.21 [–038; –0.05]). These latter 

associations were not observed in people without diabetes (free CML, β=0.04 [–0.06; 0.14]; 

free CEL, β=0.01 [–0.09; 0.11]; protein-bound CML, β=0.05 [–0.07; 0.16], protein-bound CEL, 

β=–0.02 [–0.12; 0.08]).  
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3.4 Sensitivity analyses 

The main analyses were repeated after excluding participants with acute or chronic 

infections, with a (suspected) history of autoimmune disease, with a self-reported current 

malignant condition / cancer, or with a self-reported liver disease. Most of the associations 

were not materially changed (Table S3). The inverse association of GO with sC5b-9 was 

attenuated and became non-significant in the analyses excluding participants with acute or 

chronic infections. 

3.5 Associations of functional GLO1 polymorphism with C3a 

and sC5b-9 

The frequency of TT (31%), GT (51%) and GG (18%) genotypes of GLO1 rs2736654 and the 

GG (23%), AG (52%) and AA (25%) genotypes of rs1049346 are shown in Table 3. The two 

GLO1 polymorphisms were not significantly associated with plasma C3a (Table 3). Also, no 

significant associations were observed for rs2736654 with sC5b-9. In contrast, significant 

inverse associations were observed for rs1049346 with sC5b-9 (Table 3, model 2, β for AG 

= –0.32 [–0.54; –0.12]; β for AA = –0.40 [–0.65; –0.15]). This implies that, compared to those 

with the GG genotype of rs1049346, individuals with the AG genotype had, on average, 0.32 

SD lower plasma sC5b-9 and those with the AA genotype, had on average, 0.40 SD lower 

sC5b-9. The associations of the two GLO1 polymorphisms with plasma concentrations of 

MGO, free and protein-bound AGEs were also evaluated, and almost no associations were 

observed, except an inverse association for the GT genotype of rs2736654 with MGO (Table 

S4, model 2, β = –0.21, p=0.036). 

 

 

 

 

 

 



162 | Chapter 6 

6 

Table 3. Associations of GLO1 polymorphisms with C3a and sC5b-9 (n=504) 

   C3a  sC5b-9 
 N Model β 95% CI p  β 95% CI p 

rs2736654       
TT  155 reference – – –  – – – 
GT  259 1 0.00 [-0.20; 0.20] 0.998  -0.01 [-0.21; 0.19] 0.891 
  2 -0.04 [-0.24; 0.15] 0.676  -0.03 [-0.23; 0.17] 0.750 
GG  90 1 -0.08 [-0.34; 0.18] 0.559  -0.20 [-0.46; 0.06] 0.127 
  2 -0.08 [-0.34; 0.18] 0.533  -0.22 [-0.48; 0.05] 0.105 
rs1049346       
GG  116 reference – – –  – – – 
AG  260 1 -0.06 [-0.28; 0.16] 0.595  -0.30 [-0.51; -0.08] 0.008 
  2 -0.08 [-0.29; 0.14] 0.493  -0.32 [-0.54; -0.10] 0.004 
AA  128 1 -0.13 [-0.38; 0.12] 0.297  -0.37 [-0.62; -0.12] 0.004 
  2 -0.16 [-0.40; 0.09] 0.217  -0.40 [-0.65; -0.15] 0.002 

The reference categories are the genotypes that were reported to be associated with the highest GLO1 activity 
(see references 25-27). Concentrations of C3a and sC5b-9 were standardized. Concentrations of C3a were log2 –
transformed prior to standardization. Model 1: adjusted for age and sex. Model 2: Model 1 + waist circumstance, 
lifestyle (smoking status, alcohol consumption, physical activity, and energy intake), and medication use (glucose-
lowering, lipid-modifying, and/or anti-hypertensive). Abbreviations: GLO1, Glyoxalase 1; sC5b-9, soluble C5b-9. 
 

4 Discussion  

This study on the association between dicarbonyl stress and complement activation has 

several main findings. First, GO was inversely associated with sC5b-9 while no associations 

were observed for other α-dicarbonyls with C3a or sC5b-9 in the whole study population. 

Second, in the whole study population, no associations were observed between the free 

AGEs and C3a or sC5b-9, although free CML and CEL were inversely associated with sC5b-9 

in T2DM. Third, protein-bound CEL, and to a lesser extent also CML and pentosidine, were 

inversely associated with C3a; protein-bound CML and CEL were not associated with sC5b-

9 in the whole population but were inversely associated with sC5b-9 in T2DM patients; 

protein-bound pentosidine was positively and independently associated with sC5b-9, 

regardless of the diabetes status. Lastly, C3a did not differ between the variants of the two 

functional GLO1 polymorphisms. sC5b-9 did not differ between the genotypes of rs2736654, 

while individuals with the AA and AG genotypes of rs1049346 had lower sC5b-9 

concentration than those with GG genotype.  

Glycation of the complement regulators DAF and CD59 was, at least in vitro, shown to 

compromise their complement inhibitory function (8) (10, 11, 17). DAF controls, among 

others, the activation of complement C3, which leads to the production of C3a and C3b (16), 
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while CD59 controls the final step in complement activation, which results in formation of 

C5b-9/MAC on the cell surface (12). Thus, glycation of DAF and CD59 may hamper their 

complement regulatory function and result in enhanced complement activation with 

increased formation of activation products, such as C3a and sC5b-9. Because protein 

glycation is induced by dicarbonyl stress, we hypothesized that greater dicarbonyl stress, as 

represented by higher plasma concentrations of reactive α-dicarbonyl compounds and 

related AGEs, would be associated with more complement activation, represented by 

greater plasma concentrations of C3a and sC5b-9. Interestingly, our main results provide a 

diverse picture. This suggests that the markers of dicarbonyl stress that we included may 

each have their own biological effects and may therefore be associated with complement 

activation in its own, unique way.  

We did not observe significant associations of any of the three α-dicarbonyl 

compounds with C3a. Likewise, MGO and 3-DG were not significantly associated with 

circulating sC5b-9. An inverse association was observed between GO and sC5b-9. This 

association was attenuated and no longer significant after adjustment of C3, and after 

exclusion of participants with acute or chronic infections. This suggests that the currently-

observed inverse association was, at least partly, due to an ongoing inflammatory process 

that is somehow related to lower plasma GO concentration and/or that plasma GO may 

have anti-inflammatory properties. We previously showed that plasma sC5b-9 is positively 

associated with low-grade inflammation (33), and also GO is generally considered a pro- 

rather than anti-inflammatory compound, although information on the association 

between GO and inflammation in humans is scarce. At least one experimental study showed 

that exogenous GO can induce inflammatory injury in human vascular endothelial cells (36). 

Our current observation might thus imply a dissociation between the concentration of GO 

in plasma and its local concentrations and effects in tissue, similar to what was previously 

observed for CML (37). The lack of association for MGO and 3-DG with sC5b-9 may indicate 

that biological effects of these compounds differ from those of GO. In line with this, MGO 

and GO may trigger distinct intracellular signals involved in various cellular function in 

cultured endothelial cells, due to differences in their chemical structures (38). 
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The burden of glycation and dicarbonyl stress may be higher in individuals with 

diabetes than those without, and the previously reported glycation of CD59 and DAF was 

mainly observed in diabetes patients (8, 10, 11, 17). In our cohort, there was modest but 

significant interaction between diabetes status and MGO on complement activation. In 

T2DM, positive trends, although not statistically significant, were observed for the 

association of MGO with C3a and sC5b-9 that were absent in individuals without diabetes. 

Given the small sample size (n=138) for the diabetes subgroup these data must be 

interpreted with caution.  

Free AGEs were not significantly associated with C3a or sC5b-9, while for C5b-9, but 

not for C3a, there was a possible influence of diabetes status. In T2DM patients, strong 

inverse associations of free CML and CEL with sC5b-9 were observed. The underlying 

mechanism of these unexpected diabetes-specific associations is not clear yet, but similar 

interactions and effects were observed for protein–bound CML and CEL. This is in contrast 

with effects of diabetes status on the association of MGO with sC5b-9, and may again 

suggest that the relationships of these dicarbonyls and AGEs with complement activation 

occur via different routes. 

The inverse association of protein-bound CML with C3a in the age- and sex-adjusted 

models was largely attenuated and became non-significant in the fully adjusted model, 

mainly due to the adjustment for obesity. We and others previously showed that plasma 

protein-bound CML was inversely associated with central obesity, at least partly because it 

was trapped by visceral adipose tissue via the receptor of AGEs (RAGE) (37, 39, 40) which, 

in combination with the positive association between C3a and obesity in our study cohort 

(41), may explain the currently-observed inverse association. Serum pentosidine was also 

found to be inversely correlated with BMI in one recent human study (42). Given that 

pentosidine can also bind RAGE (43), a similar obesity-dependent inverse association may 

underlie the association observed between pentosidine and C3a. In contrast to what was 

observed for protein-bound CML and pentosidine, the inverse association between protein-

bound CEL with C3a was independent of all confounders included in our analyses. 

Interestingly, there was significant interaction with diabetes status, and in the stratified 

analyses the inverse association was only present in individuals without T2DM. Thus, it 
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seems that the inverse association between CEL and C3a might be diminished in 

hyperglycaemia/T2DM, but the underlying mechanisms need to be explored.  

We observed a consistent positive association between protein-bound pentosidine 

and sC5b-9 that was independent of possible confounders, did not differ between 

individuals with and without T2DM, and remained significant in all sensitivity analyses that 

were performed. The absence of obesity-related inverse association for sC5b-9, which was 

observed for C3a, may due to the lack of association for sC5b-9 with adiposity that we 

showed in our previous study (41). Another reason that we observe this positive association 

only for sC5b-9 and not for C3a may be due to the level at which DAF and CD59 regulate 

complement activation. CD59 is the dedicated regulator of the formation of C5b-9/MAC, 

the final integrator of the common terminal pathway of complement activation. In contrast, 

there are, besides DAF, various other regulators that control the C3 convertase and hence 

affect the subsequent activation and cleavage of C3. Therefore, any glycation-induced 

impairment of DAF may be compensated by increased levels of other inhibitors of C3 

convertases, such as factor H or CD46. This also adds to the notion discussed above that 

instead of a being general reflection of dicarbonyl stress, plasma protein-bound CML, CEL, 

and pentosidine may each represent distinct pathophysiological processes. Indeed, the 

possibility of different contributions for these compounds in the development of vascular 

disease were reported (44). For instance, via binding to RAGE, AGEs like CML can activate 

of inflammatory pathways (as reviewed in (45)), while, on the other hand, cross-linking AGEs, 

such as pentosidine may act via the direct formation of cross-links between extracellular 

matrix proteins (46, 47). The association between protein-bound pentosidine and sC5b-9 

was the only association in this study that was in line with our pre-specified hypothesis. One 

reason for this positive association is that protein-bound pentosidine may, better than the 

other AGEs, reflect the tissue-AGE content. Previous studies from our group showed that 

skin autofluorescence (SAF), a non-invasive measurement of skin AGE accumulation), and 

plasma protein-bound pentosidine, but not protein-bound CML and CEL, were positively 

associated with aortic stiffening (44). In line with this, plasma pentosidine levels were shown 

to be correlated with SAF in Japanese hemodialysis patients (48). In another small case-

control study a positive trend, although not statistically significant, was observed between 
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serum protein-bound pentosidine and tissue levels of pentosidine obtained by skin biopsy 

(49). The positive association between the plasma concentration of protein-bound 

pentosidine and sC5b-9 that we observed may thus reflect the effect of glycation in tissues 

on complement activation.  

Plasma dicarbonyls produce a snapshot of the current level dicarbonyl stress while 

AGEs rather represent dicarbonyl stress over the last days of weeks. In our analyses, we also 

included a measure that may reflect the life-long effects of differences in dicarbonyl stress, 

i.e. potentially functional polymorphisms in the MGO-detoxifying enzyme GLO1. Most of 

the human studies on GLO1 rs2736654 reported that the individuals with AA (i.e. TT) 

genotype have the best GLO1 function/activity (25, 26). This implies that individuals with 

the AC (i.e. GT) or CC (i.e. GG) genotype may have been exposed to life-long greater 

dicarbonyl stress, due to less GLO1 activity. Given our hypothesis that greater dicarbonyl 

stress is associated with more complement activation, we hypothesized that presence of 

the AC (TG) of AA (TT) genotype would lead to enhanced complement activation. Contrary 

to our hypothesis, rs2736654 was not associated with C3a concentrations. In addition, 

individuals carrying the genotype with the lowest predicted GLO1 activity (i.e. the GG 

genotype) had lower sC5b-9 concentrations, although non-significant. The other functional 

GLO1 polymorphism, rs1049346, was also not associated with C3a concentration, while 

individuals with AG and AA genotypes of rs1049346, which were demonstrated to have 

lower GLO1 enzyme activity (27), had significantly lower sC5b-9 concentrations. These 

results do not support our pre-specified hypothesis, but do agree with some of the inverse 

associations we observed for the dicarbonyls and protein-bouns AGEs. Critical re-evaluation 

of the available literature shows that the claims that are made on functionality of these 

polymorphisms are partly based on in vitro data and partly inconsistent (25-27, 50, 51). Our 

current observations may thus imply that the biological effects of these polymorphisms on 

functional GLO1 enzyme activity in humans is limited. Moreover, also in case of genuine 

functional polymorphisms, genotype-related alterations in protein concentration, which 

may compensate its influence in enzyme activity, may have occurred. In this respect, it is 

noteworthy that also the associations between the GLO1 polymorphisms and plasma 

concentrations of MGO or AGEs were virtually absent (Table S4).  
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The main strength of our study is the availability of plasma concentrations of α-

dicarbonyls, free AGEs and protein-bound AGEs, as well as complement activation products, 

within one well-phenotyped cohort. The availability of DNA allowed us to evaluate 

functional GLO1 polymorphisms and add an additional level of information to our data. The 

detailed phenotyping of the study population additionally provided us with the opportunity 

to thoroughly evaluate the effects of potential confounders and perform relevant sensitivity 

analyses. Our study also has several limitations. Most importantly, despite the detailed 

information we have on the overall levels of dicarbonyl compounds and AGE concentration 

for each participant, we do not have information on the extent to which their individual 

complement regulators were actually carbonylated and/or glycated. Other limitations 

include the cross-sectional design, which prohibits conclusions on causality. We aimed to 

mitigate this limitation by including the functional GLO1 polymorphisms which, theoretically, 

represent a lifelong exposure to greater dicarbonyl stress, at least to MGO. Further 

exploration on the effects of GLO1 polymorphisms on GLO1 function and dicarbonyl stress 

is needed since the two GLO1 polymorphisms evaluated in the present study were poorly 

associated with plasma MGO and other AGEs. Moreover, in the analyses stratified for 

presence of T2DM, as well as in the analyses for the GLO1 polymorphism, the smaller 

sample size in subgroups may have decreased the statistical power to identify relevant 

relationships. Lastly, our participants are middle-aged to older individuals characterized by 

increased risks of cardiovascular disease. This selection of the study population would limit 

the generalizability of present findings. For this reason, it is important that these evaluations 

will, in due time, be confirmed in a population-based cohort.  

In conclusion, this study shows that plasma concentrations of dicarbonyl stress 

markers display various associations with complement activation. This suggests different 

biological effects of the individuals plasma α-dicarbonyls and AGEs in circulation, potentially 

with different clinical relevance. The most striking findings herein are that the genotype that 

represented less GLO1 activity (hence greater dicarbonyl stress) was associated with less 

activation of the terminal pathway, that protein-bound and free CML and CEL were all 

inversely associated with sC5b-9, but only in the T2DM patients, while protein-bound CEL 

showed a consisted inverse association with C3a. Pentosidine, on the other hand, was 
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positively and significantly associated with sC5b-9. This latter finding was in line with our 

pre-specified hypothesis. Taken together, these data illustrate that the complex underlying 

physiological processes of these circulating markers should be taken into account in future 

work. The solid associations observed for plasma pentosidine may indicate its higher 

priority as a marker for tissue AGEs and future human studies investigating the association 

of tissue AGEs, obtained from biopsy or reflected by SAF, with complement activation would 

be of great interest. Moreover, the consistent inverse associations between AGEs and 

complement activation in this moderately-sized cohort need to be confirmed and extended 

in larger study population.  
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Supplementary data 

Table S1. Associations of plasma α-dicarbonyls, free and protein-bound AGEs with C3a and sC5b-9 — Additional 
adjustment for plasma lipids, renal function, C3 levels, and glucose metabolism status (n=530) 
  C3a  sC5b-9 

 Full model plus: β 95% CI p  β 95% CI p 
α-dicarbonyls         
 MGO Lipids 0.02 [-0.07; 0.10] 0.735  0.02 [-0.07; 0.11] 0.607 
 GMS 0.01 [-0.08; 0.10] 0.803  0.01 [-0.09; 0.10] 0.902 
 eGFR 0.02 [-0.07; 0.10] 0.719  0.01 [-0.08; 0.10] 0.851 
 C3 0.00 [-0.08; 0.09] 0.940  0.01 [-0.08; 0.10] 0.826 
 GO Lipids -0.05 [-0.15; 0.04] 0.232  -0.11 [-0.21; -0.02] 0.019 
 GMS -0.06 [-0.15; 0.03] 0.213  -0.12 [-0.21; -0.03] 0.011 
 eGFR -0.06 [-0.14; 0.03] 0.227  -0.12 [-0.21; -0.03] 0.012 
 C3 0.00 [-0.09; 0.09] 0.967  -0.08 [-0.17; 0.01] 0.086 
 3-DG Lipids 0.01 [-0.10; 0.11] 0.885  0.09 [-0.02; 0.20] 0.100 
 GMS -0.00 [-0.12; 0.12] 0.972  0.06 [-0.06; 0.18] 0.326 
 eGFR 0.00 [-0.10; 0.11] 0.981  0.08 [-0.03; 0.19] 0.162 
 C3 -0.02 [-0.12; 0.08] 0.708  0.06 [-0.05; 0.17] 0.269 
Free AGEs         
 CML Lipids 0.01 [-0.08; 0.10] 0.860  -0.03 [-0.12; 0.07] 0.576 
 GMS 0.01 [-0.08; 0.10] 0.808  -0.02 [-0.11; 0.07] 0.658 
 eGFR 0.02 [-0.07; 0.11] 0.678  -0.04 [-0.13; 0.06] 0.450 
 C3 0.01 [-0.07; 0.10] 0.803  -0.02 [-0.11; 0.07] 0.662 
 CEL Lipids -0.05 [-0.14; 0.04] 0.264  -0.07 [-0.16; 0.02] 0.140 
 GMS -0.05 [-0.13; 0.04] 0.278  -0.07 [-0.16; 0.02] 0.125 
 eGFR -0.04 [-0.13; 0.05] 0.362  -0.09 [-0.18; 0.00] 0.062 
 C3 -0.05 [-0.14; 0.03] 0.229  -0.07 [-0.16; 0.02] 0.121 
 MG-H1 Lipids -0.05  [-0.14; 0.04] 0.272  -0.04 [-0.13; 0.06] 0.431 
 GMS -0.04 [-0.13; 0.05] 0.341  -0.03 [-0.12; 0.06] 0.496 
 eGFR -0.04 [-0.13; 0.05] 0.405  -0.05 [-0.14; 0.05] 0.339 
 C3 -0.04 [-0.12; 0.05] 0.377  -0.03 [-0.12; 0.06] 0.549 
Protein-bound AGEs       
 CML Lipids -0.09 [-0.18; 0.01] 0.070  -0.06 [-015; 0.04] 0.245 
 GMS -0.08 [-0.17; 0.01] 0.097  -0.04 [-0.14; 0.06] 0.410 
 eGFR -0.07 [-0.17; 0.02] 0.114  -0.06 [-0.15; 0.04] 0.246 
 C3 -0.04 [-0.13; 0.05] 0.364  -0.02 [-0.12; 0.07] 0.662 
 CEL Lipids -0.16 [-0.25; -0.08] <0.001  -0.07 [-0.16; 0.01] 0.100 
 GMS -0.17 [-0.25; -0.08] <0.001  -0.08 [-0.17; 0.01] 0.069 
 eGFR -0.16 [-0.25; -0.08] <0.001  -0.09 [-0.17; -0.00] 0.048 
 C3 -0.17 [-0.25; -0.09] <0.001  -0.09 [-0.17; -0.00] 0.043 
 pentosidine Lipids -0.06 [-0.15; 0.03] 0.217  0.14  [0.05; 0.23] 0.003 
 GMS -0.05 [-0.14; 0.04] 0.264  0.15 [0.05; 0.24] 0.002 
 eGFR -0.05 [-0.14; 0.05] 0.314  0.14 [0.05; 0.23] 0.003 
 C3 -0.03 [-0.12; 0.06] 0.534  0.16 [0.07; 0.25] <0.001 

Concentrations of α-dicarbonyls, AGEs, C3a, and sC5b-9 were standardized. Concentrations of AGEs, C3a, and 
triglycerides were log2 –transformed prior to standardization. Lipids: adjusted for age, sex, waist circumstance, 
lifestyle (smoking status, alcohol consumption, physical activity, and energy intake), and medication use (glucose-
lowering, lipid-modifying, and/or anti-hypertensive) (Full Model) + plasma lipids (concentrations of triglycerides, 
total cholesterol, HDL- cholesterol). GMS: Full Model + glucose metabolism status (GMS). eGFR: Full Model + renal 
function (estimated glomerular filtration rate, eGFR). C3: Full Model + C3 concentration. Abbreviations: sC5b-9, 
soluble C5b-9; MGO, methylglyoxal; GO, glyoxal; 3-DG, 3-deoxyglucosone; AGEs, advanced glycation end products; 
CML, Nε-(carboxymethyl)lysine; CEL, Nε-(carboxyethyl)lysine; MG-H1, Nδ-(5-hydro-5-methyl-4-imidazolon-2-yl)-
ornithine.  
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Table S2. Stratified analyses for the associations of stressplasma α-dicarbonyls, free and protein-bound AGEs 
with C3a and sC5b-9 according to the presence of diabetes (n=530) 

  C3a  sC5b-9 
 Model β 95% CI p  β 95% CI p 

α-dicarbonyls         
 MGO NDM -0.04  [-0.15; 0.07] 0.487  -0.05 [-0.15; 0.06] 0.393 
 T2DM 0.13 [-0.01; 0.28] 0.073  0.13 [-0.05; 0.31] 0.155 
  p for interaction 0.083  p for interaction 0.098 
 GO NDM -0.10 [-0.23; 0.04] 0.154  -0.15 [-028; -0.02] 0.024 
 T2DM -0.04 [-0.15; 0.08] 0.537  -0.10 [-0.24; 0.04] 0.171 
  p for interaction 0.598  p for interaction 0.602 
 3-DG NDM -0.06 [-0.24; 0.12] 0.485  -0.03 [-0.20; 0.15] 0.774 
 T2DM 0.07 [-0.08; 0.21] 0.371  0.12 [-0.06; 0.30] 0.193 
  p for interaction 0.168  p for interaction 0.248 
Free AGEs         
 CML NDM 0.03 [-0.08; 0.24] 0.637  0.04 [-0.06; 0.14] 0.413 
 T2DM -0.05 [-0.21; 0.12] 0.567  -0.21 [-0.41; -0.01] 0.040 
  p for interaction 0.535  p for interaction 0.010 
 CEL NDM -0.04 [-0.15; 0.07] 0.455  0.01 [-0.09; 0.11] 0.872 
 T2DM -0.10 [-0.25; 0.05] 0.188  -0.29 [-0.47; -0.10] 0.003 
  p for interaction 0.719  p for interaction 0.004 
 MG-H1 NDM -0.03 [-0.14; 0.08] 0.581  -0.02 [-0.13; 0.09] 0.687 
 T2DM -0.09 [-023; 0.06] 0.252  -0.05 [-0.23; 0.14] 0.616 
  p for interaction 0.588  p for interaction 0.578 
Protein-bound AGEs       
 CML NDM -0.09 [-0.21; 0.03] 0.143  0.05 [-0.07; 0.016] 0.410 
 T2DM -0.06 [-0.21; 0.08] 0.393  -0.24 [-0.42; -0.06] 0.010 
  p for interaction 0.743  p for interaction 0.027 
 CEL NDM -0.23 [-0.33; -0.12] <0.001  -0.02 [-0.12; 0.08] 0.703 
 T2DM -0.05 [-0.19; 0.08] 0.429  -0.21 [-0.38; -0.05] 0.013 
  p for interaction 0.039  p for interaction 0.066 
pentosidine NDM -0.02 [-0.14; 0.09] 0.717  0.17 [0.06; 0.28] 0.003 
 T2DM -0.13 [-0.27; 0.01] 0.070  0.11 [-0.07; 0.29] 0.214 
  p for interaction 0.146  p for interaction 0.555 

Concentrations of α-dicarbonyls, AGEs, C3a, and sC5b-9 were standardized. Concentrations of AGEs and C3a were 
log2 –transformed prior to standardization. NDM, analyses were performed in individuals without diabetes (n=392). 
T2DM, analyses were performed in individuals with T2DM (n=138). All adjusted for age, sex, waist circumstance, 
lifestyle (smoking status, alcohol consumption, physical activity, and energy intake), and medication use (glucose-
lowering, lipid-modifying, and/or anti-hypertensive). Abbreviations: sC5b-9, soluble C5b-9; MGO, methylglyoxal; 
GO, glyoxa; 3-DG, 3-deoxyglucosone; AGEs, advanced glycation end products; CML, Nε-(carboxymethyl)lysine; CEL, 
Nε-(carboxyethyl)lysine; MG-H1, Nδ-(5-hydro-5-methyl-4-imidazolon-2-yl)-ornithine. 
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Table S3. Sensitivity analyses for the associations of plasma α-dicarbonyls, free and protein-bound AGEs with 
C3a and sC5b-9 

 Outcome 
 C3a  sC5b-9 
 β 95 % CI p  β 95 % CI p 
 No chronic or acute infections; N=494 a 
α-dicarbonyls        
 MGO 0.01 [-0.08; 0.10] 0.883  -0.02 [-0.11; 0.08] 0.740 
 GO -0.05 [-0.14; 0.05] 0.327  -0.08 [-0.18; 0.01] 0.087 
 3-DG -0.01 [-0.13; 0.10] 0.831  0.03 [-0.09; 0.14] 0.670 
Free AGEs        
 CML 0.03 [-0.06; 0.12] 0.518  -0.02 [-0.11; 0.08] 0.727 
 CEL -0.04 [-0.13; 0.05] 0.383  -0.06 [-0.15; 0.04] 0.245 
 MG-H1 -0.04 [-0.13; 0.05] 0.399  -0.02 [-0.11; 0.08] 0.737 
Protein-bound AGEs       
 CML -0.08 [-0.18; 0.01] 0.088  -0.05 [-0.15; 0.05] 0.316 
 CEL -0.18 [-0.26; -0.09] <0.001  -0.09 [-0.18; 0.00] 0.042 
 pentosidine -0.05 [-0.14; 0.04] 0.300  0.14 [0.04; 0.23] 0.006 
 No autoimmune disease; N=459 b 
α-dicarbonyls        
 MGO -0.01 [-0.1; 0.08] 0.805  0.01 [-0.09; 0.11] 0.832 
 GO -0.06 [-0.15; 0.04] 0.253  -0.11 [-0.20; -0.01] 0.038 
 3-DG -0.01 [-0.12; 0.10] 0.836  0.06 [-0.05; 0.18] 0.280 
Free AGEs       
 CML 0.00 [-0.09; 0.10] 0.933  -0.03 [-0.12; 0.07] 0.572 
 CEL -0.07 [-0.16; 0.03] 0.158  -0.08 [-0.18; 0.01] 0.096 
 MG-H1 -0.05 [-0.14; 0.05] 0.329  -0.05 [-0.15; 0.04] 0.285 
Protein-bound AGEs       
 CML -0.11 [-0.21; -0.01] 0.029  -0.06 [-0.16; 0.04] 0.263 
 CEL -0.20 [-0.28; -0.11] 0.000  -0.09 [-0.18; 0.00] 0.054 
 pentosidine -0.05 [-0.15; 0.04] 0.284  0.14 [0.04; 0.24] 0.006 
 No malignant disease and/or cancer; N=508 c 
α-dicarbonyls        
 MGO 0.01 [-0.07; 0.10] 0.741  0.03 [-0.06; 0.12] 0.568 
 GO -0.06 [-0.15; 0.03] 0.168  -0.11 [-0.20; -0.02] 0.018 
 3-DG 0.01 [-0.10; 0.12] 0.846  0.09 [-0.02; 0.20] 0.111 
Free AGEs        
 CML 0.00 [-0.09; 0.09] 0.969  -0.02 [-0.11; 0.07] 0.701 
 CEL -0.06 [-0.15; 0.03] 0.200  -0.07 [-0.16; 0.02] 0.114 
 MG-H1 -0.05 [-0.14; 0.04] 0.273  -0.03 [-0.12; 0.06] 0.524 
Protein-bound AGEs       
 CML -0.08 [-0.17; 0.01] 0.096  -0.06 [-0.16; 0.03] 0.213 
 CEL -0.17 [-0.25; -0.08] <0.001  -0.09 [-0.17; 0.00] 0.051 
 pentosidine -0.06 [-0.15; 0.03] 0.201  0.14 [0.05; 0.24] 0.002 
 No liver disease; N=524 d 
α-dicarbonyls        
 MGO 0.01 [-0.07; 0.10] 0.749  0.02 [-0.07; 0.11] 0.602 
 GO -0.05 [-0.14; 0.04] 0.273  -0.11 [-0.20; -0.02] 0.018 
 3-DG 0.01 [-0.10; 0.11] 0.925  0.07 [-0.04; 0.18] 0.194 
Free AGEs        
 CML 0.01 [-0.08; 0.10] 0.834  -0.02 [-0.11; 0.07] 0.712 
 CEL -0.05 [-0.13; 0.04] 0.286  -0.06 [-0.15; 0.03] 0.163 
 MG-H1 -0.05 [-0.14; 0.04] 0.298  -0.03 [-0.12; 0.06] 0.573 
Protein-bound AGEs       
 CML -0.08 [-0.17; 0.01] 0.074  -0.05 [-0.14; 0.05] 0.327 
 CEL -0.17 [-0.25; -0.08] 0.000  -0.08 [-0.16; 0.01] 0.073 
 pentosidine -0.05 [-0.14; 0.04] 0.278  0.15 [0.05; 0.24] 0.002 

Concentrations of α-dicarbonyls, AGEs, C3a, and sC5b-9 were standardized. Concentrations of AGEs and C3a were 
log2 –transformed prior to standardization. All adjusted for age, sex, waist circumstance, lifestyle (smoking status, 
alcohol consumption, physical activity, and energy intake), and medication use (glucose-lowering, lipid-modifying, 
and/or anti-hypertensive). a, 36 participants with acute or chronic infections were excluded. b, 71 participants 
with a (suspected) history of autoimmune disease were excluded. c, 22 participants with a self-reported current 
malignant condition/cancer were excluded. d, 6 participants with a self-reported current liver disease were 
excluded. Abbreviations: sC5b-9, soluble C5b-9; MGO, methylglyoxal; GO, glyoxal; 3-DG, 3-deoxyglucosone; AGEs, 
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advanced glycation end products; CML, Nε-(carboxymethyl)lysine; CEL, Nε-(carboxyethyl)lysine; MG-H1, Nδ-(5-
hydro-5-methyl-4-imidazolon-2-yl)-ornithine.  
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Table S4. Associations of GLO1 polymorphism with plasma α-dicarbonyls, free and protein-bound AGEs (n=504) 

  rs2736654  rs1049346 

  TT 
(reference) 

GT  GG  GG 
(reference) 

AG  AA 

 Model  β p  β p   β p  β p 

Outcomes               
 MGO 1 – -0.18 0.074  -0.19 0.156  – 0.09 0.446  0.02 0.861 
 2 – -0.21 0.036  -0.15 0.258  – 0.09 0.410  0.08 0.508 
               
Free AGEs               
 CML 1 – -0.04 0.717  -0.21 0.099  – -0.10 0.340  -0.15 0.232 
 2 – -0.04 0.708  -0.18 0.160  – -0.14 0.197  -0.19  0.120 
               
 CEL 1 – -0.10 0.326  -0.12 0.375  – -0.11 0.317  0.09 0.478 
 2 – -0.11 0.271  -0.08 0.529  – -0.14 0.212  0.09 0.478 
               
 MG-H1 1 – -0.03 0.776  -0.01 0.961  – -0.08 0.443  0.02 0.845 
 2 – -0.01 0.885  0.04 0.739  – -0.14 0.198  -0.04 0.751 
Protein-bound AGEs              
 CML 1 – -0.06 0.576  -0.03 0.796  – -0.05 0.625  0.08 0.513 
 2 – 0.01 0.908  -0.11 0.355  – -0.07 0.511  0.03 0.824 
               
 CEL 1 – -0.16 0.121  -0.00 0.990  – 0.02 0.831  0.05 0.697 
 2 – -0.15 0.140  -0.01 0.964  – -0.01 0.962  0.01 0.930 
               
 pentosidine 1 – -0.03 0.757  -0.11 0.401  – -0.08 0.491  -0.12 0.360 
 2 – -0.01 0.924  -0.18 0.141  – -0.07 0.528  -0.10 0.417 

The reference categories are the genotypes that were reported to be associated with the highest GLO1 activity 
(see reference 25-27 in the main text). Concentrations of MGO and AGEs were standardized. Concentrations of 
AGEs were log2 –transformed prior to standardization. Model 1: adjusted for age and sex. Model 2: Model 1 + 
waist circumstance, lifestyle (smoking status, alcohol consumption, physical activity, and energy intake), and 
medication use (glucose-lowering, lipid-modifying, and/or anti-hypertensive). Abbreviations: MGO, methylglyoxal; 
AGEs, advanced glycation end products; CML, Nε-(carboxymethyl)lysine; CEL, Nε-(carboxyethyl)lysine; MG-H1, Nδ-
(5-hydro-5-methyl-4-imidazolon-2-yl)-ornithine. 
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Obesity is a worldwide epidemic, affecting not only adults but nowadays also children and 

adolescents. Globally, about 39% of adults are overweight, 13% of adults are obese, and 

over 18% of children and adolescents are overweight or obese in 2016 (World Health 

Organization (1)). People with obesity are at high risk of chronic metabolic disorders such 

as dyslipidaemia, hypertension, metabolic syndrome, type 2 diabetes mellitus (T2DM), and 

cardiovascular disease (CVD) (2). Obesity is also associated with increased mortality from 

various causes, in particular CVD (3). According to the literature, about 4 million of deaths 

worldwide among adults were attributable to overweight and obesity in 2015, of which the 

most common cause was CVD (4). The higher presence of obesity and associated comorbid 

conditions leads to increased morbidity, mortality, which will cause higher medical and 

economic burdens. Therefore, exploration of the aetiology for obesity and related comorbid 

diseases is urgently needed.  

The complement system is part of the innate immune system and, as such, a system 

for host defence. It is now becoming increasingly clear that complement is also involved in 

whole body homeostasis and metabolism. Many complement factors can be produced by 

adipose tissue as well as other metabolic organs such as the liver and the pancreas and can 

contribute to metabolic (dys)regulation (5, 6). Until recently, human studies on the 

associations between the complement system and metabolic disorders were mostly 

focused on the central complement component, C3 (7-9). Activation of C3 results from 

activation of the classical, the alternative, or the lectin pathway, and can lead to activation 

of the terminal pathway (10). Previous work from our group and others has indicated 

distinct roles of these complement pathways in metabolic disorders in humans. Most of 

these studies pointed towards an adverse association of the alternative pathway (11-13), 

while a few showed also adverse associations of classical and terminal pathway activation, 

with metabolic disorders (8). The lectin pathway was reported to play a dual role especially 

in insulin resistance and CVD (8, 14). Therefore, the major objective of this thesis was to 

investigate the associations of the components involved in activation of the alternative 

pathway, and to some extent also the classical and terminal pathway, with obesity and 

related metabolic disorders, such as dyslipidaemia, metabolic syndrome, and T2DM. Our 

studies were performed in a human observational cohort study, the CODAM study. In this 
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final chapter, we summarize the main findings and place them in the context of the available 

literature. We additionally discuss possible methodological considerations in our studies, 

and address several future research directions.  

1 Main findings 

In chapter 2, we investigated longitudinal associations of complement components of the 

alternative (C3, C3a, Bb, factor D, factor H, and properdin) and terminal (C5a, sC5b-9) 

pathways with adiposity (BMI and waist circumstance). We found that, during a 7-year 

period, higher baseline plasma concentrations of most alternative pathway components (i.e. 

C3, C3a, factor D, factor H, and properdin), but not Bb, an alternative pathway activation 

product, were associated with more adiposity, i.e. higher BMI and waist circumstance. The 

terminal pathway activation products (i.e. C5a, or sC5b-9) were not associated with the 

development of adiposity. These observations point towards a role for the alternative 

pathway of complement activation in the development of human obesity. This may be 

attributed to the effect of C3-C3a-C3adesarg/ASP axis on lipid metabolism and adipocyte 

differentiation that was demonstrated in previous experimental studies (5, 15). We further 

evaluated the associations between changes in complement concentrations and changes in 

adiposity over time. These latter analyses were performed for C3, factor D, factor H, C5a, 

and sC5b-9. We only observed significant positive associations for C3 and factor H. This 

observation suggests that the longitudinal association of C3 and factor H with adiposity may 

reflect both within-individual changes and interindividual differences during the 7-year 

period (16). For factor D, the longitudinal association with adiposity was mainly attributed 

to interindividual differences that remained consistent over time. These findings indicate 

that the longitudinal associations of various aspects of the alternative complement pathway 

with adiposity may be attributed to distinct underlying mechanisms.  

Abnormality in plasma lipids and lipoproteins is an important risk factor for various 

metabolic disorders that are often seen in obesity (17). In chapter 3, the associations 

between the complement system and plasma lipoproteins were investigated. For this, we 

investigated the cross-sectional associations of the central complement component, C3, 
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and other complement regulators and activation products of the alternative pathway (C3a, 

Bb, factor D, factor H, properdin, and MASP-3) with the distribution and lipid composition 

of 14 lipoprotein subclasses. We showed that a higher concentration of C3 was associated 

with an adverse lipoprotein distribution and composition, i.e. more TG-enriched 

lipoproteins and fewer larger-sized HDL lipoproteins. Consistent but weaker associations 

were observed for properdin, factor H, factor D, and MASP-3 (effect size in descending 

order). In addition, we found that the associations for most components (i.e. properdin, 

factor D, and MASP-3 but not factor H,) were largely independent of C3. If we take into 

account the lack of associations for the alternative pathway activation products (i.e. C3a 

and Bb), it is possible that instead of representing the activation of the alternative pathway, 

these complement components may themselves play a distinct role in lipid and lipoprotein 

metabolism. Although the underlying mechanisms are not fully understood, the causal role 

of some complement proteins in lipid metabolism has been demonstrated in several 

genetically modified animal models (18-20). We found that the observed associations with 

lipoproteins were (largely) independent of obesity, insulin resistance, low-grade-

inflammation, and liver enzymes, the major biological pathways that are involved in lipid 

and lipoprotein metabolism. Previous human studies demonstrated the presence of 

complement proteins on plasma VLDL, LDL, and HDL lipoproteins, of which C3 was the most 

dominant complement component (21-23). This raises the possibility that complement 

components, especially C3, could have a direct physical effect on the metabolism of these 

lipoproteins, which might lead to an altered distribution and composition of the lipoprotein 

subclasses. In addition, it has been shown that under pathological conditions, plasma HDL 

can be modified into a dysfunctional, pro-inflammatory particle that contains more 

inflammatory proteins (24). In line with this, our results suggest that some (dysfunctional) 

lipoprotein subfractions may have substantial affinity for binding complement components 

(22, 24). Taken together, our observations suggest that the alternative complement 

pathway, especially C3, was associated with a pro-atherogenic lipoprotein profile. This may 

be a possible mechanism through which these complement components can contribute to 

dyslipidaemia and cardiometabolic disorders.  
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In chapter 4, we investigated the cross-sectional and prospective associations of 

complement proteins, regulators and activation products from the alternative (i.e. C3, C3a, 

Bb, FD, FH, and properdin) and classical (i.e. C1q, C1-INH, and C4) pathway, with prevalence 

and incidence of the metabolic syndrome. We showed that not only C3 and C4 but also 

several regulators and activation products of the alternative pathway (i.e. C3a, factor H, and 

properdin) are indeed positively associated with the prevalence of the metabolic syndrome. 

However, in the prospective analyses, only complement C3 and C4, but none of their 

regulators or activation products, were associated with the development of the metabolic 

syndrome. This suggests that the relation of C3 and C4 with the development of the 

metabolic syndrome might be independent of traditionally recognized complement 

activation. For instance, recent findings showed that C3 could be activated intracellularly by 

cathepsin L, without the presence of C3 convertase, and this intracellular activation of C3 

was involved in T-cell homeostasis (25). This suggests a specific biological effect of C3, that 

is independent of complement proteins and regulators of the activation pathways. We also 

explored potential underlying mechanisms for the associations we observed for C3 and C4 

with incident metabolic syndrome. We found that the prospective association for C3 can be 

explained by the baseline profile of components of the metabolic syndrome, as well as 

plasma concentrations of liver enzymes. Thus, higher baseline C3 concentration was related 

to a worse metabolic profile and probably also related to impaired liver function, via which 

it promotes the development of metabolic syndrome. However, the prospective association 

for C4 was independent of the baseline metabolic syndrome profile and also independent 

of the other potential pathways that were explored. This may suggest that C3 and C4 have 

distinct effects on (metabolic) pathways that lead to development of the metabolic 

syndrome.  

In chapter 5, we evaluated longitudinal associations of components of the alternative 

complement pathway (C3, C3a, Bb, factor D, factor H, properdin, and MASP-3) with insulin 

sensitivity/resistance (Matsuda index, Stumvoll’s index, and HOMA2-IR), β-cell function 

(basal and overall insulin secretion rate, C-peptidogenic index, β-cell glucose sensitivity, β-

cell potentiation, and β-cell rate sensitivity), and T2DM. The most prominent observation 

was that, over the 7-year period, a higher baseline C3 concentration was associated with 
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less insulin sensitivity, indicating worse insulin resistance. This association was independent 

of several potential confounders and β-cell function. We also found that higher C3 was 

associated with more insulin secretion, which was largely attributed to insulin resistance. 

Although at first sight C3 also appeared to be associated with worse β-cell function, these 

associations were mostly confounded by other factors such as obesity, or related to insulin 

resistance. Similar but weaker associations were observed for several alternative pathway 

complement regulators, i.e. properdin, factor H, and MASP-3 (effect size in descending 

order). One possible explanation for these observations is that the complement 

components may contribute to obesity-induced whole body insulin resistance via their pro-

inflammatory properties, and at the same time may induce insulin secretion by islets to 

compensate for the inflammation-induced insulin resistance. In this way, complement may 

serve as a metabolic feedback system in response to insulin resistance (26). In addition, 

based on the available experimental data, mostly obtained in rodents, alternative pathway 

activation was anticipated to be positively associated with some measures of better β-cell 

function. In contrast, we found almost no associations for the activation product C3a and a 

positive association for another activation product Bb with insulin sensitivity. We 

hypothesized that this might be due to intrinsic differences between human and rodent 

islets, and that in humans it may be the activation of C5 and the terminal pathway, rather 

than C3 and the alternative pathway, that is associated with enhanced β-cell function. Lastly, 

C3 was the only complement factor that was found to be associated with the 7-year 

incidence of T2DM. This association was mediated by insulin resistance, but not by β-cell 

function. Taken together, these findings indicate multiple and dynamic roles of (activation 

of) alternative pathway in the development of T2DM in humans, which at the whole body 

level mainly points to an association with worse insulin resistance rather than better β-cell 

function. 

The most prominent metabolic disturbance in T2DM is hyperglycaemia, which may 

underlie the development of various complications that are observed in T2DM patients. 

Hyperglycaemia can cause, among others, dicarbonyl stress (27, 28). In the circulation, 

dicarbonyl stress may be reflected by a higher presence of glycating agents, i.e. α-

dicarbonyls (e.g. MGO, GO, 3-DG), as well as related AGEs (e.g. free and protein-bound CML, 
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CEL, free MG-H1, and protein-bound pentosidine) (27). Data in the literature suggested that 

the functionality of complement inhibitors is hampered by glycation (29-31) and glycated 

complement membrane inhibitors were observed in diabetes patients (29, 31, 32). We 

therefore hypothesized that dicarbonyl stress may induce the glycation of complement 

inhibitors and impaired their regulatory function, leading to enhanced complement 

activation. In chapter 6, we explored the possible relationship of dicarbonyl stress with 

complement activation (as reflected by plasma levels of the activation products, C3a and 

sC5b-9). We found distinct associations of these markers of dicarbonyl stress with 

complement activation: in the whole population, GO was not associated with C3a and was 

inversely associated with sC5b-9, while MGO, 3-DG, and free AGEs were not associated with 

either C3a or sC5b-9; protein-bound CEL and to some extent also protein-bound CML and 

pentosidine were inversely associated with C3a; and protein-bound pentosidine was 

positively associated with sC5b-9 while no associations were observed for protein-bound 

CML and CEL. We also found that the association of GO with sC5b-9 may be related to an 

ongoing inflammation process, and that the associations of protein-bound CML and 

pentosidine with C3a were explained by obesity, while the associations for protein-bound 

CEL with C3a and for pentosidine with sC5b-9 were independent of the potential 

confounders evaluated in our study. This suggests that these associations may be attributed 

to different underlying mechanisms. In line with this, we found that the presence of T2DM, 

which may lead to a higher burden of glycation and dicarbonyl stress, influenced some, but 

not all of, the association between dicarbonyl stress and complement activation. Notably, 

the positive association of protein-bound pentosidine with sC5b-9, which is the only 

association in this study that was in line with our hypothesis, was not influenced by diabetes 

status. Previous human studies indicated that plasma protein-bound pentosidine may 

better represent tissue AGE accumulation (33-35). Therefore, this positive association may 

reflect the effect of dicarbonyl stress on complement activation in tissues. In addition, when 

we evaluated associations of potential markers for life-long MGO stress, i.e. two functional 

polymorphisms in the MGO-detoxifying enzyme GLO1, the direction of association with 

complement activation was unexpected. Rs2736654 was not associated with either C3a or 

sc5b-9, while the genotypes that were reported to have less GLO1 activity (hence greater 



186 | Chapter 7 

1 

2 

3 

4 

5 

6 

7 

V 

A 

C 

S 

dicarbonyl stress) of rs1049346, were associated with lower sC5b-9 concentration (hence 

less activation of the terminal pathway). Rs1049346 was also not associated with the C3a 

concentration. Overall, the associations of plasma dicarbonyl stress markers with 

complement activation, mostly pointed towards an inverse direction, except for protein-

bound pentosidine. 

2 Methodological considerations 

2.1 Potential sources of bias in observational studies  

In observational studies, the association of interest can be improperly estimated and 

interpreted as a result of bias (systematic error) and/or confounding (distortion of the 

association) (36).  

2.1.1 Selection bias  

In a (population-based) cohort study, selection bias occurs when the selection or retention 

of the participants is related to both the exposure(s) and the outcome(s) that are evaluated 

in the association of interest (36). At the enrolment stage, selection bias is usually a result 

of nonresponse (37). This is a common issue in observational studies. In CODAM, the 

nonresponse rate was at least 58%. Due to self-selection, participants in the CODAM study 

may have a higher education level and health consciousness, thus usually have a healthier 

lifestyle than the general population. The result of this may be that CODAM participants 

represent a relatively healthy subset of the target population. Such a selection bias may 

harm the generalizability of our results, but is less likely to affect internal validity.  

In prospective studies, selection bias is mainly caused by loss to follow-up (38). The 

proportion of participants that was lost to follow-up was 14% in CODAM and those who 

were lost to follow-up had at baseline a somewhat worse health status (e.g. were more 

likely to use medication and had a higher prevalence of T2DM). In chapter 4 and 5, the 

outcome was the incidence of disease (the metabolic syndrome and T2DM, respectively). 

In these analyses, we excluded the participants without follow-up data. The relatively 
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healthy individuals that remained may have had lower risks to develop metabolic syndrome 

and/or have been progress to T2DM. Therefore, in these chapters, loss to follow-up may 

have caused some differential misclassification with unknown effect on the estimation of 

the effect size. However, in the sensitivity analyses in our evaluations, we did not find 

influences of medication use or diseases status on our observations. This may mean that 

our findings are not likely to be affected by health status. In chapter 2, on the other hand, 

the levels of most exposures (i.e. the concentrations of the complement components) and 

outcomes (BMI and waist circumference) at baseline did not differ between those who were 

lost to follow-up and those who attended the follow-up. Therefore, in this chapter our 

results might have been affected by non-differential misclassification, leading to 

underestimation of the real association due to the diminution in the number of participants. 

But taken together, given the relatively high retention rate in CODAM, we expect the effects 

of loss-to-follow up to be quite modest.  

2.1.2 Information bias 

Information bias occurs when the exposures and/or outcomes are not well measured and 

defined (36). In the evaluations presented in this thesis, the exposures and outcomes were 

often biomarkers that were measured in blood samples (e.g. levels of complement 

components, lipoproteins, dicarbonyls, and AGEs), or were defined based on laboratory or 

physical measurements (e.g. adiposity, metabolic syndrome, insulin resistance, β-cell 

function, and T2DM). These measurements were performed in duplicate by trained 

researchers who were not aware of the other characteristics of the participants. Therefore, 

errors in these measurements are likely to be randomly distributed across the study 

population, which may lead to non-differential misclassification, and thus greater 

uncertainty in the estimation of the strength of an association. The result of this may be 

that some of the (weaker) true associations may have been missed in our analyses. On the 

other hand, the various associations that we did observe and discuss are likely to be true 

findings. In addition, some covariates in our studies, such as lifestyle factors (smoking status, 

calorie intake), were obtained by a self-reported questionnaire. This kind of health-related 
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information could be recalled differently by participants with a worse health status, such as 

those with obesity or T2DM, than by healthy participants. Therefore, the use of 

questionnaires to collect information may have resulted in some differential 

misclassification of these data. In our evaluations, these variables were mainly used as 

potential confounders, so such differential misclassification may have resulted in some 

residual confounding (39).  

2.1.3 Confounding  

Confounding describes the situation when there is a third factor that is associated with the 

exposure and at the same time is a risk factor for the outcome, but is not included in the 

causal path between the exposure and the outcome (36). In case of an existing 

observational cohort, as was used in this thesis, it can be reduced by statistical strategies 

such as stratification or multivariate analysis after the completion of the study (40). In the 

evaluations presented in this thesis, we therefore adjusted for a substantial number of 

potential confounders, including age, sex, lifestyle factors, and use of medication, when 

investigating the association of interest. 

In the field of biology, the relationship between two factors is not always 

straightforward. Variables considered as potential confounders in the evaluations 

presented in this thesis sometimes have multiple associations with the exposure and/or the 

outcome. Under such conditions, adjusting for these variables simply as confounders may 

bias the results and harm the estimation of the real associations (41). For instance, in 

chapter 3, in the association of complement system with lipoproteins, obesity may be 

considered a potential confounder because many complement components are partly 

derived from adipose tissue and higher plasma levels of complement were demonstrated 

in people with obesity (42). At the same time, data in the literature showed that 

complement may be involved in the development of obesity (43), which would place obesity 

in the causal path between complement and lipoprotein (metabolism), and in that case it 

should be regarded as a potential mediator, and adjusting for obesity may cause 

overadjustment and lead to underestimation of the association (41). Another example is in 
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chapter 6, in the association of dicarbonyl stress with complement activation, renal function 

may be regarded a potential confounder since the kidney is involved in clearance and 

metabolism of plasma AGEs (44), and complement activation was also involved in diverse 

renal diseases (45). On the other hand, accumulation of AGEs in the kidney was reported to 

contribute to worsening of renal function (46), and complement activation may contribute 

to the progressive loss of renal function (45). In the latter situation, renal function may be 

regarded a consequence of dicarbonyl stress and complement activation, in which cases it 

can be regarded as a collider (i.e. a variable that can be affected by both exposure [in this 

case dicarbonyl stress] and outcome [in this case complement activation]). Adjusting for 

renal function can thus cause collider bias, which may introduce associations where there 

are none (47). Therefore, in our evaluations, we used separate models to adjust for a 

potential confounder that could also be a mediator or collider in the association of interest, 

and interpreted the results with care. In addition, even if the variable is not in the causal 

path, adjustment for a variable that is measured more precisely than the exposure can lead 

to the underestimation of real association (48). In our studies, some covariates, such as BMI 

and lifestyle factors (e.g. use of medication), may have been measured more precisely than 

the exposure, which are mostly blood markers and may suffer from both technical 

(measurement) error and biological variation. Adjusting for them may have affected our 

results and attenuated the causal relationship. Again, result of this could be that some of 

the (weaker) true associations may have been missed in our analyses, but the associations 

that we did observe are likely to be true.  

Overall, failure to adjust for potential confounding may lead to incorrect estimation of 

the association. On the other hand, adjustment for mediator, collider, or variable with 

better precision may also bias the results. Therefore, when investigating the relationship 

between two variables by using a multivariate strategy, we should always take into account 

the intricate biological associations between variables and interpret the results from 

different points of view and with caution.  
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2.2 External validity 

External validity describes to what extent the results of a study can be extrapolated to other 

populations, which is also called generalization (49). The CODAM study is an observational 

cohort study that consists of middle-aged to elderly Caucasian individuals with an increased 

risk of cardiometabolic diseases. The criteria that were used to selection our study 

population may have limited the generalization of our findings to other population groups 

with different geographic distribution, ethnicities, health status, and/or age-range. 

However, the primary goal of the evaluations in this thesis was to explore the aetiological 

role of complement in obesity and related metabolic disorders. Therefore, to provide valid 

results that were less biased had higher priority than generalizability. In addition, the 

participants of CODAM study do represent a large proportion of Western populations, 

particularly those who are relatively older and have higher risks to develop T2DM and CVD 

over time. Thus, our findings can be extrapolated to this subpopulation and may add novel 

knowledge on the mechanisms involved in the high presence of metabolic disorders in this 

population.  

2.3 Causality  

The main purpose of the research presented in this thesis was to investigate the possible 

aetological role of the complement system in obesity and related metabolic disorders. All 

evaluations were conducted in a human observational study that has known limitations 

with respect to assessment of causal relationships (50), with which we have dealt to the 

best of our capabilities. In the cross-sectional analyses, the exposures and outcomes were 

simultaneously assessed and the direction of the relationship may therefore be unclear. In 

the GEE analyses in which both baseline and follow-up data are included, the results reflect 

a combination of within and between subject effects and therefore suffer from the same 

limitation, although the power is likely better. The causal inference of our observations is 

supported by the fact that our hypotheses were based on numerous experimental studies, 

e.g. genetically modified mouse models or cell work, where the potential confounders are 
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better controlled than non-experimental studies and thus the causal relationship is more 

pronounced (51). In addition, the comprehensive adjustment for potential confounders in 

our analyses could strengthen the possibility of a causal relationship (51).  

3 Implications and future perspectives 

People with obesity are vulnerable to various metabolic disorders that may progress to 

advanced disease outcomes, such as T2DM and CVD. Increased prevalence of obesity and 

obesity-related metabolic disorders can thus lead to higher health and economic burden 

(17). The exploration of aetological factors involved in these pathophysiological processes 

can provide novel knowledge on prevention and/or treatment strategies. In this thesis, by 

using a human observational cohort study that consisted of participants with a moderately 

increased risk of cardiometabolic disease, we showed that the complement system, 

especially the alternative pathway, was associated with obesity and related metabolic 

disorders. Although the association of C3 with several metabolic disorders had already been 

quite widely studied in humans (7-9), the evidence for other alternative pathway 

components had so far been limited. The novel data presented in this thesis provide several 

opportunities for future research. These future evaluations should perhaps not all be done 

in similar cohorts given the different lines of information that were yielded.  

Clearly, the findings in our cross-sectional studies need further evaluation in 

prospective studies to assess the temporality of the relations. For instance, the association 

between baseline levels of complement components and the development of dyslipidaemia 

will need to be addressed. Likewise, the associations between (trajectories of) changes in 

dicarbonyl stress and changes in complement activation, over several time-points, will 

provide information on the temporality of their relationship. Also, the results will have to 

be confirmed in, and expanded to, larger population-based Caucasian studies with detailed 

phenotypes and high-quality biobank materials such as for instance the Maastricht study 

(52). Moreover, taking into account the requirement of generalization, future studies are 

needed that replicate our findings in populations with non-Caucasian ethnicities, 

particularly those that comprise large numbers of individuals and face a steeply increasing 
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prevalence of obesity such as e.g. the Asian (e.g. Chinese) and South-Asian (e.g. Indian) 

populations (53).  

The stratified analyses that were based on diabetes status and the analyses of incident 

diseases that are presented in this thesis (chapter 4, 5, and 6), are potentially very 

interesting but are currently limited by the relatively small sample sizes that underlie these 

results. These observations therefore need to be confirmed in larger cohorts. Also for this 

purpose, the above-mentioned Maastricht Study is of great interest since it is enriched with 

individuals with type 2 diabetes (52) .  

In this thesis, we also present some unexpected observations. For instance, in chapter 

5 we showed that, in CODAM, the pathways that underlie the associations of C3 and C4 with 

development of the metabolic syndrome may differ. C4 is a main component of the classical 

and lectin pathways, while C3 is a main component of the alternative pathway and the 

amplification loop. Since these three complement activation pathways all converge on C3 

and the amplification loop, these data suggest that the proximal part of the classical and 

lectin pathway may be associated with development of the Metabolic Syndrome via 

currently unknown mechanisms. Identification of such mechanisms may open new routes 

towards intervention in the development of the metabolic syndrome. However, given the 

small numbers of incident cases of the metabolic syndrome in CODAM, these observations 

first need to be confirmed in a larger prospective cohort. Likewise, in chapter 6, we 

observed partly unexpected associations of plasma markers of dicarbonyl stress with 

complement activation products. Therefore, we need to further investigate how well these 

plasma dicarbonyl stress markers can represent the intracellular or tissue glycation burden. 

To identify a convincing and accessible measurement for tissue dicarbonyl stress, as well as 

its association with complement activation, may be another direction of future research. 

Investigation on the proportion of glycated complement components compared to the total 

amount may also help to better understand the observed results.  

Although strong conclusions on causality cannot be drawn based on our results 

obtained in an observational human study, the fact that higher baseline levels of some 

complement components were associated with the incidence of the metabolic syndrome 

(C3 and C4) and T2DM (C3) suggests that they may have a potential causal or at least 
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prognostic role in these disorders. Therefore, early interventions, such as promoting a 

healthy lifestyle and improved control of already exist abnormalities (obesity, impaired 

glucose metabolism, dyslipidaemia) in people with higher plasma complement levels may 

have beneficial effects. Several experimental studies showed that deficiency in complement 

components (54, 55), or blocking their effector pathways (56, 57), can protect study animals 

from diet-induced metabolic disorders. Therefore, modulation of the complement system 

may be a promising strategy in the prevention and treatment of these metabolic disorders. 

However, the multiple functions of the complement system, e.g. function in innate 

immunity, inflammation, cell and tissue homeostasis, and in cancer, makes it challenging to 

develop complement-targeted drugs (6, 58). To date, clinically available complement 

inhibitors are very few and expensive, mainly limited to two types of complement 

therapeutic: an anti-C5 antibody (eculizumab), and a C1 esterase inhibitor (Sanquin, 

Pharming) (59). Their clinical application is also limited to the treatment of rare diseases, 

such as paroxysmal nocturnal haemoglobinuria and atypical haemolytic uraemic syndrome. 

Therefore, the development of a new generation of complement-modulating therapeutic 

with potential implications for general metabolic diseases and accessible cost is eagerly 

awaited. Fortunately, there are already some “alternative” solutions (8). For instance, 

lifestyle intervention (physical exercises (60, 61) and healthy diet (62-64)) and some 

commonly prescribed medications (65-68) appear to beneficially affect (i.e. lower) some 

systemic complement concentrations. 
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The ultimate aim of scientific research is to transfer the research findings into practice, via 

which they can not only contribute to academic but also to society and economy. This 

process is called valorisation. In this chapter, the social and economic value of our findings 

and how they can be translated into practical use are discussed. 

1 Social and economic relevance  

Obesity is a rising epidemic worldwide. According to a survey of 195 countries in 2017, the 

prevalence of obesity has continuously increased and has doubled in most of the countries 

in the past 3 decades (1). The higher prevalence of obesity can have a negative impact on 

society and the economy (2). First, obese individuals have a lower quality of life due to 

impaired psychological and physical health (3). For instance, individuals with obesity may 

experience emotional and psychological problems (e.g. lower self-esteem, anxiety, and 

depression) that result from perceived lower social acceptance. They may also experience 

physical problems, such as back pain and shortness of breath. Such psychological and 

physical impairments in obese individuals can lead to a lower employment rate, which may 

further reduce their quality of life. Second, obese individuals are at a higher risk for obesity-

related diseases, such as hypertension, T2DM, CVD, and cancer, which are related to higher 

morbidity and mortality. In 2015, global deaths among adults due to high BMI (BMI equal 

to or greater than 22.5 kg/m2, which is the midpoint of the optimal range of 20-25 kg/m2) 

were estimated to be 4 million, and about 60% of them occurred in obese individuals (1). In 

addition, the above-mentioned obesity-related issues can all contribute to increased 

economic burden on the individuals, their family, and the society due to higher costs of 

health care, as well as productivity losses (4). In 2014, the estimated worldwide economic 

impact of obesity is 2.0 trillion dollars, which equals 2.8 percent of global gross domestic 

product (5). Therefore, efforts on controlling the (global) prevalence and incidence, as well 

as the (health) consequences, of obesity is in urgent need. For this purpose, steps could be 

taken to explore the related intervention programs and to provide better predictions of 

obese individuals with higher risk to develop comorbid conditions. In addition, we must 
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obtain better knowledge of the aetiology of obesity and its health consequences prior to 

these attempts.  

In this thesis, we showed that the complement system, especially the alternative 

complement pathway, was associated with the prevalence and the development of 

adiposity. We also found that higher plasma levels of (some) alternative pathway 

components were associated with several common metabolic disorders related to obesity, 

including adverse lipoprotein profile, higher prevalence and incidence of metabolic 

syndrome, worse insulin resistance and higher prevalence and incidence of T2DM. Although 

our present findings cannot be directly applied to real practice and policy development, it 

proposed the possibility for plasma complement components to serve as candidate 

biomarkers in risk prediction of these obesity-associated metabolic disorders, and as a novel 

target for disease treatment.  

2 Target group 

Our main findings on the possible aetiological role of the complement system in obesity and 

related metabolic disorders can benefit other academics by adding novel knowledge on the 

pathophysiological mechanisms on obesity and its complications. For instance, the current 

results can provide basis for relevant future intervention programs by inducing the 

possibility of plasma complement markers as intervention targets or as treatment response 

markers. It can also promote the pharmaceutical companies to develop novel therapeutic 

drugs targeting complement reduction for the treatment of chronic metabolic disease. In 

addition, our findings on the potential predictive and therapeutic value of these blood 

complement markers can help healthcare professionals with decision making in medicine 

and health care, after its clinical application. 

3 Innovation and implementation 

Our studies investigated in humans the associations of complement, not only the most 

discussed central complement factor C3 but also its regulators and activation products, with 
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a series of obesity-related metabolic disorders. Our current findings confirmed and 

expanded the previously reported role of C3 in cardiometabolic diseases in our study 

population. For the associations of other complement components with these disorders, 

our data fill the knowledge gap in humans, since such information was, previously, mainly 

derived from animal studies. We observed in chapter 4 and chapter 5, positive associations 

of C3, but not other complement regulators and activation products, with the incidence of 

metabolic syndrome and T2DM. Our results thus indicate potential biological effects for 

individual complement components, which may independent of complement activation, 

the commonly accepted underlying route in these pathophysiological processes. We also 

found in chapter 3 that the associations of most alternative pathway components with 

lipoproteins were independent of C3. In chapter 6, we showed the intricate associations of 

plasma markers of dicarbonyl stress with complement activation. It can facilitate future 

research on the underlying mechanisms of the association between them, which may 

contribute to a better understanding of cardiovascular complications in diabetes.  

In this thesis, we observe elevated plasma levels of alternative pathway components 

in metabolic disorders in middle-aged to elderly Caucasian individuals with moderately 

increased risk of cardiometabolic disease. In our prospective studies in chapter 2, 3, 4, we 

also show that higher plasma level of C3, and to a lesser extent C4 and factor H, are 

associated with the development of obesity and related metabolic disorders, such as 

metabolic syndrome and T2DM. Our findings thus suggest a potential role for plasma 

complement as predictive biomarkers in clinical practice. They can also contribute to 

personalized health care by their potential function as a supplementary marker for classical 

risk factors in selecting high-risk individuals. Other potential future applications of our 

findings include the preventive and therapeutic value of plasma complement markers in the 

treatment of chronic metabolic disorders. For instance, they could help to guide the 

therapeutic interventions of these diseases. The effect of lifestyle interventions (6-10) and 

some commonly prescribed medications (11-14) on limiting systemic levels of some 

complement components have been reported previously. This potential beneficial effect on 

complement and its application in diseases prevention and treatment should be further 

investigated in large-scale randomized clinical trials. In addition, plasma levels of these 
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complement markers can be used to evaluate the effect of medical treatment on these 

metabolic diseases. Lastly, our findings raise the possibility of a novel therapeutic strategy 

for these metabolic diseases that targeting the reduction of blood complement levels. As 

discussed in chapter 7, future studies are needed to develop sensitive, accurate, effective, 

and lower cost complement modifying drugs, which take into account the multiple functions 

of the complement system in humans. Possible directions for drug development may 

include anti-complement antibodies, small molecular inhibitors for complement, as well as 

blockers for the relevant effector pathways. Nevertheless, further technical and clinical 

validation and standardization of these complement markers are necessary prior to their 

clinical application. Plasma level of C3, the most abundant complement components, is 

widely used in the clinic and is generally regarded as a marker of inflammation or immune 

response that are most likely linked to diseases like acute infection or autoimmune disease. 

Similar to what is seen in other human studies investigating the cardiometabolic risk of C3 

in the general population or in specific populations (e.g. individuals with obesity or T2DM), 

the distribution of C3 in our study population is mostly within the normal reference range 

(15). Although a moderately higher C3 concentration has been consistently shown to be 

present in and/or to predict chronic metabolic diseases, a reliable cut-off reference for 

abnormal C3 concentration under these disease conditions is still lacking. Future 

exploration of this aspect, which should also take into account the characteristics of the 

target population (e.g. age, sex, ethnicity), is needed for its clinical use.  

Taken together, with the investigations in this thesis we show a potential role of 

complement in obesity and related metabolic disorders. Our results may open new paths 

for the prediction, prevention, and/or treatment of these diseases. Efforts on validation, 

standardization, as well as intervention programs will be critical to warrant future clinical 

practice. 

  



204 | Valorisation addendum 

1 

2 

3 

4 

5 

6 

7 

V 

A 

C 

S 

References 

1. Collaborators GBDO, Afshin A, Forouzanfar MH, Reitsma MB, Sur P, Estep K, et al. Health Effects of Overweight 

and Obesity in 195 Countries over 25 Years. N Engl J Med. 2017;377(1):13-27. 

2. Agha M, Agha R. The rising prevalence of obesity: part A: impact on public health. Int J Surg Oncol (N Y). 

2017;2(7):e17. 

3. Kushner RF, Foster GD. Obesity and quality of life. Nutrition (Burbank, Los Angeles County, Calif). 

2000;16(10):947-52. 

4. Tremmel M, Gerdtham U-G, Nilsson PM, Saha S. Economic Burden of Obesity: A Systematic Literature Review. 

Int J Environ Res Public Health. 2017;14(4):435. 

5. Dobbs R, Sawers C, Thompson F, Manyika J, Woetzel JR, Child P, et al. Overcoming obesity: an initial economic 

analysis: McKinsey Global Institute; 2014. 

6. Saygin O, Karacabey K, Ozmerdivenli R, Zorba E, Ilhan F, Bulut V. Effect of chronic exercise on immunoglobin, 

complement and leukocyte types in volleyball players and athletes. Neuro endocrinology letters. 2006;27(1-

2):271-6. 

7. Ruiz JR, Ortega FB, Wärnberg J, Moreno LA, Carrero JJ, Gonzalez-Gross M, et al. Inflammatory Proteins and 

Muscle Strength in Adolescents: The AVENA Study. JAMA Pediatrics. 2008;162(5):462-8. 

8. Puchau B, Zulet M, De Echávarri AG, Navarro-Blasco I, Martinez J. Selenium intake reduces serum C3, an early 

marker of metabolic syndrome manifestations, in healthy young adults. European journal of clinical nutrition. 

2009;63(7):858. 

9. van Greevenbroek MMJ, Arts ICW, van der Kallen CJH, Dagnelie PC, Ferreira I, Jansen E, et al. Complement C3 

Is Inversely Associated with Habitual Intake of Provitamin A but Not with Dietary Fat, Fatty Acids, or Vitamin 

E in Middle-Aged to Older White Adults and Positively Associated with Intake of Retinol in Middle-Aged to 

Older White Women. The Journal of nutrition. 2013;144(1):61-7. 

10. Hermsdorff HHM, Zulet MA, Abete I, Martínez JA. A legume-based hypocaloric diet reduces proinflammatory 

status and improves metabolic features in overweight/obese subjects. European journal of nutrition. 

2011;50(1):61-9. 

11. Oktenli C, Ozgurtas T, Dede M, Sanisoglu YS, Yenen MC, Yesilova Z, et al. Metformin decreases circulating 

acylation-stimulating protein levels in polycystic ovary syndrome. Gynecological Endocrinology. 

2007;23(12):710-5. 

12. Ebeling P, Teppo A-M, Koistinen HA, Viikari J, Rönnemaa T, Nissen M, et al. Troglitazone reduces 

hyperglycaemia and selectively acute-phase serum proteins in patients with Type II diabetes. Diabetologia. 

1999;42(12):1433-8. 

13. Verseyden C, Meijssen S, van Dijk H, Jansen H, Cabezas MC. Effects of atorvastatin on fasting and postprandial 

complement component 3 response in familial combined hyperlipidemia. Journal of lipid research. 

2003;44(11):2100-8. 



Valorisation addendum | 205 
 

 

 

 

1 

2 

3 

4 

5 

6 

7 

V 

A 

C 

S 

14. Rajzer M, Wojciechowska W, Kawecka-Jaszcz K, Undas A. Plasma fibrin clot properties in arterial hypertension 

and their modification by antihypertensive medication. Thrombosis research. 2012;130(1):99-103. 

15. Ritchie RF, Palomaki GE, Neveux LM, Navolotskaia O. Reference distributions for complement proteins C3 and 

C4: a comparison of a large cohort to the world's literature. Journal of clinical laboratory analysis. 

2004;18(1):9-13. 

 





 
 

 

 

 

 

 

 

Acknowledgements 

 



208 | Acknowledgements 

1 

2 

3 

4 

5 

6 

7 

V 

A 

C 

S 

I still clearly remember the feeling I got when I finally got the opportunity to conduct my 

PhD study at Maastricht University. I was excited to start a new journey in research, and 

was curious about life and work abroad. I was worried about the challenges I would meet 

studying and living in a foreign country, and I felt sad about being apart from my family and 

friends. Now, I have been in Maastricht for four years, and am about to complete my PhD. 

Looking back, I have really had an amazing time here, which I will remember for the rest of 

my life. Here, I want to express my gratitude to my dear supervisors, colleagues, friends, 

and family. This accomplishment would not have been possible without you. Thank you. 

First, I would like to acknowledge the funding received from the China Scholarship 

Council (CSC) to support my PhD study. 

I would also like to thank the members of my thesis evaluation committee: Prof. Dr. 

Tilman M. Hackeng (Chairman), Prof. Dr. Matty Weijenberg, Prof. Dr. Edwin Mariman, Dr. 

Leendert Trouw, and Dr. Marc Seelen. Thank you for your effort and time to read my thesis 

and thank you for your comments and suggestions. 

Next, I would like to express my sincere gratitude to my supervision team. Prof. Coen 

D. A. Stehouwer, dear Coen, thank you so much for your ‘adventure’. Thanks for offering 

me, the first student from a totally different cultural background, the opportunity to 

conduct my PhD studies in your department. Your continuous encouragement and 

recognition of my work have been a great inspiration to me. Your views on epidemiology 

and academic research have really enlightened me. Thank you for your constant support 

and all your feedback on my work. Prof. Casper G. Schalkwijk, dear Casper, from mentoring 

new PhD students to helping with their personal difficulties, from guiding every work 

meeting to organising annual barbeques and Christmas dinners, you did it all. Thanks for 

showing us all the perfect qualities that make a wonderful boss. I feel very grateful for 

having had the opportunity to study in our group and having had you as my supervisor. 

Thank you for your unfailing guidance and support throughout my years of study. Dr. 

Marleen M. J. van Greevenbroek, dear Marleen, I am so lucky and proud to be your student. 

Thank you for helping me with my scholarship application. Thank you for your patient with 

me. You guided me, step by step, at the beginning of my study. I could discuss any problems 

with you that I met from everyday work and during courses. When encountering challenges, 



Acknowledgements | 209 
 

 

 

 

1 

2 

3 

4 

5 

6 

7 

V 

A 

C 

S 

I always tend to make them more difficult, and you are always the one to help me to make 

them easier. You are always there whenever I need you. Indeed, you are my ‘Super 

Supervisor’! I have learned so much from you. Thank you for helping me to become a better 

person inside and out.  

I greatly appreciate the support I received from the co-authors of my papers. I am 

especially grateful to Elisabeth for her measurements of complement markers in CODAM 

study and her valuable and constructive suggestions on my manuscripts. 

Many any thanks also go out to my dear colleagues: Nynke, my paranymph, my dear 

friend and my 4-year ‘deskmate’. It is great to have you around. From emotional problems 

to work challenges, I can talk about anything with you. During these years, you have started 

a family, you have brought our sweet and cute Veerle into this world, and you have made 

great progress in your work. Thank you for sharing these lovely moments with me. Thank 

you for helping me deal with the calls and the mail. You are always well-prepared for 

everything, so I am sure you are also ready for a happy life and successful career! Mitchell, 

you are a smart person with high communication skills. Thank you for encouraging me to 

take part in all kinds of social activities. I could not have adapted to life and work here 

without you. You are also kind-hearted, and always offer a helping hand when I need one. 

Meli, you showed me how a researcher could also be a romance writer. Thank you for all 

the pleasure you’ve brought me, and I will always appreciate my time spent with you. Katrin, 

you have an inquisitive mind and are always willing to try. I really admire your attitude 

toward life and work. I hope you find your ideal job. Amée, you are so kind and considerate 

of others, thank you for helping me to send the documents for my thesis defence application. 

Maria, my new roommate, I am pleasantly surprised by your hard work and high efficiency. 

Thank you for your company during those long working days, and thanks for the lovely 

coffee times. Yvo, my first deskmate, you always have a warm smile on your face, and I 

really enjoy my time working with you. Suzan, you are so kind and sweet, thank you for 

sharing with me your experimental materials. Mathias, I am impressed by your liveliness. 

Your everyday visits make our office come alive. I am also grateful for our talks. Kim, I really 

like your sense of joy and optimism, and I thank you for sharing them with us. Tate, Evelien, 

and Armand, thank you for the wonderful ‘PhD evenings’ we spend together, which have 



210 | Acknowledgements 

1 

2 

3 

4 

5 

6 

7 

V 

A 

C 

S 

brought so much colour to my life. Katrien, thank you for sharing with me your knowledge 

and experience with SPSS, and many thanks for your contribution to my cell experiment. 

Kristiaan, you are a great colleague and a positive force around our group. Thanks a lot for 

your support and help with my experimental work. Margee, thank you for always giving me 

a lift, thanks for teaching me Dutch, and thank you for helping me with the cell work. Maria, 

thank you for your patience and efforts in teaching me the immunohistochemical technique. 

Vicky, I want to thank you for all the support and concern you have provided me throughout 

my stay in Maastricht. José, I really enjoy my conversations with you. My thanks are 

extended to all my other colleagues and friends: Boy, Monica, Dionne, Jean, Petra, Marjo, 

Tanlai, Ben, Marnix, Yuri, Frank … I deeply appreciate the time spent with all of you, and 

thanks to all of you for giving me such a beautiful memory, one that I will cherish for a 

lifetime.  

I am also grateful to my Chinese colleagues and friends. 婕一师姐, 感谢你开始了我

和马大的这段缘分，也感谢你让我在马城有了家的温暖。下飞机吃的第一顿饭，帮

我看房，用比我小了一大圈的身板骑车载我去签合同，和师兄一起帮我装柜子…… , 

你对我的照顾太多太多。你也是我的偶像，坚强果敢，自信从容，把生活和工作得

安排的妥妥的。虽然我们年纪相当，但是在我心里你就像姐姐一样，总能让我觉得

温暖安心，在我需要的时候给我建议、帮助和鼓励。俊芳师兄，师姐夫，你是我们

公认的模范师兄，模范丈夫。感谢你在我遇到问题时的耐心解答，热心帮忙，你永

远那么靠谱。你也是马大医学院中国留学生的元老之一，谢谢你为我们提供了经验，

树立了标杆和榜样。 你和婕一师姐的感情让多少人羡慕，你们相濡以沫，携手共进，

最终家庭事业双丰收。婕一师姐，俊芳师姐夫，你们是我在马城的家人，而且随着

小胖仔致祺的到来，这个家庭也更加美满。希望你们工作顺利，以后的生活越来越

甜美幸福！萍姐，很幸运能遇到你，也很感激你把我推荐给 Marleen。你像大姐姐也

像朋友一样照顾和帮助着我和马城的小伙伴们。非常羡慕你豁达的生活态度，和你

的每次谈话都让我豁然开朗，和你的每次相聚也都充满了欢声笑语，希望你和小天

使开美一直开心快乐幸福！ 



Acknowledgements | 211 
 

 

 

 

1 

2 

3 

4 

5 

6 

7 

V 

A 

C 

S 

小明， 天宇，练慈，我们一起来到荷兰，一起经历了许多开心快乐和小伤感，

感恩我们的相遇，也谢谢你们的相守和陪伴！张明，小明，我们第一次见面是在郑

州的公交车站，开朗活泼的你让我印象深刻。随后，我们一起办理出国手续，一起

踏上征程，相似的经历更是让我们越走越近。你像一团小火球，热情又具有感染力，

谢谢你让我在荷兰的生活增添了很多欢乐。现在，你马上也要步入婚姻的殿堂了，

祝福你和彦兵永结同心，真爱永远！练慈，初见时以为你是个安静的女孩子，熟悉

了之后感受到了重庆妹子的直率和雷厉风行，慢慢的，又发现了你内心那个温柔敏

感，可爱善良的小女孩。谢谢你润物细无声的温柔、关心和陪伴。总觉得爱看书的

你内心有个大大的世界，你像一杯咖啡，越品越醇厚，希望你赶快遇到懂你的那个

他。天宇，记忆中在老市政厅的广场上第一次见到美美的你，没想到随后我们很快

便做了邻居，还是对门的~ 在马城的这些日子里，我们搭伙做饭，一起消磨时光，一

起加班，可谓“形影不离”。 谢谢你的温柔体贴和陪伴，是你让我在异国的生活不再

孤单。同样的，也希望你的那个他擦亮眼睛，快点出现。 

雯婕，总是眨巴着大眼睛的漂亮小朋友，谢谢你成为我的 paranymph。你天真有

趣，正直善良，总能让人平静和安心。你有一种包容一切的力量，谢谢你的温柔细

心，也感谢你为我用心准备的那些小礼物和小惊喜，我一定会用心珍藏。希望你接

下来的日子学业顺利，和小杨一直甜甜蜜蜜！ 雨霏，你是一个靠谱的姑娘，考虑事

情从来都稳妥周全。一直对你的养生理念印象深刻，你也身体力行地让我们看到了

你的养生成果。谢谢你不远千里来做我的伴娘，也祝贺你成为了美丽的新娘，希望

你和“小吴“白头偕老恩爱百年！顺鑫，很开心你能加入 Marleen 的小组，你是一个有

着东北特色的山东姑娘，而且总是能为别人着想。你的爽朗率直总能给我们的聊天

带来快乐，希望你在未来的日子里科研顺利，每天都开开心心，我也相信你会越来

越强大自信。笑迪，你是一个温柔的东北姑娘，但是温柔的外表下也藏着一颗坚定

强大的内心 。希望你以后的生活顺遂快乐，工作顺顺利利！张硕师兄，每次和你聊

天都会被你丰富的阅历折服，不管是生活或者学习，总能从你这里得到很多建议。

谢谢你和安攀师嫂为我和高方在马城拍了婚纱照，让我们保留了一份难忘的回忆。

徐青师姐，宗盛华师兄，虽然我们平时交集不多，但是每次聊天都倍感亲切，每次



212 | Acknowledgements 

1 

2 

3 

4 

5 

6 

7 

V 

A 

C 

S 

见到可爱的小玉米也都让人迈不开脚步，希望你们阖家幸福，工作顺利，我们在郑

州“再续前缘“，一起努力！乔奇，你的努力踏实一定会换来硕果累累，祝你一切顺利，

在郑州等你！金涵，IT 大牛，谢谢你在我为数据头疼时给予的帮助和建议。龚英，

谢谢你的热心款待和平时的帮助。饶凡，谢谢你在重要时刻帮我化妆。洪林师兄，

李老师，冰涛，姜山，蜀金，盼姐，陇平……，还有太多需要感谢的人，谢谢你们在

工作和生活上给予的支持和帮助，也祝你们开心快乐，事事顺利！ 

Finally, I must express my very profound gratitude to my family. 亲爱的妈妈，为母则

刚这个词在你身上体现的淋漓尽致。谢谢你从小到大对我无微不至的照顾，让我在

你的羽翼之下一直过的那么无忧无虑。四年前你又不远万里陪我来到荷兰，陪我一

点点置办家具，一点点适应异国生活，最后又独自一人踏上回国的路程。大家都说

你厉害勇敢，但是我知道陌生的环境，不同的语言，你肯定也有担心忧虑，为了我

你才克服了这一切的困难，让我不惧未知的生活，勇敢前行！ 我有一个万能的好爸

爸，上得厅堂下得厨房，为我遮风挡雨，还能兼职人生导师、情感顾问。有困难时

你是我坚实的后盾，有困惑时你是我的百科全书，你会支持我的每一个决定，也会

鼓励我的每一次尝试，在我心里，你是爸爸，是老师，也是朋友。是你让我人生中

踏出的每一步都踏实安心，无惧无畏。爸，妈 ，都说岁月静好是因为有人替你负重

前行，独自生活之后我更加深有体会，谢谢你们对我的关心爱护和照顾，这些年来，

你们为我付出了太多，辛苦你们了！辛愿，老辛孩儿，亲爱的弟弟，感谢你的出现

让我的童年多了一份陪伴。你聪明懂事有担当，是我心里永远的小小男子汉，也是

我最骄傲的弟弟！看着你一点点长大，学业有成，事业起步，也马上要组建自己的

家庭，我打从心底里开心骄傲自豪！愿你一生平安顺遂，喜乐满满，愿你和涵涵永

远甜蜜幸福！高方，亲爱的拉方，能遇到是你是我的幸运，能和你相守是我的幸福。

从小相识，多年相恋相知，感谢你一直以来代替我对家人的照顾，也谢谢你多年来

的默默守护和陪伴！最后，我想谢谢那个一直努力不曾放弃的自己，谢谢你让我看

到了前方美丽的风景！ 



 
 

 

 

 

 

 

 

Curriculum vitae 



214 | Curriculum vitae 

1 

2 

3 

4 

5 

6 

7 

V 

A 

C 

S 

Ying Xin was born on September 8th, 1988 in Henan, China. In 2007, she was admitted to 

Henan University of Science and Technology and started her study in clinical medicine. In 

2012, she obtained her bachelor’s degree, after which she started to do her master of 

Medicine at Zhengzhou University. Ying obtained her medical practitioner's Qualification 

Certificate in 2013. She obtained her master’s degree in 2015, and in the same year, she 

was awarded a national grant from the Chinese Scholarship Council, which sponsored her 

4-year PhD study at the department of Internal Medicine of the Maastricht University. 

During her Ph.D. study, Ying worked on the role of the complement system in obesity and 

related metabolic disorders under the supervision of Dr. van Greevenbroek, Prof. Schalkwijk, 

and Prof. Stehouwer. The results of her research are presented in this thesis. In February 

2019, she received an offer from the First Affiliated Hospital of Zhengzhou University. With 

this offer, she will start her resident physician training at the First Affiliated Hospital of 

Zhengzhou University, after which she will be specialized in Endocrinology at the same 

hospital. 



 
 

 

 

 

 

 

 

Scientific output 



216 | Scientific output 

1 

2 

3 

4 

5 

6 

7 

V 

A 

C 

S 

List of publications 

 

 Xin Y, Hertle E, van der Kallen CJH, Schalkwijk CG, Stehouwer CDA, van 

Greevenbroek MMJ. Longitudinal associations of the alternative and terminal 

pathways of complement activation with adiposity: The CODAM study. Obesity 

Research & Clinical Practice, 2018, 12(3): 286-292. 

 

 Xin Y, Hertle E, van der Kallen CJH, Schalkwijk CG, Stehouwer CDA, van 

Greevenbroek MMJ. Complement C3 and C4, but not their regulators or activated 

products, are associated with incident metabolic syndrome: The CODAM study. 

Endocrine, 2018: 1-11. 

 

 Xin Y, Hertle E, van der Kallen CJH, Vogelzangs N, Arts ICW, Schalkwijk CG, 

Stehouwer CDA, van Greevenbroek MMJ. Complement C3 and components of the 

alternative pathway are associated with an adverse lipid profile: The CODAM study. 

(Submitted) 

 

 Xin Y, Hertle E, van der Kallen CJH, Schalkwijk CG, Stehouwer CDA, van 

Greevenbroek MMJ. The role of carbonyl stress in complement activation: The 

CODAM study. (Submitted) 

 

 van Greevenbroek MMJ, Xin Y, van der Kallen CJH, Hertle E, Schuitemaker T, Sep S, 

den Biggelaar L, Eussen S, Ferrannini E, Mari A, Schalkwijk CG, Stehouwer CDA. The 

alternative pathway of complement is a determinant of insulin resistance, rather 

than β-cell function in humans: The CODAM study. (Submitted) 

 

Oral presentations 

 

 Annual Dutch Diabetes Research Meeting 2016 (Oosterbeek, The Netherlands): 

Longitudinal associations of the alternative and terminal pathways of complement 

activation with obesity The CODAM study. 

 



Scientific output | 217 
 

 

 

 

1 

2 

3 

4 

5 

6 

7 

V 

A 

C 

S 

 Annual Dutch Diabetes Research Meeting 2017 (Oosterbeek, The Netherlands): 

Complement proteins, regulators and activated products are cross-sectionally and 

prospectively associated with the Metabolic Syndrome: The CODAM study. 

 

 Dutch Complement Symposium 2018 (Nunspeet, The Netherlands): The 

alternative complement pathway is associated with an adverse lipid profile: The 

CODAM study. 

 

 Annual Dutch Diabetes Research Meeting 2018 (Oosterbeek, The Netherlands): 

Associations of the alternative complement pathway with 1H-NMR lipoprotein 

profiles: The CODAM study. 

 

Poster presentations 

 

 Annual Meeting of the European Association for the Study of Diabetes 2016 

(München, Germany): The alternative pathway of complement activation is 

longitudinal association with obesity: The CODAM study. 

 

 European Meeting on Complement in Human Diseases 2017 (Copenhagen, 

Denmark): Associations of the alternative pathway and classical pathway of 

complement activation with incident metabolic syndrome: The CODAM study. 

 

 Annual Meeting of the European Association for the Study of Diabetes 2018 (Berlin, 

Germany): Complement C3 and C4, but not their regulators or activated products, 

are associated with incident Metabolic Syndrome: The CODAM study. 

 

 European Atherosclerosis Society Congress 2019 (Maastricht, The Netherlands): 

The alternative complement pathway is associated with an adverse lipid profile: 

The CODAM study. 

 


	Contents
	Chapter 1
	Chapter 2
	Chapter 3
	Chapter 4
	Chapter 5
	Chapter 6
	Chapter 7
	Valorisation addendum
	Acknowledgements
	Curriculum vitae
	Scientific output

