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1. Introduction 

1.1 Diabetes  

Diabetes is a prominent disease whose prevalence is increasing worldwide. More 

than 415 million people are affected, and the number is estimated to double 

during the next decade (Federation, 2019). In Germany, about 9 million people 

have been diagnosed with diabetes, from which about 90% have type 2 diabetes 

mellitus (T2DM) (Heidemann et al., 2017).  

T2DM is associated with several secondary diseases like cardiovascular 

complications, nephro- and neuropathies, and micro- and macroangiopathies. 

Additionally, T2DM patients show abnormal wound (Baltzis et al., 2014) and 

fracture healing and an increased risk for falls (Hamann et al., 2012). 

Besides diagnosed T2DM patients, there is a high estimated number of 

undiagnosed cases and prediabetic patients. Before T2DM can manifest, a long 

prediabetic state occurs. Glucose levels are higher in this state, and insulin 

resistance develops (Greiner et al., 2020). These patients already show altered 

bone structure and an increased risk of developing complications during fracture 

healing (Chen et al., 2020). In a study at the University Hospital Tübingen, where 

all hospitalized patients were monitored for 1 month, nearly half of them were 

reported to have prediabetes (24%) or diabetes (22%) (Kufeldt et al., 2018). At 

the BG Unfallklinik Tübingen, 13% of all investigated patients had a documented 

T2DM. In the septic and geriatric ward of the Unfallklinik, this number increased 

up to 20% (Pscherer et al., 2017a). Moreover, T2DM patients also represent a 

relevant group with more complications and prolonged hospital stay (Sharma et 

al., 2013).  

Due to the high number of diabetic patients, complications in diabetic fracture 

healing are a highly relevant socio-economic burden (Kahm et al., 2018).  

1.1.1 Diabetes and bone  

The reasons for delayed fracture healing in T2DM patients are still not fully 

understood. Despite having a higher bone mineral density, the fall and fracture 
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risk in T2DM patients is higher than in non-diabetics. Their bone stability is 

reduced (Dede et al., 2014, Schwartz et al., 2011), and lower bone turnover is 

observed (Sassi et al., 2018). Additionally, the fall risk is increased (Carnevale et 

al., 2014). 

Diabetic fracture healing is associated with a prolonged hospital stay (Sharma et 

al., 2013) due to higher complication rates (Hernandez et al., 2012, Pscherer et 

al., 2016, Pscherer et al., 2015). The prolonged stay has two negative effects: 

T2DM patients have twice the medical costs compared with non-diabetics (Ulrich 

et al., 2016), and patients have a reduced (subjective) quality of life (Wintermeyer 

et al., 2019). Additionally, diabetes is still the main reason for non-traumatic 

amputations of the lower limb (Kröger et al., 2017) due to the high rate of diabetic 

patients developing diabetic foot syndrome (DFS) or Charcot-osteoarthropathy 

(Sämann et al., 2008). Interesting in this regard, the costs and 5-year survival 

rate of DFS treatment are generally similar to those of cancer (Armstrong et al., 

2020). 

Bone cells are also directly affected by diabetes. The altered factors in the blood 

of diabetics directly affect bone cells by inducing proliferation instead of 

differentiation (Ehnert et al., 2015b, Pscherer et al., 2013). Further, the 

recruitment of hematopoietic stem cells and proangiogenic cells is altered (Fadini 

et al., 2013, Ferraro et al., 2011), and microangiopathy can be found in bone 

(Oikawa et al., 2010).  

In recent years, the role of the immune system in bone healing has received more 

attention. T2DM patients show a constant inflammatory state (Alexandraki et al., 

2008) and a reduced response to pathogenic stimuli (Jin et al., 2020). Changes 

in cytokine levels in the blood also directly affect bone cells leading to reduced 

osteoblast maturation (Ehnert et al., 2015b). 

1.2 Fracture healing  

Three different types of fracture healing are generally distinguished: 

intramembranous, endochondral, and primary. Intramembranous and primary 

bone healing only apply for particular locations and very small defects. This 

process is driven by mesenchymal stem cells (MSCs), which directly differentiate 
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into osteoblasts (Rutkovskiy et al., 2016). Most bones heal via endochondral 

fracture healing, where cartilage formation is the first step in the bone defect, 

which is then remodeled into bone.  

Endochondral fracture healing can be divided into three main phases. First, in the 

inflammatory phase, a hematoma is formed, and immune cells invade the 

damaged tissue (first days after fracture). A soft callus is then built within the first 

weeks, which is then remodeled into the hard callus (3 weeks up to several years) 

(Einhorn and Gerstenfeld, 2015). In optimal cases, the bone reaches its original 

stability.  

1.2.1 Fracture hematoma 

The conditions in the fracture hematoma characterize the beginning of fracture 

healing: low pH, increased lactate, and oxygen deficiency (Hoff et al., 2016, 

Pfeiffenberger et al., 2019).  

The hematoma is formed directly after the fracture due to ruptured blood vessels 

(Kolar et al., 2011, Lu et al., 2008). In the beginning, it consists mainly of a fibrin 

network (Loi et al., 2016) formed by fibroblasts (Brighton, 1984). The fracture 

hematoma is crucial for fracture healing (Grundnes and Reikerås, 1993). In 

general, the fracture hematoma is a potent inducer of bone formation and can 

trigger ectopic bone generation (Mizuno et al., 1990). 

The invading immune cells (Hoff et al., 2016) induce inflammation, which is 

essential for the regeneration process (Schmidt-Bleek et al., 2012). Neutrophils, 

the first immune cells arriving in the hematoma, help to stabilize the fibrin network 

(Varjú and Kolev, 2019).  

Several important factors are secreted by the fracture hematoma in a highly 

orchestrated manner. Initially, inflammatory cytokines (interleukin [IL]-6, tumor 

necrosis factor [TNF]-α, IL-1β) are released, and polymorphonuclear leukocytes 

(PMNs), especially neutrophils, are recruited. Then, in a second step, more anti-

inflammatory cytokines (IL-10, transforming growth factor [TGF]-β) are secreted, 

and macrophages replace neutrophils (Maruyama et al., 2020). 

Revascularization of the bone is the next essential step in fracture healing 
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(Ramasamy et al., 2014), where factors released from leukocytes play an 

important role (Schmidt-Bleek et al., 2009). In the subsequent step, MSCs are 

recruited (Pfeiffenberger et al., 2019), which differentiate into the cells essential 

for the bone matrix: chondrocytes and osteoblasts (Knight and Hankenson, 

2013). The chemokine cocktail from the fracture hematoma recruits MSCs (Hoff 

et al., 2016) and induces their proliferation and osteogenic differentiation (Wasnik 

et al., 2018). 

One of the first factors secreted by platelets and released from the bone by the 

acidic environment is TGF-β (Crane and Cao, 2014). This cytokine is essential 

for the recruitment of MSCs and their proliferation (Tang et al., 2009). TGF-β 

levels rapidly decline after the beginning of fracture healing (Sarahrudi et al., 

2011). When the decline does not occur, increased TGF-β can be harmful for 

osteogenic differentiation (Bosetti et al., 2007, Ehnert et al., 2010). TGF-β is 

increased in T2DM patients (Ehnert et al., 2015b).  

Other factors secreted by the fracture hematoma are chemokines (chemokine 

ligand 2 [CCL2], CCL5, CCL7, CCL8, CXCL1-3, CXCL12, IL-8) that help to attract 

MSCs and immune cells (Förster et al., 2016, Hoff et al., 2016, Ishikawa et al., 

2014, Wintges et al., 2013, Xing et al., 2010). Additionally, classical inflammatory 

cytokines like IL-6, IL-1β, interferon [IFN]-γ, and TNF-α are released from the 

fracture hematoma (Hoff et al., 2016). The invading MSCs first differentiate into 

chondrocytes in endochondral fracture healing and later into osteoblasts (Einhorn 

and Gerstenfeld, 2015). Cell types interacting with MSCs are osteoclasts, which 

are responsible for bone remodeling and degradation of the soft callus (Einhorn 

and Gerstenfeld, 2015). 

Alterations in the differentiation or migration of MSCs can negatively affect 

fracture healing. Factors that may negatively influence migration and 

differentiation of MSCs—and, consequently, fracture healing—include smoking 

(Aspera-Werz et al., 2019, Castillo et al., 2005), Nonsteroidal anti-inflammatory 

drugs (NSAIDs) (Hernandez et al., 2012), poor nutrition (Calori et al., 2007), 

rheumatoid arthritis (RA), or osteoporosis (Nikolaou et al., 2009). 
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1.3 The immune system in bone healing 

At the beginning of the healing process, the inflammatory process substantially 

affects the clinical outcome (Einhorn and Gerstenfeld, 2015, Schmidt-Bleek et al., 

2012). The most abundant cells in the early fracture hematoma are neutrophils 

(Kovtun et al., 2016), later followed by monocytes and macrophages and cells of 

the adaptive immune system (Julier et al., 2017); Figure 1). Those cells stay 

longer in the fracture gap (Konnecke et al., 2014), whereas neutrophils are only 

present during the first days after the fracture in normal fracture healing (Förster 

et al., 2016). However, this can be different in delayed fracture healing, which is 

often characterized by a persistent inflammatory response (Toben et al., 2011) 

and altered polarization of macrophages (Ackerman et al., 2017, Schlundt et al., 

2018). This polarization of macrophages into the inflammatory (“M1”) or anti-

inflammatory (“M2”) type strongly influences the healing outcome (Schlundt et al., 

2018, Wasnik et al., 2018). Macrophages further support bone healing by 

releasing growth factors for the induction of angiogenesis (Debels et al., 2013).  

 

Figure 1: Time course of immune cells in the fracture gap.  Neutrophils (red line) are the first cells 
in the fracture gap, followed by monocytes and macrophages (grey line). Cells of the adaptive 
immune system (blue line) invade the fracture gap after some days. Neutrophils reach their peak 
after some hours and decline in number until some days after the fracture. Monocytes and 
macrophages and the cells of the adaptive immune system stay longer in the fracture gap. 
Adapted from Julier et al., 2017. 

The role of neutrophils in fracture healing is not so clear. Neutrophils display a 

strong phagocytic activity and are solid promoters of an inflammatory response 

(Mantovani et al., 2011), thus being crucial for clearance of debris and pathogen 

defense (Mantovani et al., 2011). Neutrophils are attracted by the forming fracture 

hematoma (Bastian et al., 2018b, Timlin et al., 2005), most likely by damage-

associated molecular patterns (DAMPs) like mitochondrial DNA (mtDNA (Li et al., 

2016)). Those mitochondrial components induce a systemic inflammatory 
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reaction (Zhang et al., 2010) and the release of additional inflammatory cytokines 

like IL-8 or IL-1α (Chen and Nuñez, 2010, Heijink et al., 2015).  

In this regard, it is interesting that depletion of neutrophils in animal models leads 

to different results. In a rat model, depletion of neutrophils induced higher bone 

stiffness after a certain time of healing (Grøgaard et al., 1990). On the contrary, 

in a mouse fracture model, neutrophil depletion induced delayed healing (Kovtun 

et al., 2016). In another model, neutrophils improved fracture healing by inducing 

CCL2 secretion from monocytes, and depletion of neutrophils reduced healing 

abilities (Chan et al., 2015). Neutrophils can promote healing by the production 

of a supporting matrix for MSC infiltration into the fracture gap (Bastian et al., 

2016), but can inhibit matrix formation by MSCs themselves in vitro (Bastian et 

al., 2018a).  

Overall, some modifications of the immune system have been suggested to treat 

delayed healing (Maruyama et al., 2020). The peripheral blood mononuclear cell 

(PBMC) has been used successfully in animal models to improve tissue healing 

(Hacker et al., 2016, Laggner et al., 2020, Simader et al., 2019) but in vitro studies 

suggest that this could be ineffective under diabetic conditions (Linnemann et al., 

2021).  

These findings underline the importance of the immune system with the right 

balance of inflammatory and anti-inflammatory reactions. 

1.4 The specific role of neutrophils and neutrophil extracellular 

traps 

Neutrophils exhibit intense phagocytosis, oxidative burst, and cytokine release 

and can strongly influence other cell types (Amulic et al., 2012). Thus, they play 

a crucial role in many inflammatory processes in the human body. Additionally, 

they can release DNA as a defense mechanism to trap pathogens (Brinkmann et 

al., 2004). The released DNA is covered with antimicrobial proteins and histones 

and builds large structures, so-called neutrophil extracellular traps (NETs) 

(Bruschi et al., 2019). The released proteins can vary, but some are conserved 

(myeloperoxidase [MPO], cathepsin G, histones, granzyme G, cathelicidin, 

catalase; Bruschi et al., 2019, Petretto et al., 2019). NETs are a highly potent 
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defense mechanism against large pathogens and those evading phagocytosis 

(von Köckritz-Blickwede et al., 2016). Still, excessive NETs are involved in the 

pathogenesis of many inflammatory diseases like RA or systemic lupus 

erythematosus (SLE) (Mitsios et al., 2016). Natural inducers of NET release are 

bacterial or fungal components (Kenny et al., 2017), cytokines (An et al., 2019), 

or crystal structures (Tatsiy et al., 2019).  

Other immune cell types can also release extracellular traps (ETs) (e.g.,  

macrophages, dendritic cells) under similar stimuli such as IL-8, phorbol 12-

myristate 13-acetate (PMA), or reactive oxygen species (ROS) (Rayner et al., 

2018), but to a lesser extent (Goldmann and Medina, 2012).  

The effect of NET formation in fracture healing and the impact of NETs on MSCs 

has not yet been investigated and is the topic of this study.  

1.4.1 Neutrophils, NETs, and monocyte interaction 

Monocytes are the second cell type arriving in the fracture gap, and they stay 

there longer than neutrophils (Stefanowski et al., 2019). However, monocytes are 

strongly affected by the activation status of neutrophils. NETs induce a significant 

release of inflammatory cytokines (TNF-α, IL-6, IL-1β) by macrophages, which 

can further phagocytose and degrade NETs (Braian et al., 2013, Lazzaretto and 

Fadeel, 2019). This activity depends on the stimulus inducing the NETs: 

Pathogen-induced NETs activated macrophages, whereas PMA-induced NETs 

did not (Braian et al., 2013). Macrophages can support the clearance of NETs. 

Pre-treatment of NETs with DNase I facilitates this clearance. NET uptake itself 

does not necessarily augment inflammation, but in combination with a second 

stimulus (e.g., lipopolysaccharide [LPS]), the inflammatory response can be 

boosted (Farrera and Fadeel, 2013). Similarly, NET induction by titanium 

surfaces leads to inflammatory macrophage polarization (Abaricia et al., 2020). 

The neutrophil-monocyte interaction also plays a role in the pathogenic wound 

healing of diabetic patients: Overactivation of NETs leads to consistent activation 

of macrophages, which contributes to delayed wound healing (Liu et al., 2019a).  

The interaction between neutrophils (and NETs) with monocytes is essential at 

the beginning of fracture healing.  



Caren Linnemann  NETs in diabetic fracture healing 

8 
 

1.4.2 Mechanisms of NET formation 

There are two different forms of NETs: suicidal NETs (also called NETosis) and 

vital NET formation. In suicidal NETosis, dying neutrophils release their genomic 

DNA (Brinkmann and Zychlinsky, 2007), whereas in vital NET formation, 

neutrophils release mitochondrial or nuclear DNA in vesicles (de Buhr and von 

Kockritz-Blickwede, 2016, Pilsczek et al., 2010). Vital NET formation allows 

neutrophils to maintain their phagocytic activity (Yipp et al., 2012). 

Several cellular processes are involved in NET formation, and the used pathways 

are highly stimulus-dependent. For NETosis, ROS formation is essential (Al-

Khafaji et al., 2016). MPO is activated and, together with neutrophil elastase (NE), 

leads to actin and nuclear envelope degradation (Metzler et al., 2014). Cell cycle 

proteins (Amulic et al., 2017) and peptidyl arginine deiminase type IV (PAD4)  

(Lewis et al., 2015) are also involved. In vitro, calcium ionophores (such as 

A23187 [CI]) or PMA (Protein kinase C activator) are often used as activators of 

NET formation in model systems (Linnemann et al., 2020).  

Calcium ionophores induce NET formation by high calcium levels in the cells. 

Calcium influx activates PAD4 and mitochondrial ROS release (Douda et al., 

2015). Inhibition of mitochondrial ROS prevents NET formation by calcium 

ionophores (Douda et al., 2015). PAD4 itself is translocated to the nucleus, where 

it contributes to chromatin decondensation by citrullination of histones (Thiam et 

al., 2020). During Ca2+-induced NET formation, ROS are less relevant than during 

NETosis (Pieterse et al., 2018). 

PMA-induced NETosis is strongly dependent on ROS formation by NADPH 

oxidase (NOX; Al-Khafaji et al., 2016) and requires activation of MPO (Kenny et 

al., 2017). The LPS-activated NET formation relies on similar pathways as PMA-

induced NET formation but leads to slower ROS production (de Bont et al., 2018). 

Inhibition of PAD4 prevents NET formation of diverse stimuli (Tatsiy and 

McDonald, 2018). 

Common pathways activated for NET formation involve mitogen-active protein 

kinases (MAPKs), namely extracellular signal-regulated kinase (ERK) or p38. 

ERK and p38 are essential for NET formation by different stimuli —for example, 
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immobilized immune complexes (Behnen et al., 2014), N-Formylmethionyl-

leucyl-phenylalanine (fMLP), granulocyte-macrophage colony-stimulating factor 

(GM-CSF), PMA, and TNF-α (Tatsiy and McDonald, 2018). Phospho-p38 (p-p38) 

but not phospho-ERK (p-ERK) was shown to be essential for calcium-induced 

NET formation (Douda et al., 2015).  

Early after NET activation, inhibition of signaling pathways successfully prevents 

NET formation, whereas at later stages, inhibition of NET formation is difficult 

when a point of no return is reached (Neubert et al., 2018). In general, a crosstalk 

between the different pathways is not excluded. An overview of the possible 

signaling pathways with the stimulants PMA, CI, and LPS can be found in Figure 

2.  
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Figure 2: Overview of the main signaling pathways involved in NET formation by PMA, CI, or LPS 
stimulation. PMA: phorbol 12-myristate 13-acetate; CI: calcium ionophore A23187; LPS: 
lipopolysaccharide; PKC: protein kinase C; ROS: Reactive oxygen species; mtROS: 
mitochondrial ROS; NOX: NADPH oxidase; NE: neutrophil elastase; MPO: myeloperoxidase; 
PAD4: peptidyl arginine deiminase 4; TLR: Toll-like receptor. Modified from Denning et al., 2019, 
Neubert et al., 2018, Papayannopoulos et al., 2010, Speziale and Pietrocola, 2021, Vorobjeva, 
2020, Vorobjeva and Chernyak, 2020. Created with Biorender.com.  

1.4.3 Peptidyl arginine deiminase 4 (PAD4) 

PAD4 is one of the main drivers of NET formation, namely by inducing chromatin 

decondensation (Neubert et al., 2018). PAD enzymes catalyze the modification 

of arginine residues to citrulline. In humans, there are five PAD isoforms (PAD1-

4 and PAD6; Wang and Wang, 2013). PAD2 has the broadest range of targets, 

whereas PAD4 is mainly expressed in immune cells and targets histones (Mondal 

and Thompson, 2019).  
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Several studies have shown the importance of PAD4 for NET formation 

(Hemmers et al., 2011, Tatsiy and McDonald, 2018). PAD4 citrullinates histones 

in the nucleus and directly drives chromatin expansion (Leshner et al., 2012, 

Neubert et al., 2018). The primary marker for PAD4 action on histones is 

citrullinated histone H3 (cit-H3).  

The main regulator of PAD4 is calcium. With its five calcium binding sites, PAD4 

needs high calcium concentrations for activation and subsequent nuclear 

translocation (Arita et al., 2004, Mastronardi et al., 2006). In neutrophils, 

activation of PAD4 by high intracellular calcium is directly correlated to increased 

ROS production (Zhou et al., 2018), which is an additional direct prerequisite for 

NET formation (Al-Khafaji et al., 2016). 

PAD4 plays an important role in various pathologies such as wound healing 

(Wong et al., 2015) and reduction of RA (Seri et al., 2015). A scaffold loaded with 

a PAD4 inhibiting peptide improved wound healing in vitro and in an in vivo 

diabetic rat model (Kaur et al., 2020). Moreover, PAD4 is relevant in thrombosis 

formation (Martinod et al., 2013, Sorvillo et al., 2019), multiple sclerosis 

(Mastronardi et al., 2006), and mortality after sepsis (Costa et al., 2018). In the 

same line of evidence, researchers recently showed that chemical inhibition of 

PAD4 prevented the development of autoimmune type 1 diabetes in a mouse 

model (Sodré et al., 2021).  

1.4.4 PADI4 and its single nucleotide polymorphisms 

Single nucleotide polymorphisms (SNPs) are single base changes in the genome 

that can be found in every human. SNPs are commonly defined as base changes 

that occur in > 1% of a defined population, so they are different from individual 

mutations (Consortium et al., 2015). Possible changes are deletions, base pair 

changes, or insertions. SNPs cannot affect the final mRNA or lead to shifts in the 

reading frame or amino acid changes. They determine characteristics such as 

our hair color or our blood group. However, SNPs in specific genes can also lead 

to diseases (such as cystic fibrosis; Wright et al., 2011), increase the risk to 

develop certain diseases (variants in the ApoE gene in the development of 

Alzheimer’s disease; Namboori et al., 2011), or alter the response to certain drugs 
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by changes in the cytochrome P450 enzymes of the liver (Shastry, 2007). 

Combinations of certain SNPs in one person are called a haplotype.  

There are 89 SNPs of PADI4 cited in PubMed articles; they can be found in the 

dbSNP database (dbSNP database, search term “PADI4”, NCBI, October 22, 

2021). A haplotype has been associated with increased risk for RA in a Japanese 

population (rs11203366, rs11203367, rs874881, rs1748033; Suzuki et al., 2003) 

and three of those SNPs have been associated with RA in a German population 

(rs11203366, rs11203367, rs874881; Hoppe et al., 2006). Another SNP 

(rs2240335) has been associated with increased PAD4 levels (Naranbhai et al., 

2015) and correlated to RA development (Mergaert et al., 2019). Two other SNPs 

(rs1748033, rs1635564) have been associated with the development of SLE or 

lupus nephritis (Massarenti et al., 2019). 

Three PADI4 SNPs are known to affect PAD4 stability and activity directly and 

have a major allele frequency >45%: 163 A>G, 245 C>T, and 335 C>G (Horikoshi 

et al., 2011). All three variants lead to an amino acid change in the PAD4 protein. 

These three SNPs show a linkage disequilibrium from nearly 1 (LDLink database, 

January 23, 2022; Bang et al., 2010, Ehnert et al., 2019). In the minor haplotype, 

the PAD4 protein has three altered amino acids. The role of the three PADI4 

SNPs in NET formation shall be investigated here. Details for the three variants 

can be found in Table 1.  

Table 1: Characteristics of the three investigated PADI4 SNPs.  Modified from Ehnert et al., 2019. 

 163 A>G 245 C>T 335 C>G 

Reference rs11203366 rs11203367 rs874881 

Major allele 
frequency 
(Ensembl) 

47.5% (G) 46.7% (T) 47.8% (G) 

Amino acid 
mutation 

Gly55Ser Val82Ser Gly112Ala 
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1.4.5 NETs and diseases 

In recent years, NETs have been implicated in the pathogenicity of various 

diseases. Increased neutrophil counts and NET-associated genes have been 

found in severe COVID-19 cases (Middleton et al., 2020, Wang et al., 2020). 

COVID-19 is associated with a high risk of developing thrombotic events 

(Middleton et al., 2020). Such events are also associated with increased morbidity 

and mortality in trauma patients (Lichte et al., 2015, Paffrath et al., 2010). In the 

same line of evidence, NETs have been shown to contribute to the formation of 

deep vein thrombosis in mice after trauma (Dyer et al., 2018), and high circulating 

NET markers (circulating free DNA [cfDNA] and cit-H3) were predictive for the 

development of thrombosis (Liu et al., 2021). Considering these findings NET 

formation could be highly relevant for trauma patients. 

Furthermore, NE-DNA complexes and nucleosome levels have been correlated 

with mortality in sepsis patients (Kaufman et al., 2017). Isolated neutrophils from 

septic patients release more NETs, and serum from sepsis patients induced more 

NETs in healthy neutrophils (Yang et al., 2017), highlighting a dysregulation of 

NET formation as a possible strong contributor to complications.  

In autoimmune diseases like SLE and RA, NETs contribute to the immunogenicity 

of the diseases (Khandpur et al., 2013, Pieterse et al., 2015). Specifically in RA, 

NETs have been shown to directly contribute to cartilage destruction (Carmona-

Rivera et al., 2020). NETs worsen the disease by directly damaging tissue 

damage and boosting inflammation.  

Overall, NETs have been shown to be involved in tissue damage, 

immunogenicity, and thrombosis in several conditions (an overview is shown in 

Figure 3).  
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Figure 3: Overview of NET-associated pathologies.   
SLE: systemic lupus erythematosus; RA: rheumatoid arthritis; ICU: intensive care unit; MOF: 
multi-organ failure; ARDS: acute respiratory distress syndrome; EMT: epithelial to mesenchymal 
transition; DFS: diabetic foot syndrome. [1] (Pieterse et al., 2015), [2] (Khandpur et al., 2013), [3] 
(Stakos et al., 2015), [4] (Kaufman et al., 2017), [5] (Margraf et al., 2008), [6] (Yang et al., 2017), 
[7] (Lefrancais et al., 2018), [8] (Liu et al., 2021), [9] (Goswami et al., 2021), [10] (Li et al., 2015), 
[11] (Agarwal et al., 2019), [12] (Chrysanthopoulou et al., 2014), [13] (Liu et al., 2019a), [14] 
(Heuer et al., 2021), [15] (Yang et al., 2020), [16] (Pieterse et al., 2017), [17] (Sodré et al., 2021), 
[18] (Liu et al., 2019a), [19] (Wong et al., 2015). 

1.4.6 NETs in healing processes 

As mentioned above, NETs have been associated with tissue damage and 

overshooting inflammation. Inflammation is a potent modulator of successful 

healing, and prolonged inflammation is related to a delay in recovery (Toben et 

al., 2011). After tissue injury, NETs are formed in response to released mtDNA 

(Liu et al., 2019b), and NET markers in the blood (nucleosomes, free DNA) are 

elevated (Goswami et al., 2021). Released NETs after trauma could be made of 

mtDNA (McIlroy et al., 2014), which further promotes inflammation (Lood et al., 

2016). Such persistent circulating NETs could be found in septic patients 

(Otawara et al., 2018), and increased levels of cfDNA are predictive for mortality 

in burn patients (Altrichter et al., 2010), showing a negative effect of overshooting 

circulating NETs.   
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Another purpose of inflammation after trauma is clearance of contamination in 

injured areas. Trauma/tissue injury directly affects the clearance potential of 

neutrophils and NETs: Neutrophils from trauma patients spontaneously release 

more NETs, but the clearance of Staphylococcus aureus is reduced in the lungs 

(Li et al., 2015); thus, the antimicrobial activity of neutrophils could be reduced 

(Hazeldine et al., 2019).  

However, for tissue, a reduction in NET formation could be rather beneficial. In 

wound models, reduced NET formation is associated with faster healing (Heuer 

et al., 2021). Especially in diabetic wounds, NETs prolong inflammation and 

inhibit wound repair (Liu et al., 2019a). Nevertheless, in combination with toll-like 

receptor (TLR) 4-activated MSCs, NETs seem to be beneficial in wound healing 

(Munir et al., 2020).  

1.4.7 Neutrophils and NETs in diabetes 

T2DM is characterized by a constant faint inflammatory state (Randeria et al., 

2019). Major complications in T2DM patients after trauma are tissue damage, 

thrombotic events (Paffrath et al., 2010), delayed healing (Pscherer et al., 2017b), 

and vascular damage in general (Rhee and Kim, 2018), all of which are 

associated with NET formation.  

Increased levels of circulating NET factors in T2DM patients are not surprising 

(Bryk et al., 2019, Carestia et al., 2016). Furthermore, increased levels of cit-H3 

and cfDNA have been associated with increased risk for thrombotic events in 

T2DM patients (Bryk et al., 2019), and increased levels of MPO-DNA complexes 

have been associated with microvascular complications in T2DM patients 

(Miyoshi et al., 2016).  

When analyzing isolated neutrophils from T2DM patients, the response of the 

cells to stimuli is altered (Joshi et al., 2013), and the composition of the released 

NETs is changed (Soongsathitanon et al., 2019), leading to reduced bactericidal 

activity (Arampatzioglou et al., 2018, Parackova et al., 2020). Additionally, T2DM 

neutrophils show an increased basal rate of NET formation (Joshi et al., 2016), 

supporting clinical data with increased circulating NET markers in T2DM patients 

(Carestia et al., 2016).  
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These findings are in line with earlier published work demonstrating that high 

glucose (HG) exposure of healthy neutrophils induced NET formation (Wang et 

al., 2018). Furthermore, glucose pre-treatment of healthy neutrophils altered the 

response to various stimuli (Joshi et al., 2013), indicating a strong dysregulation 

of NET formation in diabetes.    

Regarding the effects on tissue, NETs participate in the destruction of the 

endothelial glycocalyx in db/db mice (Hirota et al., 2020), and increased NET 

formation was found to be responsible for the delayed wound healing in diabetic 

mice (Wong et al., 2015, Wong and Wagner, 2018).  

Because the mechanisms of wound and fracture healing are similar, NETs could 

be involved in the delayed fracture healing of T2DM patients.  
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1.5 Aim of this work 

In a mouse model of diabetes, increased NET formation and increased PAD4 

levels led to a delay in wound healing (Wong et al., 2015). Because wound and 

fracture healing mechanisms are somehow similar, this study aimed to 

investigate the effects of NETs on fracture healing in an experimental model of 

diabetes. The following questions were addressed:  

1. Do T2DM patients release more NETs than controls? 

2. What is the effect of diabetic conditions (high glucose, insulin) on NET 

release? How do fracture hematoma conditions (low pH, hypoxia) affect 

neutrophils and NET formation?  

3. What is the effect of NETs on other cell types involved in fracture healing, 

namely MSCs and monocytes? 

4. How is PAD4 involved in NET formation in humans, and how do PADI4 

variants influence NET formation? 

The overall hypothesis is displayed in Figure 4. Neutrophils and monocytes get 

recruited by factors released after the fracture due to the fracture gap conditions 

(low oxygen, blood vessel rupture, low pH). Recruited neutrophils get activated. 

Here, the difference between diabetic and control conditions shall be analyzed 

regarding NET formation. The effect of NETs and MSCs shall then reveal whether 

NETs themselves can influence the attraction and differentiation of MSCs, 

leading to delayed bone healing in T2DM patients.  

The overshooting formation of NETs could markedly harm the fracture healing 

process in T2DM patients. Several factors are hypothesized to be dysregulated: 

recruitment of neutrophils and MSCs, soluble factors, and PAD4 (see Figure 4 

right side). Finding out more about the role of these factors could allow for new 

treatment options in T2DM fracture healing.  
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Figure 4: Hypothesis for the role of NETs in diabetic fracture healing.  The left part of the figure 
shows the potential fracture healing process in healthy people, and the right part of the image 
shows the process in T2DM patients, with differences indicated by arrows. Red arrows indicate 
reduction; blue arrows indicate an increase.  

Primary neutrophils from diabetic patients and healthy volunteers will be used to 

evaluate NET formation. The NET release will be analyzed by using the Sytox 

Green Assay and immunofluorescence analysis. The underlying mechanisms will 

be investigated by western blot analysis. An MSC line will be used to analyze the 

effect on bone cells, and a monocytic cell line will mimic the monocyte 

contribution. Migration and differentiation will be evaluated as the functional 

readout of osteogenic cells.  
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2. Material and Methods 

2.1 Human samples 

All samples were collected with the informed consent of the donors according to 

the Declaration of Helsinki. The experiments were approved by the Ethics 

Committee of the University Hospital Tübingen (666/2018B02). 

2.1.1 Diabetic patients  

To analyze NET formation, blood samples were collected from diabetic (T2DM 

and one viral-induced T1DM) patients and age-matched controls. NET release 

was analyzed after stimulation with PMA (50 or 100 nM), CI (4 µM), or 0.03% 

H2O2 by the Sytox Green Assay (see section 2.3.1). Protein levels (PAD4, cit-H3, 

MPO) were determined in neutrophils, which were stimulated for 1 h with 4 µM 

calcium ionophore A23187.  

2.1.2 Patients with wounds 

Samples were collected from patients with acute wounds (wound duration <30 

days), sub-chronic wounds (wound duration 30-90 days), and chronic wounds 

(wound duration >90 days) after obtaining written informed consent. To analyze 

NET formation, venous blood samples were collected, neutrophils were isolated, 

and NET release in response to different concentrations of PMA (25, 50, 100 nM) 

or CI (0.5, 1, 4 µM) was evaluated by using the Sytox Green Assay. 

2.2 Cell culture 

All cell lines were regularly tested for mycoplasma contamination.  

2.2.1 SCP-1 cells 

SCP-1 cells, an immortalized bone-marrow-derived MSC cell line, were kindly 

provided by Prof. Matthias Schieker (Bocker et al., 2008). SCP-1 cells were 

immortalized by lentiviral insertion of human telomerase reverse transcriptase 

(hTERT). SCP-1 cells were cultured in modified MEM-α medium with 5% FCS at 

37°C in a humified atmosphere of 5% CO2. The medium was changed twice a 

week, and cells were sub-cultured at 80%-90% confluence. 
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2.2.2 THP-1 cells 

THP-1 cells are a monocytic cell line derived from an acute monocytic leukemia 

patient. Cells were purchased from the DSMZ (German Collection of 

Microorganisms and Cell Cultures GmbH, Braunschweig, Germany). They were 

cultured from 2×105 to 1×106 cells/mL in RMPI 1640 medium supplemented with 

5% FCS.  

2.2.3 Neutrophil isolation 

Neutrophils were isolated as described previously (Linnemann et al., 2020). 

Briefly, 6 mL of freshly collected venous blood was layered on 6 mL of 

Lympholyte-poly cell separation medium. After centrifugation at 500 g for 35 min 

without break, the different layers (plasma, PBMCs, granulocytes) were 

separated. Neutrophils were washed twice with 15 mL of phosphate-buffered 

saline (PBS; centrifugation at 400 g, 10 min, acceleration 5, deceleration 4). The 

neutrophil cell pellet was resuspended in RPMI plain medium (without phenol red, 

for the Sytox Green Assay), and cells were counted in a Neubauer counting 

chamber. Residual erythrocytes were not counted. Depending on the setup, 

neutrophils were diluted, and 2% of autologous plasma was added. The 

experiments with LPS as a stimulant were performed without adding autologous 

plasma because this component prevented activation. The cell concentrations 

used for the different assays can be found in Table 2. 

Table 2: Concentration of neutrophils used for different assays.  

Assay Cell concentration [cells/mL] 

Sytox Green Assay 2×105  

Immunofluorescence 3×105  

MPO activity 1×106  

Protein isolation 1×106  

Bio-impedance measurement 2×105  

DCFH-DA/DHE/DHR 1×106  
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2.2.4 Diabetic conditions 

Diabetic culture conditions were simulated as described previously (Freude et al., 

2012). The addition of up to 25 mM glucose to basal glucose in the medium 

simulated HG conditions. Insulin was added at a concentration of 160 IU/L if not 

otherwise indicated. 

2.3 Analysis of NET formation 

2.3.1 Sytox Green Assay 

Isolated neutrophils were diluted to 2×105 cells/mL in RPMI without phenol red 

and stained with Sytox Green at a concentration of 1 µM. Cells were distributed 

to a pipetting reservoir, the stimuli added, and then the cells were plated into a 

96-well culture plate. The plate was directly measured at Ex 485 nm/Em 520 nm 

to determine the 0-h value. Subsequently, the plate was measured every 30 min 

for 5-20 h, depending on the experimental setup. The cells were incubated 

continuously at 37°C with 5% CO2. Measurements over a time course of 20 h 

were performed in the BMG LabTech ClarioStar (BMG Labtech, Ortenberg, 

Germany) with internal CO2 and temperature control. At 3-5 h, depending on the 

used stimuli, microscopy images of each condition were taken with a 

fluorescence microscope (EVOS FL microscope, Thermo Fisher Scientific, 

Darmstadt, Germany) to confirm the results from fluorescence measurements. 

The standard concentrations of the used stimuli are listed in Table 3. 

Table 3: Standard concentrations of different stimulants used in the Sytox Green Assay. 

Stimulant 
Standard 

concentration 

Other concentrations 

used 

PMA 100 nM 25 nM, 50 nM 

CI 4 µM 0.5 µM, 1 µM 

LPS 25 µg/mL - 

Insulin 160 IU/L Dilution series 

HG 25 mM - 

H2O2 0.03% - 
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The area under the curve (AUC) was calculated to determine the total amount of 

released NETs. Modulation of the curve allowed for calculating the half-maximal 

stimulation time (EC50) as a marker for the dynamics of NET release as described 

previously (Linnemann et al., 2020).  

2.3.2 MPO activity 

MPO activity was determined by using the Myeloperoxidase Activity Assay Kit II 

(Promocell, Heidelberg, Germany). Isolated neutrophils were diluted to 

1×106 cells/mL and stimulated for 1 h. After stimulation, cells were scratched in 

the culture dish and collected by centrifugation at 600 g for 10 min at 4°C. The 

cell pellet was resuspended in assay buffer (approximately 5×105 cells/10 µL of 

buffer) and incubated on ice for 10 min. To remove debris, the solution was 

centrifuged at 10000 g for 10 min at 4°C; the supernatant subjected to 

measurement. The activity was determined according to the manufacturer's 

instructions but with half of the sample volume in half-well 96-well plates 

(Greiner). The total protein content was determined by Lowry measurement (see 

section 2.5) to normalize the enzyme activity. The amount of formed fluorescein 

during the reaction was determined by a standard curve.  

The enzyme activity was determined as recommended in the manufacturer’s 

instructions. The detailed calculation can be found in Equation 1 and Equation 2 

(see below). 

MPO Activity= 
Amount of formed fluorescin

(40 min - 10 min) x sample volume in reaction [mL]
x sample dilution factor=

µU

mL
  Equation 1 

 

Normalized to protein content=
µU

mL

Protein concentration of sample [
µg

mL
]
=

mU

mg Protein
  

Equation 2 

 

2.3.3 Immunofluorescence 

To analyze NET formation by immunofluorescence, microscopy slides were 

coated with poly-L-lysine as described previously (Linnemann et al., 2020). 

Briefly, cells were diluted to 3×105 cells/mL and seeded onto self-made cover 

slides. Cells were then stimulated for 2-5 h, depending on the stimulus. The 

incubation time was derived from the Sytox Green Assay measurements. After 

incubation, cells were fixed with 4% paraformaldehyde and permeabilized with 



Caren Linnemann  NETs in diabetic fracture healing 

23 
 

1% Triton-X-100. Cells were stained with anti-MPO antibody overnight at 4°C 

and, after washing, incubated with Alexa Fluor 488–conjugated secondary 

antibody for 2 h at room temperature. Cells were counterstained with Hoechst 

33342 and analyzed by fluorescence microscopy (EVOS FL microscope, Thermo 

Fisher Scientific, Darmstadt, Germany). At least five images were taken for each 

condition at 100× total magnification. For the quantification, all cells were counted 

in the DAPI channel (Hoechst 33342 staining), and only cells that were not round 

and exceeded a specific size were counted in the GFP channel (MPO staining). 

The ratio of cells counted in the GFP channel to all cells in the DAPI channel was 

taken as the ratio of NETosed cells (Equation 3). The macro for the automated 

quantification of the images can be found in Supplementary information V. 

NETosed cells=
Cells counted in the GFP channel

All cells counted in the DAPI channel
  Equation 3 

  

2.3.4 Bio-impedance measurement 

Bio-impedance was measured as described previously (Linnemann et al., 2020) 

to evaluate the early activation of neutrophils by using electric cell-substrate 

impedance sensing (ECIS). Briefly, 80 µL of medium (RPMI without phenol red) 

with Sytox Green and stimulants (PMA, CI) was added into a 96-well xCelligence 

measurement plate (Omni Life Sciences, OLS, Bremen, Germany) in 

quadruplicates. The plate was used to measure the blank in the RTCA eSight 

device (OLS) in an incubator at 37°C, 5% CO2 in a humidified atmosphere. After 

blank measurement, 20 µL of a concentrated neutrophil cell suspension was 

added to the xCelligence plate (final cell concentration 2×105 cells/mL), and the 

measurement started. Bio-impedance was measured at least every 15 min, and 

fluorescence microscopy images were taken every 30 min. The bio-impedance 

measurement was normalized as described previously (Linnemann et al., 2020), 

and the peak times of the single donors with the different PADI4 SNP variants 

were determined. The fluorescence microscopy images were also analyzed as 

described previously (Linnemann et al., 2020), and the amount of NETosed cells 

at 245 min was taken as the readout for the NETosis rate.  
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2.4 ROS measurements 

ROS were determined as described previously (Ehnert et al., 2017).  

2.4.1 DCFH-DA 

To determine total ROS, isolated neutrophils were incubated for 25 min in 10 µM 

dichloro-dihydro-fluorescein diacetate (H2DCFH-DA; Sigma, Darmstadt, 

Germany) in plain RPMI medium. After incubation, cells were washed once with 

PBS (400 g, 10 min, acceleration 5, deceleration 4) and resuspended in PBS. 

Cells were directly stimulated and distributed into a fresh 96-well plate. 

Fluorescence was measured over 20 min at Ex 485 nm/Em 520 nm. The positive 

control was 0.03% H2O2. For analysis, values were normalized to the control 

value.  

2.4.2 Dihydrorhodamine 123 and dihydroethidium 

Dihydrorhodamine 123 (DHR) is a non-fluorescent dye converted to the 

fluorescent rhodamine 123 in the presence of ROS, especially superoxide 

anions. To detect superoxide anions, neutrophils were stained with 10 µM DHR 

(Cayman Chemical, Ann Arbor, MI, USA). Staining and measurement were 

performed identically to detect ROS by DCFH-DA. The negative control was 

0.03% H2O2. For analysis, values were normalized to the control value. 

Fluorescence was measured over 20 min at Ex 485 nm/Em 520 nm. 

Dihydroethidium (DHE, Cayman Chemical) is converted to ethidium in the 

presence of H2O2. Neutrophils were stained with 10 µM DHE and then treated 

similarly to the procedure for DCFH-DA measurement. The positive control was 

0.03% H2O2. Values were normalized to the untreated control for analysis. 

Fluorescence was measured over 20 min at Ex 544 nm/Em 590 nm.   

2.5 Western blot 

Western Blot was performed as described previously (Linnemann et al., 2021). 

For protein detection, neutrophils were seeded at a density of 1×106 cells/mL. 

After stimulation, cells were collected with a cell scraper. The suspension was 

centrifuged at 600 g for 10 min, and the pellet was resuspended in freshly 

prepared radioimmunoprecipitation assay (RIPA) buffer (approximately 10 µL per 

3×106 cells). The protein content was determined by using the Lowry assay 
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(Lowry et al., 1951). First, 2 µL of sample or bovine serum albumin (BSA) 

standard was added into a 96-well plate in triplicates. Next, 150 µL of solution A 

was added to the samples and incubated for 10 min. Then, 30 µL of solution B 

was added and directly mixed. After 2-3 h of incubation, the absorbance was 

measured at 750 nm, and the protein concentration was determined from the 

standard. Samples were diluted with ddH2O and 1x Lämmli buffer. For 

denaturation, the samples were incubated for 10 min at 98°C. Next, 35 µg of 

protein was loaded onto a 12% bis-acrylamide gel and separated by sodium 

dodecyl sulfate–polyacrylamide gel electrophoresis (SDS-PAGE) at 100 V for 

approximately 3 h. Separated protein was transferred to a nitrocellulose 

membrane by wet blot transfer for 3 h at 100 mA. Protein transfer was controlled 

by Ponceau S staining, and the membrane was cut according to the size of the 

target proteins. 

Membranes were incubated with primary antibody overnight at 4°C (antibodies 

and dilutions are listed in Table 4), washed three times with Tris-buffered saline 

with tween (TBS-T), and incubated with appropriate secondary antibody for 2 h 

at room temperature. After washing, signals were detected by enhanced 

chemiluminescence (ECL) solution with a CCD-camera (Chemocam, INTAS, 

Göttingen, Germany). The stability of the chosen loading control proteins was 

analyzed before usage (Supplementary Figure 2).  
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Table 4: Antibodies used for western blot, dot blot, and immunofluorescence. 

Target Isotype Manufacturer 
Product 
number 

Dilution 

PAD4 Mouse 
Santa Cruz 

Biotechnology 
sc-365369 1:500 

MPO Mouse 
Santa Cruz 

Biotechnology 
sc-52707 

1:500 (WB) 
1:200 (IF) 

p-p38 Rabbit Cell Signaling 4511 1:1000 

p-ERK Rabbit Cell Signaling 4370 1:1000 

p-Akt Mouse 
Santa Cruz 

Biotechnology 
sc-271966 1:500 

p-GSK3β Rabbit Cell Signaling 5558 1:1000 

Cit-H3 Rabbit Abcam ab5103 
1:790 (WB) 
1:100 (IF) 

HPRT Mouse 
Santa Cruz 

Biotechnology 
sc-376938 1:500 

β-Actin Rabbit Cell Signaling 4970 1:10000 

Mouse 
IgG 

Horse Cell Signaling 7076 1:10000 

Rabbit 
IgG 

Goat 
Santa Cruz 

Biotechnology 
sc-2004 1:10000 

 

2.6 NET isolation 

NETs were isolated as described previously by Schedel et al. (2020). Briefly, 

neutrophils were isolated from the blood of healthy volunteers as described in 

section 2.2.3. Cells were diluted to 5×106 cells/mL and stimulated with 500 nM 

PMA for 4 h in plain RPMI medium. Subsequently, cells were collected by 

scraping and removed from the medium by centrifugation (500 g, 10 min). The 

supernatant was distributed to 1.5 mL tubes and centrifuged again at 18000 g for 

15 min at 4°C. The supernatant was removed, and each formed pellet was 

resuspended in 10 µL of PBS. The content of all tubes was pooled together, and 

the DNA content was determined by absorbance measurement with the LVIS 

plate in the Omega plate reader (BMG Labtech). The DNA concentration was 

taken as the reference value for dilutions in experiments.  
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To compare the effects of isolated NETs with genomic DNA, DNA was isolated 

from PBMCs as described in section 2.10.  

2.6.1 Toxicity tests with SCP-1 cells 

SCP-1 cells were seeded in 96-well plates at a density of 7.5×104 cells/mL. After 

overnight attachment, the medium was changed, and isolated NETs were added 

in a serial dilution series from 2 to 0.0625 ng/µL. After 48 h, mitochondrial activity 

was determined by resazurin conversion, total protein content by sulforhodamine 

B (SRB) staining, and cell death by lactate dehydrogenase (LDH) release. The 

supernatant was collected for further analysis by dot blot and determination of 

DNA content by polymerase chain reaction (PCR).  

2.6.2 Inhibitor tests 

To evaluate toxic components of isolated NETs, different substances were tested 

to reduce the toxicity of NETs on SCP-1 cells. Resazurin conversion and SRB 

staining were performed after 48 h, and the supernatant was collected and kept 

for analysis by PCR or dot blot. 

DNase I (from bovine pancreas, Genaxxon, Ulm, Germany) was added directly 

to SCP-1 cells ± isolated NETs. Concentrations of 100, 200, 400, and 800 U/mL 

were tested (Supplementary Figure 3), and for the final experiments 200 U/mL 

was used.  

Heat treatment was used to generally denature proteins and proteases in isolated 

NETs. Specifically, isolated NETs were exposed to heat treatment at 75°C for 

20 min (the manufacturer’s recommendation for inhibition of proteinase K) or 

99°C for 10 min (the manufacturer’s recommendation for inhibition of DNase) 

before being added to SCP-1 cells.  

Proteinase K (Carl Roth, Karlsruhe, Germany) was added directly to the SCP-1 

cells ± isolated NETs at a concentration of 0.5 µg/mL. Higher concentrations of 

proteinase K showed toxicity to the cells (Supplementary Figure 3).  

Three protease inhibitors—leupeptin (Leu), pepstatin A (Pep A), and 

phenylmethylsulfonyl fluoride (PMSF)—were tested singularly or in combinations 

with each other. The concentrations used were the same as in the RIPA buffer 
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(Pep A 1 µg/mL [14.58 µM], Leu 5 µg/mL [11.72 µM], PMSF [1 mM]), which is 

also comparable to concentrations that have been used in cell cultures  (Briant et 

al., 2015, Liton et al., 2008, von der Helm et al., 1989, Yui et al., 2014).  

Leu inhibits serine, threonine, and cysteine proteases; PMSF inhibits serine 

proteases and partly inhibits cysteine proteases; and PepA inhibits aspartic acid 

proteases. All three inhibitors are known to inhibit neutrophil-specific defense 

enzymes, which can be released with NETs (e.g., serine-protease like cathepsin 

G; Majewski et al., 2016). 

2.6.3 Sytox Green staining of added NETs 

To prove DNA addition to SCP-1 cells, Sytox Green (final concentration 1 µM) 

was added directly into the culture medium of SCP-1 cells treated with NETs after 

48 h or after washing with PBS twice. Sytox Green is a DNA-binding dye that 

increases fluorescence up to 500-fold when bound to DNA (Thakur et al., 2015). 

Fluorescence at Ex 485 nm/ Em 520 nm was measured, and microscopy images 

were taken with a fluorescence microscope.  

2.6.4 Recovery test of SCP-1 cells after incubation with NETs 

To determine the possible attachment of isolated NETs on SCP-1 cells, NET-

treated SCP-1 cells were subjected to a recovery experiment. SCP-1 cells were 

treated for 48 h with NETs as described in the toxicity test (only concentrations 

of 0.25, 0.5, and 1 ng/µL). After 48 h, one plate was subjected to the following 

analyses: mitochondrial activity was analyzed by resazurin measurement, total 

protein content was determined by SRB staining, DNA was measured with Sytox 

Green staining, and the supernatant was analyzed by dot blot and PCR. The 

other plate was washed three times with PBS and incubated for another 48 h in 

growth medium without NETs. Then, the same tests were performed again. The 

experimental setup is illustrated in Figure 5. 
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Figure 5: Experimental setup for the test of the recovery of SCP-1 cells after incubation with NETs. 
Created with Biorender.com. 

2.6.5 TLR4 activation measurement  

TLR4 activation was measured by using the commercially available HEK Blue 

TLR4 reporter cell line. HEK Blue TLR4 reporter cells were cultivated in DMEM 

with 10% FCS and 1% Pen/Strep (100 U Penicillin and 0.1 mg Streptomycin per 

mL). For experiments, HEK Blue cells were cultivated in the selection medium 

(Cultivation medium with 1x HEK Blue selection solution, Invivogen, Toulouse, 

France) for two passages and then seeded in 96-well plates at 1×105 cells/mL in 

200 µL/well. After 4 h of settling, stimuli were added. The positive control was 100 

ng/mL LPS. NETs were added at 0.25, 0.5, or 1 ng/µL. After 72 h of incubation, 

20 µL of cell supernatant were transferred to a new 96-well plate with 180 µL of 

alkaline phosphatase (AP) solution. Absorbance was measured at 405 nm after 

2 h of incubation (Wittmann et al., 2016). For normalization, the protein was 

isolated from the 96-well plates by using RIPA buffer, and the protein content was 

determined by using the Lowry assay (see section 2.5). Absorbance values at 

405 nm were normalized to the protein amount and untreated controls.  

2.6.6 Incubation with THP-1 conditioned NETs 

THP-1 cells were incubated with NETs or genomic DNA at a concentration of 

0.5 ng/µL for 48 h. The supernatant was collected, and SCP-1 cells were 

incubated with the supernatant or isolated NETs/genomic DNA alone. After 48 h, 

resazurin conversion and total protein content of SCP-1 cells were determined. 

The experimental setup is shown in Figure 6.  
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Figure 6: Experimental setup for the incubation of SCP-1 cells with THP-1-conditioned NETs. 
Created with Biorender.com. 

2.6.7 PCR of cell culture supernatant 

PCR was performed to evaluate the DNA content more precisely in supernatants 

of NET-treated SCP-1 cells. Primer UGT1A6 was used; it was designed to also 

amplify genomic DNA (Table 5). Four microliters of supernatant with different 

treatments were added to 7.5 µL of Mastermix (Red HS Taq,Biozym, Hessisch 

Oldendorf, Germany) , 0.75 µL of each forward and reverse primer, and 2 µL of 

diethyl pyrocarbonate (DEPC)-treated water. PCR was run with initial 

denaturation for 2 min at 95°C, followed by 35 cycles of denaturation for 15 s at 

95°C, annealing for 15 s at 60°C, and elongation for 72°C for 30 s. In the end, a 

final denaturation step was performed for 10 min at 95°C. PCR products were 

separated on a 1.6% agarose gel with 0.07% ethidium bromide.  

Table 5: Details of UGT1A6 primer. 

Primer 
Forward sequence 

5’→3’ 
Reverse sequence 

5’→3’ 

Gene bank 
accession 

number 

Amplicon 
size 

UGT1A6 
TGG TGC CTG AAG 
TTA ATT TGC T 

GCT CTG GCA GTT 
GAT GAA GTA 

NM_001072.3 209 bp 

 

2.6.8 Dot blot 

To analyze in more detail whether isolated NETs could be quantified in treated 

SCP-1 cells, supernatant of SCP-1 cells treated with NETs for 48 h was collected 

and stored at -20°C. Eighty microliters of supernatant was transferred to a 

nitrocellulose membrane with the help of a dot blotter (Carl Roth, Karlsruhe, 
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Germany). Pure isolated NETs were diluted to 10 ng/µL in PBS as a positive 

control. The transfer was controlled by Ponceau S staining, and membranes were 

incubated for 1 h with 5% BSA in TBS-T (to block nonspecific protein binding), 

followed by overnight incubation with primary antibodies (see Table 4). 

Membranes were washed three times with TBS-T and incubated with the 

secondary antibody for 2 h. After washing, signals were detected by 

chemiluminescence detection with ECL by the CCD-camera (Weng et al., 2020).  

2.7 Analysis of THP-1 cells treated with isolated NETs 

THP-1 cells were seeded at a density of 4×105 cells/mL. NETs were added at a 

concentration of 0.1, 0.25, 0.5, 1, or 2 ng/µL. As a control, genomic DNA was 

added at a concentration of 0.5, 1, or 2 ng/µL. After 48 h, mitochondrial activity 

was measured (see section 2.8.1). 

2.7.1 Hoechst measurement and life staining 

To measure the attachment of THP-1 cells, which can be seen as an indicator of 

cellular activation into macrophage types, wells were washed twice with 100 µL 

of PBS. Cells were incubated with staining solution (Hoechst 33342 2 µg/mL, 

Calcein AM 2 µM in plain medium) for 30 min, and the fluorescence intensity at 

Ex 355/Em 460 nm was measured directly. Subsequently, microscopy images 

were taken with an EVOS Fl fluorescence microscope in the GFP (Calcein AM) 

and DAPI (Hoechst) channels to confirm cell attachment and to check cell 

viability. 

2.8 Cell analysis 

2.8.1 Resazurin conversion 

Cells were washed once with PBS and 0.0025% resazurin solution added in the 

respective culture medium. Conversion of resazurin to resorufin was determined 

by fluorescence measurement at Ex 544 / Em 590 nm after 60 min incubation at 

37°C (Ehnert et al., 2015a).   
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2.8.2 SRB staining 

As described previously (Linnemann et al., 2021), cells were fixed with 99% 

ethanol at -20°C for at least 1 h. After fixation, cells were washed once with tap 

water, dried, and incubated with 0.4% SRB solution for 30 min. Unbound stain 

was removed by washing three times with 1% acetic acid. Microscopy images 

and scans were obtained after drying. For quantification, the staining was 

dissolved in 10 mM unbuffered Tris solution. Absorbance was measured at 565 

and 690 nm (impurities), and the 690 nm value was subtracted from the 565 nm 

value.  

2.8.1 LDH release 

SCP-1 cells were cultured for 48 h. Three wells were incubated with 1% Triton-

X-100 for 30 min to lyse the cells (for the positive control). Fifty microliters of 

supernatant from all conditions were collected and distributed to a new 96-well 

plate. Fifty microliters of the reaction mixture (CyQUANT™ LDH Cytotoxicity 

Assay, Thermo Fisher Scientific, Heidelberg, Germany) were added, and the 

absorbance (490 nm) was measured at 37°C for 30 min. The slope was 

determined, and the percentage of dead cells was calculated by normalization to 

the value of lysed cells (maximum possible LDH release).  

2.8.1 Migration assay  

The migration of SCP-1 cells was analyzed by using the Oris cell migration assay 

(Platypus Technologies, Madison, WI, USA) as described previously (Linnemann 

et al., 2021). Migration assay inserts were sterilized with 70% ethanol, washed 

with PBS, and dried. Inserts were placed into 96-well plates, and SCP-1 cells 

were seeded at a density of 2×104 cells/well. After overnight attachment, the 

inserts were removed, the wells were washed with PBS, and the medium was 

changed. Images of the cell-free area were taken to determine the 0-h time point. 

After 45 h, cells were fixed with ethanol and stained with SRB (see section 2.8.2). 

Images of the former cell-free area were taken. Migration was determined by the 

ratio of the cell-free area at 45 h to the cell-free area at 0 h (Equation 4).   

Migration [%]= 
Cell-free area45 h

Cell-free area0 h
×100%  Equation 4 
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2.9 Differentiation of SCP-1 cells 

SCP-1 cells were seeded at a density of 4,000 cells/well in 96-well plates. As 

described previously, SCP-1 cells were differentiated to osteogenic cells in 

MEMα medium supplemented with 1% FCS, 200 μM L-ascorbate-2-phosphate, 

5 mM β-glycerol-phosphate, 25 mM HEPES, 1.5 mM CaCl2, and 100 nM 

dexamethasone (Ehnert et al., 2015b). The experimental setup is shown in Figure 

7. 

 

Figure 7: Experimental setup for the differentiation of SCP-1 cells with isolated NETs. Created 
with Biorender.com. 

2.9.1 AP activity 

AP activity was measured as an early osteogenic differentiation marker. SCP-1 

cells were washed once with PBS and 100 µL AP substrate solution was added 

to each well. Absorbance at 405 nm was measured after 40 min (Ehnert et al., 

2010, Ehnert et al., 2012).  

2.9.2 Alizarin Red Staining 

SCP-1 cells were fixed with 99% ethanol at -20°C after 14, 21, and 28 days of 

differentiation. After washing with tap water three times, the wells were covered 

with 0.5% Alizarin Red solution for 30 min in the light with shaking. Unbound stain 

was removed by washing three times with tap water. The plates were scanned, 

and microscopy images were taken. For quantification, the staining was dissolved 

with 10% cetylpyridinium chloride solution. Absorbance was measured at 560 nm 

(Ehnert et al., 2010, Ehnert et al., 2012).  
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2.10 DNA Isolation  

DNA was isolated to determine SNPs of PADI4. DNA was isolated from PBMCs 

during neutrophil isolation. The PBMC fraction was washed simultaneously to 

isolate neutrophils. The PBMC pellet was taken up in 500 µL of 50 mM NaOH 

and optionally frozen until DNA was isolated. For DNA isolation, samples were 

heated at 98°C for 10 min and subsequently neutralized by adding 500 µL of 

demineralized water and 50 µL of 1 M Tris buffer (pH 8.0). To remove debris, 

samples were centrifuged at 14000 g for 10 min. The DNA content of the 

supernatant was determined photometrically with the LVIS Plate for the Omega 

Plate Reader (BMG Labtech). The protocol was adapted from Ehnert et al. 

(2019).  

2.11 Amplification-refractory mutation system-PCR 

SNPs of PADI4 were determined by using amplification-refractory mutation 

system-PCR (ARMS-PCR), as described previously (Ehnert et al., 2019). With 

the help of four primers (inner reverse, outer reverse, inner forward, and outer 

forward), the genotype was determined. The inner primers have one mismatch 

each for the PADI4 variants so that amplification of the smaller amplicons is only 

possible with the right variant. The outer primers always lead to an amplicon and 

are the control PCR. Heterozygous samples result in three bands, while 

homozygous samples produce two bands. From the size of the second band, the 

variant can be determined. A schematic representation of the principle is shown 

in Figure 8. 
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Figure 8: Principle of ARMS-PCR for the PADI4 gene. Red dots indicate the position of a SNP, 
where inner primers are modified to match only one variant. Grey arrows indicate the primer 
position. White bands in the gel indicate visible amplicons. IR: inner reverse primer; OF: outer 
forward primer; IF: inner forward primer; OR: outer reverse primer.  

All primer conditions were optimized to give definite results for the variants; 

unclear samples were repeated. The PCR program comprised initial denaturation 

for 2 min; 40 cycles with 15 s of denaturation, 15 s of annealing, and 15 s of 

elongation; and final elongation at 72°C for 10 min. 100 ng of template were used. 

Details for the primers are presented in Table 6. Samples were separated on a 

2% agarose gel with 0.07% ethidium bromide. According to the size of the PCR 

products on the agarose gel, genetic variants were determined for single donors.  
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Table 6: Sequences of PADI4 primers for determination of genotype by ARMS-PCR.  Primer 
sequences are in 5’→3’ direction. 

PADI4 
SNP 

primer 

Forward 
primer 

Reverse 
primer 

Annealing 
[°C] 

Amplicon 
size [bp] 

Amount of 
primer [µL] 

in 10 µL 
reaction mix 

163AG-
Outer  

AGGAGAAAT
GCTGGGAG
AGCCATGG
CTG 

AGCTCTTCC
ACAGGGCA
AGAGGCTCT
GC 

64 179 

IF/IR/OF/OR 
0.2 

163AG-
Inner  

AGGGGTGG
TCGTGGATA
TTGCCCCCA 

CCTGTGGAT
TTCTTCTTG
GCTGGAGG
TCC 

64 258 

245CT-
Outer  

GAGGACTG
CACGTCCTT
CAGCATCAA
CG 

TGACCTCCA
TGAACCCCT
GGTAGCCG
TA 

68 168 

IF/OF/OR 0.2 

IR 0.3 

245CT-
Inner  

GGGTAGAG
GTGACCCTG
ACGATGAAC
GC 

CTGGTCGC
CTGTGCTAC
CACTGGACA 

68 250 

335GC-
Outer 

GCTTTCCCT
CCATTCCCA
TC 

ACTCCCAGA
TGTCTGACT
GGCT 

62 248 

IF/OF/OR 0.1 

IR 0.2 
335G-
Inner 

CAAAGCTCT
ACTCTACCT
CACGGG 

TGGTTGTCA
CTTACCCAG
CG 

62 183 

IF: inner forward; IR: inner reverse; OF: outer forward; OR: outer reverse 

2.12 Statistical analysis 

All experiments were performed in triplicate in at least three independent 

experiments/of three donors. For statistical analysis, a non-parametric Kruskal-

Wallis test with Bonferroni correction or two-way analysis of variance (ANOVA) 

was used for multiple comparisons. For single comparisons, the non-parametric 

Mann-Whitney test was used. A p-value <0.5 was considered significant. The 

statistical test used is indicated in the figure legends. Statistical analysis was 

done under the guidance of Dr. Sabrina Ehnert.  
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2.13 Materials 

2.13.1 Chemicals 

Table 7: Used chemicals 

Chemical Manufacturer 

2 M NaOH Carl Roth, Karlsruhe, Germany 

2-Mercaptoethanol Carl Roth, Karlsruhe, Germany 

4-Nitrophenol solution 10 mM Sigma-Aldrich, MO, USA  

4-Nitrophenyl phosphate disodium salt 
hexahydrate (pNNP) 

Carl Roth, Karlsruhe, Germany 

Acetic Acid Carl Roth, Karlsruhe, Germany 

Agarose Genaxxon, Ulm, Germany 

Alizarin Red S Carl Roth, Karlsruhe, Germany 

Boric acid Carl Roth, Karlsruhe, Germany 

Bromphenol blue Carl Roth, Karlsruhe, Germany 

BSA (Bovine serum albumin) Carl Roth, Karlsruhe, Germany 

Calcein AM Sigma-Aldrich, MO, USA 

Calcium ionophore A23187 Sigma-Aldrich, MO, USA 

Catalase Sigma-Aldrich, MO, USA 

Cetylpyridiumchloride monohydrate 98% Carl Roth, Karlsruhe, Germany 

Chloroform Carl Roth, Karlsruhe, Germany 

Cobalt chloride Sigma-Aldrich, MO, USA 

Copper sulfate pentahydrate (Cu2SO4*5 
H2O) 

Carl Roth, Karlsruhe, Germany 

DCFH-DA Sigma-Aldrich, MO, USA 

Demineralized water (ddH2O) Carl Roth, Karlsruhe, Germany 

Deoxycholic Acid (DOC) Carl Roth, Karlsruhe, Germany 

DEPC (Diethlypyrocarbonate) Carl Roth, Karlsruhe, Germany 

Dihydroethidium  Cayman Chemical, MI, USA 

Dihydrorhodamine 123 Cayman Chemical, MI, USA 

DMSO (Dimethyl sulfoxide) Carl Roth, Karlsruhe, Germany 

DNase Genaxxon, Ulm, Germany 

Ethanol Apotheke UKT 
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Ethidium Bromide Carl Roth, Karlsruhe, Germany 

CyQUANT™ LDH Cytotoxicity Assay Thermo Fisher Scientific, MA, USA 

Folin’s Reagent Sigma-Aldrich, MO, USA 

Formaldehyde Carl Roth, Karlsruhe, Germany 

Glucose Sigma-Aldrich, MO, USA 

Glucose oxidase Sigma-Aldrich, MO, USA 

Glycerol Carl Roth, Karlsruhe, Germany 

Glycine Sigma-Aldrich, MO, USA 

Hoechst 33342 Sigma-Aldrich, MO, USA 

Hydrogen peroxide (H2O2) Carl Roth, Karlsruhe, Germany 

Insulin Flex Pen, Novo Nordisk, Denmark 

Isopropanol VWR, PA, USA 

Leupeptin Carl Roth, Karlsruhe, Germany 

LPS (Escherichia coli O111:B4) Sigma-Aldrich, MO, USA 

Luminol Carl Roth, Karlsruhe, Germany 

Mannitol Sigma-Aldrich, MO, USA 

p-Coumaric Acid Sigma-Aldrich, MO, USA 

Pepstatin A Sigma-Aldrich, MO, USA 

Phenylmethylsulfonyl fluoride (PMSF) Carl Roth, Karlsruhe, Germany 

Phosphate-buffered saline (PBS) powder 
Biochrom, Merck KGaA, Darmstadt, 
Germany 

Phosphate-buffered saline (PBS) solution Sigma-Aldrich, MO, USA 

Phorbol-12-myristat-13-acetat (PMA) Abcam, Cambridge, Great Britain 

Proteinase K Carl Roth, Karlsruhe, Germany 

Ponceau S Carl Roth, Karlsruhe, Germany 

pUC19 DNA/MspI (HpaII) Marker Carl Roth, Karlsruhe, Germany 

RedTaq PCR Mastermix Biozym, Hessisch Oldendorf, Germany 

Resazurin Sodium Salt Sigma-Aldrich, MO, USA 

Roti-Mark Bicolor Carl Roth, Karlsruhe, Germany 

SDS (Sodium dodecyl sulfate) Carl Roth, Karlsruhe, Germany 

Sodium carbonate (Na2CO3) Carl Roth, Karlsruhe, Germany 

Sodium Chloride (NaCl) Carl Roth, Karlsruhe, Germany 
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Sodium fluoride (NaF) Carl Roth, Karlsruhe, Germany 

Sodium Orthovanadate (Na3VO4) Sigma-Aldrich, MO, USA 

Sodium-Potassium Tartrate (Na-K-
Tartrate) 

Sigma-Aldrich, MO, USA 

Sulforhodamine B sodium salt Sigma-Aldrich, MO, USA 

Sytox Green solution Thermo Fisher Scientific, MA, USA 

Tergitol Solution (NP40 substitute) Sigma-Aldrich, MO, USA 

TGF-β1 Peprotech, NJ, USA 

Tris (hydroxymethyl) aminomethan Carl Roth, Karlsruhe, Germany 

Tris Base Carl Roth, Karlsruhe, Germany 

Triton-X-100 Carl Roth, Karlsruhe, Germany 

Trypan Blue Carl Roth, Karlsruhe, Germany 

Tween 20 Sigma-Aldrich, MO, USA 

 

2.13.2 Cell culture media and solutions 

Table 8: Cell culture media and solutions for cell culture 

Medium/Solution Manufacturer/Composition 

Lympholyte Cell separation medium Cedarlane, Ontario, Canada 

RPMI 1640 Sigma-Aldrich, MO, USA 

RPMI 1640 without phenol red Sigma-Aldrich, MO, USA 

DMEM Sigma-Aldrich, MO, USA 

α-ascorbate-2-phosphate Sigma-Aldrich, MO, USA 

β-glycerophosphate Sigma-Aldrich, MO, USA 

Penicillin/Streptomycin Sigma-Aldrich, MO, USA 

α-MEM Modification with Glutamine w/o 
nucleosides 

Gibco, Thermo Fisher Scientific, MA, 
USA 

FCS (Fetal calf serum) 
Gibco, Thermo Fisher Scientific, MA, 
USA 

Trypsin/EDTA 
Gibco, Thermo Fisher Scientific, MA, 
USA 

THP-1 medium RPMI 1640, 5% FCS 

SCP-1 medium α-MEM Modification, 5% FCS 
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SCP-1 differentiation medium 

MEM-α, 1% FCS, 10 mM β-glycerol-
phosphate, 200 µM L-ascorbate-2-
phosphate, 25 mM HEPES, 1.5 mM 
calcium chloride, 100 nM 
Dexamethasone 

 

2.13.3 Buffers and solutions 

Table 9: Buffers and solutions 

Buffer/Solution Composition 

TBE (Tris/Borate/EDTA) buffer 
TRIS 0.89 M, Boric acid 0.89 M, 20 mM, 
pH 8.3 

Trypan Blue Solution 0.125% Trypan Blue in PBS 

PBS (Phosphate buffered saline)  Gibco, Thermo Fisher Scientific (USA) 

TRIS pH 8.8 1.5 M Tris in ddH2O, pH 8.8 

1 M TRIS pH 6.8 1 M Tris in ddH2O, pH 6.8 

Tris 100 mM 100 mM TRIS in ddH2O, pH 8.5 

RIPA Buffer 

10 mM TRIS Base, 100 mM NaCl, 0.5% 
Tergitol, 0.5% DOC, 10 mM EDTA, 1 
µg/mL Pepstatin A, 5 µg/mL Leupeptin, 1 
mM PMSF, 5 mM Sodium fluoride, 1 mM 
Sodium orthovanadate 

Tris 10 mM unbuffered 10 mM Tris in ddH2O, pH 10-10.5 

TBS 10x (Tris buffered saline) 
100 mM TRIS, 1.5 M NaCl in ddH2O, pH 
7.6 

1% Acetic Acid Solution 1% Acetic Acid in ddH2O 

Sulforhodamine B Working Solution 
0.4% Sulforhodamine B in 1% Acetic 
Acid 

p-Coumaric Acid Solution 90 mM p-Coumaric acid in DMSO 

Luminol Solution 250 mM Luminol in DMSO 

Western Blot ECL Solution 
100 mM TRIS with 0.06% H2O2, 1.25 mM 
Luminol, 0.2 mM p-Coumaric Acid 

Lämmli Loading Buffer 5x 

300 mM Tris pH 6.8, 50% Glycerol, 5 
mM EDTA, 10% SDS, 0.05% 
Bromphenol Blue, 12.5% 2-
Mercaptoethanol 

Ponceau S Solution 
0.1% Ponceau S in 1% acetic acid 
solution 
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Western Blot Transfer Buffer 
25 mM Tris, 192 mM Glycine, 20% 
Methanol 

Western Blot Stripping Solution 200 mM NaOH in ddH2O 

TBS-T 10% TBS 10x, 0.1% Tween-20 in ddH2O 

BSA Blocking Buffer for Western Blot 5% BSA in TBS-T 

Lowry Solution A 
0.02% Na-K-Tartrate, 0.01% CuSO4, 2% 
Na2CO3, 100 mM NaOH 

Lowry Solution B 33% Folin’s Reagent in ddH2O 

AP Activity Assay Buffer 
50 mM Glycine, 100 mM Tris-Base, 1 
mM MgCl2, pH 10.5 in ddH2O 

AP substrate solution 3.5 mM pNPP in AP Activity Assay Buffer 

Alizarin Red Staining Solution 0.5% Alizarin Red S in ddH2O, pH 4.0 

Cetylpyridiumchloride solution 10% Cetylpyridiumchloride in tap water 

 

2.13.4 Equipment 

Table 10: Used equipment 

Equipment Manufacturer 

Small Centrifuge 
Heraeus Fresco 21, Thermo Fisher 
Scientific, MA, USA 

Blood centrifuge 
Medifuge, Thermo Fisher Scientific, MA, 
USA 

Large centrifuge  
MegaFuge 40 R, Thermo Fisher 
Scientific, MA, USA 

Light microscope 
Primo Vert, Carl Zeiss, Oberkochen, 
Germany 

Fluorescence microscope 
Evos FL Imaging system, Thermo Fisher 
Scientific, MA, USA 

Thermo cycler Thermo Fisher Scientific, MA, USA 

Agarose gel chamber Bio-Rad, CA, USA 

Cell Culture Plates Greiner Bio-One, Kremsmünster, Austria 

Cell culture flasks Greiner Bio-One, Kremsmünster, Austria 

Tubes (0.5 mL, 1mL, 1.5 mL) Sarstedt, Nümbrecht, Germany 

Tubes (2 mL) Eppendorf, Hamburg, Germany 

Tubes (13 mL, for neutrophil isolation) Sarstedt, Nümbrecht, Germany 
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Tubes (15 mL, 50 mL) Greiner Bio-One, Kremsmünster, Austria 

PCR Tubes Carl Roth, Karlruhe, Germany 

Shaker 
LTF Labortechnik GmbH & Co. KG, 
Wasserburg, Germany 

Incubator Cell Culture Carl Roth, Karlsruhe, Germany 

Laminar Flow Bench Thermo Fisher Scientific, MA, USA 

SDS-PAGE chamber Carl Roth, Karlsruhe, Germany 

Western Blot Tank 
Rotiphorese ProClamp Mini, Carl Roth, 
Karlruhe, Germany 

Whatman Paper Carl Roth, Karlsruhe, Germany 

Nitrocellulose Membrane Carl Roth, Karlsruhe, Germany 

Chemocam Imager 3.2 
INTAS Science Imaging Instruments 
GmbH, Göttingen, Germany 

Plate Reader Omega 
Omega plate reader, BMG Labtech, 
Ortenberg, Germany 

Plate Reader ClarioStar 
Omega plate reader, BMG Labtech, 
Ortenberg, Germany 
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3. Results 

3.1 NET release in diabetic conditions 

Diabetic neutrophils have been shown to react differently to stimuli and release 

more NETs than neutrophils from healthy people (Joshi et al., 2016, Miyoshi et 

al., 2016). The reaction of neutrophils from diabetic patients and healthy controls 

to in vitro diabetic conditions was investigated regarding NET formation.  

3.1.1 Neutrophils from diabetic patients show stronger NET release 

Neutrophils from DM patients and control patients were isolated from pre-

operatively freshly drawn blood. Four T2DM patients and one T1DM patient 

(diabetes caused by a viral infection) were included. The cells were stimulated by 

different stimuli to analyze NET release by using the Sytox Green Assay in basal 

conditions and after stimulation. Basal PAD4 and protein levels upon stimulation 

with CI were determined. Figure 9 shows the results of NET release in DM 

patients. The detailed information for the two groups can be found in Table 11.  

Table 11: Characteristics of control and DM patients. 

 

Control DM p-Value 

Sample number 6 5 - 

Age [years] 63.3±7.2 62.2±6.7 0.615 

BMI [kg/m2] 25.9±3.7 26.5±4.3 0.931 

Female [%] 100 50 >0.999 

Neutrophil count [×1000/µL] 4085±948 5144±828 0.082 

Blood glucose [mg/dL] 104.3±6.2 201.4±56.1 0.0022 

CRP [mg/L] 3.32±2.62 8.10±11.18 0.706 

Number of drugs 2.83±2.79 5.20±3.90 0.362 

BMI: body mass index, CRP: C-reactive protein 
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Figure 9: DM patients release more NETs. (A) Basal PAD4 protein levels of neutrophils 
determined by dot blot; N≥39, n=1. (B) Time course of DNA release measured by Sytox Green 
fluorescence; N≥4, n=3. (C) Total amount of DNA calculated by AUC for the 6-h time course; 
N(Ctrl)=6, N(DM)=4, n=3. (D) Maximum level of released DNA calculated by maximum 
fluorescence values. (E) Protein levels of neutrophils stimulated for 1 h; N(Ctrl)=6, N(DM)=5, n=1-
2. Ctrl: control, DM: diabetes mellitus. *p<0.05, **p<0.01. ###p<0.001. # indicates significance of 
stimulation compared with control determined by two-way ANOVA.  

DM patients showed increased basal PAD4 levels in neutrophils (Figure 9A). 

Upon stimulation with a low amount of PMA and H2O2, DM patients released 

significantly more NETs overall (Figure 9C), and they showed a higher maximum 
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amount of released NETs after PMA stimulation (Figure 9D). In unstimulated 

cells, the maximum amount of released NETs was elevated in neutrophils from 

DM patients; however, this difference was not significant (Figure 9D). The 

difference could also be observed in the time course of the Sytox Green Assay 

(Figure 9B): The curves of DM patients are overall higher than those of control 

patients. Upon stimulation with CI, no difference could be observed between 

control and DM patients (Figure 9C). Stimulation with CI significantly increased 

cit-H3 and showed a trend for reduced MPO, but there was no difference between 

control and DM patients in PAD4 (Figure 9E). 

3.1.2 No basal NET formation could be observed in diabetic conditions 

To find out more about the factors that increase NET formation in neutrophils of 

T2DM patients, neutrophils of healthy volunteers were incubated in diabetic 

conditions (HG and HG plus insulin [HG+Ins]) and additional with PMA and CI 

stimulation. NET formation was determined by using the Sytox Green Assay and 

immunofluorescence. 

First, experiments were done with dimethyl sulfoxide (DMSO)- or all-trans retinoic 

acid (ATRA)-differentiated HL-60 cells as a model for granulocytes. However, HL-

60 cells did not show appropriate differentiation into granulocyte-type cells, and 

no NET release occurred in response to PMA stimulation (Supplementary Figure 

5). Thus, experiments were continued with freshly isolated primary neutrophils 

only.  
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Figure 10: HG does not stimulate NET release. (A) Analysis of total DNA release by calculating 
the AUC from the Sytox Green Assay; N=15, n=3 (B) Analysis of NET formation by 
immunofluorescence; N=12, n=3 (C) MPO activity of stimulated neutrophils after 1 h; N=5, n=2 
(D) Analysis of ROS formation by the DCFH-DA assay; N=4, n=3, ###p<0.001 compared with 
H2O2; an asterisk above the boxes indicates significance compared with Ctrl. (E) Representative 
images of the Sytox Green Assay; the scale bar is 200 µm. (F) Representative images of 
immunofluorescence staining. Green: MPO; blue: Hoechst 33342; the scale bar is 200 µm. 
*p<0.05, ***p<0.001, ****p<0.0001 determined by the Kruskal-Wallis test.  
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DNA release was strongly induced by PMA and by CI stimulation (Figure 10A), 

but neither HG nor HG+Ins triggered NET formation. Immunofluorescence 

analysis of the stimulated cells at 3 h showed a similar result. PMA showed the 

highest induction of NET formation, followed by CI stimulation, but HG or HG+Ins 

did not stimulate NET formation (Figure 10B). PMA induced MPO activity, but 

neither CI nor the diabetic conditions did (Figure 10C). ROS, one of the most 

important inducers of NETs, were generated by PMA and PMA in combination 

with diabetic conditions (Figure 10D). HG alone did not lead to ROS production, 

but HG+Ins strongly enhanced ROS, reaching nearly the level of the positive 

control (H2O2). However, the increased ROS formation did not lead to NET 

formation, although this finding is different from a previous report (Al-Khafaji et 

al., 2016).  

3.1.3 HG does not enhance CI-induced NET formation 

No basal NET formation could be observed in diabetic conditions. In the DM 

patients, the differences were more pronounced with additional stimulation. PAD4 

is increased in DM patients, and CI-induced NET formation is PAD4 dependent 

(Lewis et al., 2015). Thus, CI was added to the diabetic conditions, and NET 

formation was analyzed by using the Sytox Green Assay and 

immunofluorescence analysis  



Caren Linnemann  NETs in diabetic fracture healing 

48 
 

 

Figure 11: HG does not enhance NET release by CI. Neutrophils were stimulated for 1 h with 
diabetic conditions, and subsequently CI was added. (A) Analysis of total DNA release by 
calculating the AUC from the Sytox Green Assay; N=5, n=3. (B) Analysis of NET formation by 
immunofluorescence; N=5, n=3. (C) Analysis of NET-relevant protein levels after 2-h total 
incubation; N=5, n=1-2. (D) Analysis of NET-relevant signaling protein levels after 2-h total 
incubation; N=5, n=1-2, *p<0.05, **p<0.01, ***p<0.001, ****p<0.0001 determined by the Kruskal-
Wallis test. 
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CI induced strong DNA release, but the diabetic conditions did not influence the 

amount of released DNA (Figure 11A). There was a slight but non-significant 

increase in NET formation by HG+CI compared with CI alone (Figure 11B). 

Overall, CI only induced low amounts of NETs. The levels of PAD4 and cit-H3 

were unaffected by the diabetic conditions (Figure 11C), in contrast to PAD4 

levels in T2DM patients (Figure 9A). However, HG+Ins induced significant 

phosphorylation of the two MAPKs, ERK and p-38, and a non-significant increase 

in the level of phospho-glycogen synthase kinase-3β (p-GSK3β) compared with 

CI alone or CI with HG (Figure 11D).  

3.1.4 Insulin delays NET formation 

PMA and calcium ionophores use different signaling pathways to induce NET 

release of neutrophils (Kenny et al., 2017). Because PMA induced significantly 

higher NET release in neutrophils from DM patients than control patients (Figure 

9), NET induction by PMA was analyzed in diabetic conditions.  
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Figure 12: Insulin delays PMA-induced NET formation.  Neutrophils were stimulated for 1 h in 
diabetic conditions, and subsequently PMA was added. (A) Analysis of total DNA release by 
calculating the AUC from the Sytox Green Assay; N=5, n=3. (B) Half-maximal stimulation time 
determined from the Sytox Green Assay; N=5, n=3. (C) Analysis of NET formation by 
immunofluorescence after 3-h total incubation; N=4, n=5. *p<0.05, **p<0.01, ***p<0.001 
determined by the Kruskal-Wallis test. 
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HG+PMA (Figure 12B). The difference was not as pronounced in the 

immunofluorescence analysis (Figure 12C+D). PMA only significantly induced 

NET formation in the control condition. Based on the microscopy images (Figure 

12D), there are larger extracellular structures after treatment with PMA alone or 

HG+PMA, whereas treatment with HG+Ins and PMA decondensed chromatin, 

but large extracellular structures are absent.   

To further analyze the effect of insulin on NET release, neutrophils were 

incubated with PMA and insulin alone for a longer time (20 h).  
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Figure 13: Delayed PMA-induced NET release of neutrophils by the addition of insulin was 
vonfirmed. (A) Time course of DNA release. Vertical lines indicate the calculated activation time 
(red=PMA, orange=Ins+PMA). (B) Activation time of NET formation with overnight measurement 
of DNA release; N=4, n=4 (C) Analysis of NET formation by immunofluorescence analysis; N=4, 
n=5. (D) Analysis of MPO activity after 1 h of stimulation; N=4-6, n=2. (E) Representative images 
of immunofluorescence staining of insulin dilution series. Numbers after Ins indicate the 
concentration of insulin in IU/L. The scale bar is 50 µm. *p<0.05, **p<0.01, ***p<0.001, 
****p<0.0001, ##p<0.01. An asterisk above the boxes indicates significance compared with the 
control, and # indicates significance compared with the PMA-stimulated cells determined by the 
Kruskal-Wallis test.  

Incubation of neutrophils with PMA and insulin overnight produced a clear shift in 

the DNA release curve to a later time point compared with PMA alone (Figure 
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stimulation) from 2.93±0.32 h (PMA alone) to 6.19±0.52 h (PMA and insulin; 

Figure 13B). There was a concentration-dependent reduction in NET formation 

(Figure 13C); it was significantly reduced beginning at 160 IU/L of insulin. 

The images (Figure 13E) show large extracellular structures visible only after 

treatment with PMA alone and treatment with PMA and low insulin concentrations 

(up to 40 IU/L). With higher insulin concentrations, the typical lobulated nuclear 

structures of neutrophils cannot be observed anymore, and there is no release of 

DNA outside of the cells. This indicates activation of the cells but without full NET 

release. Insulin alone did not affect NET formation even at the highest tested 

concentration (Figure 13C). The MPO activity was slightly but non-significantly 

reduced with PMA+insulin compared to PMA alone (Figure 13D), while insulin 

alone did not induce MPO activity.  

For further analysis of the reduced NET formation by insulin, ROS was measured 

and signaling pathways were analyzed. 
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Figure 14: Cellular activation occurs by insulin and PMA treatment.  (A) Measurement of different 
kinds of reactive oxygen species. Determination of general reactive oxygen species by DCFH-
DA; N=3, n=3. (B) Analysis of intracellular signaling proteins after 1 h of stimulation; N=4, n=1-2 
(C) Analysis of intracellular signaling proteins after 2 h of stimulation; N=4, n=2. DHR: 
dihydrorhodamine; DHE: dihydroethidium. *p<0.05, **p<0.01, ***p<0.001, ****p<0.0001 
determined by the Kruskal-Wallis test.  

All tested conditions significantly induced ROS compared with the control (Figure 

14A, left). Insulin alone also generated ROS. PMA+Ins showed a higher level of 

ROS than PMA alone, but this difference was not significant. More specifically, 

PMA alone induced H2O2, but insulin alone did not (Figure 14A, middle). None of 

the stimulants triggered superoxide radical production (Figure 14A, right). PMA 

alone induced MAPK activation at 1 h (Figure 14B), but this activation was not 

persistent (Figure 14C). In contrast, PMA+Ins increased p-ERK and p-p38 levels 
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for more than 2 h. The level of p-GSK3β was slightly higher after 1-h treatment 

with PMA±Ins and dropped with PMA+Ins at 2 h. Nuclear factor kappa B (NF-κB; 

Figure 14B, right) and PAD4 (Figure 14C, right), both crucial proteins in NET 

activation and inflammation induction, were reduced by PMA treatment but not 

differentially affected by additional insulin. Insulin alone showed no effect 

compared with the unstimulated cells.   

PMA is a robust but artificial inducer of NET formation. Thus, the effect of insulin 

was next analyzed in the presence of the natural inducers LPS and H2O2. 
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Figure 15:  Insulin delays NET release by LPS but not H2O2.  (A) Activation time of NET release 
determined by the Sytox Green Assay; N=4, n=4. (B) MPO activity of neutrophils after 1 h of 
stimulation; N=3, n=2. (C) Time course of DNA release overnight based on the Sytox Green 
Assay; N=4, n=4. (D) Time course of the Sytox Green Assay of H2O2 stimulation of neutrophils; 
N=3, n=3. (E) Activation time of NET release determined by the Sytox Green Assay with H2O2 
stimulation; N=5, n≥3. *p<0.05, **p<0.01, ***p<0.001 determined by the Kruskal-Wallis test. 
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The addition of insulin to LPS-stimulated neutrophils also delayed NET release 

(Figure 15A), similarly to the delay seen with PMA stimulation (Figure 12). In the 

time course of the Sytox Green Assay, there was a shift in the activation curve 

between LPS stimulation alone (blue) and LPS+Ins stimulation (blue/orange) 

(Figure 15C). MPO activity was not affected by the addition of insulin, but LPS 

induced MPO activity (Figure 15B). In contrast, activation of NET release by H2O2 

was accelerated by adding insulin (Figure 15E), but the time course analysis 

showed a clear drop in fluorescence after 2 h of stimulation, indicating cell death.  

3.2 Isolated NETs are highly toxic to SCP-1 cells and activate 

monocytic cells  

3.2.1 NETs are toxic to SCP-1 cells 

Because increased NET formation was found in diabetic patients and insulin 

strongly regulated NET formation, it was investigated whether NETs influence 

cells involved in fracture healing. SCP-1 cells (resembling MSCs) and THP-1 cells 

(mimicking monocytes) were incubated with NETs. For this experiment, 

neutrophils were stimulated with PMA and NETs isolated from the supernatant 

by centrifugation. Quantification was based on DNA concentration 

measurements. 

SCP-1 cells were incubated with various NET concentrations (0.0625 to 1 ng/µL), 

and viability was assessed by mitochondrial activity, total protein determination, 

and cell death measurements (Figure 16).  
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Figure 16: Isolated NETs are toxic to SCP-1 cells. SCP-1 cells were incubated with a dilution 
series of isolated NETs for 48 h. (A) Mitochondrial activity determined by resazurin conversion. 
(B) Total protein content determined by SRB staining. (C) Cell death determined by LDH release 
measurement normalized to lysed cells as a positive control. (D) EC50 of NETs based on different 
measurements; the number above each bar is the mean (individual graphs are presented in 
Supplementary Figure 6). (E) Representative microscopy images of SCP-1 cells after 48-h 
treatment. The scale bar is 1000 µm. N=3, n=3. *p<0.05, **p<0.01, ****p<0.0001 determined by 
the Kruskal-Wallis test. Data are shown as mean ± standard deviation. 
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The addition of NETs significantly reduced mitochondrial activity, beginning from 

0.0625 ng/µL (Figure 16A). Higher NET concentrations further decreased 

mitochondrial activity. At 0.5 ng/µL, mitochondrial activity was reduced by more 

than half. The total protein content (Figure 16B) was reduced significantly at 

1 ng/µL NETs, and cell death measured by LDH release was significantly induced 

by 0.5 ng/µL NETs (Figure 16C). Genomic DNA provided at 0.5 or 1 ng/µL did 

not affect the cells (Figure 16A-C). The EC50 was 0.327 ng/µL for resazurin, 0.508 

ng/µL for SRB, and 0.604 ng/µL for LDH (Figure 16D). Figure 16E clearly shows 

the morphological changes of SCP-1 cells treated with NETs. At 0.5 ng/µL, the 

cells no longer formed a dense cell layer, but rather showed aggregation at 

specific spots. At 1 ng/µL, only a few cells were left attached. The curves used to 

calculate the EC50 of each measure are presented in Supplementary Figure 6.  

Isolated NETs from high glucose treated neutrophils showed no difference to 

NETs isolated from normal glucose conditions (Supplementary Figure 7).  

3.2.2 Determination of the toxic component of isolated NETs 

To determine the toxic component of the isolated NETs, different NET pre-

treatments were tested, and the viability of the SCP-1 cells was evaluated. All 

treatments had been tested for toxicity to the cells (Supplementary Figure 3), and 

non-toxic concentrations were used. PMSF was excluded from experiments 

because it was toxic at low concentrations (Supplementary Figure 3). 
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Figure 17: Toxicity of NETs is only effectively reduced by heat treatment.  (A), (B), (C) Test of 
DNase and heat treatment to reduce the toxicity of NETs. Cells were co-incubated with 0.5 ng/µL 
NETs and 200 U/mL DNase, or NETs were pre-treated with heat (99°C 10 min, 75°C 20 min) 
before addition to the cells. (A) Mitochondrial activity determined by resazurin conversion. (B) 
Total protein content determined by SRB staining. (C) Determination of DNA content in the 
supernatant of treated SCP-1 cells by UGT1A6 PCR. (D), (E) Evaluating the effect of protease 
inhibitors on NET toxicity. Co-incubation of SCP-1 cells with 0.5 ng/µL NETs and 1 µg/mL 
pepstatin A (Pep A) or 5 µg/mL leupeptin (Leu) or a combination of both (Combi). (D) 
Mitochondrial activity determined by resazurin conversion. (E) Total protein content determined 
by SRB staining. (F), (G) Evaluating the effect of proteinase K on NET toxicity; 0.5 µg/mL 
proteinase K was co-incubated with SCP-1 cells and 0.5 ng/µL NETs for 48 h. (H) Analysis of 
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TLR4 activation in the HEK-Blue reporter cell line. LPS served as a positive control. Data are 
shown as the mean ± standard error of the mean. N=3, n=3. *p<0.05, **p<0.01, ***p<0.001, 
****p<0.0001 determined by the Kruskal-Wallis test. 

The DNA of the NETs was reduced significantly by treatment at 99°C and with 

DNase treatment and slightly reduced by treatment at 75°C (Figure 17C). Pre-

treatment of NETs with a high temperature (75 or 99°C) reduced the negative 

effect of NETs on mitochondrial activity in SCP-1 cells. In contrast, DNase 

showed no effect on mitochondrial activity compared with NETs alone (Figure 

17A). NETs slightly reduced the total protein content, and heat or DNase 

treatment increased the protein content. However, the effects on total protein 

were not significant in any of the conditions (Figure 17B).  

Protease inhibitors (Leu, Pep A, or a combination of both) did not reduce the 

negative effect of NETs on mitochondrial activity or total protein content in SCP-

1 cells (Figure 17A+B). Proteinase K as a general protein degrader did not 

change NET toxicity (Figure 17F+G).  

To find out more about the mechanism NETs induced in SCP-1 cells, a TLR4 

HEK-Blue reporter cell line was incubated with different NET concentrations 

(Figure 17H). NETs showed concentration-dependent activation of TLR4 in the 

reporter cell line: 1 ng/µL NETs induced TLR4 at half the level of the positive 

control (LPS), while lower NET concentrations (0.25 and 0.5 ng/µL) still 

significantly induced TLR4. 

A reduction in toxicity could only be achieved with harsh methods like very high 

temperatures. Removal of NETs could be another option to reduce toxicity. For 

this, SCP-1 cells were incubated with NETs for 48 h, washed, and then incubated 

for another 48 h without NETs. Viability was evaluated, and the DNA content in 

the supernatant and around the cells was determined.  
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Figure 18: SCP-1 cells do not recover from the toxic effects of NETs in a short period of time. 
SCP-1 cells were incubated for 48 h with NETs, washed, and then incubated for another 48 h 
without NETs. (A) Mitochondrial activity after 48 and 96 h determined by resazurin conversion. 
(B) Total protein determined by SRB staining. (C) DNA content measured by Sytox Green staining 
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(D) cit-H3 levels in the supernatant of treated SCP-1 cells determined by dot blot. (E) 
Representative images of Sytox Green (green) and Hoechst 33342 (blue) staining. The scale bar 
is 200 µm. N=3, n=3. *p<0.05, **p<0.01 determined by the Kruskal-Wallis test. 

Mitochondrial activity increased from 48 to 96 h in all conditions (Figure 18A). 

However, the mitochondrial activity in the NET-treated cells was still lower than 

in the control cells. A significant increase in mitochondrial activity could be 

observed only in the 0.5 ng/µL group. An elevated total protein content could also 

be seen from 48 to 96 h, but the 1 ng/µL group still showed a significantly lower 

total protein content compared with the control group (Figure 18B). The DNA 

content in the supernatant was significantly higher in both the 0.5 and 1 ng/µL 

groups compared with the control at 48 h. This effect persisted for 1 ng/µL at 96 h 

but not for 0.5 ng/µL (Figure 18C). In addition, a high amount of dying cells could 

also support the increase in DNA concentration.  

In the supernatant of NET-treated SCP-1 cells, cit-H3 gradually increased as the 

NET concentration increased. Pure isolated NETs showed a very high cit-H3 

content. However, this difference was only significant for the 1 ng/µL group at 

96 h compared with the control group at 48 h (Figure 18D). The Sytox Green 

staining revealed that at 1 ng/µL, only a few cells were left attached. For the other 

concentrations, there were small green spots distributed over the cellular layer 

(Figure 18E, upper panel). These small green spots were reduced at 96 h (Figure 

18E, lower panel). 

3.2.1 Effect on THP-1 cells 

Monocytes are the second cell type that arrive in the fracture gap. Here, the effect 

of isolated NETs on the activation of THP-1 cells, a monocytic cell line, was 

analyzed. Activation of THP-1 cells to an inflammatory state has been shown to 

negatively influence osteogenic migration and differentiation (Zhang et al., 2017).  
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Figure 19: THP-1 cells are activated by NETs. THP-1 cells were incubated with different NET 
concentrations for 48 h. (A) Mitochondrial activity determined by resazurin conversion. (B) Cell 
attachment determined by Hoechst 33342 staining. (C) Live staining of THP-1 cells. The upper 
row shows nuclear staining by Hoechst 33342, the middle row shows live staining by Calcein AM, 
and the lower row shows overlay images. The scale bar is 200 µm. N=3, n=3. *p<0.05, **p<0.01 
determined by the Kruskal-Wallis test. An asterisk above a box indicates significance compared 
with the control.  

The mitochondrial activity of THP-1 cells was only slightly affected by the addition 

of NETs (Figure 19A). Low NET concentrations (0.1 or 0.25 ng/µL) slightly 

increased the mitochondrial activity, whereas higher concentrations (1-2 ng/µL) 

reduced it. THP-1 cell attachment was measured to indicate cell activation (Figure 
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attachment. Cell attachment was also confirmed by microscopy (Figure 19C). 

Almost no cells were attached to the plate in the control condition (left panel). 

NET concentrations of 0.25 and 0.5 ng/µL (middle panels) induced cellular 

attachment, whereas with 2 ng/µL, fewer cells attached compared with the lower 

NET concentrations (right panels).  

To test whether THP-1 cells can reduce the toxicity of NETs on SCP-1 cells, THP-

1 cells were incubated with 0.5 ng/µL NETs as described previously, and the 

supernatant was collected. SCP-1 cells were treated for 48 h with these THP-1-

conditioned NETs, and mitochondrial activity and the total protein content were 

analyzed as readouts of viability.   

 

Figure 20: THP-1 cell pre-treatment does not reduce the toxicity of NETs to SCP-1 cells.  SCP-1 
cells were treated for 48 h with THP-1-conditioned NETs. (A) Mitochondrial activity determined 
by resazurin conversion. (B) Total protein content determined by SRB staining. N=3, n=3. 
*p<0.05, **p<0.01, ****p<0.0001 determined by the Kruskal-Wallis test. 

Mitochondrial activity was significantly reduced with either NETs only or THP-1-

conditioned NETs (Figure 20A) compared with the basal and the THP-1-

conditioned control. Treatment with genomic DNA or THP-1-conditioned genomic 

DNA did not affect the mitochondrial activity of SCP-1 cells. The total protein 

content was unaffected by the treatments (Figure 20B). THP-1 cells could not 

reduce the negative effect of NETs on SCP-1 cells.  
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3.2.1 Effect of NETs on the migration of SCP-1 cells 

Migration is an essential part of successful fracture healing. Thus, the migration 

of SCP-1 cells in the presence of NETs was analyzed.  

 

Figure 21: NETs reduce migration of SCP-1 cells. Migration of SCP-1 cells was analyzed by using 
the Oris cell migration assay after 45 h. (A) Migration of cells analyzed by using the initially free 
area covered with cells. (B) Total protein content determined by SRB staining. (C) Representative 
images of the migration assay stained with SRB after 45 h. White circles indicate the original free 
area. The scale bar is 1000 µm. N=3, n=4. *p<0.05, **p<0.01, ***p<0.001, ****p<0.0001 compared 
with the control, determined by the Kruskal-Wallis test.  
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Migration was significantly reduced already at 0.0625 ng/µL NETs (Figure 21A). 

Increasing the NET concentration further decreased the migration of SCP-1 cells, 

whereas the total protein content was only significantly reduced at 0.5 ng/µL 

NETs (Figure 21B). The reduced migration could also be directly observed in the 

microscopy images (Figure 21C), with an increase in the free area as the NET 

concentration increased compared with the control.  

3.2.2 Effect of NETs on differentiation of SCP-1 cells 

When MSCs arrive in the fracture gap, they need to differentiate into osteogenic 

cells to form new bone matrix. Differentiation of SCP-1 cells was investigated 

after a single exposure to NETs at the beginning of the differentiation period. This 

setup resembles an inflammatory reaction at the beginning of fracture healing 

with or without NET formation.  
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Figure 22: Differentiation of SCP-1 cells is reduced under the influence of NETs. SCP-1 cells were 
incubated with a dilution series of isolated NETs for 48 h in growth medium. Then, differentiation 
was started by the addition of differentiation medium (day 0). Cells were differentiated for 28 days. 
(A) Mitochondrial activity determined by resazurin conversion. (B) AP activity measurement (C) 
Total protein content determined by SRB staining. (D) Mineralization determined by Alizarin Red 
staining on day 21. (E) Mineralization determined by Alizarin Red staining on day 28. (F) 
Representative microscopy images of Alizarin Red staining on day 28. The number above each 
image indicates the NET concentration in ng/µL. The scale bar is 2000 µm. N=3, n=3. *p<0.05, 
**p<0.01, ***p<0.001 determined by the Kruskal-Wallis test. The colors indicate significance 
compared with the control. Data are shown as the mean ± standard deviation. 
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that, mitochondrial activity was still slightly lower, but the effect was no longer 
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significant. The total protein content was negatively affected until day 10 at the 

higher NET concentrations (0.25 and 0.5 ng/µL). From day 14, there was not a 

significant difference for any condition (Figure 22C). The AP activity was strongly 

affected by incubation with NETs. On days 10 and 14, all NET concentrations 

significantly reduced the total protein-normalized AP activity; on day 21, the 

difference was no longer significant. On day 28, the AP activity of NET-treated 

SCP-1 cells reached the level of control cells (Figure 22B). Mineralization was 

significantly reduced at day 21 at the higher NET concentrations (0.25 and 

0.5 ng/µL, Figure 22D) and still at the highest NET concentration at day 28 

(Figure 22E). The representative images of Alizarin Red staining at day 28 

(Figure 22F) show the beginning of small matrix spots in control cells, which are 

absent at 0.5 ng/µL and reduced at the lower NET concentrations.  

Overall, recovery of the cells could be seen starting from day 14. On day 28, AP 

activity in NET-treated cells reached the levels of control cells. This substantial 

and lasting effect of isolated NETs on MSCs raised more questions about 

possible factors that influence NET formation rates in humans. PAD4 is an 

essential protein for NET formation, and PADI4 SNPs are relevant for the 

formation of NETs and the pathogenicity of diseases like RA (Harris et al., 2008).  

3.3 Clinical outlook 

The three SNPs of PADI4 have a high co-incidence (nearly 1) and result in three 

amino acid changes in the final protein. Because PAD4 is an essential protein in 

NET formation, the effect of this altered protein on NET formation was 

investigated in neutrophils from healthy volunteers.  

3.3.1 PADI4 polymorphisms influence NET formation and PAD4 protein 

levels 

The PADI4 variant of each healthy volunteer was determined by ARMS-PCR. For 

each group, neutrophils from at least seven donors were isolated, and NET 

formation and activation of cells were analyzed at baseline and in response to 

PMA and CI stimulation. Table 12 shows the characteristics of the two study 

groups.   
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Table 12: Characteristics of the study cohort. 

Group Donors 
Mean age 

[years] 
Gender (F/M) 

p-Value 
age/gender 

Major 8 35.25 3/5 0.890 

0.737 Minor 7 34.43 2/5 

 

Activation of neutrophils was analyzed by using the Sytox Green Assay to 

measure later activation (NET release) and by using bio-impedance 

measurement to measure early activation. Together with bio-impedance 

measurement, live-microscopy images were evaluated for NET formation as 

described previously (Linnemann et al., 2020).  
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Figure 23: PADI4 SNPs influence NET release. (A), (B), (C) Analysis of NET release by the Sytox 
Green Assay. (A) Total amount of DNA release determined by calculating the AUC from 0-5 h. 
(B) Half-maximal stimulation time of PMA stimulation. (C) Half-maximal stimulation time of CI 
stimulation; N≥7, n=3. (D), (E) Analysis of NET release by live microscopy imaging. (D) 
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Representative time course of the count of NETosed cells of one donor. (E) Counts of NETosed 
cells at 145 min; N≥7, n=4 (F) Peak time of bio-impedance measurement for the three different 
stimulants; N≥7, n=4 (G) PAD4, MPO, and NE protein levels determined by western blot/dot blot; 
N≥7, n=3. *p<0.05, **p<0.01, ***p<0.001 determined by the Kruskal-Wallis test (multiple 
comparisons) or the Mann-Whitney U test (single comparison). 

The total amount of released DNA, as determined by the Sytox Green Assay, 

was not different between the major and the minor groups (Figure 23A). The 

activation time of NET release by PMA or CI stimulation did not differ between 

the major and the minor groups (Figure 23B+C). Figure 23D shows a 

representative time course of the live-microscopy analysis of NET release. 

Evaluation at 145 min revealed a significantly higher amount of NETosed cells in 

the minor group than in the major group (Figure 23E). With CI, no difference could 

be seen. Measurement of the early activation by bio-impedance revealed a 

slightly faster but non-significant activation in the minor group in control cells or 

with CI stimulation (Figure 23F). With PMA, neutrophil activation happened 

significantly earlier in the minor group than in the major group (Figure 23F). 

To find out more about possible underlying reasons, the levels of important 

proteins were determined. PAD4 levels were significantly higher in the minor 

group, whereas MPO levels were significantly lower in the minor group (Figure 

23G). NE levels were not affected by the PAD4 variant.  

3.3.2 Patients with a chronic wound patients release fewer NETs than 

patients with an acute wound 

To check the clinical relevance of NET formation, neutrophils were isolated from 

patients with acute wounds (<30 days), sub-chronic wounds (30-90 days), and 

chronic wounds (>90 days). NET release was analyzed from unstimulated and 

stimulated (PMA, CI) neutrophils by using the Sytox Green Assay. The patient 

characteristics can be found in Table 13.  
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Table 13: Characteristics of patients with acute, sub-chronic, and chronic wounds. 

 

Acute 
Sub-

chronic 
Chronic 

Overall 
p-value 

Sample number 10 6 6 - 

Wound duration [days] 14±9.6 66.6±27.0 357.3±316.6 <0.0001 

Age [years] 56.9±12.8 59.6±20.2 52.3±14.2 0.8689 

BMI [kg/m2] 25.9±3.7 26.5±4.3 28.1±7.0 0.8355 

Female [%] 16.67 28.57 44.44 >0.9999 

Smoker [%] 87.5 60 50 >0.9999 

Diabetes [%] 8.3 20 16.7 >0.9999 

Infection of wound [%] 50 80 66.7 >0.9999 

BMI: body mass index 
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Figure 24: Patients with chronic wounds release fewer NETs than patients with acute wounds.  
(A), (B), (C) Analysis of DNA release by the Sytox Green Assay with different stimulants. Total 
DNA release was determined by calculating the AUC for 0-5 h. The activation time is presented 
as the half-maximal stimulation time for (A) Control, (B) PMA, and (C) CI. N≥7, n=3. The italic 
numbers in the graphs indicate p-values determined by the Kruskal-Wallis test. 
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Unstimulated neutrophils from patients with sub-chronic wounds showed a 

significantly higher NET release than control neutrophils or neutrophils from 

patients with chronic wounds (Figure 24A, left). After PMA stimulation, the 

neutrophils of patients with sub-chronic wounds were not different from the 

neutrophils of control patients (Figure 24B, left).  

The neutrophils of patients with chronic wounds released a significantly lower 

amount of NETs than the neutrophils of control patients and patients with sub-

chronic wounds without stimulation and after PMA stimulation (Figure 24B, left). 

With CI stimulation, the neutrophils of patients with chronic wounds released 

significantly fewer NETs than the neutrophils of control patients, but no significant 

difference was observed compared with the neutrophils of patients with sub-

chronic wounds (Figure 24C, left). For PMA and CI stimulation, no differences 

could be seen in the activation time between the neutrophils from the different 

groups (Figure 24B+C, right).  

Regarding clinical applications, SCP-1 cell supernatant induced a substantial 

reduction in PMA-induced NET release (Supplementary Figure 8). 
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4. Discussion 

Various clinical complications often characterize advanced T2DM. One of them 

is delayed healing of fractures and wounds, resulting in an increased complication 

rate. Fractures occur in nearly every person at least once in their lifetime. 

Diabetes is one of the main risk factors for the development of delayed fracture 

healing or even a non-union (Picke et al., 2019). Although many advances have 

been made, the reasons for this are still not well understood. Besides angio- and 

neuropathies, T2DM patients have an overactive immune system resulting in a 

constant inflammatory state. The immune system plays a pivotal role in the 

induction of fracture healing (Schmidt-Bleek et al., 2012); thus, it is very likely that 

a disturbed immune system play a role in the delayed fracture healing of T2DM 

patients.  

4.1 NET formation in diabetic patients 

In the trauma patient cohort analyzed here, the neutrophils of DM patients 

released more NETs when exposed to all stimuli, especially the NOX-dependent 

ones (PMA, H2O2). Unstimulated neutrophils from T2DM patients also released 

more NETs than neutrophils from control patients; however, this difference was 

not significant because the total NET release in unstimulated neutrophils was low. 

In many cases, the formation of NETs contributes to disease pathogenicity 

(Mitsios et al., 2016), particularly in the development of type 1 diabetes (Sodré et 

al., 2021). T2DM patients have been shown to release more NETs without 

stimulation (Wang et al., 2018). Still, in certain cases, isolated T2DM neutrophils 

no longer react to stimuli, and NET release is less than from healthy control 

neutrophils, suggesting neutrophil exhaustion (Carestia et al., 2016). In the 

present investigation, this was different; neutrophils from DM patients released 

more or the same amount of NETs in response to all tested stimuli compared to 

control patients.  

One reason for the increased NET release could be the increased PAD4 levels 

observed in T2DM patients. PAD4 is an essential protein in NET formation, being 

activated by ROS-dependent and ROS-independent stimuli (Thiam et al., 2020). 

The rate of cit-H3 did not differ between controls and T2DM patients in response 
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to CI stimulation, suggesting a different role for PAD4. PAD4 overexpression 

could generate a kind of NET release in osteogenic U2OS cells, although 

osteosarcoma cells usually do not release NETs (Leshner et al., 2012). An 

increase in cit-H3 could not be observed in the present study, but NET release 

was also not increased with CI stimulation. However, in the limited number of 

patients, it was not investigated whether the increased NET release in DM 

patients after PMA stimulation was due to increased cit-H3 levels. 

There are several factors responsible for increased NET formation in T2DM 

patients. An inflammatory phenotype (Ehnert et al., 2015b), increased ROS 

(Bartlett et al., 2020), and increased activation of MAPKs (Wang et al., 2019) are 

all prerequisites for NET formation. There were no hints in the present study for 

neutrophil exhaustion (reduced NET formation in response to stimuli), as had 

been seen in another study (Cichon et al., 2021). One possible reason could be 

the medication T2DM patients receive in standard care in Germany. For example, 

metformin, one of the leading oral drugs to treat T2DM patients in Germany 

(Landgraf et al., 2019), has been shown to reduce NET formation (Carestia et al., 

2016, Menegazzo et al., 2018). Moreover, it has been demonstrated that 

metformin can partially suppress the release of pro-inflammatory cytokines in 

freshly diagnosed diabetics (Lee et al., 2013). Thus, it is conceivable that this 

may contribute to the reversion of increased NET formation observed in T2DM 

patients under metformin treatment (Carestia et al., 2016).  

4.2 HG effect on NET formation 

In the present study, neutrophils from T2DM patients showed higher NET release 

after stimulation with PMA. To find out more about the underlying mechanisms, 

the neutrophils from healthy volunteers were incubated in diabetic conditions. In 

vitro, HG was tested for the ability to induce NETs in neutrophils from healthy 

volunteers, a phenomenon that had been shown in a previous study (Menegazzo 

et al., 2015). In contrast, in the present study, a standard HG concentration 

(25 mM; Häussling et al., 2021) did not induce NET formation in healthy 

neutrophils. Likewise, in two other studies, glucose alone did not affect NET 

formation (Cichon et al., 2021, Joshi et al., 2013). HG changes the osmolarity of 
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the cell culture medium, similarly to mannitol, which has been shown to inhibit 

PMA-induced NET formation (Menegazzo et al., 2015) and to act as a ROS 

scavenger (Larsen et al., 2002). A change in osmolarity might also prevent NET 

formation by HG. However, 24-h pre-stimulation of neutrophils with HG increased 

NET formation, but the response was reduced when combined with stimuli such 

as LPS and IL-6 (Joshi et al., 2013). Notably, no such effect could be observed 

in the present study. This could be due to the shorter pre-stimulation time with 

the diabetic conditions (a maximum of 6 h compared with 24 h), which was 

chosen due to increased cell death of neutrophils after 5-6 h. 

In another in vitro study, HG-induced NET formation in a concentration-

dependent manner by a ROS-dependent mechanism (Wang et al., 2018). 

However, ROS formation induced by HG could not be observed in this study. The 

missing ROS induction may have blocked NET formation, as shown previously 

(Kirchner et al., 2012).  

ROS quenching by autologous plasma may further prevent HG-induced NET 

release. All experiments were conducted with 2% autologous plasma to increase 

the survival rate and to reduce basal activation of neutrophils. Indeed, the present 

findings are in line with experiments showing that autologous plasma inhibits 

ROS production in PBMCs (Veloso et al., 2008). In another study, serum albumin 

also reduced NET formation (Zheng et al., 2021). Similarly, neutrophils exposed 

to 2% human serum did not show NET release induced by high glucose (Joshi et 

al., 2013), although in another study from the same group, HG induced significant 

NET release with 2% human serum (Joshi et al., 2016). Nevertheless, the present 

study did not totally remove plasma to better mimic the in vivo situation. 

Taken together, these results indicate that other conditions (e.g., elevated 

cytokine levels) but not HG are possibly responsible for higher NET formation in 

T2DM patients.  

4.3 Insulin effect on NET formation 

Insulin is the second factor with a substantial role in diabetes. At the beginning of 

T2DM, insulin levels increase together with glucose as a compensatory 

mechanism. Later, when the pancreas can no longer produce such high amounts 
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of insulin, insulin levels decrease, and insulin needs to be replaced by external 

application.  

Insulin not only regulates blood sugar levels but is also a potent regulator of the 

innate immune response (Sunahara et al., 2012). Up to now, the effect of insulin 

on NET release had not been investigated. Given that HG did not directly affect 

the formation of NETs with or without additional stimuli, insulin was further 

examined as the second player in T2DM. Insulin in combination with HG delayed 

PMA-induced NET formation. 

A more detailed analysis of the effect of insulin on NET formation revealed a 

dose-dependent suppression of NET formation, which was not entirely blocked 

but delayed by some hours. This effect was also seen when neutrophils were 

exposed to LPS. Interestingly, co-incubation of CI plus insulin did not affect NET 

formation. CI uses a ROS-independent pathway to activate NET release, 

whereas PMA or LPS rely on ROS production for NET formation (de Bont et al., 

2018). Consequently, the interference of insulin with ROS would only delay the 

effects of the ROS-dependent stimuli PMA and LPS. An influence on ROS 

pathways is supported by the observed accelerated NET formation with H2O2 

plus additional insulin. However, microscopy images indicated that necrosis 

occurred due to very high levels of ROS production rather than NET formation.  

Basal insulin application induced high levels of general ROS, but not specifically 

H2O2 or O2-•. One hypothesis is that an imbalance in the types of ROS prevents 

NET formation. MPO could be a decisive factor here. The MPO activity was 

slightly reduced by insulin application, a fact that had been established in a 

mouse model (Stegenga et al., 2008) and in isolated neutrophils (Oldenborg, 

1999). MPO catalyzes the reaction of H2O2 to HOCl (Winterbourn and Kettle, 

2012) and is necessary for NET formation (Kenny et al., 2017, Metzler et al., 

2011). The specific types of ROS produced by MPO may be necessary for NET 

formation. Thus, reduced activity could diminish NET formation,  similarly to what 

had been observed in neutrophils from patients with reduced MPO activity 

(Metzler et al., 2011).  
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In more detail, analyses of signaling pathways revealed that insulin plus PMA 

overactivated MAPKs. While activation of ERK and p-38 is essential for NET 

formation by PMA (de Bont et al., 2018, Hakkim et al., 2011), in this study it did 

not induce NET formation. A similar effect of insulin has been observed in 

macrophages: Its application induced MAPKs and inflammatory cytokines but 

prevented activation of PKC (Tessaro et al., 2017), which is the target of PMA-

induced NETosis. Therefore, insulin may initially inhibit PMA- or LPS-induced 

PKC activation in neutrophils and delay NET formation. However, PKC inhibition 

also inhibits NET formation by CI (Neeli and Radic, 2013) which was not seen 

with insulin.  

Besides the already described factors, PAD4 plays an essential role in NET 

formation (Tatsiy and McDonald, 2018). PAD4 levels were not affected by insulin 

treatment of neutrophils, but insulin induced high ROS, a phenomenon that could 

inhibit PAD4 activity (Damgaard et al., 2017). Thus, the increased ROS induction 

by insulin addition could inhibit PAD4 activity. While the inhibition of PAD4 activity 

is sufficient to prevent NET formation (Lewis et al., 2015), PAD4 activity was not 

directly investigated in this study.  

Clinically, insulin application has been used successfully to improve the survival 

of critically ill patients even if they did not have diabetes (van den Berghe et al., 

2001). In diabetics, insulin application reduces circulating plasminogen activator-

inhibitor 1 and tissue factor to decrease the risk for thrombosis development 

(Aljada et al., 2002). Released NETs interact with both plasminogen activator 

inhibitor 1 and tissue factor, leading to an increased risk for thrombosis (Stakos 

et al., 2015, von Brühl et al., 2012). Insulin could thus modify the initial release of 

NETs and prevent the consequences of formed NETs by reducing interactors.  

The strong insulin effect further suggests that pre-diabetic patients who already 

have increased insulin levels and insulin resistance are affected. Because 

approximately 50% of all patients in German hospitals have diabetes or are 

prediabetic, this finding might be highly relevant in clinical settings (Kufeldt et al., 

2018).  
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4.4 Toxic effect of NETs  

Once NETs are released, they exert different effects on surrounding cells and 

tissues. The main components of NETs are antimicrobial proteins, DNA, histones, 

and other neutrophil-specific proteins like MPO or NE (Petretto et al., 2019). 

PMA-induced NETs were notably toxic to SCP-1 cells. In melanoma cells, DNA 

was the toxic component of NETs leading to cell death (Schedel et al., 2020). 

DNase effectively reduced the toxicity of NETs in this specific cell type, but in 

SCP-1 cells, DNase just slightly reduced the toxicity of NETs. Furthermore, SCP-

1 cells were much more sensitive to NETs than melanoma cells (Schedel et al., 

2020). Recovery was prolonged after removal of NETs or during differentiation of 

SCP-1 cells. This finding suggests that NETs may have a persistent negative 

effect on tissue, as previously shown in SLE (Hakkim et al., 2010).  

DNase is often postulated as the first-line treatment against NET-induced tissue 

damage. However, some studies have shown that the DNA itself is not the toxic 

compound of released NETs (Haritha et al., 2019, Kajioka et al., 2021, Martins-

Cardoso et al., 2020). Moreover, NETs without protein components did not 

activate macrophages (Lazzaretto and Fadeel, 2019). Thus, DNase application 

was found not to be sufficient to prevent NETs-induced endothelial and epithelial 

cell death (Saffarzadeh et al., 2012). Only inhibition of PAD4 or NE prevented 

endothelial tissue damage (Kolaczkowska et al., 2015). Furthermore, histones 

and NE were necessary to induce an inflammatory response from macrophages 

(Haritha et al., 2019). This supports the present results where only heat treatment 

efficiently prevented NET toxicity to SCP-1 cells.  

The activation of TLR4 by isolated NETs in the HEK reporter cell line represents 

strong evidence that histones are a major reactive component of NETs. In 

previous studies, histones could activate TLR2 and TLR4 in platelets (Semeraro 

et al., 2011), and NETs could activate TLR4, but not TLR2 or TLR9 

(Tsourouktsoglou et al., 2020). In the latter study, histones were the major 

contributor to TLR4 activation whereas DNA just supported endolysosomal 

receptor translocation. Histone-induced activation of TLR4 led to IL-8 release in 

epithelial cells (Kawano et al., 2014), which could further induce attraction and 
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activation of neutrophils (Bernhard et al., 2021), thus enhancing inflammation. 

Additionally, histones are toxic to several kinds of cells like human umbilical vein 

endothelial cells (HUVECs) (Mizuta et al., 2020), HeLa cells (Knopf et al., 2019), 

and retinal epithelial cells (Kawano et al., 2014). Histones as a toxic component 

would allow for the usage of anti-histone antibodies as a possible effective 

treatment to prevent NET cell toxicity (Deng et al., 2020).  

Clearance of NETs by macrophages is also thought to be essential to reduce 

NET toxicity (Nakazawa et al., 2016). However, the toxicity of NETs to SCP-1 

cells could not be achieved after THP-1 cell incubation, although NETs did 

activate THP-1 cells. Researchers have reported general activation of THP-1 

cells by NETs into a pro-inflammatory phenotype (Hu et al., 2019). This action is 

dependent on the stimulus: activation and clearance of NETs by macrophages 

could either beneficial for healing (Munir et al., 2020) or contribute to further 

progression of inflammation (An et al., 2019). However, after longer exposure, 

NETs could induce apoptosis in macrophages and dendritic cells (DCs) (Donis-

Maturano et al., 2015), thus reducing the potential for clearance. Diabetes 

changes the environmental conditions (cytokines, glucose, insulin) and the 

composition of NETs (Soongsathitanon et al., 2019). The combination of the 

fracture gap conditions (low pH, low oxygen) with the diabetic conditions could 

hamper the clearance potential of macrophages and increase tissue damage. 

This may contribute to a negative effect of NETs in diabetics, especially in fracture 

healing.  

4.5 Effect of NETs on the functionality of SCP-1 cells 

For proper fracture healing, not only survival and proliferation of MSCs but also 

migration and differentiation are essential. Factors in the fracture gap are 

responsible for attracting MSCs (Ishikawa et al., 2014), which later need to 

differentiate into chondrocytes or osteoblasts to form the bone matrix. While 

neutrophils had been shown to inhibit matrix formation of MSCs (Bastian et al., 

2018a), the effect of NETs on MSCs had not yet been evaluated until this study. 

Migration of SCP-1 cells in the presence of NETs was already inhibited at low 

concentrations, without toxicity to the cells. Normally, MSC migration is induced 
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by a variety of factors (mostly cytokines and growth factors) (Fu et al., 2019). In 

general, factors released from neutrophils can induce migration of MSCs (Zhang 

et al., 2020) —for example, into the fracture hematoma (Hoff et al., 2016) —but 

the present study revealed that NETs are not favorable for MSC migration. The 

negative effect on migration occurred at lower NET concentrations than the 

negative effect on cell number, suggesting that the reduced migration is not only 

an effect of reduced viability. In diabetic conditions, there is less MSC migration 

and markedly reduced induction of migration by secreted factors of PBMCs 

(Linnemann et al., 2021). A similar phenomenon could account for NETs: NET 

formation is increased in diabetic conditions, and the released NETs further 

reduce MSC migration.  

For the subsequent differentiation of MSCs, the inflammatory environment of the 

fracture gap is essential (Herrmann et al., 2019). NET formation could have a 

strong influence here, as shown by the activation of THP-1 cells. Neutrophils and 

monocytes are strong regulators of the inflammatory status in the fracture gap, 

and macrophages massively modify the MSC migration and differentiation 

(Champagne et al., 2002, Chen et al., 2012, Ekstrom et al., 2013, Nicolaidou et 

al., 2012). Thus, altered activation of macrophages by NETs could contribute to 

the altered behavior of MSCs. However, it is not clear whether this would be 

negative or beneficial for healing. A wound healing study in mice showed that 

NETs properly cleared by macrophages in combination with applied MSCs 

improve healing (Munir et al., 2020). However, depending on the activation status 

of macrophages, they could also inhibit migration and osteogenic differentiation 

of MSCs (Chen et al., 2012, Zhang et al., 2017). NET-induced polarization of 

macrophages could thus have a strong influence on the differentiation of MSCs.  

Nevertheless, MSCs could also be directly affected in their differentiation by 

released NETs. In this study, NETs activated TLR4. TLR4-mediated MSC 

activation leads to profound cytokine release (He et al., 2016). While low-level 

TLR4 activation is beneficial for osteogenic differentiation of MSCs (Muthukuru 

and Darveau, 2014), strong activation of TLR signaling leads to reduced 

osteogenic differentiation (Zhu et al., 2019). First, the direct effect of NETs on 

osteogenic differentiation of MSCs was investigated here. Of note, researchers 
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had shown that neutrophils inhibit osteogenic differentiation of MSCs, but they 

had not investigated NETs (Bastian et al., 2018a).  

In this study, only the effect of NETs on MSCs was investigated, although MSCs 

can also affect NET formation. The immunosuppressive effects of MSCs are well 

accepted. Studies on NET formation in the presence of MSCs have shown a 

reduction in NET formation that prevented tissue damage (Jiang et al., 2016), 

and reduced MSC-mediated neutrophil activation can also dampen LPS-induced 

sepsis (Ahn et al., 2020). However, MSCs can also have the reverse effect on 

neutrophils. In the tumor microenvironment, MSCs release IL-8, thus inducing the 

attraction of neutrophils (Grégoire et al., 2015). Furthermore, MSCs prevent 

neutrophils from undergoing apoptosis (Grégoire et al., 2015). The effect of MSCs 

is dependent on their activation status and microenvironment. TLR4-activated 

MSCs have a more beneficial effect on bacterial clearance and neutrophil-

mediated resolution of inflammation than non-activated MSCs (Brandau et al., 

2014). A similar effect has been observed in a mouse wound healing model 

where only TLR4-activated MSCs showed a strong positive effect on healing 

(Munir et al., 2020). In the present study, isolated NETs activated TLR4. These 

bidirectional interactions were not considered here and must be seen as a 

limitation.  

4.6 The influence of PADI4 and its SNPs on NET formation 

NET formation seems to be highly relevant for the functionality of MSCs, and 

several diseases are associated with overshooting NET formation (Mitsios et al., 

2016). Hence, regulation of NET formation has a very high therapeutic potential. 

A key regulator of NET formation is PAD4 (Thiam et al., 2020). PADI4 SNPs are 

predictive for the risk of development of RA (Harris et al., 2008). In the current 

study, a minor haplotype of PADI4 (positions 163, 245, 335) was associated with 

higher PAD4 protein levels and increased NET formation after stimulation in 

healthy volunteers. The increased NET formation could be correlated directly to 

increased PAD4 levels. These results fit previous data, where the minor 

haplotype stabilized PAD4 protein and directly affected its activity (Horikoshi et 

al., 2011).  
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Researchers have shown that PAD4 overexpression can induce the release of 

NET-like structures even in osteogenic cells (Leshner et al., 2012), which 

normally do not form NETs, underlining the strong effect of PAD4 on NET 

formation. PAD4 overexpression led to a strong increase in cit-H3 levels, 

providing evidence for a strong increase in PAD4 activity. PAD4 activity is highly 

dependent on calcium (Leshner et al., 2012), a fact that could be very relevant in 

the setting of fracture hematoma, where calcium levels can be up to 10 times 

higher than normal (Walters et al., 2018). While high calcium levels are relevant 

for matrix formation in bone healing, they could also activate PAD4. Neutrophils 

exposed to high calcium levels have been shown to release ROS via PAD4 

activation (Zhou et al., 2018), possibly further promoting NET formation.  

The effects of PADI4 SNPs and their associated effects on protein levels means 

there is likely clinical relevance. In combination with other prerequisites for 

increased NET formation like diabetes, RA, or another chronic inflammatory 

disease, the variant could strongly influence healing abilities in the case of 

trauma. There are several instances for which PAD4 inhibition is beneficial for 

healing (Kaur et al., 2020, Wong et al., 2015). PAD4 is also a key player for the 

development of sepsis in several mouse models (Liang et al., 2018, Zhao et al., 

2020). However, PAD4 inhibition could be detrimental when the immune defense 

against pathogens is critical, like gastrointestinal infection with Citrobacter 

rodentium (Saha et al., 2019) or in the defense against necrotizing fasciitis (Li et 

al., 2010). PAD4 does not seem to be the main player in all cases. For example, 

in a skeletal muscle ischemia-reperfusion model, TLR7/8/9 inhibition was more 

effective than PAD4 inhibition in preventing tissue damage by NETs (Edwards et 

al., 2020).  

PAD4 itself can be a self-antigen, contributing to immunity in chronic inflammatory 

diseases. In RA, anti-PAD4 antibodies have been associated with increased 

disease activity (Harris et al., 2008). The authors identified three PADI4 SNPs in 

the antibody-binding region that possibly alter the immunogenicity of PAD4 

(Harris et al., 2008). Furthermore, PAD4 can induce auto-immunity through the 

citrullination of other proteins (Damgaard et al., 2014, Suzuki et al., 2003). 

Increased PAD4 levels by the minor variant and/or T2DM could thus influence 
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inflammation on three levels: NET formation, modification of other proteins, and 

autoimmunity of PAD4 itself.  

In the pathogenesis of T2DM, the role of PAD4 is still not clear. For type 1 

diabetes, PAD4 seems to play role in the development of autoimmunity against 

the beta-cells of the pancreas (Sodré et al., 2021). If this is also true for later 

stages of type 2 diabetes is not clear. In fact, T2DM patients have elevated NET 

markers in the blood (Miyoshi et al., 2016) and increased PAD4 levels as shown 

in this study. Increased PAD4 levels due to the minor variant could further 

contribute to the progression of T2DM.  

4.7 Clinical relevance of NET formation and PAD4 

Neutrophils from patients with chronic wounds released fewer NETs than 

neutrophils from patients with acute wounds. In contrast, neutrophils from 

patients with sub-chronic wounds released more NETs than those from patients 

with acute wounds without additional stimulation. After stimulation, the 

neutrophils from patients with chronic wounds released fewer NETs than the 

neutrophils from patients with acute or sub-chronic wounds. These data are 

contrary to studies from mice where higher local NET release was associated 

with delayed wound healing (Fadini et al., 2016, Heuer et al., 2021). These results 

suggest that lower NET release from circulating neutrophils may be associated 

with higher release at local sites. However, NET formation directly at wound sites 

was not investigated in the present study.  

The reduced NET formation of peripheral neutrophils from patients with chronic 

wounds after additional stimulation could actually be a sign of neutrophil 

exhaustion, leading to a reduced defense against pathogens and delayed 

healing. Such an effect could be observed in a sepsis mouse model, where 

destruction of NETs by DNase worsened sepsis and was only effective in 

preventing tissue damage when combined with antibiotic therapy (Czaikoski et 

al., 2016). Dysregulation of NET release may lead to delayed healing by impairing 

clearance of invading pathogens and/or tissue damage by excessive NETs.  

Another factor that could influence the ability of neutrophils to form NETs could 

be the micronutrient status of patients. Malnutrition and vitamin D deficiency are 
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also highly relevant aspects in trauma patients (Ihle et al., 2017, Wintermeyer et 

al., 2016). Vitamin D3 and omega poly-unsaturated fatty acid supplementation 

inhibited PMA-induced NET formation in neutrophils from diabetic patients with 

purulent necrotizing injuries on the lower limbs (Basyreva et al., 2021). Further, 

aged individuals showed impaired NET formation and subsequent bacterial 

clearance (Hazeldine et al., 2014). This could be a relevant for aged individuals, 

another high-risk group for the development of complications after trauma 

(Beshay et al., 2020).  

In the context of bone, PAD4 inhibition or DNase treatment prevented aseptic 

implant loosening in a mouse model, and NETs have been found in human fibrotic 

samples of aseptic loosened implants (Kuyl et al., 2021). Thus, increased PAD4 

levels as found in diabetic patients could increase the risk for implant loosening 

after hip or knee arthroplasty. 

To prevent the negative effects of NETs on tissue, the Food and Drug 

Administration–approved drug chloroquine has shown promising effects in 

skeletal muscle, even more than PAD4 inhibition (Edwards et al., 2020). 

Chloroquine has also shown promise in reducing the severity of pancreatitis 

(Murthy et al., 2019).  

4.8 Conclusion and outlook 

DM patients show higher NET formation and higher PAD4 levels, both of which 

are associated with delayed healing, tissue damage, and complications. In vitro, 

HG could not induce NET formation, but insulin inhibited it, revealing a strong 

regulatory ability. NETs showed a detrimental effect on MSCs and activated 

monocytes. Both cell types strongly influence fracture healing. A combination of 

the PADI4 minor variant and a secondary disease like diabetes could enhance 

NET release and contribute to complications or delayed healing. Thus, 

determining the PADI4 variant or the PAD4 levels may be a predictive factor for 

the development of complications. A correlation of the PAD4 minor variant with 

clinical data would be helpful to validate the in vitro data presented in this study. 

A direct investigation of fracture hematoma from T2DM patients could follow to 
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directly prove locally increased NET formation. Alternatively, fracture hematoma 

from a diabetic mouse model (like db/db) could be investigated.  

A local intervention at the fracture site with DNase, PAD4 or NE inhibitors, or 

chloroquine could promote healing. However, interventions must be carefully 

applied because the fight against infections can be severely hampered when NET 

formation is inhibited. For all the possible interventions, especially in fracture 

healing, greater understanding of the role of NETs is still needed to reestablish 

the balance between the infection-fighting potential of NET formation and the 

possible detrimental effects on tissue integrity.  
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5. Abstract 

Diabetes is a global disease with a strongly increasing prevalence and incidence. 

In Germany, about 9 million people are living with diabetes, most of them with 

type 2. Type 2 diabetes impairs vascularization, nerve signal transfer, and kidney 

function. Additionally, type 2 diabetic patients have impaired healing abilities: 

Wounds and fractures need more time to heal, and complications occur more 

often. After a fracture, the immune system is rapidly activated in the fracture gap. 

The induced inflammatory process is essential for fracture healing, starting with 

the arrival of neutrophils. Neutrophils have strong phagocytic abilities and can 

release large amounts of cytokines, thus inducing strong inflammation. They can 

also release their DNA as a defense mechanism, which then organizes in large 

net-like structures covered with antimicrobial proteins and proteases—so-called 

neutrophil extracellular traps (NETs). One of the main proteins involved in NET 

formation is peptidyl arginine deiminase type IV (PAD4), which is responsible for 

the induction of chromatin decondensation. NETs have been shown to impair 

wound healing in diabetic mice and are released after trauma. The negative effect 

on wound healing could be improved by PAD4 knockout or DNase treatment. In 

this study, the possible role of NETs in diabetic fracture healing was investigated.  

To investigate NET release in diabetic conditions, neutrophils were isolated from 

patients or healthy volunteers, and NET release was measured by using the 

Sytox Green Assay. Neutrophils from healthy volunteer were stimulated with 

controlled diabetic conditions in vitro (high glucose, high insulin). Reaction to 

different stimulants (phorbol 12-myristate 13-acetate [PMA], calcium ionophore 

A23187 [CI], lipopolysaccharide [LPS], H2O2) was investigated in diabetic 

conditions. Variants of PADI4 and their effect on NET release were analyzed. 

Intracellular processes were analyzed by western blot, and reactive oxygen 

species (ROS) and myeloperoxidase (MPO) activity were measured. Isolated 

NETs from stimulated neutrophils were added to a mesenchymal stem cell (MSC) 

line (SCP-1 cells), and viability (mitochondrial activity, total protein, lactate 

dehydrogenase release) and functional parameters (migration, osteogenic 
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differentiation) were analyzed. The reaction of monocytes to isolated NETs was 

analyzed by measuring activation and viability.   

Neutrophils from diabetic patients released more NETs at baseline and after 

stimulation with PMA or H2O2 but not CI. They had increased PAD4 levels, but 

the MPO and citrullinated histone H3 levels were not altered. Neutrophils from 

healthy volunteers did not show NET release in response to high glucose or high 

glucose with insulin. Combination of diabetic conditions with CI did not alter NET 

release, but high insulin delayed NET release in response to PMA or LPS by 2-3 

h (+3.26 h with PMA, +2.09 h with LPS). Insulin induced high levels of ROS with 

and without PMA whereas high glucose did not induce ROS. Further, insulin with 

PMA significantly induced two mitogen-activated proteins kinases, with increased 

phosphor-extracellular signal-regulated kinase and phospo-p38, but slightly 

reduced MPO activity. In a PADI4 minor variant haplotype, NET formation was 

significantly accelerated, and PAD4 levels increased. Isolated NETs were very 

toxic to SCP-1 cells, and migration was already reduced at non-toxic 

concentrations of NETs. Single-dose exposure of NETs at the beginning of 

osteogenic differentiation significantly reduced alkaline phosphatase activity and 

matrix formation. Recovery from NET exposure regarding viability could be 

achieved between days 10 and 14 of differentiation. NETs activated Toll-like 

receptor 4. Monocytes were activated at lower NET doses, and their viability was 

decreased with higher NET concentrations.  

In conclusion, NET formation in diabetic patients was increased, but not because 

of high glucose. Insulin had a strong regulatory function on NET formation, 

possibly deregulating NET formation. A minor PADI4 haplotype could increase 

the deregulation in type 2 diabetic patients. The increased NET formation could 

then have a strong negative effect on MSCs and contribute to delayed fracture 

healing in type 2 diabetic patients.  
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6. Zusammenfassung 

Diabetes ist eine Stoffwechselerkrankung mit stark steigender Prävalenz in 

Deutschland. Typ 2 Diabetes geht mit erhöhtem Blutzucker und Insulinresistenz 

einher was verschiedene Nebenerkrankungen zur Folge hat. Neben Nieren- und 

Nervenschäden führt Typ 2 Diabetes zu einem erhöhten Risiko für 

kardiovaskuläre Erkrankungen und Problemen bei der Wund- und 

Frakturheilung. Knochen brauchen länger, um zu heilen und es kommt öfter zu 

Komplikationen. Zusätzlich ist das Frakturrisiko erhöht. Nach einer Fraktur 

wandern Immunzellen in den Frakturspalt ein und erzeugen eine Entzündung. 

Dieser Entzündungsprozess ist essenziell für die Frakturheilung. Neutrophile sind 

die ersten Zellen, die in den Frakturspalt einwandern. Sie tragen durch die 

Freisetzung von Zytokinen zur Entzündung bei und phagozytieren Zellschrott. 

Zusätzlich können Neutrophile ihre DNA als weiteren Abwehrmechanismus 

freisetzen. Diese freigesetzte DNA bildet große Strukturen, so genannte 

neutrophil extracellular traps (NETs), die mit Proteinen und Histonen besetzt ist. 

Eines der wichtigsten Proteine für die Bildung von NETs ist PAD4, welches durch 

die Citrullinierung von Histonen zur Dekondensation von Chromatin führt und 

dessen Freisetzung ermöglicht. Erhöhte NETs Freisetzung wurde mit 

verschlechterter Wundheilung in Mäusen assoziiert. Dies konnte durch einen 

Knockout von PAD4 oder die Zugabe von DNase verhindert werden. Daher soll 

in dieser Studie die Rolle von NETs in der Frakturheilung von Diabetikern 

untersucht werden.  

Zur Untersuchung der Freisetzung von NETs in diabetischen Bedingungen 

wurden Neutrophile von Diabetikern isoliert oder Neutrophile von gesunden 

Freiwilligen kontrollierten diabetischen Bedingungen in vitro ausgesetzt (viel 

Glukose, viel Insulin). Die Freisetzung von NETs wurde mittels Sytox Green 

Assay und Immunfluoreszenzfärbung nach Stimulation (PMA, Calcium Ionophor 

(CI), LPS, H2O2) bestimmt. PAD4 Varianten wurden bestimmt und deren Effekt 

auf die NETs Freisetzung in Neutrophilen analysiert. Intrazelluläre Prozesse 

wurden mittels Western Blot untersucht. Reaktive Sauerstoff Spezies (ROS) und 

die Myeloperoxidase Aktivität wurden bestimmt. Für die Analyse des Effekts von 
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NETs auf Zellen der Frakturheilung, wurden NETs von stimulierten Neutrophilen 

mittels Zentrifugation isoliert. NETs wurden zu einer mesenchymalen 

Stammzelllinie (SCP-1 Zellen) gegeben und die Viabilität (mitochondriale 

Aktivität, totaler Proteingehalt, LDH Freisetzung) und funktionale Parameter 

(Migration, osteogene Differenzierung) gemessen. Bei Monozyten (THP-1 

Zellen) wurde der Einfluss von isolierten NETs auf die Aktivierung und die 

Viabilität bestimmt.   

Neutrophile von Typ 2 Diabetikern bildeten signifikant mehr NETs nach 

Stimulation mit PMA oder H2O2 aber nicht CI. Sie zeigten erhöhte PAD4 Level, 

aber cit-H3 oder MPO waren nach Stimulation nicht verändert. Viel Glukose 

und/oder viel Insulin induzierten keine NETs Freisetzung in Neutrophilen von 

gesunden Freiwilligen. In Kombination mit einem zweiten Stimulus zeigte sich 

keine Veränderung mit CI, aber mit PMA und LPS verzögerte viel Insulin die 

NETs Freisetzung signifikant um 2-3 h (3,26 h mit PMA, 2,09 h mit LPS). Insulin 

induzierte hohe ROS Level mit und ohne zusätzliches PMA wogegen viel 

Glukose kein ROS induzierte. Zusätzlich induzierte Insulin mit PMA die 

MAPKinasen p-ERK und p-p38, gleichzeitig war die MPO Aktivität leicht 

reduziert. Neutrophile mit einer Minorvariante von PAD4 zeigten erhöhte NET 

Freisetzung und erhöhte PAD4 Level. Isolierte NETs wirkten toxisch auf SCP-1 

Zellen und reduzierten die Migration signifikant schon in nicht-toxischen 

Konzentrationen. Nach einer einmaligen NETs Exposition zeigten SCP-1 Zellen 

eine deutlich reduzierte AP Aktivität und verringerte Mineralisierung. Die 

Wiederherstellung der Viabilität im Vergleich zur Kontrolle konnte erst an Tag 10-

14 erreicht werden. Monozyten zeigten eine Aktivierung mit niedrigen NETs 

Konzentrationen und eine verringerte Viabilität mit höheren Konzentrationen. Es 

konnte gezeigt werden, dass NETs TLR4 aktivieren.  

Zusammenfassend konnte eine erhöhte NETs Freisetzung bei Typ 2 Diabetikern 

gezeigt werden, die aber nicht durch viel Glukose verursacht wurde. Insulin hatte 

eine stark regulierende Funktion auf die NETs Freisetzung. In Kombination mit 

einer PAD4 Minorvariante könnte eine starke Dysregulation zu verstärkter NETs 

Freisetzung führen. Der stark negative Effekt auf mesenchymale Stammzellen 

könnte dann zu einer verzögerten Frakturheilung in Typ 2 Diabetikern beitragen.   
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Supplementary information 

I. Confirmation of neutrophil isolation 

 

Supplementary Figure 1: Flow cytometry of isolated neutrophils with and without red blood cell 
lysis and analysis of isolated neutrophils in the CASY device (Omni Life Sciences, OLS, Bremen, 
Germany). (A) Flow cytometry analysis for CD66b. Neutrophils were isolated and stained with the 
FITC-CD66b antibody (Miltenyi Biotech, Bergisch Gladbach, Germany) in flow cytometry buffer 
(PBS with 0.5% BSA, 2 mM EDTA). Immediately after staining, cells were measured in a CyFlow 
Cube 8 (Sysmex, Norderstedt, Germany). Cell size was determined by SSC against FCS (left 
panel). Red indicates neutrophils with RBC lysis; black indicates no RBC lysis. RBC were lysed 
by hypotonic lysis (2 min in (NH4)2HCO3 buffer). CD66b+ cells were measured in the FL1 channel 
(Ex. 488 nm, middle panel), and the positive fraction was determined as indicated. The 
percentage of CD66b+ cells is shown in the right panel. N=2, n=2. (B) Cellular fractions were 
analyzed after isolation with Lympholyte-poly medium and subsequent washing in the CASY 
device. Ten microliters of freshly isolated cells were measured, and cellular fractions were 
determined according to size. The upper panel shows the PBMC fraction, and the lower panel 
shows the neutrophil fraction. The right panel shows the relative cell counts in the neutrophil 
fraction. N=3, n=3.  
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II. Test of different housekeeping genes in stimulated 

neutrophils 

 

Supplementary Figure 2: Test of different housekeeping genes in stimulated neutrophils. 
Neutrophils were stimulated with 100 PMA or 4 µM CI for 3 h, and then RNA was isolated. 
Complementary DNA (cDNA) was synthesized by using the First Strand cDNA Synthesis Kit 
(Thermo Fisher Scientific) according to the manufacturer’s instructions. PCR was done with 
Biozym Red HS Mastermix with previously established PCR conditions. *p<0.05, **p<0.01. N=3, 
n=3.  
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III. Determining the appropriate non-toxic concentration of 

DNase, protease inhibitors, and proteinase K for SCP-1 

treatment 

 

Supplementary Figure 3: Supplementary Figure 4: Determination of the appropriate DNase, 
protease inhibitor, and proteinase K concentrations that do not exert toxicity on SCP-1 cells. SCP-
1 cells were treated with the indicated concentrations of proteinase K (upper panel), protease 
inhibitors (middle panel), or DNase (lower panel) and incubated for 48 h. Mitochondrial activity 
was measured by resazurin conversion (left panel), and total protein content was determined by 
SRB staining (right panel). N=3, n=3. *p<0.05, **p<0.01, ***p<0.001. Data are shown as the mean 
± standard deviation. 
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IV. Analysis of HL-60 cells as a model system for NET formation 

of neutrophils 

 

Supplementary Figure 5: Differentiation of HL-60 cells with DMSO or ATRA. HL-60 cells were 
differentiated into granulocytes and tested for their granulocyte markers and ability to release 
NETs. (A) Expression of different neutrophil (PAD4, MPO, ELANE) and monocyte (CD14) 
markers after 6 days of differentiation with 1.25% DMSO or 1 µM ATRA or no differentiation 
(undiff); N=3, n=3. (B) Analysis of NET release by the Sytox Green Assay of DMSO (left) and 
ATRA (right) differentiated HL-60 cells. (C) Analysis of NET formation by immunofluorescence 
analysis. Green: MPO; blue: Hoechst 3342 (DNA). The scale bar is 200 µm. Data are shown as 
the mean ± standard deviation. 
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V. Macros for NET formation analysis via immunofluorescence 

Macro DAPI: 

run("8-bit"); 
run("Auto Local Threshold", "method=Bernsen radius=7.5 parameter_1=35 parameter_2=0 
white"); 
run("Analyze Particles...", "size=20-Infinity display exclude summarize"); 

Macro GFP: 

run("8-bit"); 
run("Auto Local Threshold", "method=Bernsen radius=8 parameter_1=10 parameter_2=0 white"); 
run("Analyze Particles...", "size=80-Infinity circularity=0.00-0.2 display exclude summarize"); 

 

VI. EC50 calculation of NETs on SCP-1  

 

Supplementary Figure 6: EC50 calculation for the effects of NETs on SCP-1 cells. The graphs 
represent mitochondrial activity (resazurin conversion after 48-h incubation), total protein content 
(SRB staining), and percentage of dead cells (LDH release) plotted against the log10 of the 
concentration of NETs in ng/µL. EC50 was determined with GraphPad Prism 8. N=3, n=3. Data 
are shown as the mean ± standard error of the mean. 
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VII. Effect of NETs from high glucose conditions on SCP-1 cells 

 

Supplementary Figure 7: NETs from HG conditions show no difference to NETs from normal 
glucose conditions. NETs were prepared from neutrophils of healthy volunteers with stimulation 
in HG (25 mM) conditions. NETs were isolated as described, and SCP-1 cells were incubated for 
48 h with the HG NETs (NETs HG) and an appropriate control (NETs). (A) Mitochondrial activity 
determined by resazurin conversion. (B) Total protein content determined by SRB staining. (C) 
The dead cell content determined by measuring released LDH. (D) Calculated EC50 for HG NETs. 
N=3, n=3. *p<0.05, **p<0.01, ***p<0.001, ****p<0.0001. Data are shown as the mean ± standard 
deviation. 
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VIII. Effect of SCP-1 supernatant on NET formation 

 

Supplementary Figure 8: Effect of SCP-1 supernatant on PMA-induced NET formation. NET 
release was measured by the Sytox Green Assay. SCP-1 supernatant was collected after 48-h 
incubation in differentiation medium. Neutrophils were stimulated with 50% RPMI medium with 
50% conditioned medium/MEM-α as well as 100 nM PMA (PMA, SN+PMA). DNA release was 
measured for 6 h. (A) Total DNA release was measured by calculating the AUC. (B) Activation 
time was calculated from the half-maximal stimulation time of the Sytox Green time course. N=3, 
n=3. *p<0.05, ***p<0.001. 
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