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Summary   

Preeclampsia (PE) is a life-threatening complication of human pregnancy that is 

characterized by wide-spread endothelial dysfunction. Excessive placental factors released 

into the maternal circulation as a response to placental stress are believed to contribute to 

endothelial dysfunction. Our laboratory has previously reported that high temperature 

requirement factor A4 (HtrA4) is a placenta-specific serine protease that is secreted into the 

maternal circulation and significantly up-regulated in PE, especially in early-onset PE. We 

have also demonstrated that HtrA4 can disrupt the normal cellular function of human 

umbilical vein endothelial cells (HUVECs). Therefore, it was hypothesized that excessive 

circulating HtrA4 that is released by the placenta can adversely affect the maternal 

endothelium and contribute to the development of early-onset PE. 

The first aim of this thesis, Chapter 2, was to investigate the impact of HtrA4 on HUVECs 

as an endothelial cell model. It was demonstrated that HtrA4 significantly increased 

inflammatory responses of HUVECs and altered the expression of a range of genes related 

to endothelial cell biology. In particular, HtrA4 significantly increased the mRNA expression 

of anticoagulant factor thrombomodulin (THBD), and severely down-regulated the mRNA 

expression of thrombospondin (THBS)1, which is involved in many regulatory processes of 

endothelial cells. These data provided experimental evidence that HtrA4 could alter 

endothelial cell biology. 

The second aim of this thesis, Chapter 3, was to investigate the impact of HtrA4 on 

endothelial cell proliferation and repair. It was found that high levels of HtrA4 inhibited 

HUVEC cell proliferation and significantly down-regulated a number of genes that are critical 

for cell cycle progression. Furthermore, because circulating endothelial progenitor cells 

(EPCs) are critical for endothelial repair and regeneration, yet in PE, these cells are reduced 

in number and functionality, Chapter 3 also investigated the impact of HtrA4 on primary 
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human EPCs isolated from term umbilical cord blood. HtrA4 significantly inhibited the 

proliferation of EPCs and impeded their differentiation into mature endothelial cells. These 

data suggest that circulating HtrA4 may prevent endothelial repair, not only by halting 

endothelial cell proliferation, but also by inhibiting the proliferation and differentiation of 

circulating EPCs.  

The third aim of this thesis, Chapter 4, investigated the molecular mechanisms by which 

HtrA4 affects endothelial cells. It was found that HtrA4 could cleave the main receptor for 

vascular endothelial growth factor A (VEGF-A), the kinase insert domain receptor (KDR), 

thereby inhibiting VEGF-A action. HtrA4 cleaved the recombinant KDR in vitro, significantly 

reduced the amount of KDR in HUVECs, and inhibited the VEGF-A-induced phosphorylation 

of Akt kinase, which is essential for downstream signalling. HtrA4 also prevented the VEGF-

A-induced tube formation by HUVECs, and dose-dependently inhibited the VEGF-A-induced 

angiogenesis in explant culture of mouse aortic rings. The data strongly suggests that high 

levels of HtrA4 in the maternal circulation could impair the VEGF-A action to inhibit 

angiogenesis in endothelial cells.  

In summary, this thesis provided strong compelling in vitro evidence that excessive HtrA4 is 

a possible causal factor of endothelial dysfunction associated with early-onset PE, and that 

HtrA4 is a potential therapeutic target for treatment. 
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1.1. Preeclampsia (PE) 

1.1.1. Overview of the disease 

PE is a serious pregnancy complication that affects 2-8% of all pregnancies, and it is 

one of the leading causes of maternal fatality worldwide (Duley, 2009, Steegers et al., 

2010, Abalos et al., 2013). In recent years, timely diagnosis, proper management and 

availability of prenatal care in developed countries have seen a dramatic reduction of 

maternal mortality associated with PE (Ghulmiyyah and Sibai, 2012). However, the 

incidence of PE is reported to be seven times higher in developing countries where 

access to health care is limited (Osungbade and Ige, 2011). Potential acute maternal 

complications include stroke, placental abruption, disseminated intravascular 

coagulation, HELLP syndrome (hemolysis, elevated liver enzymes, low platelets), 

pulmonary oedema, respiratory distress syndrome, acute renal failure, and death 

(Ghulmiyyah and Sibai, 2012). Perinatal complications include stillbirth, intrauterine 

growth restriction (IUGR), neonatal complications and death (Backes et al., 2011).  

The aetiology of PE is not fully understood, and currently the only treatment available 

is delivery, often prematurely, which is associated with high incidence of neonatal 

death (Young et al., 2007). Therefore, identifying high-risk women is important for 

providing better management and possibly prevention of the disease (English et al., 

2015). Some common risk factors of PE include primigravid women, low 

socioeconomic class and family history of the disease (Jido and Yakasai, 2013). PE 

is less frequent in multiparous women, but the risk of PE increases with changed 

paternity, suggesting that the maternal immune response to foreign fetal antigen may 

be an important factor (Trupin et al., 1996). This is further supported by evidence of 

increased incidence of PE in women who become pregnant with donor eggs, 
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compared to women pregnant with their own eggs (Salha et al., 1999). In addition, 

several medical conditions including pre-existing hypertension, renal disease, insulin-

dependent diabetes and women with previous early-onset PE, are all considered to 

be risk factors for PE (English et al., 2015).  

1.1.2. Definition of PE 

Traditionally, PE is defined as de novo hypertension and proteinuria at or after 20 

weeks of gestation (Steegers et al., 2010). However, in 2014, the International Society 

for the Study of Hypertension in Pregnancy (ISSHP) redefined PE as blood pressure 

of 140/90mm Hg or higher after 20 weeks of gestation with one or more of the following 

symptoms: proteinuria of >300mg/day, maternal organ dysfunction including renal 

insufficiency, liver involvement, neurological or haematological complications or 

uteroplacental dysfunction including fetal growth restriction (Tranquilli et al., 2014). 

Severity of the disease is associated with increased prevalence of adverse 

maternal/fetal consequences. In 2003, von Dadelszen et al proposed sub-

classification of PE by gestational age, as it provides most predictability in maternal 

and perinatal outcomes (von Dadelszen et al., 2003). At present, PE is classified into 

the following subtypes: (i) early-onset when the disease presents before 34 weeks of 

gestation, and (ii) late-onset when PE occurs at or after 34 weeks of gestation 

(Tranquilli, 2014, Tranquilli et al., 2013). Late-onset PE is further classified into preterm 

PE when the disease occurs between 34-37 weeks of gestation, and term PE if the 

disease presents after 37 weeks (Tranquilli et al., 2013).  

Early-onset and late-onset PE have different maternal and neonatal outcomes, as well 

as distinct biochemical markers, heritability and clinical features (Raymond and 

Peterson, 2011). Early-onset PE represents far more significant maternal risks, with a 
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significantly higher mortality rate and more severe perinatal outcomes compared to 

late-onset PE (MacKay et al., 2001, Bellamy et al., 2007, Ghulmiyyah and Sibai, 2012, 

Madazli et al., 2014). The two PE subtypes have different aetiologies: early-onset PE 

is generally associated with shallow trophoblast invasion and inadequate remodelling 

of the uterine spiral arteries during early placentation (Huppertz, 2008, Chambers et 

al., 2001), whereas late-onset PE is more likely associated with maternal factors or 

predisposition to cardiovascular or metabolic diseases (Steegers et al., 2010, 

Valensise et al., 2008). 

1.1.3. Early-onset PE 

In early-onset PE, the extravillous cytotrophoblast (EVT) invasion is restricted to the 

peripheral decidual segments of the spiral arteries, which retain their smooth muscle 

and elastic lamina; these less dilated vessels cause intermittent hypoperfusion of the 

placenta, leading to oxidative stress and the eventual maternal endothelial dysfunction 

(Pijnenborg et al., 1991, Burton et al., 2009, Chambers et al., 2001). Egbor et al (2006) 

demonstrated that placentas from early-onset PE had significant reduction of terminal 

villi volume and surface area compared to their gestational matched control placentas 

(Egbor et al., 2006).  

It is well known that the placenta plays a key role in the development of early-onset 

PE. Proteinuria disappears and blood pressure returns to normal in the majority of 

preeclamptic women within one week postpartum, even in severe cases (Makkonen 

et al., 1996). An intact placenta, not the fetus, is required for PE development. Piering 

et al (1993) reported a rare case of a preeclamptic patient with extra-uterine, intra-

abdominal pregnancy, where PE persisted even after the delivery of the fetus, whilst 

the placenta is retained in the abdomen (Piering et al., 1993). The symptoms of PE 
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are abolished once the placenta is removed, and the patient’s kidney function and 

blood pressure returned to normal, with no further sign of clinical symptoms (Piering 

et al., 1993). Another example of placenta as the predominant factor in PE 

pathogenesis is molar pregnancy where no fetal tissue is present, yet the majority of 

the reported cases are also accompanied by symptoms of early-onset PE (Kanter et 

al., 2010).  

1.1.4. Late-onset PE 

Late-onset PE is less likely linked to abnormal trophoblast invasion, suggesting other 

factors may be involved in the disease development (Myatt and Roberts, 2015). Vatten 

& Skjaerven (2004) showed that term PE is associated with both small and large birth 

weight babies, and often represents mixture of maternal syndromes, ranging from mild 

PE with moderate involvement of the placenta, to hypertension and proteinuria without 

any sign of placental dysfunction (Vatten and Skjaerven, 2004). Although in some 

cases, late-onset PE can still be associated with some abnormal spiral artery 

remodelling compared to normal pregnancy (Soto et al., 2012), the placenta plays a 

much lesser role in the development of the disease, suggesting that late-onset PE is 

more likely to be a maternal disorder where metabolic demands of the growing fetus 

close to term are not met by maternal supplies (Valensise et al., 2008, Erez et al., 

2017). Pathological comparison of the placentas revealed that late-onset PE placentas 

have less lesions associated with under-perfused vasculature (Ogge et al., 2011), 

significantly less occurrence of abnormal uterine artery Doppler measurement, and 

are more likely to resemble placentas of normotensive pregnancies (Crispi et al., 2008, 

Madazli et al., 2014). Nevertheless, both PE subtypes eventually lead to wide-spread 

endothelial dysfunction as the end-point of the disease (Poston, 2006). 
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1.2. Pathogenesis of PE 

1.2.1. The placenta  

The placenta is a critical organ required during pregnancy. It connects the developing 

fetus to the mother to allow nutrient and oxygen exchange via maternal blood supply 

and to remove waste products from the fetus (Enders and Blankenship, 1999). 

Following implantation, cytotrophoblast cells derived from the trophectoderm of the 

blastocyst undergo extensive proliferation and differentiation into two distinct 

pathways (Figure 1) (Gude et al., 2004, Staud and Karahoda, 2018). The non-

migratory villous pathway involves cell fusion to form the terminally differentiated 

syncytiotrophoblast that becomes the outer layer of chorionic villi (Gude et al., 2004). 

The highly invasive EVT cells differentiate into either endovascular trophoblasts or 

interstitial trophoblasts (Figure 1). Endovascular trophoblasts invade the decidua and 

as far as the inner third of the myometrium to extensively remodel the uterine spiral 

arteries, thereby generating a low resistant and high capacity environment to 

accommodate the increasing maternal blood flow to the placenta necessary for the 

developing fetus (Ji et al., 2013, Burton and Jauniaux, 2015). Interstitial trophoblasts  

invade deep into the decidua and differentiate into multinucleated placental bed giant 

cells, which are important for communication with maternal uterine cells, fetus 

attachment and immunological responses (Figure 1) (Ji et al., 2013). 
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Figure 1. Schematic presentation of human embryogenesis, placenta formation and 

differentiation pathways of cytotrophoblast cells. A) Following fertilization by a sperm, 

the egg becomes a zygote and begins dividing. B) The cells differentiate into 

trophectoderm (blue) and inner cell mass (yellow). C) Formation of a blastocyst, where 

the inner cell mass clusters at one end, leaving a cavity at the other end. D) The 

proliferating endometrial lining makes contact with the blastocyst. E1) Proliferation and 

differentiation of CTB (cytotrophoblast) into multinucleated STB (syncytiotrophoblast) 

layer, bordered by maternal-facing MVM (microvillous membrane) and fetal-facing BM 

(basal membrane). E2) Proliferation and migration of CTB into the decidua give rise 

to two types of extravillous trophoblast cells. The iEVTs (interstitial extravillous 

trophoblasts) invade the decidua and differentiate into GC (giant cells) as the terminal 

step of the invasive pathway. The eEVTs (endovascular extravillous trophoblasts) 

invade the decidua and the myometrium to replace the endothelial cells in the spiral 

arteries, which gradually become low-resistance and high-capacity arteries to ensure 

proper oxygen and nutrient delivery to the fetus. F) Following successful placentation, 

the blastocyst eventually develops into the placenta and fetus. G) The pathways of 

trophoblast differentiation and function. (Adapted from Staud and Karahoda, 2018 & 

Gude et al, 2004). 
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During early pregnancy, cytotrophoblast cells as well as normal embryogenesis 

require a relative hypoxic condition (Genbacev et al., 1997, Burton et al., 2003), and 

the placenta is developed in a low oxygen tension environment as the uterine arteries 

are plugged by EVT cells, restricting the maternal blood flow (Schoots et al., 2018, 

Chang et al., 2018). The hypoxic environment is essential for the rapid proliferation 

and differentiation of EVT (Chang et al., 2018). As the pregnancy progresses, the 

lumens of the spiral arteries gradually lose their endothelium, smooth muscles and 

elastic lamina to become more dilated vessels, resulting in reduction of the velocity, 

pressure and pulsatility of the uteroplacental flow (Burton et al., 2009). By the start of 

second trimester, embryogenesis is completed, and EVT plugs begin to dissolve and 

the intervillous space gradually changes from a low oxygen tension to a higher oxygen 

tension environment to support the growing fetus.  

In PE, especially early-onset PE, failure of EVT invasion and insufficient remodelling 

of the maternal spiral artery result in reduction of blood flow to the placenta and 

increase the formation of reactive oxygen species (ROS), which lead to oxidative 

stress and release of pro-inflammatory factors from the placenta to induce PE (Ji et 

al., 2013, Schoots et al., 2018, Redman and Sargent, 2009, Sánchez-Aranguren et 

al., 2014). However, abnormal placentation and failed vascular remodelling alone are 

not sufficient to induce the maternal syndrome of PE. This is because reports from 

other pregnancy complications such as IUGR and preterm birth without any sign of PE 

have also shown pathological evidence of failed placental vessel remodelling, 

suggesting that other factors are involved in the manifestation of PE (Roberts and 

Cooper, 2001).  
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1.2.2. Maternal predisposing factors 

A two-stage model has been proposed to link the dysfunctional placenta to the 

maternal syndrome of PE (Figure 2) (Roberts and Hubel, 2009). Stage one of PE 

occurs in the first half of the pregnancy where either poor placentation or maternal 

predisposing factors including genetic, behavioural and environmental factors may set 

off a cascade of placental oxidative stress and inflammation that become stage two of 

PE (Figure 2) (Redman and Sargent, 2009, Steegers et al., 2010). Consequently, an 

abnormal amount of factors are released from the placenta in response to 

placental/fetal stress, inducing endothelial dysfunction and manifesting the clinical 

symptoms of PE (Figure 2) (Roberts and Hubel, 2009, Roberts and Cooper, 2001, 

Staff et al., 2013).  
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Figure 2. Two-stage model of PE (Adapted from Redman and Sargent, 2009 & 
Steegers et al, 2010). 
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Maternal risk factors for PE development include hypertension, diabetes, increased 

insulin resistance, increased testosterone, metabolic syndrome and vascular diseases 

(Roberts and Cooper, 2001, Sánchez-Aranguren et al., 2014). Most of these factors 

are also closely associated with impaired endothelial dysfunction and represent the 

common predisposing factors to other endothelial diseases (Roberts and Cooper, 

2001, Sánchez-Aranguren et al., 2014). One study demonstrated that patients who 

had PE or eclampsia before 30 weeks of gestation or with recurring PE, have 2.6 times 

higher incidences of chronic hypertension from a 10-year follow up investigation (Sibai 

et al., 1986). Other studies have reported that women with PE have almost 4-fold 

increased risk of developing cardiovascular disease later in life (Cirillo and Cohn, 

2015, Ray et al., 2005). The risk of developing ischaemic heart disease, stroke, 

venous thromboembolism, and overall mortality rate is more than doubled in women 

who had PE compared to women who had uncomplicated pregnancies (Bellamy et al., 

2007, Jonsdottir et al., 1995, Smith et al., 2001, Irgens et al., 2001). Women who had 

early-onset PE are often accompanied by more severe symptoms and have even 

higher chances of developing cardiovascular disease and death (Lykke et al., 2010). 

In addition, children exposed to PE in utero also have increased risk of high blood 

pressure and almost double the risk of stroke later in life (Davis et al., 2012). Evidence 

suggests that PE is the critical insult during pregnancy that predisposes the fetus to 

pathological responses later in life, since siblings born to mother with PE in a different 

pregnancy have normal vascular function (Jayet et al., 2010). However, it is unclear 

whether PE itself is a predisposing factor or women who develop PE share common 

underlying risk factors for cardiovascular disease later in life (Poston, 2006). 
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1.2.3. Placental factors  

In normal pregnancy, many factors are released by the placenta and are considered 

as a heightened maternal response to pregnancy, which itself is a low grade systemic 

inflammatory response (Redman et al., 1999). Woman who cannot tolerate this 

modification of placental response or with an excessive influx of placental factors, ends 

up developing PE (Roberts and Hubel, 2009). Some of the factors found to be 

significantly elevated in PE include cytokines, antiangiogenic factors, 

syncytiotrophoblast microparticles and activated leukocytes (Conrad et al., 1998, 

Maynard et al., 2005, Schipper et al., 2005, Goswami et al., 2006, Mellembakken et 

al., 2002). Many of these factors are specifically involved in PE as they are not 

associated with any other pregnancy complications (Shibata et al., 2005, Goswami et 

al., 2006). To date, there is no definitive answer to whether a single factor or multiple 

factors are responsible for PE, but at least in early-onset PE, endothelial dysfunction 

appears to be a common pathophysiological occurrence (Roberts and Hubel, 2009). 

One study showed that serum from preeclamptic women is cytotoxic to endothelial 

cells in vitro, and the clinical condition improves after 24-48 hours postpartum, when 

the cytotoxicity is dramatically reduced (Rodgers et al., 1988).  

Currently, antiangiogenic factors released by the placenta are thought to be one of the 

damaging agents that act on endothelial cells (Myatt and Roberts, 2015). Angiogenic 

factors are not only important for angiogenesis, they are also essential for vasoactivity, 

endothelial cell proliferation and control of vascular permeability (Myatt and Roberts, 

2015). Imbalance of pro- and anti-angiogenic factors secreted by the placenta have 

been shown to occur well before the onset of PE (Levine et al., 2004).  Anti-angiogenic 

factors such as soluble fms-like tyrosine kinase-1 (sFlt-1) and soluble endoglin are 
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reported to be elevated in the sera of PE women (Maynard et al., 2003, Venkatesha 

et al., 2006, Shibata et al., 2005), whereas pro-angiogenic factor such as placental 

growth factor (PlGF) is reported to be lower in PE women with degree of suppression 

correlates to the severity of PE (Levine et al., 2004, Levine et al., 2005).  

Endoglin is a transforming growth factor (TGF)-β co-receptor that is expressed in 

endothelial cells and placental syncytiotrophoblast, it is involved in TGF-β mediated 

endothelial cell functions (Lebrin et al., 2004). We have previously demonstrated that 

the serum levels of soluble endoglin are significantly higher in both early-onset and 

late-onset PE compared to their gestational age-matched controls (Wang et al., 2017). 

The excessive amounts of soluble endoglin in the maternal circulation may antagonise 

TGF-β action and contribute to the pathogenesis of PE (Venkatesha et al., 2006). The 

involvement of Flt-1 and PlGF in the pathogenesis of PE will be discussed in detail in 

section 1.4. 

 

1.3. Endothelial dysfunction 

1.3.1. Endothelial cells 

Endothelial cells, or collectively known as the endothelium, covers the inner cellular 

lining of the blood vessel and is considered as a major endocrine organ that regulates 

vascular permeability, inflammation, angiogenesis and many other functions that are 

listed in Figure 3 (Félétou, 2011). Endothelial cells line the entire vascular system from 

the heart to the smallest capillary, and control the nutrients and other factors from 

travelling in and out of the bloodstream (Alberts, 2002). Endothelial cells also play a 

key role in regulating vessel function and structure (Alberts, 2002). Under stress 
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conditions, endothelial cells send signals to surrounding connective tissues and 

smooth muscles to allow the blood vessel to adapt to the changing environment by 

adjusting blood flow that is required by the body (Alberts, 2002). Furthermore, 

endothelial cells can also facilitate blood vessel dilation by releasing nitric oxide gas 

to regulate smooth muscle contraction (Alberts, 2002). One of the most important 

functions of endothelial cells is angiogenesis, and will be further discussed in detail. 

 

 

 

 

 

 

 

Figure 3. Multiple functions of endothelial cells (adapted from Félétou, 2011). 
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1.3.2. Angiogenesis 

Angiogenesis is the formation of new blood vessels by endothelial cells sprouting from 

the wall of existing vessels, where the cells continuously hollow out until they 

encounter another blood vessel, which then forms a connection to allow blood flow 

(Alberts, 2002). Angiogenesis is a tightly regulated process that is initiated when 

surrounding tissues demand more oxygen flow and secrete a key protein known as 

vascular endothelial growth factor A (VEGF-A) that acts on endothelial cells. Following 

VEGF-A stimulation, endothelial cells undergo a sequential process involving first 

digestion of the basal lamina of the parental capillary, followed by migration of the cells 

towards the source of the signal to start proliferation and finally forming a new capillary 

(Alberts, 2002). Once the new capillary is formed and enough oxygen is delivered to 

the tissues, the production of VEGF-A is halted and angiogenesis is terminated 

(Alberts, 2002). Endothelial cells in culture also have the  capacity to join up adjacent 

cells to form a network of capillary-like tubes in the presence of suitable growth factors 

even in the absence of any other cell types, suggesting that neither blood flow nor 

pressure are required for the initiation of angiogenesis (Alberts, 2002). The ability of 

endothelial cells to form tubes in vitro provides a great opportunity to investigate the 

process of angiogenesis (Arnaoutova and Kleinman, 2010), and endothelial cells 

isolated from various types of arteries and veins have been widely used for the study 

of endothelial function (Cao et al., 2017, Onat et al., 2011). 

1.3.3. Endothelial dysfunction in PE 

The endothelium plays an important role in regulating vascular tone, cell growth and 

crosstalk between leukocytes, thrombocytes and the vessel wall (Konukoglu and 

Uzun, 2017). The endothelial cells can respond to physical and chemical signals to 
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produce and release vasoactive molecules that can relax or constrict the vessels to 

maintain a balance of oxygen supply and metabolic demand (Deanfield et al., 2007). 

Endothelial dysfunction or a more appropriate term, endothelial activation, occurs 

when endothelial cells express chemokines, cytokines and adhesion molecules which 

interact with leukocytes and platelets as a defence response to target inflammation of 

specific tissues under stress or attack from microorganisms (Deanfield et al., 2007). 

Endothelial dysfunction is considered as the hallmark of a wide range of 

cardiovascular diseases that are associated with pathological response of endothelial 

cells, favouring a vasoconstrictive, prothrombotic and proinflammatory state (Godo 

and Shimokawa, 2017). 

In PE, the evidence of systemic endothelial injury is supported by the appearance of 

morphological lesions, glomerular endotheliosis, and increased levels of circulating 

endothelin-1, fibronectin, von Willebrand factor and cytokines, all of which can be 

secreted by endothelial cells as markers of proinflammatory response to abnormal 

placental function (Roberts et al., 1989, Roberts and Cooper, 2001). Consequently, 

reduced production of vaso-relaxing agents and endogenous anticoagulant and 

increased production of vasoconstrictors and procoagulant by endothelial cells, can 

lead to further placental hypoperfusion and exacerbate the clinical symptoms of PE 

(Roberts et al., 1989).  

Endothelial dysfunction can precede the clinical presentation of PE, with a rise in 

markers of endothelial dysfunction in the maternal circulation well before the clinical 

symptoms appear (Attar et al., 2017). These markers include plasminogen activator 

inhibitor-1 (PAI-1), asymmetric dimethylarginine (ADMA), which regulate nitric oxide 

synthesis, and tissue plasminogen activator (tPA) with a correlation to the degree of 
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proteinuria (Roes et al., 2002, Savvidou et al., 2003, Belo et al., 2002). Furthermore, 

women who are destined to develop PE are likely to have abnormal uterine artery 

Doppler waveforms as early as in the first trimester, suggesting that the presence of 

vascular dysfunction and impaired blood flow in the placenta precede the clinical signs 

of PE (Giordano et al., 2010, Casmod et al., 2016). 

Although the clinical symptoms of PE are generally resolved following delivery, 

damages to the maternal vasculature can persist in women many years after PE. A 

study conducted on women who had PE revealed that three years post-pregnancy, 

exhibited persistent defects in vascular function with more severe impairment in 

women with recurrent PE (Chambers et al., 2001). Markers of endothelial dysfunction, 

such as vascular cell adhesion molecule (VCAM)-1 and intercellular adhesion 

molecule (ICAM)-1, are also found to be higher in PE women even 15 years after 

pregnancy (Sattar et al., 2003). Another study also reported the presence of 

microvascular endothelial dysfunction in women 15-25 years after they had PE 

(Ramsay et al., 2003). Furthermore, women with a history of PE are more sensitive to 

angiotensin II and salt (Saxena et al., 2010). All these evidence suggests that 

endothelial dysfunction as a result of PE may account for the increased risk of 

cardiovascular diseases in women long after PE, and some other factors independent 

of the placenta may be involved. 

1.3.4. Endothelial progenitor cells (EPCs) 

When the endothelium is damaged, a unique population of circulating endothelial cells 

known as endothelial progenitor cells (EPCs), are recruited to the site of the injury to 

participate in endothelial cell repair (Steinmetz et al., 2010, Hubel et al., 2011). Human 

EPCs were first identified and isolated from peripheral blood by Asahara et al in 1997, 
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and these cells were capable of differentiating into endothelial cells in vitro (Asahara 

et al., 1997). More significantly, they were demonstrated to contribute to vascular 

repair by incorporating into host vessels of ischemic animal models at the site of injury 

(Asahara et al., 1997). Since then, huge amounts of work have dedicated to study and 

redefine true EPCs, which are now referred to as a specific subpopulation named 

endothelial colony-forming cells (ECFCs) (Ingram et al., 2004). These EPCs can be 

isolated from both adult peripheral circulation and umbilical cord blood. Their identities 

are confirmed by the expression of endothelial-specific cell surface antigens, but most 

importantly, they also exhibit self-renewal capacity of high-proliferative potential with 

over 100 population doubling in culture (Ingram et al., 2004, Patel et al., 2016). Unlike 

the mature endothelial cells, which are terminally differentiated and have only limited 

proliferative capacity (Patel et al., 2016), circulating EPCs are highly proliferative and 

can migrate to the damaged endothelium, where they can differentiate into resident 

endothelial cells to regenerate the blood vessels and restore endothelial function 

(Steinmetz et al., 2010, Hubel et al., 2011).  

In the normal adult population, reductions in circulating EPCs are associated with 

increased cardiovascular risks, highlighting the importance of EPCs in the 

maintenance of endothelial function (Robb et al., 2007). EPC numbers and their 

migratory activities are reported to be inversely correlated to risk factors of coronary 

artery disease (Vasa et al., 2001). Notably, EPCs isolated from patients with type II 

diabetes have impaired proliferation, adhesion and angiogenic activities (Tepper et al., 

2002).  

In normal human pregnancy, the maternal endothelium undergoes extensive 

remodelling and repair, where circulating EPCs are suggested to play a major role in 
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maternal vascular development (Gussin et al., 2002, Sugawara et al., 2005b, 

Pijnenborg et al., 2006). One study reported that EPC numbers progressively increase 

in normal pregnancy, and the highest levels are detected in the third trimester 

(Calcaterra et al., 2014). The same study also demonstrated that circulating EPC 

numbers in the third trimester are significantly lower in pregnancies complicated by 

IUGR (Calcaterra et al., 2014). Other studies have reported that maternal as well as 

fetal/placental EPCs are significantly reduced in PE (Xia et al., 2007, Luppi et al., 2010, 

Munoz-Hernandez et al., 2014, Monga et al., 2012). EPCs isolated from umbilical cord 

blood of preeclamptic pregnancies have impaired proliferation, migration and 

vasculogenesis in culture (Xia et al., 2007). Furthermore, circulating EPCs in early-

onset PE are reported to exhibit increased senescence (Sugawara et al., 2005a). 

These studies suggest that EPCs may play an important role in normal pregnancy, but 

their numbers and functionality are greatly reduced in PE, which may further disrupt 

the repair of endothelium to restore normal vascular function and exacerbate the 

endothelial dysfunction. However, how EPCs are compromised in PE remains unclear. 

 

1.4. VEGF signalling and angiogenesis 

1.4.1. Overview of the VEGF family 

The main regulators of angiogenesis are ligands that belong to the VEGF family 

(Otrock et al., 2007). The VEGF family consists of seven secreted glycoproteins 

known as VEGF-A to VEGF-F and PlGF (Figure 4) (Otrock et al., 2007). Each VEGF 

protein binds to one of the three tyrosine kinase receptors VEGFR-1/Flt-1, VEGFR-

2/kinase insert domain receptor (KDR) or VEGFR-3/Flt-4, with the possible 
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involvement of co-receptors neuropilins (NP-1 and NP-2), to initiate various 

intracellular functions (Figure 4) (Otrock et al., 2007). The VEGF-A and PlGF are the 

two family members that are most relevant to the pathogenesis of PE. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure 4. VEGF family members and their receptors. VEGF receptors consist of an 
extracellular immunoglobulin-like domain (red oval), and an intracellular tyrosine 
kinase domain (blue square). VEGFR-3 also contains an extracellular signal sequence 
domain (brown square). (Adapted from Otrock et al, 2007). 
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1.4.2. VEGF-A 

VEGF-A is the most studied and well characterized member of the VEGF family. The 

human gene encoding VEGF-A is located on chromosome 6p21.3 and consists of 

eight exons differentially spliced into various mature isoforms (Tischer et al., 1991, 

Vincenti et al., 1996). To date, six isoforms of VEGF-A have been identified in human: 

VEGF121, VEGF145, VEGF165, VEGF183, VEGF189 and VEGF206, and each number 

assigned indicates the number of amino acids in the molecules (Robinson and 

Stringer, 2001, Otrock et al., 2007). All VEGF-A isoforms are secreted as covalently 

linked homodimers, and in human VEGF121, VEGF165, VEGF183 and VEGF189 are the 

predominant isoforms produced by various tissues (Robinson and Stringer, 2001). In 

comparison, the production of VEGF145 and VEGF206 isoforms are relatively rare and 

limited to cells of placental origin (Anthony et al., 1994). 

VEGF-A is the most potent pro-angiogenic factor known to date (Otrock et al., 2007). 

It is also one of the major regulators of endothelial cell proliferation, sprouting and tube 

formation (Ferrara et al., 2003). VEGF-A is also important for survival of endothelial 

cells and vascular homeostasis of mature vessels and tissues (Powe et al., 2011). 

VEGF-A gene deletion in mice is embryonically lethal due to abnormal blood vessel 

formation (Carmeliet et al., 1996). Inhibition of VEGF-A action in cancer patients often 

leads to development of hypertension, proteinuria and glomerular endotheliosis, which 

are similar to the symptoms of PE (Patel et al., 2008). Figure 4 shows that VEGF-A 

binds to either Flt-1 or KDR, both of which are found on the surface of endothelial cells 

(Park et al., 1994). However, KDR is the primary mediator for VEGF-A action on 

endothelial cells (Holmes et al., 2007). 
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1.4.3. KDR  

KDR is a type III transmembrane kinase receptor that has 1356 amino acids, and 

consists of an extracellular domain (containing a ligand binding site), a short 

transmembrane domain, and an intracellular part containing two tyrosine kinase 

domains separate by 70-amino-acid insert (Figure 5) (Holmes et al., 2007). The 

extracellular domain comprises of seven immunoglobulin-like domains (I-VII) including 

the VEGF-A binding site at the second and third domain (Figure 5) (Holmes et al., 

2007). Downstream intracellular signalling in endothelial cells is activated by binding 

of VEGF-A to KDR, which then undergoes autophosphorylation at the carboxyl 

terminal and kinase insert domain (Shibuya, 2006). So far, five tyrosine residues have 

been identified as the major autophosphorylation sites (Figure 5), which recruit specific 

intracellular signalling molecules to activate a cascade of downstream cellular 

functions (Figure 6) (Holmes et al., 2007).  
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Figure 5. Structure and tyrosine phosphorylation sites of human KDR (Adapted from 
Holmes et al, 2007).  
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Activated KDR mediates various physiological and pathological functions in 

endothelial cells, including proliferation, migration, survival and vascular permeability 

(Figure 6) (Holmes et al., 2007). Phosphorylation of a specific tyrosine residue 

generates a consensus sequence that recruits and binds to the Src homology 2 

domain of specific signalling molecules, which are then phosphorylated and activated 

to facilitate specific endothelial cell functions (Figure 6). One of the downstream 

targets in endothelial cells is the activation of phosphoinositide 3-kinase (PI3K) and 

subsequent phosphorylation of protein kinase B (PKB/Akt) (Gerber et al., 1998). Akt 

then directly inhibits the apoptotic activity of Bcl-2 associated death promoter (BAD) 

and caspase 9 to promote cell survival (Figure 6) (Holmes et al., 2007). Another 

important role of KDR activation is to induce cell proliferation via the phosphorylation 

of Y1175 in the C-terminal tail of KDR, which then facilitates a cascade of downstream 

protein activation that includes extracellular regulated kinase 1 and 2 (Erk 1/2) and 

MAPK/Erk kinase (MEK) (Figure 6) (Takahashi et al., 2001, Holmes et al., 2007). 

KDR plays a critical role in vascular development during embryogenesis and KDR-null 

mice die in utero at embryonic day 8.5-9 due to the absence of structured blood 

vessels and wide-spread necrosis (Shalaby et al., 1995). In adults, KDR expression is 

mostly abundant on vascular endothelial cells, although it is also expressed on 

neuronal cells, megakaryocytes and haematopoietic stem cells (Holmes et al., 2007). 

Upregulation of KDR has been reported in tumour vasculature and shown to promote 

VEGF-A action in tumour angiogenesis (Plate et al., 1993). KDR inhibitors developed 

for cancer therapy have been shown to prevent VEGF-A-induced endothelial 

proliferation and abolish VEGF-A-induced angiogenesis in vivo (Wedge et al., 2005). 

This evidence suggests that the interaction between VEGF-A and KDR is essential for 

normal endothelial cell function. 
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Figure 6. Schematic illustration of KDR signalling. Binding of VEGF-A to KDR induces 
dimerization and autophosphorylation of specific intracellular tyrosine residues that 
lead to survival, increased permeability, migration and proliferation of endothelial cells. 
(Adapted from Holmes et al, 2007).  

  

KDR 
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1.4.4. Flt-1 and its soluble isoform 

Although Flt-1 has a very high affinity for VEGF-A, it has a relatively weak tyrosine 

kinase activity, therefore, the downstream signalling pathway of Flt-1 is unclear 

(Shibuya, 2006). Flt-1 null mice die during embryonic day 8.5-9 due to overgrowth of 

endothelial cells and severe blood vessel disarray (Fong et al., 1995). Transgenic mice 

expressing Flt-1 that lacks the tyrosine kinase domain but with an intact ligand binding 

domain, appear healthy and have normal blood vessel development, suggesting that 

the extracellular domain of Flt-1 alone is sufficient to negatively regulate VEGF-A 

action on endothelial cells, most likely as a decoy receptor by sequestering VEGF-A 

and thereby preventing activation of KDR (Hiratsuka et al., 1998).  

The Flt-1 gene also generates four soluble splice variants that contain only the 

extracellular domain and in particular sFlt-1 e15a isoform is reported to be highly 

abundant in the placenta and a major contributor of PE (Palmer et al., 2015, Shibuya 

et al., 1990). Serum levels of sFlt-1 are abnormally elevated in preeclamptic 

pregnancies weeks before the first clinical symptom appears (Maynard et al., 2003, 

Levine et al., 2004). Moreover, intravenous delivery of sFlt-1 in normal pregnant mice 

can induce hypertension, proteinuria and renal failure similar to PE and directly inhibits 

VEGF-A action, suggesting that excessive amounts of sFlt-1 may contribute to the 

abnormal inhibition of VEGF-A action in PE development (Patel et al., 2008, Maynard 

et al., 2003). Figure 7 shows the schematic presentation of VEGF-A interaction with 

its two receptors. VEGF-A has a much higher affinity for Flt-1 and sFlt-1 than KDR, 

which has stronger tyrosine kinase activity (Loges et al., 2009). In PE, excessive 

amounts of sFlt-1 in the maternal circulation would reduce the availability of free 

VEGF-A to interact with its main receptor KDR on endothelial cells; sFlt-1 therefore 
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acts as an efficient antagonist of VEGF-A-induced angiogenesis (Figure 7) (Otrock et 

al., 2007). 

 

 

Figure 7. Schematic illustration of VEGF-A interaction with its two receptors. VEGF-A 

has high affinity for Flt-1 and its soluble isoform. Therefore, excessive amounts of sFlt-

1 will reduce the availability of free VEGF-A to bind to KDR, which has stronger 

tyrosine kinase activity for downstream signalling (Adapted from Loges et al, 2009).  
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1.4.5. PlGF 

PlGF is a VEGF homolog that shares 53% identity and is highly expressed by the 

human placenta (Maglione et al., 1991). PlGF homodimers bind to the Flt-1 receptor 

with a high affinity (Powe et al., 2011). PlGF has a very weak mitogenic activity with 

no effect on endothelial cells in vitro alone, but it potentiates the action of VEGF-A in 

combination; this suggests that PlGF may act by displacing VEGF-A from the Flt-1 

receptor, and therefore allowing VEGF-A to bind to the more active KDR receptor 

(Figure 8A) (Park et al., 1994). PlGF is highly expressed during pregnancy, in 

particular by trophoblast cells, and is released into the maternal circulation (Khaliq et 

al., 1996). The levels of circulating PlGF are found to be lowest in women who have 

early-onset PE, and women who have PE with IUGR have even lower levels of PlGF, 

possibly as a consequence of abnormal and dysfunctional placenta (Taylor et al., 

2003). The current consensus is that circulating sFlt-1 binds to both PlGF and VEGF-

A as a decoy receptor, thereby competitively reducing the amount of circulating VEGF-

A and PlGF that can bind to their respective cell surface receptors (Cindrova-Davies 

et al., 2011). In PE where PlGF level is low and sFlt-1 level is high, there is not enough 

PlGF to compete with VEGF-A for the binding of sFlt-1, therefore, VEGF-A can freely 

bind to excessively available sFlt-1 in the maternal circulation, thus preventing the 

activation of KDR (Figure 8B) (Taylor et al., 2003). This imbalance of antiangiogenic 

and angiogenic factors released from the preeclamptic placenta is a likely contributing 

factor of endothelial dysfunction in PE. 
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Figure 8. PlGF involvement of proangiogenic signalling and PE. A) Displacement of 

VEGF-A from Flt-1 and sFlt-1 by PlGF leads to the binding of VEGF-A to KDR to 

initiate endothelial cell signalling. B) In PE, low levels of PlGF and excessive amounts 

of sFlt-1 eliminate the bioavailability of VEGF-A to bind to and activate KDR (Adapted 

from Loges et al, 2009). 
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1.5. High temperature requirement factor A (HtrA) family 

proteases 

1.5.1. Overview of the HtrA family proteases 

Proteins are the main machinery required by all living cells whether they are single cell 

prokaryotes or mammals including human, and they are tightly controlled to ensure 

normal cell function (Cheregi et al., 2016). Therefore, all cells have the mechanism to 

produce proteases to remove unfolded, misfolded or damaged proteins as a result of 

improper folding or environmental stress (Zurawa-Janicka et al., 2017). In mammals, 

a family of highly conserved serine proteases known as high temperature requirement 

factor A (HtrA), plays important role in the quality control of cellular proteins (Zurawa-

Janicka et al., 2017). The bacterial homolog of HtrA (DegP) was first identified and 

characterized from Escherichia coli, it consists of heat shock-induced protease activity 

and potential chaperone activity (Chang, 2016). The mammalian HtrA family proteases 

serve as ATP-independent protein quality control factors that are associated with cell 

growth, unfolded stress response, programmed cell death and aging (Clausen et al., 

2002). So far, four mammalian HtrA proteases (HtrA1-HtrA4) have been identified, and 

their dysregulation has been implicated in various pathological processes, such as 

cancer, neurogenerative disorders, arthritic diseases and pregnancy disorders 

(Zurawa-Janicka et al., 2010, Welsh et al., 2001b, Narkiewicz et al., 2008, Narkiewicz 

et al., 2009, Lorenzi et al., 2009, Li et al., 2011, Teoh et al., 2015, Singh et al., 2015).  

All four HtrAs are structurally similar and contain one or more highly conserved C-

terminal postsynaptic density protein 95-Discs large-Zona occludens (PDZ) domain, 

which binds to target proteins to regulate protein-protein interaction, and a trypsin-like 

serine protease domain with catalytic activity (Figure 9) (Singh et al., 2014). HtrA1, 
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HtrA3 and HtrA4 share a similar N-terminal domain structure consisting of a putative 

signal peptide, an insulin growth factor (IGF) binding domain and a kazal protease 

inhibitor domain (Figure 9) (Clausen et al., 2002). In contrast, HtrA2 has a completely 

unique N-terminal consisting of a transient peptide and a transmembrane domain, 

suggesting that HtrA2 may have different functions compared to the other three HtrAs 

(Figure 9) (Nie et al., 2003a). Both HtrA1 and HtrA3 have been previously implicated 

in the development of PE (Ajayi et al., 2008, Teoh et al., 2015, Li et al., 2011). 

 

 

 

 

 

 

 

 

Figure 9. Structure of mammalian HtrA family proteases. SP, signal peptide; IGFB, 
insulin growth factor binding domain; Kazal, Kazak-type S protease inhibitor domain; 
Trypsin, trypsin-like serine protease domain; PDZ, postsynaptic density protein 95-
Discs larger-Zona occludens domain; TP, transient peptide; TM, transmembrane 
domain (Adapted from Singh et al, 2015). 

  

 PDZ  Kazal  IGFB  SP  Trypsin 

 TM  Trypsin  PDZ  TP 

HtrA1 
HtrA3 
HtrA4 

HtrA2 



32 
 

1.5.2. HtrA1 and its biological functions 

HtrA1 is a secretory protein that is ubiquitously expressed in human tissues with high 

levels in the placenta (De Luca et al., 2003, Nie et al., 2006a). The human HtrA1 gene 

was initially identified as a down-regulated gene in SV-40 transformed fibroblasts 

(Zumbrunn and Trueb, 1996), and the protein has been implicated as a tumour 

suppressor and promoter of cell death (Zurawa-Janicka et al., 2010). HtrA1 mRNA 

expression is greatly down-regulated or completely absent in various cancers such as 

ovarian cancer, metastatic melanomas, breast carcinoma, prostate cancer and many 

other tumour cell lines (Chien et al., 2004, Baldi et al., 2002, Sotiriou et al., 2006, 

Welsh et al., 2001a). In addition, overexpression of HtrA1 in metastatic melanoma cell 

line inhibited cell proliferation in vitro and prevented tumour growth in vivo (Baldi et al., 

2002).  

Many growth factors and matrix proteins have been identified as the extracellular 

substrates of HtrA1 and dysregulation of these factors by aberrant HtrA1 activity has 

been linked to many other human diseases (Tiaden and Richards, 2013). HtrA1 

expression is up-regulated in various musculoskeletal diseases, which coincides with 

the increased fragmentations of several extracellular matrix (ECM) proteins that are 

known to be targets of HtrA1, including fibronectin, type II collagen and decorin 

(Tiaden and Richards, 2013). Increased expression of HtrA1 is also implicated in age-

related macular degeneration (AMD), which is also closely associated with increased 

degradation of various ECM proteins (Lin et al., 2018). On the other hand, decreased 

expression of HtrA1 is linked to dysregulation of TGF-β signalling in cerebral small 

vessel disease, which can lead to early-onset stroke and dementia (Beaufort et al., 

2014). Latent TGF-β binding protein 1 (LTBP-1), an ECM protein that is processed by 
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HtrA1 and required by TGF-β signalling, has been shown to attenuate TGF-β 

signalling in the disease due to lack of HtrA1 activity (Beaufort et al., 2014).  

In normal human pregnancy, serum HtrA1 level is increased progressively with 

increasing gestation (Teoh et al., 2015). In the first trimester placenta, HtrA1 is 

immuno-localized in both layer of villous trophoblast, the syncytiotrophoblast and 

cytotrophoblast (Lorenzi et al., 2009). In the third trimester, the HtrA1 staining is more 

intensified and mainly observed in the syncytiotrophoblast and the maternal decidua 

cells, suggesting that HtrA1 may be involved in the normal development of the 

placenta (De Luca et al., 2004). HtrA1 knockout mice are viable and fertile, however, 

both the placenta and the pups are reduced in size, and the placenta displays impaired 

artery remodelling (Hasan et al., 2015). The exact role of HtrA1 in placental 

development is unclear, but it is speculated to be involved in the regulation of 

trophoblast-decidual interaction and trophoblast invasion, which are crucial for normal 

placentation (Chen et al., 2014). One study demonstrated that a trophoblast-like cell 

line, HTR-8/SVneo cells, exhibited reduced migration and invasion in the presence of 

HtrA1, suggesting that aberrant levels of HtrA1 might directly disrupt placental 

development by attenuating trophoblast cell migration and invasion (Ajayi et al., 2008). 

Recently, several studies reported that dysregulation of HtrA1 is associated with PE, 

in particular early-onset PE. Placental mRNA expression as well as serum levels of 

HtrA1 have been shown to be significantly elevated in PE cases, making HtrA1 a 

potential diagnostic marker of PE at the time of disease presentation (Teoh et al., 

2015, Ajayi et al., 2008, Inagaki et al., 2012, Zong et al., 2013).  
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1.5.3. HtrA2 and its biological functions 

HtrA2 is the most studied member of this family, and it is structurally different to the 

other three HtrAs (Wagh and Bose, 2018). While HtrA1, 3 and 4 are all secreted 

proteins, the precursor of HtrA2 resides in the mitochondrial intermembrane space 

(Vande Walle et al., 2008). HtrA2 serves as protein quality control factor to maintain 

mitochondrial homeostasis under normal physiological conditions (Zurawa-Janicka et 

al., 2010). Loss of HtrA2 in mice leads to accumulation of unfolded proteins in the 

mitochondria, defective mitochondrial respiration and increased concentrations of 

ROS which leads to neuronal cell death (Moisoi et al., 2009). Furthermore, mice with 

a mutation in HtrA2 gene that results in loss of HtrA2 proteolytic activity, exhibit muscle 

wasting and neurodegeneration very similar to symptoms exhibited in patients 

suffering from Parkinson’s syndrome (Jones et al., 2003). However, in stressful 

conditions, HtrA2 may switch from a protector to a proapoptotic factor to facilitate cell 

death (Zurawa-Janicka et al., 2010). Following apoptotic stimulus, HtrA2 is released 

from the mitochondria, binds and degrades the inhibitor of apoptosis proteins (IAPs), 

thereby freeing active caspases to induce apoptosis in the damaged or infected cells 

(Suzuki et al., 2001, Verhagen et al., 2002). Therefore, HtrA2 protein plays a crucial 

role as a mediator of cell survival as well as cell death, however, unlike the other 

members of the HtrA family, there is no evidence of HtrA2 involvement in placental 

development or pregnancy complications. 

1.5.4. HtrA3 and its biological functions 

HtrA3 is structurally similar to HtrA1, and it was first identified as a pregnancy-related 

serine protease that is up-regulated in the mouse uterus with a role in the development 

of the embryo and the placenta (Nie et al., 2003b). In the human, HtrA3 is widely 



35 
 

expressed in the body and the highest levels are detected in the heart, ovary, uterus 

and placenta (Nie et al., 2003a). So far, two isoforms of HtrA3 produced by alternative 

splicing have been identified, the long form consists of 453 amino acids, whereas the 

short form lacks the PDZ domain and consists of 357 amino acids (Nie et al., 2003a). 

Both HtrA3 isoforms are expressed comparably in human and are both proteolytically 

active (Singh et al., 2012, Nie et al., 2003a). A recent study demonstrated that both 

HtrA3 isoforms can interact with cytoskeleton proteins such as actin, β-tubulin, 

vimentin and TCP1 chaperonin, which are required for actin and tubulin folding (Wenta 

et al., 2018). Although both HtrA3 isoforms can cleave cytoskeleton proteins while also 

functioning as chaperone proteins in vitro, the short form of HtrA3 has more efficient 

proteolytic activities, whereas the long form is the most efficient HtrA family protein in 

facilitating tubulin polymerization (Wenta et al., 2018). Thus, it is likely that the two 

HtrA3 isoforms may have different roles and both can function either as proteases or 

chaperone proteins (Wenta et al., 2018). Similar to HtrA1, dysregulation of HtrA3 has 

been implicated in various cancers and HtrA3 is proposed as a tumour suppressor 

(Glaza et al., 2015). Down-regulation of HtrA3 has been reported in various cancer 

cell lines and tumours including ovarian, endometrial and lung cancers (Bowden et al., 

2010, Zhao et al., 2014, Bowden et al., 2006, Narkiewicz et al., 2009, Beleford et al., 

2010a, Zhao et al., 2016). HtrA3 is further shown to promote lung cancer cell death 

induced by chemotherapeutic drugs etoposide and cisplatin, and suppression of HtrA3 

renders the cancer cells resistant to anti-tumour drugs (Beleford et al., 2010b). Another 

study demonstrated that HtrA3 can inhibit lung cancer cell invasion and HtrA3 level is 

negatively correlated to the increased risk of postoperative recurrence of non-small-

cell lung cancer (Zhao et al., 2016). 
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During human pregnancy, HtrA3 is expressed in the placenta in high amounts during 

the first trimester, especially in the syncytiotrophoblast (Nie et al., 2006b, Li et al., 

2011). HtrA3 levels in the maternal circulation reflect placental production, with the 

highest levels also detected in the first trimester. Placental and serum levels of HtrA3 

then drastically reduce from the second trimester onwards, and this is likely to be 

regulated by changes in oxygen tension from a low to a high oxygen environment (Li 

et al., 2011). Abundance of placental HtrA3 expression in early pregnancy suggests 

that HtrA3 may be important for the development of the placenta and the embryo, and 

in vitro studies show that HtrA3 negatively regulates trophoblast invasion during early 

placental development (Singh et al., 2010, Singh et al., 2011).  

HtrA3 knockout mice are phenotypically normal and fertile, however, the placenta 

displays disorganization of labyrinthine fetal capillaries, which results in fetal growth 

restriction. The data suggests that maternal HtrA3 is important for vascular 

organization of the developing placenta and fetal growth (Li et al., 2017). Furthermore, 

mice born to HtrA3-deficient mothers, irrespective of their own genotype, are 

significantly heavier with more white fat in their adulthood, indicating that maternal 

HtrA3 may have a long-term impact on the offspring well beyond in utero growth (Li et 

al., 2017). Dysregulation of HtrA3 in the first trimester may therefore be associated 

with abnormal placental development. Studies found that pregnant  women who were 

destined to develop PE had significantly higher levels of serum HtrA3 at 13-14 weeks 

of gestation, which is well before the manifestation of any clinical symptoms (Li et al., 

2011, Dynon et al., 2012). Interestingly, serum HtrA3 levels at 11-13 weeks of 

gestation are significantly lower in women who had IUGR pregnancies (Li et al., 2017), 

suggesting that optimal concentration of placental HtrA3 is necessary for the optimal 
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development of a functional placenta. Therefore, this also makes HtrA3 a potential 

biomarker for early diagnosis of PE and IUGR. 

 

1.6. HtrA4 and its role in early-onset PE development 

1.6.1. HtrA4 expression and its biological functions 

HtrA4 is the newest and least studied member of the mammalian HtrA family. The 

HtrA4 gene is located on chromosome 8p11.22 with 8 exons, and it is first identified 

as a serine protease associated with pregnancy (Clausen et al., 2002). HtrA4 is 

structurally similar to HtrA1 and HtrA3, however, HtrA4 is highly unique because its 

expression is almost exclusive to the human placenta (Singh et al., 2015), whereas 

the other HtrAs are widely expressed in most tissues (Nie et al., 2003a). Analysis of 

tissue-profiling microarray data showed that HtrA4 mRNA expression is highly 

placenta specific (Figure 10). One study has immunolocalized HtrA4 to the EVT cells 

at the maternal-fetal interface (Wang et al., 2012). Little is known about the exact 

function of HtrA4 in the placenta, but it is believed to be involved in the regulation of 

trophoblast invasion in placental development (Wang et al., 2012, Chen et al., 2014). 

A study by Wang et al (2014) over-expressed the wild-type and a protease-inactive 

mutant HtrA4 in trophoblast-like JAR cells and investigated invasion. It was found that 

JAR cells overexpressing the wild-type HtrA4 had increased invasion, whereas JAR 

cells overexpressing the mutant HtrA4 had unchanged invasion (Wang et al., 2012). 

The same study also examined the impact of HtrA4 on another trophoblast-like cell 

line, the BeWo cells, by knocking down the endogenous HtrA4 expression using 

shRNA, it was found that the invasion of BeWo cells was suppressed when HtrA4 was 
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knocked down (Wang et al., 2012). Wang et al (2014) then showed that HtrA4 could 

cleave the extracellular matrix protein fibronectin in vitro, suggesting that HtrA4 may 

facilitate cell invasion by disrupting the interaction between fibronectin and its integrin 

receptors which would otherwise impede trophoblast invasion (Damsky et al., 1994, 

Wang et al., 2012). However, whether HtrA4 has a similar regulatory role in trophoblast 

cells in vivo remains to be investigated. 

 

 

  

 

 

Figure 10. Microarray analysis of HtrA4 mRNA in 31 human tissues. The data set was 
derived from the National Centre for Biotechnology Information Gene Expression 
Omnibus database (GDS3113) (Singh et al., 2015).  
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A recent study by Liu et al (2015) reported that HtrA4 null mice have normal embryonic 

and placental development, with no obvious difference in placental structure or 

morphology compared to wild-type mice (Liu et al., 2015). In addition, cross breeding 

of HtrA4 knock-out mice produced similar pup numbers, indicating that fertility is also 

unaffected (Liu et al., 2015). The authors suggest that the lack of abnormality in HtrA4 

null mice is likely because either HtrA4 does not play a significant role in murine 

placentation or up-regulation of other HtrA family proteins has compensated the lack 

of HtrA4 expression (Liu et al., 2015). However, their data clearly shows that HtrA4 is 

not well expressed in mice, including the placenta. This important fact was further 

confirmed by our laboratory (unpublished). We therefore believe that the lack of a 

phenotype in HtrA4 null mice is because HtrA4 is not well expressed in mice in the 

first place. 

In contrast, HtrA4 is highly expressed in the human placenta, and it is not well 

expressed in any other tissues that were examined thus far (Figure 10) (Singh et al., 

2015). HtrA4 expression therefore seems to be human placenta-specific, and HtrA4 

may have a specific role in human placental development, human pregnancy and 

human pregnancy complications. 

1.6.2. HtrA4 and its potential involvement in PE 

Placental HtrA4 is secreted into the maternal circulation. In a normal human 

pregnancy, the HtrA4 levels in maternal serum increase significantly from 11-13 weeks 

to 24-25 weeks of gestation, they then remain stable throughout the remainder of the 

pregnancy (Singh et al., 2015). A number of studies have linked abnormal regulation 

of HtrA4 particularly to the early-onset PE (Inagaki et al., 2012, Liu et al., 2018, Singh 

et al., 2015). Gene expression analyses have consistently shown that placental HtrA4 
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expression is significantly up-regulated in severe PE compared to their gestational-

matched controls (Singh et al., 2015, Inagaki et al., 2012, Lapaire et al., 2012, 

Kaartokallio et al., 2015, Brew et al., 2016, Liu et al., 2018, Nishizawa et al., 2011). 

Furthermore, HtrA4 levels in the maternal circulation are significantly elevated in the 

third trimester in early-onset PE at the time of disease presentation compared to their 

gestational-matched controls (Singh et al., 2015, Inagaki et al., 2012). Moreover, the 

levels of circulating HtrA4 are shown to positively correlate with PE severity (Inagaki 

et al., 2012).  

Contrary to the norm, study by Wang et al in 2012 showed that the intensity of HtrA4 

immunostaining was lower in PE placentas (Wang et al., 2012). In this particular study, 

only two placentas from late-onset PE were examined. These seemingly conflicting 

reports suggest that HtrA4 expression pattern can be different between early-onset 

and late-onset PE, and elevation of HtrA4 is very likely a distinct characteristic of early-

onset PE. This was supported by a study by Inagaki et al (2012) where the expression 

of all four HtrA family members was compared between placentas from women with 

severe PE (with an average gestational age of 33.9 weeks) and those from 

normotensive pregnant women (with an average gestational age of 36.6 weeks), 

expression of both HtrA1 and HtrA4 was significantly up-regulated in the PE placentas 

(Inagaki et al., 2012). Placental HtrA4 protein levels were also confirmed to be highly 

elevated in PE compared to controls (Inagaki et al., 2012). Immunohistochemistry 

localised HtrA4 protein mainly to the cytoplasm of cytotrophoblasts and 

syncytiotrophoblasts in placental villi, and more intense signals were observed in PE 

placentas (Inagaki et al., 2012). The same study also confirmed that HtrA4 level in PE 

serum was significantly elevated. The study has further demonstrated that the serum 

HtrA4 level inversely correlate to placental and fetal weight, it was thus suggested that 
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aberrant levels of HtrA4 may have an adverse impact on fetal and placental 

development during pregnancy (Inagaki et al., 2012).  

Our laboratory has validated the findings of Inagaki et al (2012) and demonstrated that 

HtrA4 mRNA expression is clearly up-regulated in the placenta of early-onset but not 

late-onset PE (Figure 11A) (Singh et al., 2015). Furthermore, the maternal serum 

levels of HtrA4 were confirmed to be elevated in early-onset but not late-onset PE 

(Figure 11B). Taken together, these findings strongly suggest that excessive placental 

expression of HtrA4 and elevation of serum HtrA4 may be uniquely associated with 

early-onset PE (Singh et al., 2015).  

 

 

 

 

Figure 11. The expression pattern of HtrA4 mRNA in placenta and serum HtrA4 level 
in maternal circulation. A). HtrA4 mRNA expression is up-regulated in early-onset PE 
placentas. B). Serum HtrA4 levels are elevated in early-onset PE pregnancies.  Mean 
± SEM, ** P<0.01. (Data obtained from Singh et al, 2015). 
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1.6.3. HtrA4 and its impact on endothelial cells 

Since HtrA4 is a secreted protease and can be detected in the maternal circulation, 

HtrA4 may likely act on maternal endothelial cells. Elevated levels of HtrA4 may 

therefore adversely affect the endothelial cells to contribute to the systemic endothelial 

dysfunction that is observed in most early-onset PE. A study by our laboratory (Singh 

et al in 2015) demonstrated that HtrA4 could disrupt the normal function of human 

umbilical vein endothelial cells (HUVECs) as an endothelial cell model. The study has 

shown that HtrA4 dose-dependently alter endothelial cell integrity and increased cell 

permeability in vitro (Singh et al., 2015). Vascular endothelial (VE)-cadherin, which 

plays an important role in cell to cell adhesion and the organization of intercellular 

junction, is greatly reduced in HtrA4-treated HUVECs (Singh et al., 2015). HtrA4 

treatment has also altered HUVEC morphology, resulting in a disorderly pattern of F-

actin staining and increased number of intercellular gaps (Singh et al., 2015). These 

findings are consistent with the characteristics of primary HUVECs isolated from PE 

women, such as disorganisation of endothelial cadherin proteins, reduction in 

expression of endothelial cell junctional proteins and increases in cell permeability 

(Wang et al., 2002). HtrA4 also dose-dependently disrupts the formation of tube-like 

structure by HUVEC in vitro, suggesting a potential role of HtrA4 in disrupting the 

angiogenic activity of these cells (Singh et al., 2015). All the evidence thus presents 

HtrA4 as a potential contributing factor to the pathogenesis of early-onset PE. 

However, how extensively the circulating HtrA4 impacts on maternal endothelial cells 

and the associated molecular mechanisms remain to be investigated.  
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Research Questions 

The specific aims of my PhD study were to investigate: 

i. The impact of HtrA4 action on endothelial cells, including the EPCs. 

ii. The molecular mechanisms of HtrA4 action on endothelial cells. 

 

Hypotheses: 

High levels of circulating HtrA4 that is detected in the early-onset PE circulation, have 

a detrimental effect on maternal endothelial cells and contribute to the pathogenesis 

of early-onset PE.  
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Aims: 

(1) To determine the adverse impact of circulating HtrA4 on endothelial gene 

expression related to vessel biology, using HUVECs as an endothelial cell model.   

(2) To determine whether high levels of HtrA4 can affect maternal endothelial repair 

by 

i. Inhibiting HUVEC proliferation. 

ii. Inhibiting primary EPC proliferation and differentiation into mature 

endothelial cells. 

(3) To determine the mechanism of HtrA4 action on endothelial cells by 

demonstrating that HtrA4 can 

i. Directly cleave recombinant KDR in vitro.  

ii. Reduce total amount of KDR in HUVECs thereby disrupting the 

VEGF-A action 

iii. Inhibit VEGF-A-induced angiogenesis in HUVECs and explant 

culture of mouse aortic rings 
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Chapter 2  

High levels of HtrA4 observed in preeclamptic 

circulation drastically alter endothelial gene 

expression and induce inflammation in human 

umbilical vein endothelial cells 
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Chapter 3 

HtrA4 may play a major role in inhibiting 

endothelial repair in pregnancy complication 

preeclampsia 
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5.1. Integrated discussion 

PE is a serious complication of human pregnancy and the early-onset subtype poses 

more serious maternal and neonatal consequences. PE is closely associated with 

systemic endothelial dysfunction, however, the underlying causes remain unclear and 

currently the only effective treatment is premature delivery. Previous studies have 

demonstrated that HtrA4 is a serine protease that is specifically produced by the 

placenta and significantly up-regulated in early-onset PE (Singh et al., 2015, Inagaki 

et al., 2012, Lapaire et al., 2012, Kaartokallio et al., 2015, Liu et al., 2018, Brew et al., 

2016). We have subsequently demonstrated that high levels of circulating HtrA4 can 

disrupt the normal endothelial cell function (Singh et al., 2015).  

Therefore, it was hypothesized that high levels of HtrA4 observed in early-onset PE 

circulation could adversely affect the maternal endothelial cells and contribute to the 

pathogenesis of early-onset PE. The aims of my PhD research were to investigate the 

impact of HtrA4 on endothelial cell biology and repair, and to explore the mechanisms 

of HtrA4 action on endothelial cells using HUVECs and primary EPCs as endothelial 

cell models. The results of my PhD research confirmed that high levels of HtrA4 

induced inflammation in HUVECs and altered their expression of genes vital for vessel 

biology. Furthermore, HtrA4 not only halted endothelial cell proliferation, but also 

inhibited circulating EPC proliferation and differentiation into mature endothelial cells 

for repair. Lastly, my research demonstrated that high levels of HtrA4 reduced the 

main VEGF-A receptor KDR in the HUVECs to inhibit angiogenic-like functions. 

Chapter 2 (Wang and Nie, 2016 Placenta) examined the impact of HtrA4 on 

endothelial gene expression using HUVECs as a model. A range of genes that play 

important roles in inflammation, angiogenesis, vaso-activity, platelet activation, cell 
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adhesion and coagulation were all significantly altered by HtrA4 (Table 5.1). The study 

showed that the expression of pro-inflammatory factors interleukin (IL)6, 

prostaglandin-endoperoxide synthase (PTGS)2 and IL1β were all significantly up-

regulated in cells that were treated with 3.0 µg/ml HtrA4, the highest level observed in 

early-onset PE circulation. The IL6 protein in the media was also significantly elevated, 

consistent with its mRNA result. Overall, this study found that high levels of HtrA4 

detected in the preeclamptic circulation induced inflammation in HUVECs and induced 

wide-spread changes in gene expression observed in early-onset PE. 

Table 5.1 listed genes that were highly regulated by HtrA4 in HUVECs. 

Thrombomodulin (THBD) mRNA expression was significantly up-regulated by HtrA4, 

and its protein level is reported to be increased in PE serum, making it a potential 

marker of endothelial dysfunction (Prochazka et al., 2015, Rousseau et al., 2009). 

Thrombospondin (THBS)1 protein is closely involved in regulation of endothelial cell 

functions such as adhesion, motility and proliferation, and its mRNA expression was 

significantly down-regulated by HtrA4, consistent with reports that THBS1 is lower in 

women with severe PE (Stenczer et al., 2012). All of this evidence suggests that high 

levels of circulating HtrA4 detected in early-onset PE could alter endothelial cell 

biology and induce endothelial dysfunction.  

Of all the genes examined by real-time RT-PCR, only three genes (ALOX5, PTGIS 

and BCL2) showed no significant changes in their mRNA expression between the 

controls and HtrA4 treatments, inconsistent with the microarray data. Intriguingly, all 

these three genes were expressed at a low level in HUVECs, and therefore the 

microarray assessment may not be accurate. Real-time RT-PCR detected the low 

expression of these genes more accurately, showing large variabilities among 
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samples with no significant differences between treatments. Due to limitation of time 

and reagent, only two proteins, IL6 and monocyte chemoattractant protein (MCP)1 

were validated by ELISA. A cytokine antibody array was subsequently used to identify 

more cytokines that might be affected by HtrA4. However, no new candidate was 

found. Although IL1β, which showed a huge increase in mRNA expression, displayed 

no difference in protein levels when treated with HtrA4. Explanations for the 

inconsistency between mRNA and protein may be due to the low levels of IL1β present 

in the HUVEC media, or a possible unknown mechanism of IL1β regulation at the 

protein level. 

 

Table 5.1. List of genes that were significantly affected by HtrA4. 

Gene 
category 

Gene name Regulation 
by HtrA4 

Functions in endothelial cells 

Inflammatory 
Response 

CCL2/MCP1 
 Involved in immnoregulatory and inflammatory processes, 

recruitment of monocytes and macrophages 

PTGS2/COX2 
 A key enzyme in prostaglandin biosynthesis, and is involved 

in inflammation and mitogenesis 

IL6 
 Major functions in inflammation and the maturation of B 

cells, highly up-regulated in PE circulation 

IL1B 
 Mediates inflammatory response and various cellular 

activities, including proliferation and differentiation 

Angiogenesis 
and Vaso-
activities 

EDN1/ET1 
 

A secreted peptide that acts as a vasoconstrictor 

FGF2 
 Involves in ranges of biological processes, including mitogenic 

and angiogenic activities 

VEGFA 
 Acts specifically on endothelial cells and has various 

functions, including angiogenesis and cell growth 

Platelet 
Activation and 
Cell Adhesion 

THBS1 

 

 Mediates cell-to-cell and cell-to-matrix interactions and plays 
a role in platelet aggregation and angiogenesis 

SERPINE1 
 A major inhibitor of tissue plasminogen activator and 

urokinase, acts on blood vessels to inhibit fibrinolysis 

IL11 
 Stimulates the proliferation of hematopoietic cells and 

megakaryocyte to increase platelet production  

Coagulation 
and Apoptosis 

OCLN 

 

An integral membrane protein that is required for cytokine-
induced regulation of the tight junction 

MMP1 
 Involves in the breakdown of extracellular matrix in many 

physiological processes 

THBD 
 An endothelial-specific receptor that binds to thrombin to 

activate protein C, which degrades clotting factors. It is a 
marker for endothelial dysfunction 
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Chapter 3 (Wang et al, 2019 Scientific Reports) further examined the impact of HtrA4 

on endothelial cells. It was found that high levels of HtrA4 not only inhibited endothelial 

cell proliferation, but also inhibited circulating EPC proliferation and differentiation for 

repair. Firstly, it was shown that high levels of HtrA4 completely halted HUVEC 

proliferation, while cell viability was not affected. At the molecular level, thirty-five 

genes that are involved in cell cycle regulation were significantly down-regulated by 

HtrA4, many of which were also affected at a lower dose of HtrA4. This data thus 

strongly suggests that HtrA4 has a major impact on endothelial cell proliferation. Ki67 

is a cell proliferation marker, and HUVECs treated with high levels of HtrA4 showed a 

significant loss of Ki67 immunofluorescent staining compared with control cells, further 

confirming that HtrA4 inhibits cell proliferation. 

Secondly, Chapter 3 examined the impact of HtrA4 on EPCs, which are circulating 

endothelial cells that can be recruited to the site of endothelial injury and differentiate 

into resident endothelial cells to repair the damaged endothelium. HtrA4 likewise 

inhibited primary EPC proliferation without affecting cell viability. HtrA4-induced 

reduction in cell proliferation marker ki67 was even more pronounced in EPCs than 

HUVECs, suggesting that EPCs are more sensitive than HUVECs to HtrA4 treatment. 

A number of cell cycle genes that were highly down-regulated by HtrA4 in the HUVECs 

were also examined in primary EPCs, and majority of these likewise showed a 

significant reduction in mRNA levels following treatment with high doses of HtrA4, 

confirming that high levels of HtrA4 inhibit EPC proliferation. Interestingly, three out of 

the four genes examined were affected more significantly by the higher dose of HtrA4 

at 24h time point, and at 48h all four genes had lower levels of expression across all 

treatment groups, including the vehicle control. This data suggests that EPCs may 

proliferate more quickly than HUVECs in culture and that their proliferation may be 
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inhibited more severely by 48h, which is consistent with the highly proliferative nature 

of progenitor cells.  

EPCs were further assessed for their ability to form tube-like structures on Matrigel. 

EPCs treated with lower doses of HtrA4 still formed tubes similar to the control cells, 

however, the tubes were thinner and disjoined in many areas. In contrast, EPCs 

treated with high doses of HtrA4 failed to form any tubes, suggesting that high levels 

of HtrA4 could have a detrimental effect on circulating EPCs, impeding endothelial 

repair and exacerbating the endothelial dysfunction. 

Chapter 4 (Wang et al, 2019 FASEB) discovered a novel mechanism of HtrA4 action 

on endothelial cells: HtrA4 can cleave the main VEGF-A receptor KDR to inhibit VEGF-

A-dependent angiogenesis and endothelial cell function. The result showed that high 

levels of HtrA4 significantly reduced the amount of KDR present in HUVECs, and 

reduced phosphorylation of downstream signalling molecule Akt, confirming that HtrA4 

can inhibit VEGF-A activity.  

Chapter 4 further validated that high levels of HtrA4 can significantly inhibit VEGF-A-

induced angiogenesis. This was first demonstrated in an HUVEC tube formation 

assay. HUVECs were cultured in 2%FCS with no growth factor supplement, and no 

tubes were formed. Addition of VEGF-A promoted the formation of well-structured 

tubes, confirming the essential role of VEGF-A in angiogenesis. Treatment with lower 

doses of HtrA4 resulted in thinner tubes, showing that HtrA4 could exert an effect on 

VEGF-A even at a lower dosage. Treatment with higher doses of HtrA4 completely 

blocked VEGF-A action as the HUVECs failed to form any tubes. 

VEGF-A-induced angiogenesis was then examined in an aortic ring assay using 

explant culture of mouse aorta. Rings treated with VEGF-A showed an increased 
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number of micro-vessels forming from the outer layer of the rings, as well as a wider 

area of outgrowth, compared to the untreated controls. HtrA4 in this assay dose-

dependently reduced the VEGF-A-induced micro-vessel numbers as well as 

outgrowth, further confirming that HtrA4 attenuates VEGF-A action. 

Chapter 4 confirmed that HtrA4 cleavage of KDR is detrimental to VEGF-A action in 

endothelial cells, implicating a previously unknown mechanism that may significantly 

impair angiogenesis in early-onset PE (Figure 12). The data suggests HtrA4 as a 

potentially important therapeutic target for treatment of endothelial dysfunction in 

early-onset PE. Since HtrA4 is not expressed outside the placenta, inhibiting HtrA4 in 

the maternal circulation may restore VEGF-A function without inflicting major side 

effects on other tissues. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



88 
 

 

 

 

 

 

Figure 12.  HtrA4 cleavage of VEGF-A receptor KDR has a detrimental effect on 

downstream endothelial cell signalling and angiogenesis.  
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In summary, my studies showed that HtrA4 has a major role in the pathogenesis of 

early-onset PE. My studies suggest that high levels of HtrA4 can adversely impact on 

endothelial cells, it also can also inhibit circulating EPC proliferation and differentiation 

to impede their repair function. Reductions in EPC numbers and functionality may 

explain the persistent endothelial dysfunction that is often observed long after PE, as 

the endothelial repair mechanism in these women are compromised. Moreover, HtrA4 

inhibits angiogenesis in endothelial cells by cleaving the main VEGF-A receptor KDR. 

Given KDR is a crucial mediator of various endothelial cell functions including 

proliferation, permeability, migration and survival, HtrA4-induced KDR reduction in 

endothelial cells will have a detrimental effect on endothelial cell functions.  

HtrA4 is the only member of the mammalian HtrA family that is specifically expressed 

in the placenta, and highly elevated in early-onset PE at the time of disease 

presentation. Currently, little is known about its exact roles in the normal placenta and 

its pathophysiological roles in early-onset PE. The other members of the HtrA 

protease, HtrA1 and HtrA3 are also highly expressed by the placenta, as well as many 

other tissues, therefore, unlike HtrA4, these two proteases may have significant roles 

in wide range of tissues and diseases. In contrast, HtrA4 is not widely expressed in 

other tissues and thus presents as a unique target for treatment of early-onset PE with 

minimal impact on other organs. My PhD project is the first study to demonstrate that 

excessive amounts of HtrA4 observed in early-onset PE circulation may have a 

detrimental effect on endothelial cells, contributing to the pathogenesis of early-onset 

PE. This is also the first time a novel mechanism of HtrA4 has been identified which 

can directly impair angiogenesis in endothelial cells. 
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5.2. Future directions 

This PhD study identified HtrA4 as a potential causal factor in endothelial dysfunction 

associated with early-onset PE. HUVECs were used as the primary model of 

endothelial cells, but it may not reflect all the features of vascular endothelial cells. 

Future studies require examination of HtrA4 impact on human vascular endothelial 

cells, which may be a better representation of the maternal vascular system. 

This study identified many cell cycle genes that were significantly down-regulated by 

HtrA4. When cells stop proliferating, they would undergo senescence and telomere 

attrition. Future studies thus should investigate whether HtrA4 affects genes related to 

senescence and telomere function in endothelial cells. One study has already 

demonstrated that EPCs isolated from early-onset PE women show increased cellular 

senescence (Sugawara et al., 2005a), it would thus be important to investigate 

whether HtrA4 facilitates the premature aging of endothelial cells and circulating EPCs 

in early-onset PE, contributing to the persistent endothelial dysfunction in this disease.  

Primary human EPCs used in this project provide a useful model to study the effect of 

HtrA4 on endothelial cell functions. As this study has demonstrated that HtrA4 can 

inhibit VEGF-A action by cleaving KDR in the HUVECs, future studies should 

investigate whether HtrA4 can also cleave KDR from EPCs to block VEGF-A- induced 

cellular functions. These studies would further confirm the detrimental effect of HtrA4 

on endothelial cell repair, and identify the mechanism of HtrA4 action on EPCs. 

This PhD study has demonstrated that HtrA4 cleaves recombinant KDR in vitro as well 

as in HUVECs. Future studies should investigate the potential target sequences of 
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HtrA4 on KDR through N-terminal sequencing to gain a better understanding of the 

mechanism of HtrA4 cleavage.  

Women with early-onset PE often have elevated sFlt-1 and low PIGF level in their 

blood circulation, and this is thought to be the major contributing factor to the reduced 

angiogenic activity in their endothelial cells, because excessive sFlt-1 would bind to 

free VEGF-A to prevent the activation of KDR. Future studies should examine whether 

high levels of HtrA4 and sFlt-1 would synergistically inhibit VEGF-A action to severely 

affect endothelial cells.  

This PhD study demonstrated the adverse impact of HtrA4 on endothelial cells mainly 

using purified recombinant HtrA4. Since HtrA4 is released into the maternal circulation, 

it would be interesting to treat endothelial cells directly with sera collected from 

preeclamptic women to determine if it can disrupt endothelial cell function. Our 

laboratory has been working on a neutralising antibody for HtrA4, and if successful, 

this antibody can be used to block HtrA4 activity, and to examine the specific activity 

of HtrA4 in preeclamptic serum on endothelial cells. 
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5.3. Conclusions 

This PhD study demonstrated that high levels of HtrA4 observed in the circulation of 

early-onset PE induced inflammation and profoundly altered the expression of genes 

important for endothelial cell biology in HUVECs. Furthermore, high levels of HtrA4 

inhibited endothelial cell proliferation and hindered EPC proliferation/differentiation, 

suggesting that HtrA4 may prevent endothelial repair.  

Moreover, this PhD study demonstrated that high levels of HtrA4 cleaved the main 

VEGF-A receptor KDR in endothelial cells, thereby reducing downstream Akt activity, 

and inhibiting VEGF-A action. Functionally, high levels of HtrA4 inhibited VEGF-A-

induced angiogenesis in both HUVECs and explant culture of mouse aorta. This study 

thus found that high levels of HtrA4 inhibited VEGF-A action, identifying a novel 

mechanism of HtrA4 action on endothelial cells. 

Collectively, this PhD study suggests that high levels of HtrA4 can have a detrimental 

effect on endothelial cells, and that HtrA4 is a potential causal factor of early-onset 

PE. These findings provide new insights into the understanding of the pathogenesis 

of early-onset PE. Since HtrA4 is not widely expressed, inhibiting it in the maternal 

circulation may offer an attractive therapeutic solution without major side effects for 

the treatment of early-onset PE. 

  



93 
 

Reference 

ABALOS, E., CUESTA, C., GROSSO, A. L., CHOU, D. & SAY, L. 2013. Global and 
regional estimates of preeclampsia and eclampsia: a systematic review. Eur J 
Obstet Gynecol Reprod Biol, 170, 1-7. 

AJAYI, F., KONGOASA, N., GAFFEY, T., ASMANN, Y. W., WATSON, W. J., BALDI, 
A., LALA, P., SHRIDHAR, V., BROST, B. & CHIEN, J. 2008. Elevated 
expression of serine protease HtrA1 in preeclampsia and its role in trophoblast 
cell migration and invasion. Am J Obstet Gynecol, 199, 557.e1-10. 

ALBERTS, B., JOHNSON A, LEWIS J, ET AL. 2002. Molecular Biology of the Cell - 
Blood Vessels and Endothelial Cells. New York, Garland Science. 

ANTHONY, F. W., WHEELER, T., ELCOCK, C. L., PICKETT, M. & THOMAS, E. J. 
1994. Short report: identification of a specific pattern of vascular endothelial 
growth factor mRNA expression in human placenta and cultured placental 
fibroblasts. Placenta, 15, 557-61. 

ARNAOUTOVA, I. & KLEINMAN, H. K. 2010. In vitro angiogenesis: endothelial cell 
tube formation on gelled basement membrane extract. Nat Protoc, 5, 628-35. 

ASAHARA, T., MUROHARA, T., SULLIVAN, A., SILVER, M., VAN DER ZEE, R., LI, 
T., WITZENBICHLER, B., SCHATTEMAN, G. & ISNER, J. M. 1997. Isolation 
of putative progenitor endothelial cells for angiogenesis. Science, 275, 964-7. 

ATTAR, A., MONABATI, A. & PARSANEZHAD, M. E. 2017. Endothelial progenitor cell 
subsets and preeclampsia: Findings and controversies. J Chin Med Assoc, 80, 
615-622. 

BACKES, C. H., MARKHAM, K., MOOREHEAD, P., CORDERO, L., NANKERVIS, C. 
A. & GIANNONE, P. J. 2011. Maternal Preeclampsia and Neonatal Outcomes. 
Journal of Pregnancy, 2011. 

BALDI, A., DE LUCA, A., MORINI, M., BATTISTA, T., FELSANI, A., BALDI, F., 
CATRICALA, C., AMANTEA, A., NOONAN, D. M., ALBINI, A., NATALI, P. G., 
LOMBARDI, D. & PAGGI, M. G. 2002. The HtrA1 serine protease is down-
regulated during human melanoma progression and represses growth of 
metastatic melanoma cells. Oncogene, 21, 6684-8. 

BEAUFORT, N., SCHARRER, E., KREMMER, E., LUX, V., EHRMANN, M., HUBER, 
R., HOULDEN, H., WERRING, D., HAFFNER, C. & DICHGANS, M. 2014. 
Cerebral small vessel disease-related protease HtrA1 processes latent TGF-
beta binding protein 1 and facilitates TGF-beta signaling. Proc Natl Acad Sci U 
S A, 111, 16496-501. 



94 
 

BELEFORD, D., LIU, Z., RATTAN, R., QUAGLIUOLO, L., BOCCELLINO, M., BALDI, 
A., MAGUIRE, J., STAUB, J., MOLINA, J. & SHRIDHAR, V. 2010a. Methylation 
induced gene silencing of HtrA3 in smoking-related lung cancer. Clin Cancer 
Res, 16, 398-409. 

BELEFORD, D., RATTAN, R., CHIEN, J. & SHRIDHAR, V. 2010b. High temperature 
requirement A3 (HtrA3) promotes etoposide- and cisplatin-induced cytotoxicity 
in lung cancer cell lines. J Biol Chem, 285, 12011-27. 

BELLAMY, L., CASAS, J. P., HINGORANI, A. D. & WILLIAMS, D. J. 2007. Pre-
eclampsia and risk of cardiovascular disease and cancer in later life: systematic 
review and meta-analysis. Bmj, 335, 974. 

BELO, L., SANTOS-SILVA, A., RUMLEY, A., LOWE, G., PEREIRA-LEITE, L., 
QUINTANILHA, A. & REBELO, I. 2002. Elevated tissue plasminogen activator 
as a potential marker of endothelial dysfunction in pre-eclampsia: correlation 
with proteinuria. Bjog, 109, 1250-5. 

BOWDEN, M. A., DI NEZZA-COSSENS, L. A., JOBLING, T., SALAMONSEN, L. A. & 
NIE, G. 2006. Serine proteases HTRA1 and HTRA3 are down-regulated with 
increasing grades of human endometrial cancer. Gynecol Oncol, 103, 253-60. 

BOWDEN, M. A., DRUMMOND, A. E., FULLER, P. J., SALAMONSEN, L. A., 
FINDLAY, J. K. & NIE, G. 2010. High-temperature requirement factor A3 
(Htra3): a novel serine protease and its potential role in ovarian function and 
ovarian cancers. Mol Cell Endocrinol, 327, 13-8. 

BREW, O., SULLIVAN, M. H. & WOODMAN, A. 2016. Comparison of Normal and Pre-
Eclamptic Placental Gene Expression: A Systematic Review with Meta-
Analysis. PLoS One, 11, e0161504. 

BURTON, G. J., HEMPSTOCK, J. & JAUNIAUX, E. 2003. Oxygen, early embryonic 
metabolism and free radical-mediated embryopathies. Reprod Biomed Online, 
6, 84-96. 

BURTON, G. J. & JAUNIAUX, E. 2015. What is the placenta? Am J Obstet Gynecol, 
213, S6.e1, S6-8. 

BURTON, G. J., WOODS, A. W., JAUNIAUX, E. & KINGDOM, J. C. P. 2009. 
Rheological and Physiological Consequences of Conversion of the Maternal 
Spiral Arteries for Uteroplacental Blood Flow during Human Pregnancy. 
Placenta, 30, 473-482. 

CALCATERRA, F., TADDEO, A., COLOMBO, E., CAPPELLETTI, M., MARTINELLI, 
A., CALABRESE, S., MAVILIO, D., CETIN, I. & DELLA BELLA, S. 2014. 
Reduction of maternal circulating endothelial progenitor cells in human 
pregnancies with intrauterine growth restriction. Placenta, 35, 431-436. 



95 
 

CAO, Y., GONG, Y., LIU, L., ZHOU, Y., FANG, X., ZHANG, C., LI, Y. & LI, J. 2017. 
The use of human umbilical vein endothelial cells (HUVECs) as an in vitro 
model to assess the toxicity of nanoparticles to endothelium: a review. J Appl 
Toxicol, 37, 1359-1369. 

CARMELIET, P., FERREIRA, V., BREIER, G., POLLEFEYT, S., KIECKENS, L., 
GERTSENSTEIN, M., FAHRIG, M., VANDENHOECK, A., HARPAL, K., 
EBERHARDT, C., DECLERCQ, C., PAWLING, J., MOONS, L., COLLEN, D., 
RISAU, W. & NAGY, A. 1996. Abnormal blood vessel development and lethality 
in embryos lacking a single VEGF allele. Nature, 380, 435-9. 

CASMOD, Y., VAN DYK, B. & NICOLAOU, E. 2016. Uterine artery Doppler screening 
as a predictor of pre-eclampsia. Health SA Gesondheid, 21, 391-396. 

CHAMBERS, J. C., FUSI, L., MALIK, I. S., HASKARD, D. O., DE SWIET, M. & 
KOONER, J. S. 2001. Association of maternal endothelial dysfunction with 
preeclampsia. Jama, 285, 1607-12. 

CHANG, C. W., WAKELAND, A. K. & PARAST, M. M. 2018. Trophoblast lineage 
specification, differentiation and their regulation by oxygen tension. J 
Endocrinol, 236, R43-r56. 

CHANG, Z. 2016. The function of the DegP (HtrA) protein: Protease versus 
chaperone. IUBMB Life, 68, 904-907. 

CHEN, Y. Y., CHUANG, P. Y., CHEN, C. P., CHIU, Y. H., LO, H. F., CHEONG, M. L., 
HUANG, J. Y., KUO, P. L. & CHEN, H. 2014. Functional antagonism between 
high temperature requirement protein A (HtrA) family members regulates 
trophoblast invasion. J Biol Chem, 289, 22958-68. 

CHEREGI, O., WAGNER, R. & FUNK, C. 2016. Insights into the Cyanobacterial 
Deg/HtrA Proteases. Frontiers in plant science, 7, 694-694. 

CHIEN, J., STAUB, J., HU, S. I., ERICKSON-JOHNSON, M. R., COUCH, F. J., 
SMITH, D. I., CROWL, R. M., KAUFMANN, S. H. & SHRIDHAR, V. 2004. A 
candidate tumor suppressor HtrA1 is downregulated in ovarian cancer. 
Oncogene, 23, 1636-44. 

CINDROVA-DAVIES, T., SANDERS, D. A., BURTON, G. J. & CHARNOCK-JONES, 
D. S. 2011. Soluble FLT1 sensitizes endothelial cells to inflammatory cytokines 
by antagonizing VEGF receptor-mediated signalling. Cardiovasc Res, 89, 671-
9. 

CIRILLO, P. M. & COHN, B. A. 2015. Pregnancy Complications and Cardiovascular 
Disease Death: 50-Year Follow-Up of the Child Health and Development 
Studies Pregnancy Cohort. Circulation, 132, 1234-42. 



96 
 

CLAUSEN, T., SOUTHAN, C. & EHRMANN, M. 2002. The HtrA family of proteases: 
implications for protein composition and cell fate. Mol Cell, 10, 443-55. 

CONRAD, K. P., MILES, T. M. & BENYO, D. F. 1998. Circulating levels of 
immunoreactive cytokines in women with preeclampsia. Am J Reprod Immunol, 
40, 102-11. 

CRISPI, F., LLURBA, E., DOMINGUEZ, C., MARTIN-GALLAN, P., CABERO, L. & 
GRATACOS, E. 2008. Predictive value of angiogenic factors and uterine artery 
Doppler for early- versus late-onset pre-eclampsia and intrauterine growth 
restriction. Ultrasound Obstet Gynecol, 31, 303-9. 

DAMSKY, C. H., LIBRACH, C., LIM, K. H., FITZGERALD, M. L., MCMASTER, M. T., 
JANATPOUR, M., ZHOU, Y., LOGAN, S. K. & FISHER, S. J. 1994. Integrin 
switching regulates normal trophoblast invasion. Development, 120, 3657-66. 

DAVIS, ESTHER F., NEWTON, L., LEWANDOWSKI, ADAM J., LAZDAM, M., KELLY, 
BRENDA A., KYRIAKOU, T. & LEESON, P. 2012. Pre-eclampsia and offspring 
cardiovascular health: mechanistic insights from experimental studies. Clinical 
Science (London, England : 1979), 123, 53-72. 

DE LUCA, A., DE FALCO, M., FEDELE, V., COBELLIS, L., MASTROGIACOMO, A., 
LAFORGIA, V., TUDUCE, I. L., CAMPIONI, M., GIRALDI, D., PAGGI, M. G. & 
BALDI, A. 2004. The serine protease HtrA1 is upregulated in the human 
placenta during pregnancy. J Histochem Cytochem, 52, 885-92. 

DE LUCA, A., DE FALCO, M., SEVERINO, A., CAMPIONI, M., SANTINI, D., BALDI, 
F., PAGGI, M. G. & BALDI, A. 2003. Distribution of the serine protease HtrA1 
in normal human tissues. J Histochem Cytochem, 51, 1279-84. 

DEANFIELD, J. E., HALCOX, J. P. & RABELINK, T. J. 2007. Endothelial function and 
dysfunction: testing and clinical relevance. Circulation, 115, 1285-95. 

DULEY, L. 2009. The global impact of pre-eclampsia and eclampsia. Semin Perinatol, 
33, 130-7. 

DYNON, K., HENG, S., PURYER, M., LI, Y., WALTON, K., ENDO, Y. & NIE, G. 2012. 
HtrA3 as an early marker for preeclampsia: specific monoclonal antibodies and 
sensitive high-throughput assays for serum screening. PLoS One, 7, e45956. 

EGBOR, M., ANSARI, T., MORRIS, N., GREEN, C. J. & SIBBONS, P. D. 2006. 
Morphometric placental villous and vascular abnormalities in early- and late-
onset pre-eclampsia with and without fetal growth restriction. Bjog, 113, 580-9. 

ENDERS, A. C. & BLANKENSHIP, T. N. 1999. Comparative placental structure. Adv 
Drug Deliv Rev, 38, 3-15. 



97 
 

ENGLISH, F. A., KENNY, L. C. & MCCARTHY, F. P. 2015. Risk factors and effective 
management of preeclampsia. Integrated blood pressure control, 8, 7-12. 

EREZ, O., ROMERO, R., MAYMON, E., CHAEMSAITHONG, P., DONE, B., 
PACORA, P., PANAITESCU, B., CHAIWORAPONGSA, T., HASSAN, S. S. & 
TARCA, A. L. 2017. The prediction of late-onset preeclampsia: Results from a 
longitudinal proteomics study. PloS one, 12, e0181468-e0181468. 

FÉLÉTOU, M. 2011. The Endothelium: Part 1: Multiple Functions of the Endothelial 
Cells—Focus on Endothelium-Derived Vasoactive Mediators., San Rafael 
(CA): Morgan & Claypool Life Sciences. 

FERRARA, N., GERBER, H. P. & LECOUTER, J. 2003. The biology of VEGF and its 
receptors. Nat Med, 9, 669-76. 

FONG, G. H., ROSSANT, J., GERTSENSTEIN, M. & BREITMAN, M. L. 1995. Role of 
the Flt-1 receptor tyrosine kinase in regulating the assembly of vascular 
endothelium. Nature, 376, 66-70. 

GENBACEV, O., ZHOU, Y., LUDLOW, J. W. & FISHER, S. J. 1997. Regulation of 
human placental development by oxygen tension. Science, 277, 1669-72. 

GERBER, H. P., MCMURTREY, A., KOWALSKI, J., YAN, M., KEYT, B. A., DIXIT, V. 
& FERRARA, N. 1998. Vascular endothelial growth factor regulates endothelial 
cell survival through the phosphatidylinositol 3'-kinase/Akt signal transduction 
pathway. Requirement for Flk-1/KDR activation. J Biol Chem, 273, 30336-43. 

GHULMIYYAH, L. & SIBAI, B. 2012. Maternal mortality from preeclampsia/eclampsia. 
Semin Perinatol, 36, 56-9. 

GIORDANO, R., CACCIATORE, A., ROMANO, M., LA ROSA, B., FONTI, I. & VIGNA, 
R. 2010. Uterine artery Doppler flow studies in obstetric practice. Journal of 
prenatal medicine, 4, 59-62. 

GLAZA, P., OSIPIUK, J., WENTA, T., ZURAWA-JANICKA, D., JARZAB, M., LESNER, 
A., BANECKI, B., SKORKO-GLONEK, J., JOACHIMIAK, A. & LIPINSKA, B. 
2015. Structural and Functional Analysis of Human HtrA3 Protease and Its 
Subdomains. PloS one, 10, e0131142-e0131142. 

GODO, S. & SHIMOKAWA, H. 2017. Endothelial Functions. Arterioscler Thromb Vasc 
Biol, 37, e108-e114. 

GOSWAMI, D., TANNETTA, D. S., MAGEE, L. A., FUCHISAWA, A., REDMAN, C. W., 
SARGENT, I. L. & VON DADELSZEN, P. 2006. Excess syncytiotrophoblast 
microparticle shedding is a feature of early-onset pre-eclampsia, but not 
normotensive intrauterine growth restriction. Placenta, 27, 56-61. 



98 
 

GUDE, N. M., ROBERTS, C. T., KALIONIS, B. & KING, R. G. 2004. Growth and 
function of the normal human placenta. Thromb Res, 114, 397-407. 

GUSSIN, H. A., BISCHOFF, F. Z., HOFFMAN, R. & ELIAS, S. 2002. Endothelial 
precursor cells in the peripheral blood of pregnant women. J Soc Gynecol 
Investig, 9, 357-61. 

HASAN, M. Z., IKAWATI, M., TOCHARUS, J., KAWAICHI, M. & OKA, C. 2015. 
Abnormal development of placenta in HtrA1-deficient mice. Dev Biol, 397, 89-
102. 

HIRATSUKA, S., MINOWA, O., KUNO, J., NODA, T. & SHIBUYA, M. 1998. Flt-1 
lacking the tyrosine kinase domain is sufficient for normal development and 
angiogenesis in mice. Proceedings of the National Academy of Sciences of the 
United States of America, 95, 9349-9354. 

HOLMES, K., ROBERTS, O. L., THOMAS, A. M. & CROSS, M. J. 2007. Vascular 
endothelial growth factor receptor-2: structure, function, intracellular signalling 
and therapeutic inhibition. Cell Signal, 19, 2003-12. 

HUBEL, C. A., SIPOS, P. I. & CROCKER, I. P. 2011. Endothelial progenitor cells: 
Their potential role in pregnancy and preeclampsia. Pregnancy Hypertens, 1, 
48-58. 

HUPPERTZ, B. 2008. Placental origins of preeclampsia: challenging the current 
hypothesis. Hypertension, 51, 970-5. 

INAGAKI, A., NISHIZAWA, H., OTA, S., SUZUKI, M., INUZUKA, H., MIYAMURA, H., 
SEKIYA, T., KURAHASHI, H. & UDAGAWA, Y. 2012. Upregulation of HtrA4 in 
the placentas of patients with severe pre-eclampsia. Placenta, 33, 919-26. 

INGRAM, D. A., MEAD, L. E., TANAKA, H., MEADE, V., FENOGLIO, A., MORTELL, 
K., POLLOK, K., FERKOWICZ, M. J., GILLEY, D. & YODER, M. C. 2004. 
Identification of a novel hierarchy of endothelial progenitor cells using human 
peripheral and umbilical cord blood. Blood, 104, 2752-60. 

IRGENS, H. U., REISAETER, L., IRGENS, L. M. & LIE, R. T. 2001. Long term mortality 
of mothers and fathers after pre-eclampsia: population based cohort study. Bmj, 
323, 1213-7. 

JAYET, P. Y., RIMOLDI, S. F., STUBER, T., SALMON, C. S., HUTTER, D., REXHAJ, 
E., THALMANN, S., SCHWAB, M., TURINI, P., SARTORI-CUCCHIA, C., 
NICOD, P., VILLENA, M., ALLEMANN, Y., SCHERRER, U. & SARTORI, C. 
2010. Pulmonary and systemic vascular dysfunction in young offspring of 
mothers with preeclampsia. Circulation, 122, 488-94. 



99 
 

JI, L., BRKIĆ, J., LIU, M., FU, G., PENG, C. & WANG, Y.-L. 2013. Placental 
trophoblast cell differentiation: Physiological regulation and pathological 
relevance to preeclampsia. Molecular Aspects of Medicine, 34, 981-1023. 

JIDO, T. A. & YAKASAI, I. A. 2013. Preeclampsia: a review of the evidence. Ann Afr 
Med, 12, 75-85. 

JONES, J. M., DATTA, P., SRINIVASULA, S. M., JI, W., GUPTA, S., ZHANG, Z., 
DAVIES, E., HAJNOCZKY, G., SAUNDERS, T. L., VAN KEUREN, M. L., 
FERNANDES-ALNEMRI, T., MEISLER, M. H. & ALNEMRI, E. S. 2003. Loss of 
Omi mitochondrial protease activity causes the neuromuscular disorder of 
mnd2 mutant mice. Nature, 425, 721-7. 

JONSDOTTIR, L. S., ARNGRIMSSON, R., GEIRSSON, R. T., SIGVALDASON, H. & 
SIGFUSSON, N. 1995. Death rates from ischemic heart disease in women with 
a history of hypertension in pregnancy. Acta Obstet Gynecol Scand, 74, 772-6. 

KAARTOKALLIO, T., CERVERA, A., KYLLONEN, A., LAIVUORI, K., KERE, J. & 
LAIVUORI, H. 2015. Gene expression profiling of pre-eclamptic placentae by 
RNA sequencing. Sci Rep, 5, 14107. 

KANTER, D., LINDHEIMER, M. D., WANG, E., BORROMEO, R. G., BOUSFIELD, E., 
KARUMANCHI, S. A. & STILLMAN, I. E. 2010. Angiogenic dysfunction in molar 
pregnancy. American journal of obstetrics and gynecology, 202, 184.e1-
184.e5. 

KHALIQ, A., LI, X. F., SHAMS, M., SISI, P., ACEVEDO, C. A., WHITTLE, M. J., 
WEICH, H. & AHMED, A. 1996. Localisation of placenta growth factor (PIGF) 
in human term placenta. Growth Factors, 13, 243-50,color plates I-II,pre.bk cov. 

KONUKOGLU, D. & UZUN, H. 2017. Endothelial Dysfunction and Hypertension. Adv 
Exp Med Biol, 956, 511-540. 

LAPAIRE, O., GRILL, S., LALEVEE, S., KOLLA, V., HOSLI, I. & HAHN, S. 2012. 
Microarray screening for novel preeclampsia biomarker candidates. Fetal 
Diagn Ther, 31, 147-53. 

LEBRIN, F., GOUMANS, M. J., JONKER, L., CARVALHO, R. L., 
VALDIMARSDOTTIR, G., THORIKAY, M., MUMMERY, C., ARTHUR, H. M. & 
TEN DIJKE, P. 2004. Endoglin promotes endothelial cell proliferation and TGF-
beta/ALK1 signal transduction. Embo j, 23, 4018-28. 

LEVINE, R. J., MAYNARD, S. E., QIAN, C., LIM, K. H., ENGLAND, L. J., YU, K. F., 
SCHISTERMAN, E. F., THADHANI, R., SACHS, B. P., EPSTEIN, F. H., SIBAI, 
B. M., SUKHATME, V. P. & KARUMANCHI, S. A. 2004. Circulating angiogenic 
factors and the risk of preeclampsia. N Engl J Med, 350, 672-83. 



100 
 

LEVINE, R. J., THADHANI, R., QIAN, C., LAM, C., LIM, K. H., YU, K. F., BLINK, A. L., 
SACHS, B. P., EPSTEIN, F. H., SIBAI, B. M., SUKHATME, V. P. & 
KARUMANCHI, S. A. 2005. Urinary placental growth factor and risk of 
preeclampsia. Jama, 293, 77-85. 

LI, Y., PURYER, M., LIN, E., HALE, K., SALAMONSEN, L. A., MANUELPILLAI, U., 
TONG, S., CHAN, W., WALLACE, E. M. & NIE, G. 2011. Placental HtrA3 is 
regulated by oxygen tension and serum levels are altered during early 
pregnancy in women destined to develop preeclampsia. J Clin Endocrinol 
Metab, 96, 403-11. 

LI, Y., SALAMONSEN, L. A., HYETT, J., COSTA, F. D. S. & NIE, G. 2017. Maternal 
HtrA3 optimizes placental development to influence offspring birth weight and 
subsequent white fat gain in adulthood. Sci Rep, 7, 4627. 

LIN, M. K., YANG, J., HSU, C. W., GORE, A., BASSUK, A. G., BROWN, L. M., 
COLLIGAN, R., SENGILLO, J. D., MAHAJAN, V. B. & TSANG, S. H. 2018. 
HTRA1, an age-related macular degeneration protease, processes 
extracellular matrix proteins EFEMP1 and TSP1. Aging Cell, e12710. 

LIU, C., XING, F., HE, Y., ZONG, S., LUO, C., LI, C., DUAN, T., WANG, K. & ZHOU, 
Q. 2018. Elevated HTRA1 and HTRA4 in severe preeclampsia and their roles 
in trophoblast functions. Mol Med Rep, 18, 2937-2944. 

LIU, J., LI, Y. & HOH, J. 2015. Generation and characterization of mice with a 
conditional null allele of the HtrA4 gene. Mol Med Rep, 12, 6768-74. 

LOGES, S., SCHMIDT, T. & CARMELIET, P. 2009. "Antimyeloangiogenic" therapy for 
cancer by inhibiting PlGF. Clin Cancer Res, 15, 3648-53. 

LORENZI, T., MARZIONI, D., GIANNUBILO, S., QUARANTA, A., CRESCIMANNO, 
C., DE LUCA, A., BALDI, A., TODROS, T., TRANQUILLI, A. L. & 
CASTELLUCCI, M. 2009. Expression patterns of two serine protease HtrA1 
forms in human placentas complicated by preeclampsia with and without 
intrauterine growth restriction. Placenta, 30, 35-40. 

LUPPI, P., POWERS, R. W., VERMA, V., EDMUNDS, L., PLYMIRE, D. & HUBEL, C. 
A. 2010. Maternal circulating CD34+VEGFR-2+ and CD133+VEGFR-2+ 
progenitor cells increase during normal pregnancy but are reduced in women 
with preeclampsia. Reprod Sci, 17, 643-52. 

LYKKE, J. A., LANGHOFF-ROOS, J., LOCKWOOD, C. J., TRICHE, E. W. & PAIDAS, 
M. J. 2010. Mortality of mothers from cardiovascular and non-cardiovascular 
causes following pregnancy complications in first delivery. Paediatr Perinat 
Epidemiol, 24, 323-30. 



101 
 

MACKAY, A. P., BERG, C. J. & ATRASH, H. K. 2001. Pregnancy-related mortality 
from preeclampsia and eclampsia. Obstet Gynecol, 97, 533-8. 

MADAZLI, R., YUKSEL, M. A., IMAMOGLU, M., TUTEN, A., ONCUL, M., AYDIN, B. 
& DEMIRAYAK, G. 2014. Comparison of clinical and perinatal outcomes in 
early- and late-onset preeclampsia. Arch Gynecol Obstet, 290, 53-7. 

MAGLIONE, D., GUERRIERO, V., VIGLIETTO, G., DELLI-BOVI, P. & PERSICO, M. 
G. 1991. Isolation of a human placenta cDNA coding for a protein related to the 
vascular permeability factor. Proceedings of the National Academy of Sciences 
of the United States of America, 88, 9267-9271. 

MAKKONEN, N., HARJU, M. & KIRKINEN, P. 1996. Postpartum recovery after severe 
pre-eclampsia and HELLP-syndrome. J Perinat Med, 24, 641-9. 

MAYNARD, S. E., MIN, J. Y., MERCHAN, J., LIM, K. H., LI, J., MONDAL, S., 
LIBERMANN, T. A., MORGAN, J. P., SELLKE, F. W., STILLMAN, I. E., 
EPSTEIN, F. H., SUKHATME, V. P. & KARUMANCHI, S. A. 2003. Excess 
placental soluble fms-like tyrosine kinase 1 (sFlt1) may contribute to endothelial 
dysfunction, hypertension, and proteinuria in preeclampsia. J Clin Invest, 111, 
649-58. 

MAYNARD, S. E., VENKATESHA, S., THADHANI, R. & KARUMANCHI, S. A. 2005. 
Soluble Fms-like tyrosine kinase 1 and endothelial dysfunction in the 
pathogenesis of preeclampsia. Pediatr Res, 57, 1r-7r. 

MELLEMBAKKEN, J. R., AUKRUST, P., OLAFSEN, M. K., UELAND, T., HESTDAL, 
K. & VIDEM, V. 2002. Activation of leukocytes during the uteroplacental 
passage in preeclampsia. Hypertension, 39, 155-60. 

MOISOI, N., KLUPSCH, K., FEDELE, V., EAST, P., SHARMA, S., RENTON, A., 
PLUN-FAVREAU, H., EDWARDS, R. E., TEISMANN, P., ESPOSTI, M. D., 
MORRISON, A. D., WOOD, N. W., DOWNWARD, J. & MARTINS, L. M. 2009. 
Mitochondrial dysfunction triggered by loss of HtrA2 results in the activation of 
a brain-specific transcriptional stress response. Cell Death Differ, 16, 449-64. 

MONGA, R., BUCK, S., SHARMA, P., THOMAS, R. & CHOUTHAI, N. S. 2012. Effect 
of preeclampsia and intrauterine growth restriction on endothelial progenitor 
cells in human umbilical cord blood. J Matern Fetal Neonatal Med, 25, 2385-9. 

MUNOZ-HERNANDEZ, R., MIRANDA, M. L., STIEFEL, P., LIN, R. Z., PRAENA-
FERNANDEZ, J. M., DOMINGUEZ-SIMEON, M. J., VILLAR, J., MORENO-
LUNA, R. & MELERO-MARTIN, J. M. 2014. Decreased level of cord blood 
circulating endothelial colony-forming cells in preeclampsia. Hypertension, 64, 
165-71. 



102 
 

MYATT, L. & ROBERTS, J. M. 2015. Preeclampsia: Syndrome or Disease? Curr 
Hypertens Rep, 17, 83. 

NARKIEWICZ, J., KLASA-MAZURKIEWICZ, D., ZURAWA-JANICKA, D., SKORKO-
GLONEK, J., EMERICH, J. & LIPINSKA, B. 2008. Changes in mRNA and 
protein levels of human HtrA1, HtrA2 and HtrA3 in ovarian cancer. Clin 
Biochem, 41, 561-9. 

NARKIEWICZ, J., LAPINSKA-SZUMCZYK, S., ZURAWA-JANICKA, D., SKORKO-
GLONEK, J., EMERICH, J. & LIPINSKA, B. 2009. Expression of human HtrA1, 
HtrA2, HtrA3 and TGF-beta1 genes in primary endometrial cancer. Oncol Rep, 
21, 1529-37. 

NIE, G., HALE, K., LI, Y., MANUELPILLAI, U., WALLACE, E. M. & SALAMONSEN, L. 
A. 2006a. Distinct expression and localization of serine protease HtrA1 in 
human endometrium and first-trimester placenta. Dev Dyn, 235, 3448-55. 

NIE, G., LI, Y., HALE, K., OKADA, H., MANUELPILLAI, U., WALLACE, E. M. & 
SALAMONSEN, L. A. 2006b. Serine peptidase HTRA3 is closely associated 
with human placental development and is elevated in pregnancy serum. Biol 
Reprod, 74, 366-74. 

NIE, G. Y., HAMPTON, A., LI, Y., FINDLAY, J. K. & SALAMONSEN, L. A. 2003a. 
Identification and cloning of two isoforms of human high-temperature 
requirement factor A3 (HtrA3), characterization of its genomic structure and 
comparison of its tissue distribution with HtrA1 and HtrA2. Biochem J, 371, 39-
48. 

NIE, G. Y., LI, Y., MINOURA, H., BATTEN, L., OOI, G. T., FINDLAY, J. K. & 
SALAMONSEN, L. A. 2003b. A novel serine protease of the mammalian HtrA 
family is up-regulated in mouse uterus coinciding with placentation. Mol Hum 
Reprod, 9, 279-90. 

NISHIZAWA, H., OTA, S., SUZUKI, M., KATO, T., SEKIYA, T., KURAHASHI, H. & 
UDAGAWA, Y. 2011. Comparative gene expression profiling of placentas from 
patients with severe pre-eclampsia and unexplained fetal growth restriction. 
Reprod Biol Endocrinol, 9, 107. 

OGGE, G., CHAIWORAPONGSA, T., ROMERO, R., HUSSEIN, Y., KUSANOVIC, J. 
P., YEO, L., KIM, C. J. & HASSAN, S. S. 2011. Placental lesions associated 
with maternal underperfusion are more frequent in early-onset than in late-
onset preeclampsia. J Perinat Med, 39, 641-52. 

ONAT, D., BRILLON, D., COLOMBO, P. C. & SCHMIDT, A. M. 2011. Human vascular 
endothelial cells: a model system for studying vascular inflammation in diabetes 
and atherosclerosis. Current diabetes reports, 11, 193-202. 



103 
 

OSUNGBADE, K. O. & IGE, O. K. 2011. Public health perspectives of preeclampsia 
in developing countries: implication for health system strengthening. Journal of 
pregnancy, 2011, 481095-481095. 

OTROCK, Z. K., MAKAREM, J. A. & SHAMSEDDINE, A. I. 2007. Vascular endothelial 
growth factor family of ligands and receptors: review. Blood Cells Mol Dis, 38, 
258-68. 

PALMER, K. R., KAITU'U-LINO, T. J., HASTIE, R., HANNAN, N. J., YE, L., BINDER, 
N., CANNON, P., TUOHEY, L., JOHNS, T. G., SHUB, A. & TONG, S. 2015. 
Placental-Specific sFLT-1 e15a Protein Is Increased in Preeclampsia, 
Antagonizes Vascular Endothelial Growth Factor Signaling, and Has 
Antiangiogenic Activity. Hypertension, 66, 1251-9. 

PARK, J. E., CHEN, H. H., WINER, J., HOUCK, K. A. & FERRARA, N. 1994. Placenta 
growth factor. Potentiation of vascular endothelial growth factor bioactivity, in 
vitro and in vivo, and high affinity binding to Flt-1 but not to Flk-1/KDR. J Biol 
Chem, 269, 25646-54. 

PATEL, J., DONOVAN, P. & KHOSROTEHRANI, K. 2016. Concise Review: 
Functional Definition of Endothelial Progenitor Cells: A Molecular Perspective. 
Stem cells translational medicine, 5, 1302-1306. 

PATEL, T. V., MORGAN, J. A., DEMETRI, G. D., GEORGE, S., MAKI, R. G., 
QUIGLEY, M. & HUMPHREYS, B. D. 2008. A preeclampsia-like syndrome 
characterized by reversible hypertension and proteinuria induced by the 
multitargeted kinase inhibitors sunitinib and sorafenib. J Natl Cancer Inst, 100, 
282-4. 

PIERING, W. F., GARANCIS, J. G., BECKER, C. G., BERES, J. A. & LEMANN, J., 
JR. 1993. Preeclampsia related to a functioning extrauterine placenta: report of 
a case and 25-year follow-up. Am J Kidney Dis, 21, 310-3. 

PIJNENBORG, R., ANTHONY, J., DAVEY, D. A., REES, A., TILTMAN, A., 
VERCRUYSSE, L. & VAN ASSCHE, A. 1991. Placental bed spiral arteries in 
the hypertensive disorders of pregnancy. BJOG: An International Journal of 
Obstetrics & Gynaecology, 98, 648-655. 

PIJNENBORG, R., VERCRUYSSE, L. & HANSSENS, M. 2006. The uterine spiral 
arteries in human pregnancy: facts and controversies. Placenta, 27, 939-58. 

PLATE, K. H., BREIER, G., MILLAUER, B., ULLRICH, A. & RISAU, W. 1993. Up-
regulation of vascular endothelial growth factor and its cognate receptors in a 
rat glioma model of tumor angiogenesis. Cancer Res, 53, 5822-7. 

POSTON, L. 2006. Endothelial dysfunction in pre-eclampsia. Pharmacol Rep, 58 
Suppl, 69-74. 



104 
 

POWE, C. E., LEVINE, R. J. & KARUMANCHI, S. A. 2011. Preeclampsia, a disease 
of the maternal endothelium: the role of anti-angiogenic factors and implications 
for later cardiovascular disease. Circulation, 123, 10.1161. 

PROCHAZKA, M., PROCHAZKOVA, J., LUBUSKY, M., PILKA, R., ULEHLOVA, J., 
MICHALEC, I., POLAK, P., KACEROVSKY, M. & SLAVIK, L. 2015. Markers of 
endothelial activation in preeclampsia. Clin Lab, 61, 39-46. 

RAMSAY, J. E., STEWART, F., GREER, I. A. & SATTAR, N. 2003. Microvascular 
dysfunction: a link between pre-eclampsia and maternal coronary heart 
disease. Bjog, 110, 1029-31. 

RAY, J. G., VERMEULEN, M. J., SCHULL, M. J. & REDELMEIER, D. A. 2005. 
Cardiovascular health after maternal placental syndromes (CHAMPS): 
population-based retrospective cohort study. Lancet, 366, 1797-803. 

RAYMOND, D. & PETERSON, E. 2011. A Critical Review of Early-Onset and Late-
Onset Preeclampsia. Obstetrical & Gynecological Survey, 66, 497-506. 

REDMAN, C. W., SACKS, G. P. & SARGENT, I. L. 1999. Preeclampsia: an excessive 
maternal inflammatory response to pregnancy. Am J Obstet Gynecol, 180, 499-
506. 

REDMAN, C. W. & SARGENT, I. L. 2009. Placental stress and pre-eclampsia: a 
revised view. Placenta, 30 Suppl A, S38-42. 

ROBB, A. O., MILLS, N. L., NEWBY, D. E. & DENISON, F. C. 2007. Endothelial 
progenitor cells in pregnancy. Reproduction, 133, 1-9. 

ROBERTS, J. M. & COOPER, D. W. 2001. Pathogenesis and genetics of pre-
eclampsia. Lancet, 357, 53-6. 

ROBERTS, J. M. & HUBEL, C. A. 2009. The Two Stage Model of Preeclampsia: 
Variations on the Theme. Placenta, 30, S32-S37. 

ROBERTS, J. M., TAYLOR, R. N., MUSCI, T. J., RODGERS, G. M., HUBEL, C. A. & 
MCLAUGHLIN, M. K. 1989. Preeclampsia: an endothelial cell disorder. Am J 
Obstet Gynecol, 161, 1200-4. 

ROBINSON, C. J. & STRINGER, S. E. 2001. The splice variants of vascular 
endothelial growth factor (VEGF) and their receptors. J Cell Sci, 114, 853-65. 

RODGERS, G. M., TAYLOR, R. N. & ROBERTS, J. M. 1988. Preeclampsia is 
associated with a serum factor cytotoxic to human endothelial cells. Am J 
Obstet Gynecol, 159, 908-14. 



105 
 

ROES, E. M., SWEEP, C. G., THOMAS, C. M., ZUSTERZEEL, P. L., GEURTS-
MOESPOT, A., PETERS, W. H. & STEEGERS, E. A. 2002. Levels of 
plasminogen activators and their inhibitors in maternal and umbilical cord 
plasma in severe preeclampsia. Am J Obstet Gynecol, 187, 1019-25. 

ROUSSEAU, A., FAVIER, R. & VAN DREDEN, P. 2009. Elevated circulating soluble 
thrombomodulin activity, tissue factor activity and circulating procoagulant 
phospholipids: new and useful markers for pre-eclampsia? Eur J Obstet 
Gynecol Reprod Biol, 146, 46-9. 

SALHA, O., SHARMA, V., DADA, T., NUGENT, D., RUTHERFORD, A. J., 
TOMLINSON, A. J., PHILIPS, S., ALLGAR, V. & WALKER, J. J. 1999. The 
influence of donated gametes on the incidence of hypertensive disorders of 
pregnancy. Hum Reprod, 14, 2268-73. 

SÁNCHEZ-ARANGUREN, L. C., PRADA, C. E., RIAÑO-MEDINA, C. E. & LOPEZ, M. 
2014. Endothelial dysfunction and preeclampsia: role of oxidative stress. 
Frontiers in Physiology, 5, 372. 

SATTAR, N., RAMSAY, J., CRAWFORD, L., CHEYNE, H. & GREER, I. A. 2003. 
Classic and novel risk factor parameters in women with a history of 
preeclampsia. Hypertension, 42, 39-42. 

SAVVIDOU, M. D., HINGORANI, A. D., TSIKAS, D., FROLICH, J. C., VALLANCE, P. 
& NICOLAIDES, K. H. 2003. Endothelial dysfunction and raised plasma 
concentrations of asymmetric dimethylarginine in pregnant women who 
subsequently develop pre-eclampsia. Lancet, 361, 1511-7. 

SAXENA, A. R., KARUMANCHI, S. A., BROWN, N. J., ROYLE, C. M., MCELRATH, 
T. F. & SEELY, E. W. 2010. Increased sensitivity to angiotensin II is present 
postpartum in women with a history of hypertensive pregnancy. Hypertension, 
55, 1239-45. 

SCHIPPER, E. J., BOLTE, A. C., SCHALKWIJK, C. G., VAN GEIJN, H. P. & DEKKER, 
G. A. 2005. TNF-receptor levels in preeclampsia--results of a longitudinal study 
in high-risk women. J Matern Fetal Neonatal Med, 18, 283-7. 

SCHOOTS, M. H., GORDIJN, S. J., SCHERJON, S. A., VAN GOOR, H. & 
HILLEBRANDS, J. L. 2018. Oxidative stress in placental pathology. Placenta, 
69, 153-161. 

SHALABY, F., ROSSANT, J., YAMAGUCHI, T. P., GERTSENSTEIN, M., WU, X. F., 
BREITMAN, M. L. & SCHUH, A. C. 1995. Failure of blood-island formation and 
vasculogenesis in Flk-1-deficient mice. Nature, 376, 62-6. 

SHIBATA, E., RAJAKUMAR, A., POWERS, R. W., LARKIN, R. W., GILMOUR, C., 
BODNAR, L. M., CROMBLEHOLME, W. R., NESS, R. B., ROBERTS, J. M. & 



106 
 

HUBEL, C. A. 2005. Soluble fms-like tyrosine kinase 1 is increased in 
preeclampsia but not in normotensive pregnancies with small-for-gestational-
age neonates: relationship to circulating placental growth factor. J Clin 
Endocrinol Metab, 90, 4895-903. 

SHIBUYA, M. 2006. Differential roles of vascular endothelial growth factor receptor-1 
and receptor-2 in angiogenesis. J Biochem Mol Biol, 39, 469-78. 

SHIBUYA, M., YAMAGUCHI, S., YAMANE, A., IKEDA, T., TOJO, A., MATSUSHIME, 
H. & SATO, M. 1990. Nucleotide sequence and expression of a novel human 
receptor-type tyrosine kinase gene (flt) closely related to the fms family. 
Oncogene, 5, 519-24. 

SIBAI, B. M., EL-NAZER, A. & GONZALEZ-RUIZ, A. 1986. Severe preeclampsia-
eclampsia in young primigravid women: subsequent pregnancy outcome and 
remote prognosis. Am J Obstet Gynecol, 155, 1011-6. 

SINGH, H., ENDO, Y. & NIE, G. 2011. Decidual HtrA3 negatively regulates trophoblast 
invasion during human placentation. Hum Reprod, 26, 748-57. 

SINGH, H., MAKINO, S., ENDO, Y., LI, Y., STEPHENS, A. N. & NIE, G. 2012. 
Application of the wheat-germ cell-free translation system to produce high 
temperature requirement A3 (HtrA3) proteases. Biotechniques, 52, 23-8. 

SINGH, H., MAKINO, S. I., ENDO, Y. & NIE, G. 2010. Inhibition of HTRA3 stimulates 
trophoblast invasion during human placental development. Placenta, 31, 1085-
92. 

SINGH, H., NERO, T. L., WANG, Y., PARKER, M. W. & NIE, G. 2014. Activity-
modulating monoclonal antibodies to the human serine protease HtrA3 provide 
novel insights into regulating HtrA proteolytic activities. PLoS One, 9, e108235. 

SINGH, H., ZHAO, M., CHEN, Q., WANG, Y., LI, Y., KAITU'U-LINO, T. J., TONG, S. 
& NIE, G. 2015. Human HtrA4 Expression Is Restricted to the Placenta, Is 
Significantly Up-Regulated in Early-Onset Preeclampsia, and High Levels of 
HtrA4 Cause Endothelial Dysfunction. J Clin Endocrinol Metab, 100, E936-45. 

SMITH, G. C., PELL, J. P. & WALSH, D. 2001. Pregnancy complications and maternal 
risk of ischaemic heart disease: a retrospective cohort study of 129,290 births. 
Lancet, 357, 2002-6. 

SOTIRIOU, C., WIRAPATI, P., LOI, S., HARRIS, A., FOX, S., SMEDS, J., 
NORDGREN, H., FARMER, P., PRAZ, V., HAIBE-KAINS, B., DESMEDT, C., 
LARSIMONT, D., CARDOSO, F., PETERSE, H., NUYTEN, D., BUYSE, M., 
VAN DE VIJVER, M. J., BERGH, J., PICCART, M. & DELORENZI, M. 2006. 
Gene expression profiling in breast cancer: understanding the molecular basis 
of histologic grade to improve prognosis. J Natl Cancer Inst, 98, 262-72. 



107 
 

SOTO, E., ROMERO, R., KUSANOVIC, J. P., OGGE, G., HUSSEIN, Y., YEO, L., 
HASSAN, S. S., KIM, C. J. & CHAIWORAPONGSA, T. 2012. LATE-ONSET 
PREECLAMPSIA IS ASSOCIATED WITH AN IMBALANCE OF ANGIOGENIC 
AND ANTI-ANGIOGENIC FACTORS IN PATIENTS WITH AND WITHOUT 
PLACENTAL LESIONS CONSISTENT WITH MATERNAL 
UNDERPERFUSION. The journal of maternal-fetal & neonatal medicine : the 
official journal of the European Association of Perinatal Medicine, the 
Federation of Asia and Oceania Perinatal Societies, the International Society 
of Perinatal Obstetricians, 25, 498-507. 

STAFF, A. C., BENTON, S. J., VON DADELSZEN, P., ROBERTS, J. M., TAYLOR, R. 
N., POWERS, R. W., CHARNOCK-JONES, D. S. & REDMAN, C. W. 2013. 
Redefining preeclampsia using placenta-derived biomarkers. Hypertension, 61, 
932-42. 

STAUD, F. & KARAHODA, R. 2018. Trophoblast: The central unit of fetal growth, 
protection and programming. The International Journal of Biochemistry & Cell 
Biology, 105, 35-40. 

STEEGERS, E. A., VON DADELSZEN, P., DUVEKOT, J. J. & PIJNENBORG, R. 
2010. Pre-eclampsia. Lancet, 376, 631-44. 

STEINMETZ, M., NICKENIG, G. & WERNER, N. 2010. Endothelial-regenerating cells: 
an expanding universe. Hypertension, 55, 593-9. 

STENCZER, B., MOLVAREC, A., SZABO, G., SZARKA, A., FUGEDI, G., SZIJARTO, 
J. & RIGO, J., JR. 2012. Circulating levels of thrombospondin-1 are decreased 
in HELLP syndrome. Thromb Res, 129, 470-3. 

SUGAWARA, J., MITSUI-SAITO, M., HAYASHI, C., HOSHIAI, T., SENOO, M., 
CHISAKA, H., YAEGASHI, N. & OKAMURA, K. 2005a. Decrease and 
senescence of endothelial progenitor cells in patients with preeclampsia. J Clin 
Endocrinol Metab, 90, 5329-32. 

SUGAWARA, J., MITSUI-SAITO, M., HOSHIAI, T., HAYASHI, C., KIMURA, Y. & 
OKAMURA, K. 2005b. Circulating endothelial progenitor cells during human 
pregnancy. J Clin Endocrinol Metab, 90, 1845-8. 

SUZUKI, Y., IMAI, Y., NAKAYAMA, H., TAKAHASHI, K., TAKIO, K. & TAKAHASHI, 
R. 2001. A serine protease, HtrA2, is released from the mitochondria and 
interacts with XIAP, inducing cell death. Mol Cell, 8, 613-21. 

TAKAHASHI, T., YAMAGUCHI, S., CHIDA, K. & SHIBUYA, M. 2001. A single 
autophosphorylation site on KDR/Flk-1 is essential for VEGF-A-dependent 
activation of PLC-gamma and DNA synthesis in vascular endothelial cells. 
Embo j, 20, 2768-78. 



108 
 

TAYLOR, R. N., GRIMWOOD, J., TAYLOR, R. S., MCMASTER, M. T., FISHER, S. J. 
& NORTH, R. A. 2003. Longitudinal serum concentrations of placental growth 
factor: evidence for abnormal placental angiogenesis in pathologic 
pregnancies. Am J Obstet Gynecol, 188, 177-82. 

TEOH, S. S., ZHAO, M., WANG, Y., CHEN, Q. & NIE, G. 2015. Serum HtrA1 is 
differentially regulated between early-onset and late-onset preeclampsia. 
Placenta, 36, 990-5. 

TEPPER, O. M., GALIANO, R. D., CAPLA, J. M., KALKA, C., GAGNE, P. J., 
JACOBOWITZ, G. R., LEVINE, J. P. & GURTNER, G. C. 2002. Human 
endothelial progenitor cells from type II diabetics exhibit impaired proliferation, 
adhesion, and incorporation into vascular structures. Circulation, 106, 2781-6. 

TIADEN, A. N. & RICHARDS, P. J. 2013. The emerging roles of HTRA1 in 
musculoskeletal disease. Am J Pathol, 182, 1482-8. 

TISCHER, E., MITCHELL, R., HARTMAN, T., SILVA, M., GOSPODAROWICZ, D., 
FIDDES, J. C. & ABRAHAM, J. A. 1991. The human gene for vascular 
endothelial growth factor. Multiple protein forms are encoded through 
alternative exon splicing. J Biol Chem, 266, 11947-54. 

TRANQUILLI, A. L. 2014. Early and late-onset pre-eclampsia. Pregnancy Hypertens, 
4, 241. 

TRANQUILLI, A. L., BROWN, M. A., ZEEMAN, G. G., DEKKER, G. & SIBAI, B. M. 
2013. The definition of severe and early-onset preeclampsia. Statements from 
the International Society for the Study of Hypertension in Pregnancy (ISSHP). 
Pregnancy Hypertens, 3, 44-7. 

TRANQUILLI, A. L., DEKKER, G., MAGEE, L., ROBERTS, J., SIBAI, B. M., STEYN, 
W., ZEEMAN, G. G. & BROWN, M. A. 2014. The classification, diagnosis and 
management of the hypertensive disorders of pregnancy: A revised statement 
from the ISSHP. Pregnancy Hypertension: An International Journal of Women's 
Cardiovascular Health, 4, 97-104. 

TRUPIN, L. S., SIMON, L. P. & ESKENAZI, B. 1996. Change in paternity: a risk factor 
for preeclampsia in multiparas. Epidemiology, 7, 240-4. 

VALENSISE, H., VASAPOLLO, B., GAGLIARDI, G. & NOVELLI, G. P. 2008. Early 
and late preeclampsia: two different maternal hemodynamic states in the latent 
phase of the disease. Hypertension, 52, 873-80. 

VANDE WALLE, L., LAMKANFI, M. & VANDENABEELE, P. 2008. The mitochondrial 
serine protease HtrA2/Omi: an overview. Cell Death Differ, 15, 453-60. 



109 
 

VASA, M., FICHTLSCHERER, S., AICHER, A., ADLER, K., URBICH, C., MARTIN, 
H., ZEIHER, A. M. & DIMMELER, S. 2001. Number and migratory activity of 
circulating endothelial progenitor cells inversely correlate with risk factors for 
coronary artery disease. Circ Res, 89, E1-7. 

VATTEN, L. J. & SKJAERVEN, R. 2004. Is pre-eclampsia more than one disease? 
Bjog, 111, 298-302. 

VENKATESHA, S., TOPORSIAN, M., LAM, C., HANAI, J., MAMMOTO, T., KIM, Y. 
M., BDOLAH, Y., LIM, K. H., YUAN, H. T., LIBERMANN, T. A., STILLMAN, I. 
E., ROBERTS, D., D'AMORE, P. A., EPSTEIN, F. H., SELLKE, F. W., 
ROMERO, R., SUKHATME, V. P., LETARTE, M. & KARUMANCHI, S. A. 2006. 
Soluble endoglin contributes to the pathogenesis of preeclampsia. Nat Med, 12, 
642-9. 

VERHAGEN, A. M., SILKE, J., EKERT, P. G., PAKUSCH, M., KAUFMANN, H., 
CONNOLLY, L. M., DAY, C. L., TIKOO, A., BURKE, R., WROBEL, C., MORITZ, 
R. L., SIMPSON, R. J. & VAUX, D. L. 2002. HtrA2 promotes cell death through 
its serine protease activity and its ability to antagonize inhibitor of apoptosis 
proteins. J Biol Chem, 277, 445-54. 

VINCENTI, V., CASSANO, C., ROCCHI, M. & PERSICO, G. 1996. Assignment of the 
vascular endothelial growth factor gene to human chromosome 6p21.3. 
Circulation, 93, 1493-5. 

VON DADELSZEN, P., MAGEE, L. A. & ROBERTS, J. M. 2003. Subclassification of 
preeclampsia. Hypertens Pregnancy, 22, 143-8. 

WAGH, A. R. & BOSE, K. 2018. Structural basis of inactivation of human counterpart 
of mouse motor neuron degeneration 2 mutant in serine protease HtrA2. 
Bioscience reports, 38, BSR20181072. 

WANG, L.-J., CHEONG, M.-L., LEE, Y.-S., LEE, M.-T. & CHEN, H. 2012. High-
temperature requirement protein A4 (HtrA4) suppresses the fusogenic activity 
of syncytin-1 and promotes trophoblast invasion. Molecular and cellular biology, 
32, 3707-3717. 

WANG, Y., CHEN, Q., ZHAO, M., WALTON, K., HARRISON, C. & NIE, G. 2017. 
Multiple Soluble TGF-beta Receptors in Addition to Soluble Endoglin Are 
Elevated in Preeclamptic Serum and They Synergistically Inhibit TGF-beta 
Signaling. J Clin Endocrinol Metab, 102, 3065-3074. 

WANG, Y., GU, Y., GRANGER, D. N., ROBERTS, J. M. & ALEXANDER, J. S. 2002. 
Endothelial junctional protein redistribution and increased monolayer 
permeability in human umbilical vein endothelial cells isolated during 
preeclampsia. Am J Obstet Gynecol, 186, 214-20. 



110 
 

WEDGE, S. R., KENDREW, J., HENNEQUIN, L. F., VALENTINE, P. J., BARRY, S. 
T., BRAVE, S. R., SMITH, N. R., JAMES, N. H., DUKES, M., CURWEN, J. O., 
CHESTER, R., JACKSON, J. A., BOFFEY, S. J., KILBURN, L. L., BARNETT, 
S., RICHMOND, G. H., WADSWORTH, P. F., WALKER, M., BIGLEY, A. L., 
TAYLOR, S. T., COOPER, L., BECK, S., JURGENSMEIER, J. M. & OGILVIE, 
D. J. 2005. AZD2171: a highly potent, orally bioavailable, vascular endothelial 
growth factor receptor-2 tyrosine kinase inhibitor for the treatment of cancer. 
Cancer Res, 65, 4389-400. 

WELSH, J. B., SAPINOSO, L. M., SU, A. I., KERN, S. G., WANG-RODRIGUEZ, J., 
MOSKALUK, C. A., FRIERSON, H. F., JR. & HAMPTON, G. M. 2001a. Analysis 
of gene expression identifies candidate markers and pharmacological targets 
in prostate cancer. Cancer Res, 61, 5974-8. 

WELSH, J. B., ZARRINKAR, P. P., SAPINOSO, L. M., KERN, S. G., BEHLING, C. A., 
MONK, B. J., LOCKHART, D. J., BURGER, R. A. & HAMPTON, G. M. 2001b. 
Analysis of gene expression profiles in normal and neoplastic ovarian tissue 
samples identifies candidate molecular markers of epithelial ovarian cancer. 
Proc Natl Acad Sci U S A, 98, 1176-81. 

WENTA, T., ZURAWA-JANICKA, D., RYCHLOWSKI, M., JARZAB, M., GLAZA, P., 
LIPINSKA, A., BIENKOWSKA-SZEWCZYK, K., HERMAN-ANTOSIEWICZ, A., 
SKORKO-GLONEK, J. & LIPINSKA, B. 2018. HtrA3 is a cellular partner of 
cytoskeleton proteins and TCP1alpha chaperonin. J Proteomics, 177, 88-111. 

XIA, L., ZHOU, X. P., ZHU, J. H., XIE, X. D., ZHANG, H., WANG, X. X., CHEN, J. Z. 
& JIAN, S. 2007. Decrease and dysfunction of endothelial progenitor cells in 
umbilical cord blood with maternal pre-eclampsia. J Obstet Gynaecol Res, 33, 
465-74. 

YOUNG, P. C., GLASGOW, T. S., LI, X., GUEST-WARNICK, G. & STODDARD, G. 
2007. Mortality of late-preterm (near-term) newborns in Utah. Pediatrics, 119, 
e659-65. 

ZHAO, J., ZHANG, J., ZHANG, X., FENG, M. & QU, J. 2016. High temperature 
requirement A3 (HTRA3) expression predicts postoperative recurrence and 
survival in patients with non-small-cell lung cancer. Oncotarget, 7, 40725-
40734. 

ZHAO, M., DING, J. X., NIE, G. Y., WEI, J., LI, Y., YIN, X. Y. & CHEN, Q. 2014. HTRA3 
is reduced in ovarian cancers regardless of stage. Cancer Invest, 32, 464-9. 

ZONG, L., WANG, L., HUANG, P., SHAO, W., SONG, Y. & GOU, W. 2013. High 
temperature requirement A1 in placental tissues and serum from pre-eclamptic 
pregnancies with or without fetal growth restriction. Arch Med Sci, 9, 690-6. 



111 
 

ZUMBRUNN, J. & TRUEB, B. 1996. Primary structure of a putative serine protease 
specific for IGF-binding proteins. FEBS Lett, 398, 187-92. 

ZURAWA-JANICKA, D., SKORKO-GLONEK, J. & LIPINSKA, B. 2010. HtrA proteins 
as targets in therapy of cancer and other diseases. Expert Opin Ther Targets, 
14, 665-79. 

ZURAWA-JANICKA, D., WENTA, T., JARZAB, M., SKORKO-GLONEK, J., GLAZA, 
P., GIELDON, A., CIARKOWSKI, J. & LIPINSKA, B. 2017. Structural insights 
into the activation mechanisms of human HtrA serine proteases. Arch Biochem 
Biophys, 621, 6-23. 

 

  



112 
 

 

 

 

 

 

 

 

 

 

 

Appendix 1  

Solutions and buffers 
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Cell culture media 

HUVEC culture media 

DMEM 

10% (v/v) filtered FBS 

2 mM L-glutamine 

1 mM sodium pyruvate 

1% (v/v) Antibiotic-Antimycotic (containing penicillin, streptomycin & amphotericin B) 

 

Mouse aortic ring culture media 

Opti-MEM 

1% (v/v) filtered FBS 

1% (v/v) Antibiotic-Antimycotic (containing penicillin, streptomycin & amphotericin B) 

 

EPC culture media 

Endothelial basal medium per 500ml, supplemented with:  

• 75 ml filtered FBS 

• 5 ml (v/v) Antibiotic-Antimycotic (containing penicillin, streptomycin & 

amphotericin B) 

• 0.2 ml hydrocortisone 

• 2 ml hFGF-B 

• 0.5 ml VEGF 

• 0.5 ml R3-IGF-1 

• 0.5 ml Ascorbic Acid 

• 0.5 ml hEGF 

• 0.5 ml GA-1000 
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EPC culture coating solution 

0.575 ml glacial acetic acid  

Dissolve in 495 ml milliQ H2O, and filter 

Dissolve 25 mg rat tail collagen I to the above solution  

 

Freezing media 

95% (v/v) FBS 

5% (v/v) DMSO 

 

Immunocytochemistry 

4% paraformaldehyde (PFA) 

Add 4 g PFA to 100 ml PBS on a heat block until all powders are full dissolved. 

 

Permeabilization buffer (0.1% Triton X-100) 

Dissolve 10 µl Triton X-100 in 10 ml PBS 

 

Blocking Buffer (1% BSA) 

Dissolve 0.1 g BSA in 10 ml PBS 

 

Cleavage assay 

Assay buffer 

1.17 g NaCl 

0.788 g Tris-HCl 

0.25 g CHAPS 

Make up to 100 ml milliQ H2O 
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Western blot analysis buffers 

Universal immunoprecipitation (UIP) buffer (lysis buffer) 

0.61 g Trizma base 

0.88 g NaCl 

0.058 g EDTA 

0.076 g EGTA 

0.105 g NaF 

0.2 ml Triton X-100 

0.3 ml Nonidet P-40 

0.54 g β-glycerolphosphate 

Make up in 100 ml milliQ H2O 

 

10x Laemmli’s buffer 

30.3 g trizma base 

144.4 g glycine 

Make up to 1 L with milliQ H2O 

 

20% sodium dodecyl sulfate (SDS)  

Dissolve 20 g SDS in 100 ml milliQ H2O 

 

1x running buffer 

100 ml 10x Laemmli’s buffer 

5 ml 20% SDS 

895 ml milliQ H2O 
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1x transfer buffer 

100 ml 10x Laemmli’s buffer 

200 ml methanol 

700 ml milliQ H2O 

 

10x TBS 

60.5 g trizma base 

87.6 g NaCl 

Make up to 1 L with milliQ H2O and pH to 7.6 

 

Washing buffer (TBS-T) 

2 ml Tween 20 

Dissolve in 1 L 1xTBS 

 

Blocking buffer (5%BSA/TBS-T) 

0.1 ml Tween 20 

5 g BSA 

Dissolve in 100 ml 1xTBS 

 

10% ammonium persulfate (APS) 

Dissolve 1 g APS in 10 ml milliQ H2O 
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Running gel (lower) 

4.9 ml milliQ H2O 

2.5 ml 1.5 M Tris 

2.5 ml 40% Acrylamide/Bis 

50 µl 20% SDS 

50 µl 10% APS 

5 µl TEMED 

 

Stacking gel (upper) 

3.2 ml milliQ H2O 

1.25 ml 0.5 M Tris 

0.5 ml 40% Acrylamide/Bis 

25 µl 20% SDS 

25 µl 10% APS 

10 µl TEMED 

 

4x loading buffer 

1 ml 1 M Tris pH 6.8 

2 ml glycerol 

1 ml 20% SDS 

Small amount of bromophenol blue 

Add 50 µl β-mercaptoethanol to 1 ml of the above solution before use (5%) 
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Immunocytochemistry 

Materials  

• 10 mm coverslips 

• 48-well plate 

• Cell culture PBS 

• 4% PFA 

• Permeabilization buffer 0.1% Triton X-100/PBS 

• 1%BSA/PBS 

• Primary antibodies 

• Secondary fluorescence Alexa antibodies 

• Negative control IgG – same species as primary antibody 

• Fluoro-Save mounting media 

 

Procedure 

1. Culture cells in 48-well plate containing 10 mm coverslip to approximately 80% 

confluency. 

2. Remove media and rinse the wells 3 times with cold PBS. 

3. Fix the cells in 4% PFA for 10 min and rinse again 3 times with cold PBS. 

4. Permeabilize the cells with 0.1% Triton X-100/PBS for 5 min and rinse 3 times 

with PBS.  

5. Block with 1% BSA/PBS for 2 hours at room temperature.  

6. Dilute primary antibody (eg 1:50, 1:200 and 1:500) in 1% BSA/PBS, add 100 ul 

to each well and incubate overnight at 4oC.   

7. Wash the cells 3 times for 15 min each with PBS.  

Perform all the following steps with the lights off. 

8. Dilute secondary fluorescence Alexa detection antibody at 1:200 dilution in 1% 

BSA/PBS, add 100 ul to each well and incubate at room temperature for 2 hours.  

9. Wash the cells 3 times for 15 min each with PBS.  

10. Dilute DAPI to 1:2000 with PBS and add to the cells for 10 min at room 

temperature to stain the nuclei then wash 3 times for 15 min each with PBS.  

11. Place flurosave reagent on a slide, carefully remove the coverslip from each well 

and place with the side with the cells facing down onto the slide.  

12. Seal the coverslips with nail polish and leave to air dry.  
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Western blot analysis 

Materials 

• Biorad SDS-PAGE and western blot apparatus 

• 4x loading buffer 

• 1x running buffer 

• 1x transfer buffer 

• Washing buffer TBS-T 

• Blocking buffer 5%BSA/TBS-T 

• Roller  

• Primary antibodies 

• Secondary HRP-conjugated antibodies 

• Lumi-light western blotting substrate  

• Bio-Rad ChemiDoc MP Imaging System 

 

Procedure 

1. Determine the volume of samples needed and add 4x loading buffer to give a 

final concentration of 1x sample buffer. 

2. Incubate the samples on a heat block for 5 min at 95°C, then spin down briefly. 

3. Load marker and samples onto SDS-PAGE gel in desired order. 

4. Fill the tank with 1x running buffer and run gel at 200 V for approximately 45 min. 

5. Pre-soak PVDF membrane (roughly cut to the size of the gel) with 100% 

methanol, then immerse in ice cold 1x transfer buffer. 

6. Following completion of the gel electrophoresis, carefully remove the gel from 

the enclosed casing and assemble the transfer sandwich according to the 

following order: 

• Place the white side of the cassette on the bottom. 

• Place one piece of cassette sponge on top, then 2 filtered papers. 

• Place PVDF membrane on top using a forceps. 

• Place gel on top and then two filtered papers, remove any air bubbles 

with a roller. 

• Place another cassette sponge on top and roll out any remaining air 

bubbles. 

• Close and clamp the sandwich unit. 
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7. Place the assembled sandwich unit into the transfer unit, with the black side of 

the sandwich unit facing the black side of the transfer unit, and fill tank with 1x 

transfer buffer. 

8. Add ice block to the tank and transfer at 100 V for 1h. 

9. When transfer is completed, remove the PVDF membrane from the sandwich 

unit using a forceps. 

10. Block the membrane with 5% BSA/TBS-T for 1h at room temperature on a roller. 

11. Remove the blocking buffer and add primary antibody (diluted in 5% BSA/TBS-

T) and incubate overnight on a roller at 4°C. 

12. Discard the antibody and wash membrane 3 times for 10 min each with TBS-T. 

13. Incubate membrane with secondary antibody (diluted in TBS-T) for 1h at room 

temperature on a roller. 

14. Discard the antibody and wash membrane 3 times for 10 min each with TBS-T. 

15. Prepare the Lumi-light western blotting substrate, and applied directly on the 

membrane for 1-2 min. 

16. Scan the membrane immediately using Bio-Rad ChemiDoc MP Imaging System. 
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Isolation of EPCs from umbilical cord blood 

Materials  

• Anticoagulant – Heparin (need 10 U per 1 ml blood) 

• PBS  

• Ficoll-Paque PLUS  

• EBM-2 10:1 (EBM-2 containing 10% FBS & 1% antibiotic-antimycotic) 

• Trypan blue solution for cell count 

• EGM-2  

• 15 ml and 50 ml conical centrifuge tubes, sterile 

• Trypsin/EDTA, warm to 37°C 

• 20-ml syringe, sterile 

• Mixing cannula,  

• Transfer pipet, sterile 

• 6-well and 24-well plates  

• Rat tail collagen I for coating (used at final concentration of 50 µg/ml diluted in 

0.02 N sterile glacial acetic acid) 

• Cloning cylinders  

• Forceps, sterile 

• Pasteur pipets, sterile 

• 1.5 and 2.0 ml microcentrifuge tubes 

• 25 and 75 cm2 vented tissue culture flasks, coated with rat tail collagen I  

 

Procedure 

1. Collect the blood in heparin (use 10 U heparin/ml blood), and aliquot 15 ml of the 

blood into a 50 ml conical centrifuge tube. 

2. Add 20 ml PBS to the blood and pipet several times to mix. 

3. Draw up 15 ml Ficoll into a 20 ml syringe and fit the syringe with a mixing cannula. 

4. Place the tip of the mixing cannula at the bottom of the tube of diluted blood and 

carefully underlay the Ficoll. Make sure all air has been removed from the syringe 

before dispensing the Ficoll. 

5. Centrifuge the tubes 30 min at 740 × g, room temperature, with no brake. 

6. Using a transfer pipet, remove the hazy layer of mononuclear cells (MNCs) that 

sits at the interface between the clear Ficoll layer below and the yellow serum 
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layer above. Dispense the MNCs into a 50ml conical tube containing 10 ml EBM-

2 10:1. 

7. Centrifuge the MNCs 10 min at 515 × g, room temperature with a high brake. 

8. Carefully aspirate and discard the supernatant. Care should be taken to avoid 

disturbing the cell pellet. 

9. Gently tap the tube to loosen the pelleted cells and resuspend in 10 ml of EBM-

2 10:1. 

10. Repeat the steps 7 to 9 one time. 

11. Remove 10 μl of the cell suspension and mix with 10 μl trypan blue. Count viable 

cells. 

12. Centrifuge the cell suspension 10 min at 515 × g, room temperature, with a high 

brake. Aspirate the supernatant. 

13. Tap the tube to loosen the cell pellet and resuspend MNCs in EGM-2 at 1.25 × 

107 cells/ml. 

14. Pipet 4 ml (5 × 107 MNCs) into each well of a 6-well tissue culture plate pre-

coated with rat tail collagen I and place in a 37°C, 5% CO2 humidified incubator. 

15. After 24h (day 1), slowly remove the medium from the well with a pipette. Medium 

is removed at a rate of 1 ml per 4 to 5 sec. Leave some liquid in the well to 

prevent drying of the plate surface. 

16. Slowly add 2 ml EGM-2 to the well. 

17. Slowly remove the 2 ml of medium and add 4 ml cEGM-2 to the well. Return the 

cells to the incubator. 

18. After another 24h (day 2), refresh the medium by slowly removing the medium 

from the well with a pippet and adding 4 ml cEGM-2 to the well. Repeat medium 

change daily to day 7 and every other day thereafter. 

19. From day 7, medium can be aspirated from the plate, and medium can be added 

at a moderate rate of 1 ml per 2 to 3 sec.  

20. ECFC-derived colonies appear between day 14 and day 28 of culture as well-

defined areas of cobblestone-appearing cells. 

21. Individual colony is visualized and outlined using an inverted microscope. 

22. Prepare the cloning cylinders. 

23. Aspirate the medium and wash the culture well two times with 3 ml PBS. 

24. After aspirate the final wash of PBS, place the cloning cylinder around each 

colony and press firmly against the plate using forceps. 
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25. Using a Pasteur pipet fitted with a bulb, add 1 to 2 drops of warm trypsin/EDTA 

into each cloning cylinder. 

26. Incubate the plate for 1 to 5 min until the cells within the cylinder begin to ball up 

and detach. 

27. Once all the cells within the cylinder have detached, place the tip of a Pasteur 

pipet containing 200 to 300 μl of cEGM-2 into the centre of the cylinder and pipet 

up and down vigorously several times. Collect the entire volume into a 

microcentrifuge tube. Wash the area within the cylinder 1 to 3 more times with 

200 to 300 μl cEGM-2 until all cells are collected into the microcentrifuge tube. 

28. Seed the cells from each ECFC colony into one well of a 24-well tissue culture 

plate pre-coated with rat tail collagen I in a total volume of 1.5 ml of EGM-2 and 

culture in a 37°C, 5% CO2 humidified incubator for expansion.  

29. ECFCs can now be propagated as monoclonal cell line. 
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Mouse aortic ring assay          

Materials 

• Dissection tools 

• Petri dish 

• Small ruler 

• Opti-MEM 

• 27-G needle 

• 1 ml syringe 

• Scalpel 

• 6-well plate 

• Rat tail collage I 

• Forceps 

• DMEM 

• 5 N NaOH 

• 96-well plate 

• Culture medium 

 

Procedure  

1. Kill adult mice and open the thoracic cavity from below the diaphragm. 

2. Remove the heart and lung to expose the aorta, which is a fat-covered blood 

vessel sitting along the spine. 

3.  Gently holding the anterior end of the aorta, and use a small scissors to detach 

the aorta from the spinal column by running the scissors between the aorta and 

the spine all the way down toward the posterior end just before the abdomen. 

4. Cut the aorta from both end and transfer it to a petri dish containing Opti-MEM. 

5. Under the dissection microscope, remove all extraneous fat, tissue and 

branching vessels with forceps and a scalpel. Be careful not to cut the aorta. 

6. When the vessel is visible, hold the aorta at one end with a forceps, and inset 

a 27-G needle fixed to a 1 ml syringe filled with Opti-MEM into the end of the 

blood vessel, and slowly passing 1 ml of Opti-MEM through it. (this will also 

make the aorta more distinguishable from the fat) 

7. Further clean up the fat and any existing branching from the aorta to make the 

aorta as clean as possible. 
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8. Cut the aorta into rings 0.5 mm in width with a scalpel and transfer to a 6-well 

plate containing Opti-MEM. 

9. Repeat the proceed 1-8 for each aorta, and maintain in the wells till ready to 

transport to tissue culture. 

10. Transfer the rings to new wells containing fresh, sterile Opti-MEM to serum 

starve the ring overnight at 37C before embedding. 

11. Next day, on ice, add rat tail collagen I to DMEM to get a final concentration of 

1 mg/ml. 

12. Adjust the pH with a few drops of 5 N NaOH (20 µl per 10 ml of mixture) to 

turn the mixture to pink colour to indicate slightly basic pH. 

13. Transfer 50 µl of collage mixture to each well of 96-well plate, only do 4-6 wells 

at a time, to prevent the matrix from polymerize before adding aortic ring. 

14. Transfer one ring at a time to each well carefully with forceps, by placing the 

ring directly onto the bottom of the wells, completely submerged in the collagen 

matrix. The lumen of the ring should be parallel to the bottom of the well. 

15. Leave the plate undisturbed for 10-15 min at room temperature, and then 

incubate it at 37C/5% CO2 for 1h. 

16. Carefully add 150 µl of Opti-MEM media containing 1% (vol/vol) FBS and 1% 

antibiotic-antimycotic with or without treatment. 

17. Change the medium after 72h, and the rings are stained at 144h.  
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Appendix 3.1 Supplementary tables for Chapter 2 

Supplementary table 1. Primer sequences for real-time RT-PCR 

Gene 
symbol 

Accession 
Number 

Primer sequence (5'→3') 
Product 
Size (bp) 

ALOX5 NM_000698 
Forward CTACATCTACCTCAGCCTCG 
Reverse CCAGTCGTCATTCAGCCAGT 

184 

BCL2 NM_000633 
Forward ACGCCCCATCCAGCCGCAT 
Reverse TCACCCCGTCCCTGAAGAGC 

262 

CCL2 NM_002982 
Forward AGTCTCTGCCGCCCTTCTGT 
Reverse ATCCTGAACCCACTTCTGCT 

250 

EDN1 NM_001955 
Forward CCTTCCTCCATCCCCCATAC 
Reverse CCAACCTCTTTCATTAGCCG 

266 

FGF2 NM_002006 
Forward CGGATGGGGGTAGTGAGCA 
Reverse ATCTTGAGGTGGAAGGGTCT 

180 

IL1B NM_000576 
Forward GGGCTGGCAGAAAGGGAACA 
Reverse GGGAGCGAATGACAGAGGGT 

270 

IL6 NM_000600 
Forward CCCCTGACCCAACCACAAAT 
Reverse ACAACAATCTGAGGTGCCCA 

165 

IL11 NM_000641 
Forward CCCAAAGCCACCACCGTCCT 
Reverse ACCCCAGTCCCCTCCTCCTC 

227 

MMP1 NM_002421 
Forward CAGGTATTGGAGGGGATGCT 
Reverse ACGCTTTTGGGGTTTGTGGG 

267 

OCLN NM_002538 
Forward CTCTCTCAGCCAGCCTACTC 
Reverse GTTCCATAGCCTCTGTCCCA 

170 

SERPINE1 NM_000602 
Forward CCTGCTTCCACCCGTCTCTC 
Reverse ACATTCACTCTGCCACCTGC 

283 

THBD NM_000361 
Forward CCTGTGCCTCCTCACCCCCA 
Reverse CCAATAACGCTCACCCTCCT 

266 

THBS1 NM_003246 
Forward GAACAGGAAGAAGCGTAAAGAC 
Reverse TGAGCACAAGGGGCAGAGCA 

172 

PTGIS NM_000961 
Forward ACTCCCCCCTTCCAAATCAG 
Reverse CTAACCCACTCATCTCTCCC 

287 

PTGS2 NM_000963 
Forward CAGTCTTCTCATCACTTCGT 
Reverse TTCCAGTCACAAACCCCGTA 

316 

VEGFA NM_001171623 
Forward GGAGGGGGAGGAGGAAGAAG 
Reverse GGAGGTAGAGCAGCAAGGCA 

317 
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Supplementary table 2. Genes on the endothelial cell biology PCR array. 

Gene category Gene name Full name 

Inflammatory 
Response 

ADAM17 ADAM Metallopeptidase Domain 17 

ALOX5 Arachidonate 5-Lipoxygenase 

APOE Apolipoprotein E 

CCL2/MCP1 Chemokine (C-C Motif) Ligand 2/ Monocyte Chemoattractant Protein-1 

CCL5 Chemokine (C-C Motif) Ligand 5 

CX3CL1 Chemokine (C-X3-C Motif) Ligand 1 

IL6 Interleukin 6 

IL1B Interleukin 1, Beta 

PTGS2/COX2 Prostaglandin-Endoperoxide Synthase 2/ Cyclooxygenase-2 

TNF Tumor Necrosis Factor 

Angiogenesis 
and Vaso-
activities 

ACE Angiotensin I Converting Enzyme 

AGT/SERPINA8 Angiotensinogen/Serpin Peptidase Inhibitor, Clade A, Member 8 

AGTR1 Angiotensin II Receptor, Type 1 

ANGPT1 Angiopoietin 1 

CALCA Calcitonin-Related Polypeptide Alpha 

CAV1 Caveolin 1 

EDN1 Endothelin 1 

EDN2 Endothelin 2 

EDNRA Endothelin Receptor Type A 

ENG Endoglin 

FGF1 Fibroblast Growth Factor 1 (Acidic) 

FGF2 Fibroblast Growth Factor 2 (Basic) 

FLT1 Fms-Related Tyrosine Kinase 1 

HIF1A Hypoxia Inducible Factor 1, Alpha Subunit 

HMOX1 Heme Oxygenase 1 

KDR/ FLK1 Kinase Insert Domain Receptor/Fetal Liver Kinase-1 

KIT V-Kit Hardy-Zuckerman 4 Feline Sarcoma Viral Oncogene Homolog 

KLK3 Kallikrein-Related Peptidase 3 

MMP2 Matrix Metallopeptidase 2 

MMP9 Matrix Metallopeptidase 9 

NOS3 Nitric Oxide Synthase 3 

NPPB Natriuretic Peptide B 

NPR1 Natriuretic Peptide Receptor 1 

PGF Placental Growth Factor 

PLAU Plasminogen Activator, Urokinase 

PTGIS Prostaglandin I2 (Prostacyclin) Synthase 

SOD1 Superoxide Dismutase 1, Soluble 

SPHK1 Sphingosine Kinase 1 

TEK TEK Tyrosine Kinase, Endothelial 

TYMP Thymidine Phosphorylase 

VEGFA Vascular Endothelial Growth Factor A 

Platelet 
Activation and 
Cell Adhesion 

CDH5 Cadherin 5, Type 2 (Vascular Endothelium) 

COL18A1 Collagen, Type XVIII, Alpha 1 

FN1 Fibronectin 1 

ICAM1 Intercellular Adhesion Molecule 1 

IL11 Interleukin 11 

ITGA5 Integrin, Alpha 5 

ITGAV Integrin, Alpha V 

ITGB1 Integrin, Beta 1 

ITGB3 Integrin, Beta 3 

PDGFRA Platelet-Derived Growth Factor Receptor, Alpha Polypeptide 

PECAM1 Platelet/Endothelial Cell Adhesion Molecule 1 

PF4 Platelet Factor 4 

PLG Plasminogen 

PTK2 Protein Tyrosine Kinase 2 

SELE Selectin E 

SELL Selectin L 

SELPLG Selectin P Ligand 

SERPINE1 Serpin Peptidase Inhibitor, Clade E, Member 1 

TGFB1 Transforming Growth Factor, Beta 1 

THBS1 Thrombospondin 1 

VCAM1 Vascular Cell Adhesion Molecule 1 

ANXA5 Annexin A5 
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Coagulation and 
Apoptosis 

BAX BCL2-Associated X Protein 

BCL2 B-Cell CLL/Lymphoma 2 

BCL2L1 BCL2-Like 1 

CASP1 Caspase 1, Apoptosis-Related Cysteine Peptidase 

CASP3 Caspase 3, Apoptosis-Related Cysteine Peptidase 

CFLAR CASP8 and FADD-Like Apoptosis Regulator 

F2R Coagulation Factor II (Thrombin) Receptor 

F3 Coagulation Factor III 

FAS Fas Cell Surface Death Receptor 

FASLG Fas Ligand (TNF Superfamily, Member 6) 

IL3 Interleukin 3 

IL7 Interleukin 7 

MMP1 Matrix Metallopeptidase 1 

OCLN Occludin 

PLAT Plasminogen Activator, Tissue 

PROCR Protein C Receptor, Endothelial 

TFPI Tissue Factor Pathway Inhibitor 

THBD Thrombomodulin 

TIMP1 TIMP Metallopeptidase Inhibitor 1 

TNFSF10 Tumor Necrosis Factor (Ligand) Superfamily, Member 10 

VWF Von Willebrand Factor 
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Supplementary table 3. Primer sequences for real-time RT-PCR. 


