
 

 

 

 

INFLAMMATORY CYTOKINES, ENDOTHELIAL 

FUNCTION AND CARDIAC ALLOGRAFT 

VASCULOPATHY IN CHILDREN: AN INVESTIGATION 

OF THE DONOR AND RECIPIENT VASCULATURE 

AFTER HEART TRANSPLANTATION 

Dr Matthew James Fenton MB BS, Bsc., MRCPCH 

 

This dissertation is submitted for the degree of MD(Res) at University College 

London 

February 2022



 2 

What mankind can dream research and technology can achieve 

Professor C. Walton Lillehei 

We are like dwarves perched on the shoulders of giants, and thus we are able to see 
more and farther than the latter. And this is not at all because of the acuteness of our 
sight or the stature of our body, but because we are carried aloft and elevated by the 

magnitude of the giants. 

Bernard of Chartes & Sir Isaac Newton 

Where there is death there is hope 

Professor Norman Shumway 



 3 

Declaration 

I, Matthew James Fenton confirm that the work presented in this thesis is my own. 

Where information has been derived from other sources, I confirm that this has been 

indicated in the thesis. In accordance with the University College London guidelines, 

this thesis is does not exceed 50,000 words. 

Signed:_________________________________________________________ 

Date:_____February 28, 2020_______________________________________ 

Dr Matthew James Fenton MB BS, Bsc., MRCPCH 



 

     4 

Abstract 

Cardiac allograft vasculopathy (CAV) limits the life span of paediatric heart transplant 

recipients. I investigated blood markers of inflammation, endothelial dysfunction and 

damage to both the native and transplanted vasculature in children after heart 

transplantation.   

Serum samples were taken from paediatric heart transplant recipients for markers of 

inflammation and endothelial activation. The presence of systemic inflammation was 

assessed using serum markers including interleukin (IL) 1beta, IL 6, IL 8, c reactive 

protein (CRP), serum amyloid A (SAA) and tumour necrosis factor (TNF) alpha, an 

increase signifying the presence of a general inflammatory state. In order to assess 

endothelial activation measurements of intercellular adhesion molecule (ICAM)-1, 

vascular cell adhesion molecule (VCAM)-1, P selectin and E selectin were taken. Each 

of these molecules belongs to a family of cell adhesion molecules present on the 

surface of endothelial cells. They are responsible for the adhesion of white blood cells 

and platelets to the endothelial surface and are markers of increased endothelial 

activation. Investigation into thrombotic mechanisms was determined by measuring 

Tissue Factor (TF), an important component of the coagulation cascade, von 

Willebrand Factor(vWF), an important protein involved in binding platelets to the site of 

endothelial injury and Thrombomodulin (TM), a protein involved in controlling excessive 

coagulation through natural anticoagulant properties and preventing inflammation. IL 

10 is a cytokine with many effects on regulating the immune system and inflammation, 

acting to down regulate inflammation and moderating the immune response. Monocyte 

chemoattractant protein (MCP-1) regulates the migration and adhesion of monocytes 

and macrophages to atherosclerotic plaques and is present as part of a 

proinflammatory response. Vascular endothelial growth factor (VEGF) is involved in 

regulating angiogenesis, vascular permeability and inflammation and is a candidate 

protein involved in the development of atherosclerosis amongst other vascualar 

disorders. 

The systemic vasculature was investigated using brachial artery flow-mediated 

dilatation and carotid artery intima-medial hyperplasia. CAV was investigated using 

intravascular ultrasound. Mean intima-media thickness (mIMT) > 0.5mm was used to 

define significant CAV. 48 children (25 male) aged 8 to 18 years were enrolled in the 

study. Patients were a median (IQR) 4.1 (2.2 to 8.7) years after transplant. Patients had 

increased levels of circulating IL 6 (3.86 (2.84-4.95) vs 1.66 (1.22-2.63), p < 0.0001*), 

VCAM1 (539(451-621) vs  402(342-487), p<0.001*),  ICAM1 305(247-346) vs 256(224-

294), p=0.002* and TM (7.1(5.5-8.1) vs 3.57(3.03-4.71,) p<0.0001*) and decreased 
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levels of TNF alpha, E selectin and P selectin, compared with controls. The systemic 

vasculature was unaffected.  

Patients with severe CAV had raised serum von Willebrand factor and decreased 

serum TM. Post-transplant TM levels are elevated after transplant but significantly 

lower in those with mIMT > 0.5mm. TM is a protein bound to the endothelium that 

moderates the deleterious effects of inflammation, coagulopathy and fibrosis. vWF 

supports platelet to platelet adhesion and is involved in the stabilisation of clots in 

response to injury. This suggests that subclinical inflammation is present and natural 

anticoagulant/TM activity is an important area for future transplant research into CAV. 

This is the first time that the protective role of TM has been identified in a clinical cohort 

of children after heart transplantation. 
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Impact Statement 

Heart transplantation is the only effective treatment for end stage cardiac failure in 

children and adults. Whilst great progress has been made in reducing the early risk of 

heart transplantation, with more than 95% of children surviving 30 days after the 

transplant, our efforts have failed to reduce the chance of dying over the longer term.  

We have had great success in preventing rejection of the transplanted heart with the 

help of modern medicine to protect the heart from the body’s immune response. Sadly 

we have failed to completely understand why, years after heart transplantation, the wall 

of the coronary arteries, transplanted as part of the heart, thickens and eventually 

occludes blood supply to the heart, leading to failure of the heart and usually the death 

of the recipient. Occlusion of the coronary arteries or cardiac allograft vasculopathy 

(CAV) is the principal, generally unexplained, reason that transplanted hearts do not 

last as long as we expect. 

On average, based on our current data, heart transplant recipients survive about 20 

years after transplant. For children transplanted at a young age the impact of this 

severely reduced life expectancy is tragic. For example, a child transplanted at one 

year of age due to congenital heart disease will die as a young adult. Children are able 

to continue normal life after transplant, going to school, playing sports and taking a full 

and active part in family life. Thankfully, it is not posible to spot a child at school who 

has had a heart transplant as they are so well. Having a second transplant is possible 

but shortage of donors and adverse effects of medication over time means that only a 

few patients have the chance for another transplant. 

This unacceptable scenario drives us to understand why transplanted hearts fail early. 

Why despite everything we have achieved so far we are still struggling to increase the 

“shelf life” of transplanted hearts. The threat of tragedy hangs over transplant families 

throughout their journey. 

This thesis investigates important biological processes in the development of coronary 

artery disease after heart transplantation, attempting to affect the status quo. Whilst the 

cause for this disease has always been assumed to be related to attack by the immune 

system, other biological systems, including inflammation and blood clotting are likely to 

be involved. 

In this thesis we have discovered that inflammation is present in transplanted children 

when compared to their normal peers. More importantly we have discovered that those 

children who have severe CAV have lower levels of a protein called TM in their blood. 
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TM is an interesting protein that lines blood vessels, protecting the cells from 

inflammation and abnormal blood clotting. It is possible that finding ways of increasing 

the protective effects of this “multifunctional” protein in the future will help to support an 

alternative process of enquiry into CAV and eventually help improve survival after heart 

transplantation.
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1 INTRODUCTION 
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1.1 A brief history of heart transplantation 

Heart transplantation is an effective treatment for end-stage heart disease in both 

children and adults and is the culmination of decades of scientific research that 

commenced long before actual human-to-human transfer of organs could have ever 

been imagined.  

From the late 1700’s onwards progress was made in the field of immunology, with the 

discovery of antigens and antibodies, the discovery of blood groups and understanding 

of the human body’s biological defenses. 

By the end of the 19th century surgeons had improved their surgical skills, including 

suturing. At this point organ transplantation became a feature of many research 

laboratories. By the time the early 20th century arrived, enough was known about organ 

transplantation to demonstrate that cross species organ transfer, xenotransplantation, 

usually failed, allogenic transplants (between the same species) also failed and that 

autograft transplants were usually successful. It had also been appreciated that a 

second transplant between the same donor and recipient showed accelerated rejection. 

These findings highlighted our need to understand the basis of rejection of transplanted 

organs and demonstrated that further understanding of transplant immunology was 

required. Understanding the mechanisms of rejection are critical to the success of solid 

organ transplantation. 

During the first half of the 20th century small research gains improved understanding of 

immunology and rejection. Seminal work by Medawar on the fate of skin grafts in mice 

and humans paved the way for the first solid organ transplants, and though they were 

unaware at the time, provided the scientific knowledge for blood group incompatible 

heart transplants for children in the future (1). Through the subsequent decades, 

rejection of the transplanted organ continued to be a problem in renal and liver 

transplants. Successful kidney transplants were successfully performed between 

identical twins. The first in the UK was performed by Woodruff in Edinburgh in 1960.(2)  

From a heart transplant perspective Dr Norman Shumway, working at the Stanford 

Medical Centre, California, USA, with his colleague Dr Richard Lower performed 

extensive animal experiments between 1958 and 1965. Shumway and Lower were 

acknowledged as the leading pioneers in heart transplant research. By December 1959 

they had successfully transplanted a heart between two dogs. Their meticulous 

research developed a technique to reduce the effects of warm ischaemia following 

procurement by cooling the heart and leaving a cuff of native atrial tissue at the back 

of the heart, attempting to limit the number of anastomoses required. This avoided the 
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need for individual anastomoses of the pulmonary veins.(3) These early experiments 

were crucial in preparing the world for the first human heart transplant. Among those 

who witnessed the experiments was Dr Christian Barnard. After a period of “dogged” 

research, Shumway and Lower had finally reached a point at which heart 

transplantation in humans might be possible. 

Amidst a media storm, and with several surgeons anxious to be the first, the first human 

heart transplant was performed not by either Shumway or Lower or even Kantrowitz in 

NewYork, but by Dr Christian Barnard in Cape Town in 1967. Dr Barnard had previously 

been a visitor in Dr Shumway’s unit in California. The recipient lived for only 19 days 

and was the first in a series of heart transplants, performed both in South Africa, USA, 

United Kingdom and France. The success of the early pioneers pursuing heart 

transplant now shines before us, not least through observing the happiness and 

achievements of the children we have transplanted over the years. The media attention, 

often reluctantly, bestowed on these early pioneers was not dissimilar to the 

contemporary race to put the first human on the moon.  

After the media storm died down it became clear that these early exploratory 

transplants could not be considered a success and the media of the day vilified the 

surgeons, reported on limited long-term survival due to rejection and a lack of suitable 

immunosuppressive medication. The media questioned the surgeons’ motivation and 

the validity of undertaking the procedure. 

Despite the poor early results, two patients from the initial series of patients 

transplanted in South Africa lived more than ten years. This is in an era before 

ciclosporin where effective immunosupression was not yet available. It would seem that 

the “immune match” between the donor and recipient in these two cases was sufficient 

to enable a degree of immune tolerance. Following the poor results, the number of 

heart transplants rapidly declined in the first decade. Dr Norman Shumway continued 

to perform heart transplants and research the procedure, becoming the pioneering 

influence behind the success of heart transplantation.(4) 

Pivotal developments occurred, allowing heart transplantation to become a successful 

treatment option. These included the development, by the cardiothoracic surgeon 

Phillip Caves, of a technique to perform an endomyocardial biopsy from the superior 

caval vein along with a histological classification of rejection by Dr Margaret Billingham 

that continues to form the diagnostic criteria for cardiac rejection diagnosis today.(5) 

These important developments enabled the status of the heart to be assessed after 

implantation and set up a process whereby the heart could be monitored and drug 
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responses could be assessed. 

1.2 The development of Immunosuppression 

The history of successful solid organ transplantation is closely related to the 

development of immune modulating medication. The broad-based immune modulating 

effects of steroids were the first class of drugs to be used in this regard, however it was 

not until the discovery and development of agents capable of interfering with the 

rejection process, through direct effects on lymphocytes, that heart transplantation 

became successful enough to provide a more realistic treatment option. The first of 

these agents to be discovered was a less toxic derivative of 6 mercaptopurine called 

azathioprine. This purine analogue interfered with the proliferation of lymphocytes, 

producing an immunosuppressant effect. Azathioprine in combination with steroids 

significantly improved post-transplant survival, particularly in kidney transplants, but 

with only 50% survival at a year the outcomes remained poor.  

 

Figure 1.1 Number of heart transplants (adult and paediatric) by year and geographic region. 

Reproduced from Lund et al.(6) 

The major breakthrough for solid organ transplantation came with the discovery of the 

calcineurin inhibitor ciclosporin in 1978. Its action as a potent immunosuppressant 

improved transplant outcome, and the number of heart transplants increased 

significantly from that point on. The beneficial actions of ciclosporin are offset by its 

significant renal toxicity, potential to cause diabetes and compliance issues due to 

hypertrichosis. More recently tacrolimus, a calcineurin inhibitor that inhibits the FK506 

binding protein, is the preferred agent used to prevent organ rejection. Tacrolimus is 

reported to cause less renal toxicity though may be more diabetogenic. It has a 

tendency to cause less hypertrichosis and as a result improves compliance in the 
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paediatric population, critical to the prevention of graft rejection. 

Most transplant protocols will use a combination of agents to prevent rejection, with 

azathioprine continuing to be an adjunctive agent. More recently azathioprine has been 

replaced with mycophenolic acid (MPA), given in the form of mycophenolate mofetil 

(MMF). This blocks the enzyme responsible for the production of guanosine nucleotides 

and as a result prevents lymphocytic proliferation by impairing DNA synthesis. Other 

cells have salvage pathways for this enzymatic process and as a result only 

lymphocytes are affected, leading to immune modulation and prevention of rejection. 

Careful monitoring of white blood cell numbers is required to prevent lymphopenia and 

toxic side effects in the form of gastrointestinal upset are relatively common. 

The immune attack following heart implantation is at its greatest immediately following 

implantation, and as a result many transplant centres around the world will use 

induction therapy either just before or at the time of reperfusion of the allograft. This 

more aggressive attempt to prevent rejection is focused on rendering lymphocytes 

inactive, preventing the possibility of immediate or early rejection. These agents are 

given intravenously so as to have maximum effect. Steroids, as methylprednisolone, 

are used due to the wide effect on inflammation and the immune system and continue 

to be an important agent in the prevention of rejection. More targeted monoclonal or 

polyclonal antibody treatment is also used to impair lymphocytic activity and prevent 

rejection. Antibodies to both lymphocytes (antilymphocyte globulin - ALG) and 

thymocytes (antithymocyte globulin – ATG) are used and were initially produced by 

inoculating horses or rabbits with human lymphocytes or thymocytes and harvesting 

the antibodies. Recently a monoclonal antibody to the CD25 receptor on the alpha 

chain of the interleukin 2 receptor of activated T lymphocytes has been developed 

(basiliximab) and targets those cells responsible for allorecognition and initiation of the 

rejection response. Other monoclonal induction agents targeting both T and B cells, 

alemtuzumab, are also being investigated, however a careful balance needs to be 

maintained between preventing rejection and rendering the recipient susceptible to life 

threatening sepsis early after transplant. It is also worth commenting that universal 

acceptance of a single approach to antirejection therapy after heart transplantation has 

yet to emerge and that even the use of induction agents is not fully adopted worldwide. 

In the most recent report from the International Society of Heart Lung Transplantation 

only 50% of centres include an induction agent in their drug protocol. 
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Figure 1.2 Median survival after heart transplantation and approximate time of introduction of key 

immunosuppressive agents; standardized clinical care approaches in heart transplantation based 

on data submitted to the International Society for Heart and Lung Transplantation. Reproduced 

from Stehlik et al. (2018) (7) 

1.3 Outcomes after heart transplantation in children 

Outcomes after transplant have continued to improve with a significant era effect. 

Improvement in operative and perioperative techniques have significantly improved 

surgical mortality and life-threatening rejection is now extremely rare, confined primarily 

to those patients who have pre-formed antibodies directed specifically to the donor 

organ. The improvement in outcomes can be seen in Figure 1.3. Whilst these results 

are excellent it is important to note that the slope of the survival curve has the same 

gradient a year after transplantation. This demonstrates that the benefits are primarily 

within the first year after transplant and that outcomes conditional on surviving the first 

year do not show a significant difference in mortality over time. The medium to long-

term mortality rates have not changed over time. 
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Figure 1.3 Paediatric Heart transplants Kaplan-Meier Survival by Era (January 1982 - June 2017). 

Reproduced from Rossano et al. JHLT (2019) (8) 

Causes of death in patients differ depending on time post-transplant with rejection and 

graft failure being the most common cause of death within the first 30 days. After this 

coronary artery disease, in the form of cardiac allograft vasculopathy (CAV), is the most 

important cause of death 5 years after transplant and is the focus of this thesis. 
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Figure 1.4 Relative Incidence of Leading Causes of Death (Jan 2005 - June 2018). Reproduced from 

Rossano et al. JHLT (2019) (8) 

1.4 Cardiac Allograft Vasculopathy (CAV) 

CAV is a ubiquitous process after heart transplantation, leading to progressive 

occlusion of mainly the epicardial coronary arteries in both adults and children. CAV is 

one of the most important causes of graft loss and mortality after transplant accounting 

for more than 16% of deaths from three years post-transplant. CAV is likely to be a 

contributing factor in chronic graft failure, a non-specific registry-based diagnosis. 

Freedom from CAV is 40% by 17 years. (Figure 1.5) 
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Figure 1.5 Freedom from Cardiac Allograft Vasculopathy. (January 1995 - June 2017) Reproduced 

from Rossano et al. JHLT (2019). (8) 

Once CAV is diagnosed, short-term mortality rates are high with between 60-70% of 

recipients experiencing graft loss by 2 years post CAV diagnosis. (Figure 1.6)  
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Figure 1.6 Graft survival following report of CAV by age group. Reproduced from Rossano et al. 

JHLT (2019). (8) 

1.4.1 Histology and pathogenesis of CAV 

CAV is characterized by diffuse thickening of the coronary artery wall and has a distinct 

appearance when compared to that of atherosclerosis seen in the general population. 

Progressive thickening of the intimal layer leads to luminal stenosis, causing 

obstruction to blood flow and tissue ischaemia. Intimal thickening is a normal process 

in human coronary arteries and increases with age.(9) This benign intimal thickening 

(BIT) can be observed in normal autopsy specimens and the smooth muscle cells 

present can explain the source for the proliferation of smooth muscle cells characteristic 

of CAV.(10) In CAV a neointima is present and is made up of loose connective tissue, 

smooth muscle cells and mononuclear cells. This neointima is covered by endothelial 

cells. The neointima sits on the luminal side of the smooth muscle cells that have 

already developed prior to transplant with an internal elastic lamina (IEL) beneath, 

adjacent to the adventitia. As the neointimal layer increases in size there is remodeling 

of the vessel wall in order to maintain luminal area. The increase in vessel size aims to 

preserve continuity of the lumen. Once the limit of remodeling is reached due to either 

spatial constraint or reaching the elasticity limit of the internal elastic lamina, increasing 

thickening leads to increasing reduction in luminal area and stenosis develops.(11–13) 
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Figure 1.7 Schematic presentation of histological layers for CAV. The left panel demonstrates the 

coronary artery of a newborn. Changes in vessel wall architecture are displayed as relative in time 

since transplant and H-CAV type. Early after transplant the NI-LL is infiltrated by T-Lymphocytes 

as a consequence of rejection. In reaction to this infiltration loose connective tissue becomes more 

solid and eventually results in a fibrous layer. After a peak in NI thickness and luminal narrowing 

this process is reversed. As the media progressively gets thinner over time, the SMV layer seems 

relatively spared. H-CAV = histological cardiac allograft vasculopathy. NI-LL neo intima luminal 

layer, NI-SMC = neo intima smooth muscle cell layer, MNC = mononuclear cell. Reproduced from 

Huibers et al Atherosclerosis 2014.(13)  

Despite the recognition of CAV as a significant problem, a cohesive pathogenic 

mechanism for its development has remained elusive. Investigations into its aetiology 

have led to a hypothesis that involves both immune and non-immune factors. Bearing 

in mind the presence of immune cells at the luminal and abluminal borders of CAV 

lesions and the relative normality of the recipient vasculature, a primarily immune-

mediated injury is likely to be the predominant cause.  

1.4.2  CAV and the immune response 

The endothelial cells of the donor cardiac allograft are the first to make contact with the 

recipient immune system. Recognition of foreign endothelial cells, with non-self human 

leukocyte antigens, leads to direct dendritic cell (antigen presenting cell) identification 

of foreign major histocompatibility complex (MHC) molecules on donor cells, indirect 

allorecognition via internalisation and presentation of processed antigens and a semi-

direct route involving acquisition of MHC molecules through direct dendritic cell contact. 
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This donor/host interaction triggers an immune response, likened to an ineffective 

delayed type hyperactivity response against endothelial cells (EC) and smooth muscle 

cells (SMC) in the donor vasculature.(14) 

The two processes of direct and indirect allorecognition cause activation of T cells and 

possibly the formation of donor specific antibodies (DSA). Production of cytokines 

follow, particularly IL 2, interferon-gamma and Tumour Necrosis Factor alpha. The 

mammalian target of rapamycin (mTOR pathway) is stimulated by DSA and stimulates 

endothelial and smooth muscle cell activation. 

The pathways involved in smooth muscle cell proliferation and protein synthesis are 

reported to be via the p70 ribosomal S6 kinase and eukaryotic initiation factor 4E-

binding protein.  

Whilst this response is not effective enough to completely eradicate the foreign cells 

the damaged cells are able to trigger events that leads to proliferation of smooth muscle 

cells and progressive occlusion of the lumen.(15) These damaged cells can become 

an ongoing target for an alloimmune response. However, the trigger for a chronic 

response does not require a persistent alloimmune component. The response to injury 

theory of CAV suggests that other cells and pathways triggered by the alloimmune 

response can be persistent, particularly marcophages, producing ongoing damage 

which can be exacerbated by non-immune factors such as ischaemia-reperfusion, viral 

infections such as cytomegalovirus (CMV) and metabolic factors such as 

hyperlipidaemia. (16) 
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Figure 1.8 Risk factors for the development of CAV. Collaboration and interaction of alloimmune-

dependent and -independent factors influencing the pathogenesis of transplant vasculopathy. Ag 

indicates antigen; CD, cluster of differentiation; eNOS, endothelial NO synthase; and SMC, smooth 

muscle cell. (From Cardiac allograft vasculopathy: recent developments. Schmauss et al. 

Circulation. 2008. (71)715 

The innate immune system provides the initial immune response at the time of donor 

organ reperfusion. The release of Heat Shock Protein 70 (HSP70) and High Mobility 

Group Box 1 (HMGB1), in response to Ischaemia Reperfusion Injury (IRI), signals 

leukocytes through Toll like receptors (TLR4) to produce IL 6 and TNF-alpha. This then 

leads to activation of cells involved in both the innate and adaptive immune 

response.(17) 

 

Figure 1.9 Immunological mechanisms in CAV. Overview of the most important immune cells involved in the 
development of CAV. The transplanted heart (allograft) is recognized by activated presenting cells (APC), macrophages, 

and natural killer (NK) cells. The foreign antigen is taken up by APCs and presented to CD8
+ 

and CD4
+ 

T cells. 

Macrophages and NK cells take up antigen and attack the allograft directly and/or stimulate CD8
+ 

T cells. Produced 
cytokines induce Treg cells and Tmem cells. The Treg cell inhibits the activation of Th17 and Tmem cells. B cells do 

not only differentiate into plasma cells to make antibodies but also support CD8
+ 

T cells. Th17, Tmem, CD8
+ 

T cells 
together with antibodies can lead to rejection of the transplanted heart. APC, antigen-presenting cell; Tmem, memory 

T. (Reproduced from Jansen et al; Transplantation 2015)(17)  

Research has shown that the presence of IFN gamma (IFN) is an important mediator 

in the development of CAV. Mice where IFN has been blocked by antibody or 

genetically removed do not develop CAV.(18–20) The precise mechanism for this 

remains elusive, however it is known that IFN has pleiotropic effects on a wide variety 

of immune effector and helper cells, leading to a diverse cytokine, chemokine, adhesion 

molecule and extracellular matrix response. IFN can also be produced by 

macrophages and by smooth muscle cells recruited into the lesions, directly creating a 
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positive feedback loop, leading to persistent activation, migration and proliferation of 

smooth muscle cells and development of CAV.(19) 

Early studies of CAV assumed that SMC infiltration into the vascular wall were derived 

from the muscle cells present in the media layer of the donor vasculature. It has now 

become clear that a large proportion of these cells are host derived; from both the bone 

marrow and from circulating host precursor cells. It has also become clear that the SMC 

that infiltrate the CAV lesion have different cell signalling properties to the SMC that are 

normally part of the anatomy of the vascular wall. This has led researchers to refer to 

these pathological SMC as smooth muscle like cells (SMLC), an important distinction, 

allowing us to differentiate between the two distinct cell populations. If a suitable target 

for therapy is to be identified then it is the pathological SMLC that needs to be affected 

by pharmacological blockade.(21) 

In our search for a therapeutic target it has become increasingly clear that we acquire 

a thorough understanding of the cell interactions at play in the development of CAV. 

These extremely complex and interwoven pathways might help to enhance our 

understanding and identify a target for future therapy. 

It is not just activated lymphocytes and macrophages that are capable of signalling 

SMC recruitment but also EC’s and SMC’s themselves that are a source of ligands 

(RANTES, MCP-1, (MIP)-1) capable of stimulating chemokine receptors. By this 

mechanism damaged cells themselves can become part of the feedback loop recruiting 

SMLC’s even in the absence of an alloimmune response. 

1.4.3 The role of adhesion molecules 

It is clear from current research that SMLC proliferation, the hallmark of the CAV lesion, 

arises from both the luminal and the abluminal surface of the media. For inflammatory 

cells to enter the vascular wall adhesion molecules are required to enable effector cells 

to be recruited and migrated to the site of injury. Endothelial cell adhesion molecules 

are responsible for this process and enable the adhesion and firm attachment of 

inflammatory cells to activated endothelium. E and P selectins provide a weak 

attachment between the EC membrane and circulating cells to enable rolling along the 

endothelial surface before firm adhesion is provided by ICAM-1 and VCAM-1. It is 

therefore not surprising that EC expression of these molecules correlates with both 

acute rejection and CAV.(22,23) Attempts to “therapeutically” interfere with adhesion 

molecule interactions has been disappointing with respect to preventing rejection or 

CAV, though some success has been shown in preventing CAV in ICAM-1 deficient 

grafts.(24) 
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1.4.4 The role of antibody and B cells in the development of CAV 

Along with T cells, B cells are also important in the development of CAV. B cells and 

subsequent plasma cells are able to produce antibodies which can damage smooth 

muscle cells in the transplanted coronary arteries.(25)Once the antibodies are present 

they attack the donor graft endothelial cells and activate the complement cascade. The 

complement cascade can activate many cell types and lead to fibrosis and CAV. 

It is also interesting that B cells are able to promote CAV without the presence of 

detectable antibody in the serum. B cells can stimulate T cells via costimulation and 

cytokine production.(25,26) 

Clinically, severe CAV development is associated with increasing human leucocyte 

antigen (HLA) mismatch, as unlike renal transplantation we are unable to match on the 

basis of HLA type. The presence of preformed antibodies to donor HLA, as is common 

in patients who have become sensitised by previous blood transfusions, surgery with 

human materials or previous pregnancy is associated with worse post-transplant 

outcomes and more severe CAV. In children transplanted for congenital heart disease 

the presence of these preformed antibodies needs to be avoided if possible, making 

the procurement of a suitable donor naïve for the specific antigens difficult. The 

development of de novo donor specific antibodies is associated with graft failure after 

transplantation and worse outcome.(27) 

The role of antibody after heart transplantation is primarily related to the presence of 

antibody mediated rejection (AMR). AMR has been a poorly defined entity and was first 

described by Herskowitz.(28) Initially AMR developed as a diagnosis of exclusion in 

circumstances where allograft dysfunction was present in the absence of cellular 

rejection. Over the last ten years successive consensus statements have been 

published defining the histological and immunopathological features required to 

diagnose AMR. Clinical allograft dysfunction is required with histological evidence of 

acute capillary injury characterised by endothelial changes or the presence of 

macrophages in the capillaries. 

The mechanisms by which B cells and antibodies are implicated in the development of 

CAV are not clear as yet but the association between the presence of de novo DSA 

production and CAV development implicates B cells and antibodies in CAV 

pathogenesis.(27) 

1.4.5 The role of IL 17 and Th17 cells 

Il-17 has always been known to be associated with the development of CAV. The role 
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of IL 17 is as an inflammatory cytokine which increases cell adhesion molecule 

expression on smooth muscle cells. An interesting paradox is present in that Th17 cells 

are induced by transforming growth factorT(GF)-beta which also induces regulatory T 

cells that moderate the inflammatory response.(17)  

1.4.6 The role of the innate immune response 

The success of heart transplantation has involved the development of 

immunosuppressive agents that primarily act to control the adaptive immune response, 

interfering with T cell numbers and recruitment and preventing cell mediated immunity. 

Whilst the focus on suppressing the adaptive immune response has been successful 

in prolonging life after transplant, immunosuppressive medication continues to be 

required and we are unable to influence chronic graft loss due to graft failure and CAV. 

The innate immune response is an important component of our body’s immune 

defences and reflects the immediate response to an immunological threat. This 

response is of course the most useful when pathogens such as viruses or bacteria 

breach mechanical defences. In solid organ transplantation this is an unwelcome 

response leading to tissue damage early after transplant, instigating a process that is 

likely responsible for the graft damage that continues throughout the life of the graft 

and in the case of heart transplantation the recipient themselves. Recent research into 

the role of the innate immune response, particularly natural killer cells (NK), Toll like 

receptors (TLRs) and complement deposition warrants further discussion and provides 

further insight in our search for therapeutic interventions to prevent the initiation and 

development of CAV. 

NK cells are the principal agent involved in invoking the innate immune response. NK 

cells are capable of initiating a response to target cells without having prior 

sensitisation. They are activated by cells who lack self MHC, causing target cell lysis 

and cytokine release, principally IFN. Until recently the role of NK cells in acute 

rejection was not fully appreciated but experiments in mice models have demonstrated 

their role in causing rejection under special circumstances. The most convincing 

evidence for their role in the development of CAV comes from a heart transplant mouse 

model involving cardiac transplant from parents to their F1 hybrid progeny. Grafts 

implanted through this genetic lineage are accepted by the recipient, avoiding activation 

of the acquired immune response and isolates the innate immune response. Cardiac 

grafts were accepted indefinitely as would be expected in the absence of 

immunosupression, however autopsy studies at 56 days post implantation 

demonstrated severe CAV in 19 out of 22 organs. Repeating the experiment from 

parents to F1 hybrids who were deficient in IFN- prevented the development of CAV. 
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This strongly implicates the development of CAV through an NK/interferon mediated 

pathway. Further information relevant to an in vivo reponse in humans remains 

elusive.(29) 

Toll like receptors are an ancient group of transmembrane proteins present on a wide 

variety of cells, many of which are involved in heart transplant rejection. These include 

epithelial cells, antigen presenting cells, macrophages and both T- and B- lymphocytes. 

Particularly interesting from a transplant perspective is that ligands release during IRI 

are able to activate TLRs. The endogenous protein hyaluronan, messenger molecules 

high mobility group box 1 and heat shock protein 70 are all released following IRI. The 

consequences of toll like receptor (TLR) activation is an inflammatory response, 

increased production of IL 1, IL 6 and TNFalpha and its associated effect on cardiac 

impairment.(30) Evidence for the long term effects of TLR activation comes from 

experiments suggesting that TLR signalling prevents the development of tolerance and 

attenuates the accumulation of T reg cells in cardiac allografts.(31)  

Complement and its activities is responsible for removing cellular debris and plays a 

crucial role in eliminating invading microorganisms, protecting the tissue form damage. 

The complement pathways play a crucial role in the innate immune response and as 

part of its stepwise approach is capable of a graduated response, commensurate with 

the severity of the threat. In addition to being an effector of the immune response it is 

also involved in control and recruitment of co components of the immune response. As 

a result complement plays a role in homeostatic mechanisms. Crucial for understanding 

the regulatory role of complement is the understanding that complement has different 

roles depending on its binding to a self or non-self cell membrane surface. Complement 

(and coagulation) protease enzymes are distributed via their inactive form (zymogen) 

and require local activation before they become active. This ensures time and site-

specific activity. The nine central components of the complement cascade (C1-C9) are 

complemented by an ever-expanding number of control proteins. Following heart 

transplantation complement genes are upregulated in leukocytes in the presence of 

rejection. Much of the interest in the role of complement activation has been focused 

on the role IRI has on activating the complement pathway. IRI is capable of triggering 

a response enabling complement to bind to the graft endothelium, causing 

inflammation, coagulation and permanent tissue injury. C4d and C3d deposition on 

several serial biopsies early after transplant are associated with IRI and is related to 

increased episodes of rejection on later biopsies.(32) C4d deposition is also linked to 

the development of CAV as detected using intravascular ultrasound (IVUS) in the first 

year after transplant.(33) 



Chapter 1   Introduction 

 35 

This evidence suggests that innate immunity plays a significant role in the development 

of rejection and CAV after heart transplantation and that our current 

immunosuppressive regimes, whilst mostly adequately suppressing acquired immunity 

does not deal with components of innate immunity, particularly early after transplant. 

Failing to adequately suppress NK cell and IFN is likely to set up the donor coronary 

vasculature to develop CAV in the future. 

1.4.7 Risk factors for the development of CAV 

Older donor age, older recipient age, donor cigarette use, recipient black race, 

transplant era, no induction therapy, rejection in the first year post-transplant and 

increasing number of rejection episodes have all been linked to progression of CAV. 

(34,35) In the paediatric setting, increased graft loss was predicted by adding 

echocardiographic and hemodynamic data to the  International Society of Heart and 

Lung Transplantation (ISHLT) grading system. (36) 

The presence of anti HLA antibodies is known to be detrimental to graft survival in 

paediatric patients. Those patients with a panel reactive antibody (PRA) >10% are more 

likely to have early onset graft vasculopathy.(37) Survival and graft loss is influenced 

by DSA and compounded by the presence of de novo DSA, particularly to Class II 

antigens.(38,39) In particular those patients with DSA were more likely to develop CAV, 

especially if the antibodies were persistent. (38,40) Class II HLA-DR antigens are 

expressed on donor endothelial cells and are a key trigger for the immune response to 

the allograft. An increase in donor specific and non-specific HLA antibodies is 

associated with a poor outcome after transplant and is implicated in the development 

of CAV. (41) 

1.5 Surveillance and diagnosis of CAV 

As we have discussed CAV is a histological diagnosis characterised by progressive 

luminal loss in the transplanted coronary arteries. The disease is not isolated to the 

epicardial vessels but involves the cardiac allograft vasculature (aretries, veins and 

capillaries) and can be identified at myocardial blood vessel level. Clinically CAV has 

come to be defined by the progressive luminal narrowing seen in the large conduit 

arteries that can be imaged using coronary angiography. 

1.5.1 Methods of diagnosis and surveillance 

1.5.1.1 Coronary angiography 

Invasive coronary angiography remains the most frequently used method for assessing 
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CAV. There is no consensus on the periodicity that angiography should be performed 

but varies generally between annual or biennial studies.  Given the diffuse thickening 

of the coronary wall characteristic of this disease, this technique provides only 

“lumenography”, and as a result lacks the sensitivity required to detect the presence of 

early disease and progression early after transplant when the pathological process is 

likely to be at its most active. (42,43)  

ISHLT have published a guideline on the diagnosis of CAV and this has subsequently 

been adapted for paediatric patients. (36,44) The current grading system focuses on 

disease in epicardial vessels with an increase in severity based on a functional 

assessment of the allograft. The presence of more peripheral small vessel disease is 

more likely to cause deterioration in overall function, causing reduction in systolic 

and/or diastolic function, with the development of restrictive physiology in more severe 

cases. In general, the grading system is rarely used to report severity and a lack of 

standardization across both adult and paediatric studies is partly responsible for the 

lack of cohesiveness in adopting a universal reporting strategy. Previously, Pahl et al 

addressed this by using a simplified classification of CAV to provide standardization in 

reporting, without which reports lack the required homogeneity to determine 

progression of disease. (35) 
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Table 1 Recommended ISHLT nomenclature for cardiac allograft vasculopathy.  

International Society for Heart and Lung Transplantation working formulation of a standardized 

nomenclature for cardiac allograft vasculopathy-2010. Mehra et al JHLT 2010. (16) 

1.5.2 Intravascular Ultrasound (IVUS) 

IVUS is a technique performed in conjunction with angiography that allows a small 

ultrasound probe to be placed inside the coronary artery via a guide catheter. The 

circumferential nature of the images acquired allows visualisation of the intima-medial 

layer and distinguishes this from the adventitia. Early studies using IVUS to investigate 

the severity of intima-medial thickening developed the Stanford Score to express the 

severity of CAV observed using IVUS.(Table 2) 

Recommended nomenclature for cardiac allograft vasculopathy 

ISHLT CAV0 (not significant) No detectable angiographic lesion 

ISHLT CAV1 (mild) 
Angiographic left main (LM) <50%, or primary vessel with maximum lesion of <70%, or 

any branch stenosis <70% (including diffuse narrowing) without allograft dysfunction 

ISHLT CAV2 (moderate) 
Angiographic LM <50%; a single primary vessel ≥70%, or isolated branch stenosis 

≥70% in branches of 2 systems, without allograft dysfunction 

ISHLT CAV3 (severe) 

Angiographic LM ≥50%, or two or more primary vessels ≥70% stenosis, or isolated 

branch stenosis ≥70% in all 3 systems; or ISHLT CAV1 or CAV2 with allograft 

dysfunction (defined as LVEF ≤45% usually in the presence of regional wall motion 

abnormalities) or evidence of significant restrictive physiology  

Definitions 

a). A “Primary Vessel” denotes the proximal and Middle 33% of the left anterior 

descending artery, the left circumflex, the ramus and the dominant or co-dominant right 

coronary artery with the posterior descending and posterolateral branches. 

b). A “Secondary Branch Vessel” includes the distal 33% of the primary vessels or any 

segment within a large septal perforator, diagonals and obtuse marginal branches or 

any portion of a non-dominant right coronary artery. 

c). Restrictive cardiac allograft physiology is defined as symptomatic heart failure with 

echocardiographic E to A velocity ratio >2 (>1.5 in children), shortened isovolumetric 

relaxation time (<60 msec), shortened deceleration time (<150 msec), or restrictive 

hemodynamic values (Right Atrial Pressure >12mmHg, Pulmonary Capillary Wedge 

Pressure >25 mmHg, Cardiac Index <2 l/min/m2) 
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Table 2 Stanford grade classification for IVUS description of CAV 

 

This score reflected the most severely affected segment of the allograft arteries and as 

a result much of the data reflecting changes along the length of the vessel were 

ignored.(45) More recently we have used an automated pullback technique, acquiring 

a longitudinal view and allowing measurement of vessel characteristics including lumen 

and vessel areas, intima-medial thickening and assessment of stenosis. The additional 

benefit of this technique is that by using fiduciary markers, such as vessel branching, 

identical segments of the coronary artery can be imaged overtime and a reproducible 

and accurate assessment of baseline disease and progression can be used. This 

technique has been developed by me as part of this thesis and a description of this will 

be included in the methodology. IVUS studies have become the gold standard for 

research projects into CAV though its invasive nature and prohibitive costs have meant 

that it has failed to become established as a technique in the majority of adult cardiac 

transplant centres and in only a few paediatric ones. 

IVUS has been used clinically to identify a high-risk group post transplant. Patients with 

an increase in intimal medial thickness (IMT) greater than 0.5 mm within the first year 

are at a significantly higher risk of cardiac events at five years post transplant.(46,47) 

This has identified a high risk group for use in further clinical studies investigating risk 

factors and biological mechanisms, including defining the cutoff for significant CAV 

included in this thesis.  

1.5.3 Optical coherence tomography (OCT) 

Since the development of IVUS over twenty years ago invasive imaging techniques 

have continued to develop. OCT is a technique for obtaining sub-surface images of 

translucent or opaque materials at a resolution equivalent to a low-power microscope. 

Medical devices are now available to use inside the coronary artery and has a 

significantly better resolution than IVUS as the technique is based on light rather than 

 Class 

 I II III IV 

Severity Minimal Mild Moderate Severe 

Intimal thickness <0.3mm >0.3mm 0.3 to 0.5 mm OR > 1.0mm OR 

 <1800 >1800 >0.5mm, <1800 >0.5mm, >1800 



Chapter 1   Introduction 

 39 

sound waves. There are pros and cons to using this technique in preference to IVUS 

and it is likely that the techniques will remain complementary to each other. OCT allows 

high resolution images 1-2 mm below the endothelial surface. The improved resolution 

makes it possible to distinguish between the intima-medial layers, likely to allow us to 

improve our understanding of the pathogenetic principles in real time after 

transplant.(48–50) IVUS and OCT remain limited to the investigation of epicardial 

coronary vessels.  

1.5.4 Functional assessment of the microvasculature: Coronary Flow Reserve 
(CFR) 

The effects of CAV on the microvasculature remain unresolved using these 2D imaging 

techniques. Coronary flow reserve (CFR) has been used to assess the 

microvasculature in patients with atherosclerosis and has been extended to heart 

transplant patients in diagnostic studies of CAV.(51,52) The technique involves 

measuring coronary blood flow using a Doppler flow wire as baseline and then again 

following intracoronary infusion of agents active on the coronary vasculature. The 

increased flow in response to these agents is expressed as a ratio with baseline flow 

providing an assessment of the microvasculature and its vascular function. Most 

commonly adenosine has been used due to its short half-life and ability to act on 

adenosine di-phosphate (ADP) receptors to cause vascular dilatation. Other agents 

have been used including acetylcholine and substance P to assess endothelial induced 

vasodilatation. CFR = hyperaemic flow/baseline flow.  

This technique is used in a handful of paediatric centres, though is a valid attempt at 

assessing small vessels that are potentially more likely to suffer the consequences of 

luminal occlusion due to CAV.(53) CFR has been used to predict the future 

development of CAV and cardiovascular events, suggesting that a CFR less than 2.5 

is predictive for the presence of CAV. (51,54,55)This technique has also been used 

non-invasively using either doppler echocardiography or magnetic resonance imaging 

to measure changes in coronary flow in response to adenosine. These techniques have 

been validated with invasive testing and offer an opportunity for further research into 

their ability to predict the presence and progression of CAV. (56,57) 

1.5.5 Non-invasive imaging 

In children invasive imaging is a major undertaking, requires anaesthesia in the majority 

of cases, is expensive and has the potential for significant morbidity. These difficulties 

make non-invasive means of detecting CAV an attractive option. In general screening 

is undertaken on a yearly or biennial basis with coronary angiography. In our institution 
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those children older than 8 years are investigated with an early IVUS procedure 3 

months and 1 year post transplant followed by biennial studies to assess progress. 

Being able to detect the presence of CAV without invasive imaging is an attractive 

proposition and several non-invasive imaging techniques and molecular biology 

techniques have been tested. These include echocardiography, positron emmission 

tomography scanning, xray computerised tomography, magnetic resonance imaging, 

gene expression profiling and biomarkers. Despite this work, none has yet been shown 

to have sufficient sensitivity, and coronary angiography remains the most commonly 

utilized method for assessing CAV, in just the same way that endomyocardial biopsy is 

for rejection.(58)  

1.5.6 Echocardiography  

During routine follow up, particularly in children, repetitive invasive procedures are not 

practical and echocardiography continues to be the most frequently used modality for 

assessing cardiac status after transplant. There has been extensive research into the 

role that different echocardiographic parameters play in detecting rejection and CAV, 

particularly using diastolic dysfunction(59) and newer tissue tracking techniques 

providing information on myocardial mechanics rather than changes in volume and 

Doppler flow. However publication findings are rarely reproducible (60–62) and have 

not become routine in predicting either rejection or CAV. A completely normal 

echocardiogram with normal systolic and diastolic parameters has a strong negative 

predictive value for rejection and CAV though invasive testing particularly related to 

CAV is recommended.(63)  

1.5.7 Dobutamine stress echocardiography 

Dobutamine stress echocardiography (DSE) is a useful technique to screen for CAV. 

Exercise stress echocardiograpy is less useful because of cardiac de-nervation and a 

reduction in maximum heart rate. A specificity of 88% is reported when IVUS is used 

as the standard for presence of CAV. A normal DSE has a strong negative predictive 

value and recent guidelines recommend this non-invasive technique as a screening 

test prior to undergoing invasive angiography and IVUS.(64) Current evidence in 

children is limited and its routine use as a screening tool for CAV is limited to a small 

number of centres.(65,66) 

1.5.8 Tomographic imaging (CT and MRI) 

Experience using CT and cardiac MRI (CMR) to image coronary arteries is improving 

as the resolution and expertise of these techniques improves. They are limited by 
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inaccuracy related to cardiac motion and at the current time are unlikely to be able to 

reach spatial resolutions similar to those achieved with IVUS, particularly in paediatric 

heart transplant recipients with a fast heart rate; in this way, they may fail to detect 

subtle early changes.(67) As dual source CT scanners become more common the 

resolution is likely to improve and investigation into the value of CT in detecting CAV is 

increasing (personal experience). Radiation dosing is unlikely to exceed that seen in 

coronary angiography and with newer hardware is likely to be less. Under these 

circumstances screening with CT would seem a reasonable option. CMR is able to 

provide more than simply 2D imaging and is becoming more adept and detecting 

fibrosis and oedema. The ability to detect rejection using T2 relaxation time is useful 

for detecting rejection. (68) A further intriguing potential for MRI is to offer tissue 

enhancement with labelled gadolinium. Our group has already pioneered CMR 

sequences able to detect inflammation and correlate this with structural changes on 

IVUS. Labelling gadolinium with other biologically active molecules offers great promise 

for understanding not just structural changes but the biological mechanisms 

underpinning CAV(69) 

1.5.9 Stress MRI 

More recently techniques to measure myocardial perfusion are being developed using 

MRI techniques. This has been almost exclusively undertaken in the adult population 

after heart transplantation. Paediatric trials are being reported investigating myocardial 

perfusion with regadenoson, reversing with aminophyline and determining fibrosis with 

gadolinium. Differences in MRI structure and function have been identified, however 

this remains a research tool at the time of writing. 

1.5.10 Biomarkers in the detection of CAV 

Establishing the validity of a plasma biomarker able to detect those at risk of CAV, or 

one tracking the progression and the severity of coronary changes for an individual 

transplant recipient would be a significant step forward in monitoring post-transplant. In 

addition, identifying the biological processes involved in CAV aetiology through 

detection of effectors or products of these processes may provide valuable insight. The 

role of inflammation in the development of CAV has been previously described. (70) 

The presence of elevated serum vWF was a predictor for the development of CAV. (71) 

VEGF A and C and platelet factor-4 are strongly associated with CAV.(72,73)  There 

has been significant research into the use of micro-RNA analysis as a biomarker for 

CAV development.(74,75) The role of anticoagulant pathways has also been explored 

providing insight into the pathological processes involved. (76–78) The CTOT-05 
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consortium, in a multi-centre analysis of immune biomarkers and outcomes, concluded 

that reliable biomarkers remain elusive. High levels of VEGF-C and endothelin-1 along 

with the presence of alloantibodies represent a high-risk group of recipients.(79) 

Increased levels of VEGF prior to the onset of detectable CAV by IVUS highlights its 

potential as an important biomarker.(80) 

1.6 Prevention of CAV 

1.6.1 Immunosuppression use 

CAV is likely to be primarily an immune-mediated disease, and as a result preventative 

strategy is focused on protecting the donor heart from the recipient immune attack. The 

majority of drug protocols use calcineurin inhibitors (ciclosporin/tacrolimus) in 

combination with purine antagonists (mycophenolate mofetil/azathioprine). Less CAV 

is seen in patients receiving a combination of ciclosporin/MMF compared to 

ciclosporin/azathioprine.(81) The third main drug class is the proliferation signal 

inhibitors (PSI); everolimus and sirolimus. These drugs are similar agents, with 

everolimus having a shorter half-life. Encouraging results have been published, 

suggesting a reduction in intima-medial thickening and less CAV at a year post-

transplant with PSI use, although in general, rejection rates are higher in protocols 

replacing purine antagonist with proliferation signal inhibitors.(82–85) Bearing in mind 

that CAV is worse in patients with increasing rejection these findings are intriguing.  The 

mechanism of action creating this improvement is unknown, though it has been noted 

that PSI’s have an anti-CMV action which may be beneficial. (86) A randomized control 

trial in children comparing everolimus/mycophenolate against 

tacrolimus/mycophenolate is in progress. (ClinicalTrials.gov Identifier: NCT03386539) 

1.6.2 Statin use 

From a non-immune perspective, HMG Co-A reductase inhibitors (statins) have shown 

to have a wide range of benefits after heart transplantation. Developed as a treatment 

for hypercholesterolemia, they can successfully have a lipid lowering effect on 

transplant patients who, as a result of a side effect of medication, have a tendency to 

increased blood lipids. A trial of pravastatin demonstrated a wide range of effects after 

transplant, including reduced serum lipid levels, less hemodynamic compromise during 

rejection episodes, reduced incidence of CAV and improved survival at 1 

year.(87)Treatment of hypertension is beneficial after transplant and leads to less 

CAV,(88) and treatment with vitamin C and E as part of an antioxidant diet has been 

shown on IVUS to prevent the progression of CAV, presumably through reduction in 

oxidative stress. (89) 
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From a paediatric perspective the literature is divided. The use of Atorvastatin has been 

reported to be safe in children after heart transplantation,(90) though there is concern 

regarding its use in children under a year of age due to its effects on fat metabolism. 

As part of a multivariable analysis, the use of statins has been demonstrated to be 

protective against the development of CAV,(91) and when statins are started early after 

transplant it seems that they have a protective effect on the development of CAV.(92) 

However, in a larger registry study of 964 paediatric transplant recipients from the 

PHTS, no benefit was inferred from statin therapy in a multivariate analysis of CAV and 

overall survival.(93) 

1.6.3 Induction therapy 

Triggers for the development of CAV are likely to be present immediately after allograft 

reperfusion, and for this reason many centres use induction therapy. The agents used 

are primarily aimed at the adaptive immune response, targeting T- cells with ATG. More 

recently, monoclonal antibody to the CD25 receptor (Basiliximab) has been used with 

good results. Recent analysis from the ISHLT registry demonstrated a reduction in CAV 

associated with the use of induction therapy, although a definitive survival benefit has 

yet to be shown.(8) In adults treatment with ATG has been shown to limit the severity 

of CAV as detected by IVUS at 1 year.(85) Class II HLA-DR antigens are expressed on 

donor endothelial cells and are a key trigger for the immune response to the allograft. 

An increase in donor directed and non-donor directed HLA is associated with a poor 

outcome after transplant and is implicated in the development of CAV.(38,39,94) 

1.6.4 Aspirin prophylaxis 

The principal pathological mechanisms underlying the development of CAV are 

inflammation, platelet activation, thrombosis, smooth muscle proliferation and immune 

activation. Bearing this in mind, it is surprising that there is so little research into the 

use of aspirin for the prevention of CAV. A recent study has suggested that early aspirin 

treatment reduces the incidence of moderate to severe CAV in adults.(95,96)  Aspirin 

is used in some centres as prophylaxis for CAV and further research in this regard 

should be encouraged.  

1.6.5 Antihypertensives 

Drawing from the benefit of medication in the use of atherosclerotic disease, the use of 

calcium channel blockers (CCB) and angiotensin converting enzyme inhibitors (ACEi) 

have been considered in the treatment of CAV. Limited evidence exists post-transplant, 

however some reports have demonstrated mixed results in the reduction of coronary 
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luminal narrowing with diltiazem and ACEi use.(97,98) Addition of these agents at 

diagnosis of CAV is not a well-established practice in children after heart 

transplantation. However prevention of hypertension is important after transplant and 

requires monitoring and treatment if present.  

1.7 Management 

1.7.1 Immunosuppression 

It is also clear that changing patients to a PSI once CAV is detected on IVUS does not 

influence progression and that early treatment is required to gain the benefit offered by 

these newer agents.(99)  

1.7.2 Anticoagulation 

Once CAV is identified aspirin is frequently used to prevent ongoing thrombosis as well 

as prophylactically as described above. 

1.7.3 Percutaneous interventional procedures 

Experience with percutaneous coronary intervention for those children with stenosis is 

limited. Whilst there are often attempts at placing stents in older children with coronary 

stenosis outcomes are rarely altered.(100) 

1.7.4 Retransplantation 

Whilst retransplantation is an effective treatment for CAV only a small percentage of 

recipients receiving further cardiac transplants. The limited supply of organs, 

cumulative morbidity during the first transplant, and concerns regarding inferior 

outcomes contribute to the lack of consensus on attitudes towards 

retransplantation.(101) 

1.8 Summary and comment on CAV 

CAV remains a major limiting factor in the success of heart transplantation with an 

unclear etiology and a lack of effective treatment options. For children, CAV is severely 

life-limiting, as at the current time most children will survive to retransplant. Some key 

discoveries in the pathophysiological mechanisms involved have been made but as yet 

have been unable to consistently influence them on a clinical basis. Historically, CAV 

has been considered to be a form of “chronic rejection” and whilst immune factors are 

likely to be crucial to its development, we will need to focus on events early after 

transplant and develop novel drugs and protocols to manipulate the immune system so 
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that both the innate and acquired immune systems are appropriately suppressed. 

Harnessing methods by which the immune, inflammatory and coagulation systems can 

be naturally controlled is likely to be a critical component of preventing CAV in the 

future.  

The research in this thesis takes these ideas forward with particular interest in 

investigating the role that inflammation and coagulation plays in the severity of CAV 

observed in a cohort of children following heart transplantation. 
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1.9 Thesis Aims 

The initial aim of this thesis is to investigate whether there is evidence of systemic 

inflammation after heart transplantation in children by measuring biomarkers of 

inflammation and endothelial damage in the serum and comparing these results to 

healthy controls [Chapter 3].  

Subsequently I will investigate whether the presence of systemic inflammation and 

endothelial damage is related to the presence of Cardiac Allograft Vasculopathy in the 

coronary circulation by invasively measuring the thickness of the coronary artery wall 

using intravascular ultrasound. [Chapter 4] 

Finally this thesis will investigate whether the native, non-transplanted vasculature in 

the systemic circulation is affected by heart transplantation in children by measuring 

endothelial function in the brachial artery and the thickness of the carotid artery. In 

addition I aim to determine the interrelationships between the presence of native 

systemic vasculature abnormalities with coronary artery abnormalities in the 

transplanted heart. [Chapter 5] 

1.10 Thesis Hypothesis 

i. Allograft heart transplantation causes chronic inflammation and disorders of 

coagulation in the recipient when compared to healthy controls (Error! 

Reference source not found.) 

ii. Chronic inflammation leads to endothelial damage and impaired endothelial 

function in both the coronary and systemic circulations, determined by serum 

biomarkers of endothelial damage. 

iii. Endothelial dysfunction or damage predicts the development of arterial 

vasculopathy after cardiac transplant in children. 
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Figure 1.10: Thesis hypothesis
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2 METHODS 
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2.1 Patients 

Pediatric cardiac transplant recipients greater than eight years old were invited to take 

part in the study. Patients attended as part of their routine, post-transplant annual 

review for vascular studies. Children received a heart transplant for end-stage heart 

failure resulting from cardiomyopathy or congenital heart disease.  For comparison, age 

and sex-matched controls were available from healthy siblings of participants enrolled 

into research projects within the department. Clinical data relating to age at transplant, 

time since transplant, current age, sex, donor age and previous biopsy evidence of 

rejection > grade 2R (or grade 3A) were collected. Details of medication usage was 

also recorded at the time of recruitment. Particular attention to immunosuppressant 

combinations, steroid and pravastatin use was included. 

The ethical review board approved this study and patients/parents were consented 

prior to being enrolled. (Local REC 04CC17 – Institute of Child Health Ethics 

Committee). 

From the perspective of the donor vasculature, coronary angiography and intravascular 

ultrasound (IVUS) procedures were performed, concurrently with arterial blood 

sampling for cytokine analysis, under general anaesthetic. The day before this 

procedure, peripheral endothelial studies were performed. Measurements of maximal 

flow-mediated dilatation (FMD) of the brachial artery as a marker of endothelial 

function, pulse wave velocity (PWV) and measurement of carotid intima-medial 

thickness (cIMT) to measure structural endothelial change were acquired. 

2.2 Assessment of CAV with Intravascular Ultrasound (IVUS) 

As part of this thesis I developed a technique to perform and reproducibly analyse IVUS 

images performed in children. 

Under general anaesthetic a 5F sheath is placed using ultrasound access in the right 

or left femoral artery. Coronary angiography is performed of both the left and right 

coronary arteries using a 5F JR judkins catheter for the right coronary artery and a 5F 

JL judkins catheter, specially designed for IVUS imaging, for the left coronary artery. 

The ostium of the left coronary artery is intubated and contrast angiography is 

performed. Once luminal continuity of the left coronary artery is established using a 

contrast angiogram and stenosis of the coronary artery is confirmed to be absent, 150 

mcg of GTN is injected into the coronary artery in order to prevent spasm of the 

coronary artery resulting from catheter manipulation. An 018” Balanced Middle Weight 

(BMW) intracoronary guidewire is then advanced into the left main stem and steered 
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under radiographic cine imaging into the left anterior descending coronary artery along 

the epicardial surface of the heart towards the apex. Careful monitoring of heart rate 

and ECG is continuous during this procedure. 

A Boston Scientific 5F Opticross IVUS catheter is then advanced over the BMW 

guidewire. The tip of the catheter is placed in the distal left anterior descending coronary 

artery under radiographic imaging, without extending the IVUS imaging catheter 

beyond the tip of the coronary guidewire. An automated pullback is then performed, 

slowly withdrawing the IVUS imaging catheter at a rate of 0.5 mm/sec along the length 

of the coronary artery from distal to proximal. 

IVUS images were acquired using either a Boston Scientific Galaxy 2 or iLab 

platform.The left anterior descending coronary artery was imaged to allow analysis of 

at least 15 cross-sectional images at intervals of every third cardiac cycle. Analysis of 

the cross-sectional images was performed, measuring vessel and lumen area, 

maximum and mean intima-media thickness (mIMT) and calculating maximum and 

mean percentage stenosis along the coronary artery. Stanford Grade was also 

determined for each study.(45) Mean IMT is calculated as the sum of the maximal 

thickness of each image divided by the number of cross-sectional images. Semi-

automatic edge-detection software was used (QIVUS Clinical Edition, Medis Medical 

Imaging Systems, Leiden, Netherlands) to improve reproducibility. 

Interobserver variability of this analysis technique was assessed by comparing in intra-

class coefficient study as a measure of conformity between two experienced operators. 

Myself and Dr Michael Kuhn from Loma Linda University Hospital, California, USA. The 

intra-class correlation coefficient demonstrated excellent correlation between the two 

operators using the same analysis technique. (mean intimal medial thickness 0.91, 

maximum stenosis 0.79 and mean intimal index 0.91) 

Prior to adopting this more reproducible technique Stanford Grade was used as the 

mechanism for reporting the severity of CAV. Stanford grade is measured by grading 

operator selected segments along the length of the coronary artery. The inherent 

selective bias associated with this technique raised concern regarding the 

reproducibility of this method, not just at a single time point but also in the context of 

being able to measure identical segments of the coronary artery at different points of 

time during follow up.  

The current method was initially developed by me using ImageJ software to manually 

trace digitally acquired, cross sectional images of the coronary artery, measuring the 

lumen and EEM borders. This proved to be extremely labour intensive and did not 
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represent a realistic method for detailed analysis of IVUS images into the future.  I 

adapted the Medis Imaging QIVUS software, used for measuring stents in coronary 

arteries, to provide semi-automatic edge detection. This provided a more reproducible 

robust technique and has been published in peer reviewed journals subsequently.(102) 

This technique has also been used to compare cohorts of patients followed up in 

different centres with excellent interclass correlation coefficients, highlighting this 

technique as a robust method for analysing IVUS images for research and between 

different centres.(103)  

The safety of this technique has also been determined in an international collaborative 

paper using this technique with very few significant complications, given the perceived 

invasiveness of the procedure. 

 

Figure 2.1 Method of IVUS analysis. An automated pullback is performed along the length of the 

LAD. Each image selected every third cardiac cycle is analysed. The luminal border (red) and EEM 

border (green) are traced using edge detection algorithms. The minimum and maximum diameter 

are then calculated for the lumen and EEM respectively. 

Mean IMT was used as the primary outcome marker for CAV assessment. This 

parameter was chosen as it reflects the degree of intimal hyperplasia along the entire 

length of the coronary artery and not just at the point of the most severe disease as 

Stanford Grade does. Patients with mIMT > 0.5 mm were defined as having severe 

CAV. Previous studies have identified this IMT value as predictive of future 

cardiovascular events.(47,104,105) 
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2.3 Assessment of inflammatory indices 

Circulating soluble markers of systemic and vascular inflammation were studied using 

a multi- parametric approach to explore potential relevant inflammatory pathways. High 

sensitivity C reactive protein (hs-CRP), serum amyloid A (SAA), TNF-α, interleukin (IL) 

1β, 6, 8 and 10, monocyte chemoattractant protein-1 (MCP-1), vascular endothelial 

growth factor (VEGF), soluble intercellular adhesion molecule 1 (sICAM-1), soluble 

vascular cell adhesion molecule 1 (sVCAM-1), soluble P selectin, soluble E selectin, 

TM and vWF were assessed using a multi-array detection system based on electro-

chemiluminescence technology (SECTOR Imager 2400, MesoScale Discovery).  

This system uses multi-array plates fitted with multi-electrodes per well with each 

electrode being coated with a different catching antibody. The assay procedure then 

follows that of a classic sandwich ELISA with the analytes of interest captured on the 

relevant electrode. These captured analytes were then in turn detected by a secondary 

analyte-specific ruthenium-conjugated antibody, which is capable of emitting light after 

electrochemical stimulation. A particular advantage of this system is the ability to 

simultaneously measure different biomarkers in small (25ul or 50uL) serum or plasma 

samples. TF was measured by sandwich enzyme immunoassay using a commercially 

available kit from R & D Systems, Europe Ltd, (Abingdon, UK). Samples were 

measured using paired samples to ensure accuracy. 

Sandwich ELISA is a highly sensitive technique for detecting the antigen to be 

measured. A capture antibody is coated to the detection plate and serum is added with 

the antigen present. The antigen then binds to an epitope of the antibody coated to the 

surface of the plate. A detection antibody is then added, the antigen binds to a different 

epitope of the detection antibody. The detection antibody is then able to emit light 

through a redox reaction using a ruthenium-conjugated antibody 

Samples for analysis were collected during cardiac catheterisation procedures by me, 

centrifuged and stored in a -80 degree freezer facility for batch analysis. I am grateful 

to Vanita Shah for special expertise measuring the antibodies with the SECTOR 

imaging system.  

2.4 Markers of native artery vascular stiffness, endothelial dysfunction 
and carotid intima media thickness 

Ultrasound procedures were undertaken by trained colleagues due to the need for 

blinding in the study. (Libby Ellins and Marietta Charakida). I was present at scans to 

record data and measurements and to ensure blinding to other clinical data. Analysis 
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of all data in this thesis was performed by me. 

2.4.1 Flow mediated dilatation 

The right brachial artery was imaged with high-resolution ultrasound (Prosound SSD-

5500, ALOKA, Tokyo, Japan). Inflating a blood pressure cuff to 200 mmHg for 5 

minutes induced forearm ischemia; reactive hyperemia followed cuff deflation. 

Changes in brachial artery diameter were measured offline with an automated edge 

detection system (Brachial Tools, Medical Imaging Applications, Coralville, Iowa) and 

calculated as a percentage change from baseline diameter. Blood flow was measured 

continuously with a pulsed-wave Doppler signal. Maximal increase in blood flow was 

expressed as a percentage change from baseline flow. Blood pressure was initially 

taken after resting for 5 minutes and after FMD with an OMRON M5-I 

sphygmomanometer (OMRON, Kyoto, Japan). Trained operators who were blinded to 

all clinical history of the patients performed all studies in a temperature-controlled 

vascular laboratory. 

2.4.2 Pulse Wave velocity (PWV) 

The technique most widely used to measure arterial stiffness is the determination of 

arterial PWV. PWV is the speed of travel of the pulse along an arterial segment. PWV 

was measured using the SphygmoCor system (SphygmoCor version 7.0, Millar 

Instruments, ScanMed Medical, Gloucestershire, UK). The pressure waveform was 

recorded consecutively in the carotid and radial arteries with an electrocardiogram 

signal that provides an R-wave timing reference. PWV was then calculated using the 

mean time difference in the carotid and femoral arterial length. Path length was defined 

as the distance from the suprasternal notch to the radial pulse. PWV is defined by the 

time difference between carotid and radial peak pulsation divided by the distance. 

Observers blinded to the clinical condition of the child performed all measures. 

2.4.3 Carotid intima-medial thickness measurement (cIMT) 

Measurement of far wall cIMT with ultrasound is a non- invasive and reproducible 

technique for identifying and quantifying vascular disease and for evaluating 

cardiovascular risk. For cIMT measurement, B-mode ultrasonography of both common 

carotid arteries was performed using a 12-MHz linear array transducer (Vivid 7; GE 

Medical, Horton, Norway). Longitudinal two-dimensional images of the vessel 1–2 cm 

proximal to the carotid bulb were acquired on the R-wave of the electrocardiogram. 

Images were focussed on the posterior (far) wall of the artery and the zoom function 

was used to magnify the area. Ten second cineloops were recorded in DICOM format 
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and downloaded for offline analysis. Three end-diastolic frames were selected and 

analysed for mean cIMT, defined as the interface between lumen-intima and media-

adventitia, for both right and left carotid arteries using an automated carotid analyser 

(Carotid Analyser, M.I.A). The cIMT was calculated as the distance between the leading 

edge of the lumen-intima interface and the media-adventitia interface on the far wall of 

the artery. The images were analysed by accredited readers and the mean of both the 

left and right-sided readings was used for the analysis.  

2.5 Statistical Analysis of results 

All data were analyzed using SPSS (version 21.0; SPSS, Inc., Chicago, IL) or 

Graphpad Prism. Continuous data were expressed as mean +/-SD (if normally 

distributed) or median (IQR) (if not normally distributed). Between group comparisons 

were made using unpaired or paired Student’s t-test or Mann–Whitney U-test as 

appropriate to the underlying distribution of the variables. Linear regression analysis 

was used to investigate the relationship between cytokine levels and mean intima-

medial thickness. Patients post-transplant were divided into two groups based on mIMT 

measurements. Those patients with mIMT > 0.5 mm were considered to have severe 

CAV with a comparison of data for each group.  
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3 IS THERE EVIDENCE OF INFLAMMATION AFTER TRANSPLANT? 
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3.1 Introduction 

The purpose of this results section is to establish a relationship between inflammation, 

endothelial activation and heart transplantation. As discussed as part of the methods a 

panel of biomarkers was used to explore differences between patients after heart 

transplantation compared with healthy controls. 

The process of identifying differences in the serum profile between these two groups 

will help to delineate the pathophysiologic processes involved by drawing on 

established knowledge of the involvement of individual proteins in disease. 

This being a clinical cohort with differences in clinical details both before and after 

transplant it is important to consider the multiple confounding factors that might 

influence the levels of the various measurements To this end multivariate analysis has 

been performed as well as investigating the individual contribution each of this 

differences might play in the profile of inflammation and endothelial activation obtained. 

3.2 Aim 

• To determine whether transplantation causes inflammation and activation of 

endothelial adhesion molecules 

• To determine if activation is related to any demographic parameters before or 

after transplant. 

• To determine whether the use of medication after transplant has any influence 

on cytokine levels that might influence our interpretation of results. 

3.3 Results 

3.3.1 Patient demographics 

48 consecutive children (25 male) aged 8 to 18 years were enrolled into the study at 

the time of their routine annual review. These 48 patients provide the dataset 

throughout this thesis in this chapter and in chapters four and five. Patients were 

median (IQR) 4.1 (2.2 to 8.7) years after cardiac transplantation. Mean (SD) donor age 

was 18.6 (13.7) years. Previous rejection episodes occurred in 14 (29%) patients with 

no evidence of clinical rejection in patients at the time of the study. Routine biopsies 

were not performed at the time of the study. (Table 3) 
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Table 3. Patient demographics 

 Median Variance 

Female sex 23  

Age at study (years) 14.1 12.0 - 15.9 

Time post transplant (years) 4.1 2.2 - 8.7 

Age at transplant (years) 9.5 5.1 - 13.2 

Ischaemic time (minutes) 196 141 - 217 

Rejection episodes 14 (29%)  

Donor Age (years) 17 9 - 29 

 

3.3.2 Post-transplant management 

The majority of patients (36/48) were treated with a combination of 

tacrolimus/mycophenolate (17/48) or tacrolimus/azathioprine (19/48). Three patients 

received tacrolimus monotherapy and ciclosporin monotherapy in one. Of the 

remaining, 7 were treated with tacrolimus, 1 in combination with mycophenolate and 

sirolimus, 2 with mycophenolate and steroids, 2 with sirolimus and steroids and 2 with 

steroids alone. The remaining two patients were treated calcineurin inhibitor free with 

one receiving mycophenolate and sirolimus and the other the same with steroids. 

Overall 7 (15%) patients remained on steroids and 5 (10%) patients were receiving 

sirolimus. Pravastatin was used in 43 (90%) patients. 

3.3.3 Comparison of cytokines and adhesion molecules with controls 

A comparison of serum cytokine and adhesion molecule levels between patients and 

controls is presented in Table 1 with graphical depiction of significant differences in 

Fig.1. No significant difference was detected between the age and sex distribution of 

the patients and controls.  

Serum levels of IL6, VCAM1, ICAM1 and TM were all greater than controls. Serum 

levels of E selectin, P selectin, and TNF alpha were significantly lower in patients when 

compared with controls. (Error! Reference source not found.). Scatter plots showing 

those cytokines demonstrating significant differences between patients and controls 
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can be seen in Figure 3.1. Scatter plots showing cytokines where there is no significant 

difference between patients and controls is shown in Figure 3.2. 
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Figure 3.1. Scatter plots demonstrating significant differences between patients and controls for 

levels. Values are expressed in pg/ml. 
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Figure 3.2. Scatter plots demonstrating non-significant differences between patients and controls 

for serum cytokine levels. Values are expressed in pg/ml. 
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Table 4  Serum cytokine levels of study participants compared to controls 

 Patients Controls  

 N Value N Value p 

IL 6 48 3.86 (2.84-4.95) 90 1.66 (1.22-2.63) <0.0001* 

ICAM 1 48 305 (247-346) 89  256 (224-294) 0.002* 

VCAM 1 48 539 (451-621) 89 402 (342-487) <0.001* 

TM 48 7.1 (5.5-8.1) 84 3.57 (3.03-4.71) <0.0001* 

TNF 48 4.96 (3.89-6.34) 90 8.33 (4.87-11.73) <0.0001* 

E selectin 48 15 (12.2-17.4) 89 17.9 (12.8-24.9) 0.011* 

P selectin 48 50.5 (45.6-56.1) 84 78.4 (53.9-106.8) <0.001* 

Tissue Factor 41 33.6(27.6-38.8) 90 39.7 (26.5-49.2) 0.052 

IL 1 48 0.55 (0.30-0.86) 90 0.75 (0.39-1.18) 0.121 

VEGF 48 116 (67-373) 90 107 (61-179) 0.121 

IL 8 48 3.39 (2.86-4.26) 90 3.33 (1.88-4.5) 0.33 

SAA 48 0.57 (0.37-1.22) 89 0.65 (0.33-2.04) 0.34 

MCP 1 48 228 (191-260) 90 215.5 (176-267) 0.44 

hsCRP 48 0.34 (0.13-0.89) 89 0.27 (0.14-0.77) 0.48 

IL 10 48 3.43 (2.16-5.63) 90 3 (2.5-5.5) 0.86 
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3.3.4 The influence of patient demographics on cytokine and adhesion 
molecule levels 

Linear regression analysis was performed to determine cytokine levels in relation to 

age at transplant, time since transplant, current age and donor age. 

3.3.4.1 Cytokine results and age at transplant 

Multivariate regression analysis of serum levels against age at transplant did not 

produce a statistically significant model. There does not seem to be any meaningful 

relationship between age at transplant and cytokine or cell adhesion molecule serum 

measurements. (Table 5) F(16, 22) = 1.36, adj R2 = 0.131, p = 0.248. 

Table 5. Regression result for cytokines against age at transplant 

Model R R Square 
Adjusted R 

Square 
Std. Error of 
the Estimate 

Durbin-
Watson 

 
Age at 

Transplant 
.705a 0.497 0.131 4.20598 0.852 

 
 

      

Model 
Sum of 
Squares 

df Mean Square F Sig. 

Age at 
Transplant 

Regression 384.825 16 24.052 1.36 .248a 

Residual 389.185 22 17.69     

Total 774.01 38       

       
a. Predictors: (Constant), Thrombomod, IL8, IL10, IL1B, vWF, P_SELECTIN, VEGF, sE_SELECTIN, sVCAM_1, 
Tissue_Factor, IL6, hsCRP, TNFALPHA, sICAM1, MCP1, SAA 

 

 

3.3.4.2 Cytokine results and time from transplant 

Multivariable regression analysis of serum levels against time from transplant did not 

produce meaningful correlation nor produce a statistically significant model. There is 

no statistical relationship between time post-transplant and cytokine or cell adhesion 

molecule serum concentrations.(Table 6Table 6. ) F(16, 22) = 0.862,  adj. R2 = -0.062, 

p=0.614. 

Table 6. Regression results for cytokines against time form transplant 

Model R R Square 
Adjusted R 

Square 
Std. Error of 
the Estimate 

Durbin-
Watson 

 
Time from 
transplant 

.621a 0.385 -0.062 3.64038 0.715 
 

  

Model 
Sum of 
Squares 

df Mean Square F Sig. 

Time from 
transplant 

Regression 182.816 16 11.426 0.862 .614 

Residual 291.552 22 13.252     
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Total 474.369 38       

 
a. Predictors: (Constant), Thrombomod, IL8, IL10, IL1B, vWF, P_SELECTIN, VEGF, sE_SELECTIN, sVCAM_1, 
Tissue_Factor, IL6, hsCRP, TNFALPHA, sICAM1, MCP1, SAA 

       

 

3.3.4.3 Serum levels and current age 

Multivariable regression analysis of serum levels against current age did not produce 

meaningful correlation nor produce a statistically significant model. There is no 

statistical relationship between time post transplant and cytokine or cell adhesion 

molecule serum measurements on a general level. (Table 7) F(16, 22) = 1.89,  adj. R2 

= 0.00, p=0.489. 

For individual cytokines a relationship between increasing P selectin levels and 

decreasing age was observed with a standardised coefficient (), -1.6, p=0.013*. No 

other individual observations were observed. 

Table 7. Regression analysis for results of cytokines against current age 

Model R R Square 
Adjusted R 

Square 
Std. Error of 
the Estimate 

Durbin-
Watson 

 
Current 

age 
.649 0.421 0.00 2.28 1.991 

 
 

      

Model 
Sum of 
Squares 

df Mean Square F Sig. 

Current 
age 

Regression 83.6 16 5.224 1.0 .489a 

Residual 114.8 22 5.219     

Total 198.4 38       

       
a. Predictors: (Constant), Thrombomod, IL8, IL10, IL1B, vWF, P_SELECTIN, VEGF, sE_SELECTIN, sVCAM_1, 
Tissue_Factor, IL6, hsCRP, TNFALPHA, sICAM1, MCP1, SAA 

 

 

3.3.4.4 Serum levels and donor age 

Multivariate linear regression analysis was performed to investigate the impact of donor 

age on levels of cytokines and cell adhesion markers. Initial analysis with all biomarkers 

entered into the model on an equal basis demonstrated a model with borderline 

significance. Serum biomarker levels failed to predict donor age, F(4, 95) = 1.89,  adj. 

R2 = .58, p=0.082. 

A number of cytokines reached statistical significance with respect to their individual 

contribution to the model. A stepwise analysis was performed with individual variables 

included that reached a signficance level of p < 0.05. The final model predicted donor 

age in a statistically significant manner, F(3,35) = 8.75, adj. R2 = 0.38, p = < 0.001*. 
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Standardised and unstandardised coefficients for the model are detailed in Table 

8below. 

Table 8. Regression coefficients for serum levels vs donor age 

Variable B SEB  P value 

Intercept 50.2 12.3  .000* 

vWF 20.4 5.6 0.47 0.001* 

TM -3.02 0.20 -0.28 0.003* 

P selectin -0.43 0.198 -0.28 0.037* 

vWF, von Willebrand factor, B unstandardised coefficient, SEB, standard error 

B,  , standardised coefficient 

 

The model demonstrates that increasing serum levels of vWF are associated with 

increasing donor age and that decreasing levels of TM and P selectin are associated 

with increasing donor age. 

3.3.5 The influence of previous rejection on cytokine and adhesion molecule 
levels 

Whilst there was no patient with clinical rejection at the time of inclusion into the study, 

a number of patients had rejection earlier in post-transplant. Rejection was defined as 

ISHLT grade > 3A in previous classification or > 2R in recent morphology descriptions 

(5). This is because the classification was changed during the collection of the data for 

this study.  

There was no statistical significance to the overall model and no contribution of any 

individual cytokine or adhesion molecule to independently predict the presence of prior 

rejection. F(16, 22) = 1.01,  adj. R2 = 0.04, p=0.482. Independently patients with 

previous rejection episodes had higher ICAM 1 ( = 0.39, p = 0.02), VCAM 1 ( = 0.34, 

p = 0.04) and MCP1 ( = 0.35, p = 0.03) levels. (Table 9) 
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Table 9. Regression analysis results for the impact of previous rejection on cytokine levels. 

Model R R Square 
Adjusted R 

Square 
Std. Error of 
the Estimate 

Durbin-
Watson 

 
Previous 
rejection 

.651 .424 .004 .454 .816 
 

 
      

Model 
Sum of 
Squares 

df Mean Square F Sig. 

Previous 
rejection 

Regression 3.35 16 .209 1.01 .482 

Residual 4.553 22 .207     

Total 7.90 38       

       
a. Predictors: (Constant), Thrombomod, IL8, IL10, IL1B, vWF, P_SELECTIN, VEGF, sE_SELECTIN, sVCAM_1, 
Tissue_Factor, IL6, hsCRP, TNFALPHA, sICAM1, MCP1, SAA 

 

 

3.3.6 The influence of medication on cytokine and adhesion molecule levels 

The effect that different drugs have on both cytokine and adhesion molecule serum 

levels was investigated in the post transplant recipients. When dichotomised into 

groups that were either taking the medication or not, TM levels were lower in those 

patients receiving pravastatin (6.8(5.4-7.8) vs 8.4(7.6-8.9); p 0.037) (n=43, 90%) and 

in patients treated with sirolimus (5.4(4.8-6.8) vs 7.2(5.96-8.2) p 0.48) (n=5, 10%). 

Patients taking steroids have lower IL10 (2.14(1.83-2.83) vs 3.6(2.4-6.0)) and IL6 

(3.0(2.5-3.18) vs 4.1(2.9-4.2) serum levels (n=7, 15%). 

3.4 Discussion 

3.4.1 Significant differences in blood markers between patients and controls 

These data suggests that significant differences exist in the serum profile of selected 

inflammatory cytokines, cell adhesion molecules, and coagulation proteins in clinically 

well, paediatric heart transplant recipients when compared to healthy children. 

Our data demonstrates that serum levels of IL 6 were elevated after heart 

transplantation, suggesting the presence of subclinical inflammation. IL 6 is well known 

as a pro‐inflammatory cytokine, secreted by T cells, macrophages, and endothelial cells 

in response to infection and tissue damage. After heart transplantation, elevated levels 

of IL 6 in the coronary sinus have been reported as being predictive for rejection 

episodes and correlate with abnormalities in coronary endothelial function(106,107). 

Although none of the patients in this study were experiencing acute rejection, we did 

correlate increased levels of both IL 6 and MCP 1 in patients with previous rejection 

episodes, suggesting that subclinical rejection might be present.  
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Levels of other pro-inflammatory cytokines were not found to be elevated and this 

warrants comment. Elevated levels of IL1 beta, IL8, TNF alpha, MCP 1, hsCRP and 

SAA are known to be involved in the inflammatory response but were not significantly 

elevated in our patients. In fact TNF alpha was found to have lower levels. TNF alpha 

is a cytokine known for its role as a driver of inflammation and the acute phase 

response. TNF alpha levels are increased during acute rejection, and are reported to 

be increased early post graft implantation.(108,109) The lower levels in our patients 

are therefore seemingly at odds to this. However nearly all of the patients included in 

our study were treated with statins and were not acutely rejecting their grafts. It is 

possible that the anti-inflammatory properties of pravasatin might account for the lower 

TNF alpha levels and perhaps explains the absence of a rise in other proinflammatory 

cytokines, other than IL6. Studies investigating the effects of statin treatment on 

inflammation demonstrated similar results with a fall in TNF alpha and P selectin, 

without a fall in ICAM1 and VCAM1 levels.(110) 

CRP is a predictor for the development of CAV after transplant, is associated with 

endothelial activation,increased ICAM1 levels and angiographic evidence of 

CAV.(111–113) Surprisingly CRP was not elevated in our patients and did not predict 

the development of severe CAV. Treatment with pravastatin has been shown to reduce 

CRP levels in transplant patients and this may explain our contradictory result.(112) 

Given the evidence for subclinical inflammation (increased IL 6 levels), it is important 

to consider whether endothelial activation is present in our patients, as demonstrated 

by alterations in serum levels of endothelial adhesion molecules. These proteins—

bound to the endothelial surface—are involved in the contact‐dependent infiltration of 

leukocytes initially with and then through the endothelial cells and into the media and 

adventitia of the cardiac allograft. In our patients, serum levels of ICAM1 and VCAM1 

were elevated and E and P selectin levels were reduced. Increased ICAM1 expression 

in biopsy specimens early after transplant as well as increased serum levels are 

predictive for CAV development(114,115) and VCAM1 is associated with T cell 

recruitment at sites of alloimmune and non-alloimmune inflammation.(116)The role of 

VCAM1 in the development of CAV and as a result endothelial activation is supported 

by findings in adult heart transplant recipients.(117,118) In contrast, levels of E selectin 

and P selectin might also be expected to be raised, but our study had lower serum 

levels. E selectin and P selectin are cell adhesion molecules expressed on the 

endothelium and platelets; they play an important role in initial leukocyte adhesion to 

the endothelium. Expression of these adhesion molecules is stimulated in part by TNF‐

α. Due to our observation that TNF‐α levels were low in our patients, presumably due 
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to statin therapy, E selectin and P selectin might also be lower as a result of the 

immunosuppressive regimen and/or statin therapy(110) 

3.4.2 Influence of medication on cytokine levels 

The observational nature of this study has meant that the participants are treated with 

immunosuppressant and adjunctive medication that was not predefined as part of a 

trial protocol. This results in variations in treatment that have arisen from clinical 

decisions made during follow up. In general the patients were treated with broadly 

similar groups of medication. Only three patients were treated with a combination of 

drugs that did not involve Tacrolimus and only two patients were free of calcineurin 

inhibitors. However, it is important to consider the role that differences in medication 

might have in altering the inflammatory profile, particularly as many of these drugs are 

anti-inflammatory in nature and are known to have wide-ranging and often poorly 

described mechanisms of action, causing an unanticipated effect on our analysis. 

The number of patients receiving adjunctive immunosuppression in this cohort was 

small with only a handful of patients receiving steroids or sirolimus. The small numbers 

make interpretation of results difficult as we cannot be clear how differences in cytokine 

and cell adhesion molecule levels are influenced by the combinations of medication. 

However, we did observe that when divided into comparative groups, levels of TM were 

lower in patients receiving sirolimus and/or pravastatin. As discussed in the 

introduction, TM is an important endothelial protein with biological actions primarily 

related to the control of natural anticoagulation but may also play a significant role in 

diverse biological pathways including inflammation.  

Statin treatment has previously been shown to increase TM mRNA levels,(119) which 

intuitively would be more consistent with its biological mechanisms as a moderator of 

the immune response and known anti-inflammatory effect.(120) Our results appear 

contradictory to this but the small numbers make our data unreliable and it is 

inadvisable to draw any firm conclusions based on these observations. In our data, TM 

levels are also noted to be lower in patients who are being treated with sirolimus. This 

medication is used where worsening CAV is detected as part of routine follow up. 

Studies in atherosclerosis have identified that TM may be increased in patients at risk 

of disease and low in patients once coronary artery disease is established. As we will 

see in the next chapter low levels of TM are related to the presence of established CAV 

and as a result the presence of sirolimus may be related to this.(121)  
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3.5 Conclusions 

In this chapter we have compared serum levels of inflammatory cytokines and markers 

of endothelial adhesion for lymphocytes and platelets. We have measured serum levels 

of TM, part of the natural anticoagulation system, that increases the activity of activated 

protein C (APC) and attenuates the inflammatory response. 

We have observed that levels of IL 6 are elevated in children after heart transplantation 

when compared to controls, suggesting that non-clinical inflammation is present. Levels 

of TNF alpha would have been expected to be high but may have been attenuated by 

the presence of statin therapy in the majority of participants, for which there is 

supporting evidence. 

We have observed that serum levels of vascular adhesion molecules for platelets and 

leucocytes are elevated in the serum. We might conclude from this that either there is 

increased activity at endothelial level or that damage to the endothelium has displaced 

these proteins into the serum. Similarly, serum levels of TM are also raised in children 

after transplant which, based on its important role in regulating endothelial function, is 

an interesting finding when considering the role of the endothelium in preventing CAV 

after heart transplantation. 

In the next chapter we will relate these findings to the presence of CAV in our cohort of 

patients and discuss further the role of inflammation and endothelial function on the 

development of CAV. 
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4 INFLAMMATION AND SEVERITY OF CARDIAC ALLOGRAFT VASCULOPATHY 
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4.1 Introduction 

Understanding CAV and its aetiology in the paediatric population is an important 

undertaking. Transplant outcomes demonstrate acceptable progress when 

perioperative success is considered but have lacked significant improvement in 

medium to long term mortality, partly attributable to a lack of understanding and 

treatment options for CAV. Clinical protocols have been broadly extrapolated from adult 

studies and fail to take into account differences between the adult and paediatric 

populations. The number of children benefiting from heart transplantation is relatively 

few and as a result without collaborative studies we lack the power to reach statistical 

significance, except for when the standard deviation of our outcome measures is small. 

Using IVUS provides us with an opportunity to research CAV in children because of the 

sensitivity of the method I have developed, providing an accurate and reproducible 

assessment of the coronary vasculature. This robust and reproducible outcome marker 

can be used to provide insight into the biological changes that distinguishes those 

patients with significant disease versus those without. The technique for analysis 

documented in this thesis was developed by me to provide a thorough assessment of 

the coronary vasculature, incorporating detailed analysis of coronary artery geometery 

as part of this technique. Utilising the whole length of the coronary artery, incorporating 

a systematic approach to include images at regular points along the coronary artery, 

removes selection bias and provides a robust method for comparison between studies. 

Improvement in software providing edge detection algorithms for ultrasound imaging 

has streamlined the approach and enabled detailed analysis to be performed within a 

reasonable timeframe that is appropriate and feasible for use in clinical research. The 

technique detailed in the methods section was developed by me to enable this research 

within the framework of this thesis. The reproducibility and validity of this technique 

between two transplant centres, Great Ormond Street Hospital, London and Loma 

Linda Childrens Hospital, USA is available for review as a published peer reviewed 

paper in the appendix. 

The indication for heart transplantation in children is different to adults. Whilst the 

majority of both adult and paediatric patients require a heart transplant for 

cardiomyopathy, a large proportion of adults have developed end stage heart failure as 

a result of ischaemic heart disease (IHD) and are affected by additional risk factors that 

accompany this diagnosis. One study determining the extent of inflammation post 

transplant had a pretransplant IHD diagnosis in 43% of patients. (118) In particular it is 

likely that they will have co-morbid conditions including hypertension, diabetes and lipid 

metabolism disorders. These factors are consistent with non-immune risk factors for 
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CAV and are carried forward into heart transplantation by nature of the recipients’ age 

and indication for heart transplantation. In contrast paediatric heart transplant recipients 

are unlikely to have developed these comorbidities, particularly as a proportion of the 

recipients will have been transplanted as a result of congenital cardiac abnormalities 

not amenable to further corrective surgery and at an age where comorbidities have not 

developed. 

I have discussed earlier in the introduction the biological processes involved in the 

development and progression of CAV. The endothelium plays a crucial role early in 

CAV. Researching how the endothelium is affected by heart transplantation is a crucial 

part of understanding the development of CAV. Determining the pathogeneis of CAV 

is crucial to identify targets for future treatment. The endothelium is involved in multiple 

pathways and orchestrates biological processes involved in immune activation by 

inflammatory cells, adhesion of leucocytes to the endothelium and subsequent 

migration into the tissue and reparation of damage through the coagulation 

cascade.(122) I am aware from extensive work over the last two decades the damaging 

role that inflammation plays in the development of non-transplant atherosclerosis and 

the association between diabetes, autoimmunity and chronic infections.(123,124)  

Studying CAV in children provides an opportunity to examine the inflammatory 

response after transplant without the additional co-morbid factors, assess changes in 

serum levels of endothelial activation and measure components involved in the control 

of coagulation. 

4.1.1 Markers of inflammation post-transplant 

The histological presence of inflammatory cells localised at the endothelium indicates 

that CAV is an inflammatory process. Non-transplant atherosclerosis has been 

considered an inflammatory process for some time and evidence has been gathered 

identifying the presence of inflammatory cytokines in patients post-transplant. The 

immediate response post implantation of the allograft leads to cytokine release, 

including IFN and a chain of events leading to IL1, IL6, TNF to name only a few. A 

seminal paper from 1998 investigated the presence of inflammatory markers in the 

biopsy specimens of patients with and without histological features of rejection.(22) 

This demonstrated an increase in inflammatory cytokines (IL1 beta, TNF alpha), 

increase in adhesion molecules (ICAM1 and vWF) and reduction in natural anti-

coagulant pathways (TM and antithrombin III) during rejection episodes. This paper 

highlights the importance of rejection episodes in providing the impetus for the 

development of CAV. We know that an increased incidence of acute cellular rejection 
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(ACR) leads to a higher incidence of CAV and that ACR in the first year leads to worse 

long-term survival.(8,125) ACR more than two years after transplantation is unusual, 

however CAV continues to develop even in the absence of rejection episodes, implying 

that either early immune events trigger a chronic process, subclinical rejection 

continues despite immunosuppression treatment or alternative pathways are involved. 

The best evidence for identifying CAV as a partially inflammatory disorder comes from 

observations relating CRP to the presence of CAV. CRP is produced by hepatocytes 

as an acute phase protein, stimulated by IL 6 and is a sensitive indicator of acute and 

chronic inflammation in many different conditions. It is used routinely in clinical practice 

to monitor inflammation and infectious complications. CRP has been identified as an 

independent risk factor in non-transplant atherosclerosis and has been shown to be a 

predictor for the development of CAV after transplant, is associated with endothelial 

activation, increased ICAM1 levels and angiographic evidence of CAV.(70,111,126) A 

study of the inflammatory response in male heart transplant recipients demonstrated a 

significant increase in serum TNF alpha, Interleukin-10, MCP-1, and IL 8 when 

compared to controls. Markers of endothelial cell activation (ICAM-1, V-CAM-1) were 

also elevated. Patients in this study were also treated with pravastatin which reduced 

cytokine levels, returning to elevated levels with termination of statin treatment, 

highlighting the anti-inflammatory properties of statins and a potential explanation for 

their role in reducing the progression of CAV.(91,110) 

It is clear from the literature that inflammation is considered to be an important part of 

not just CAV but also other forms of vasculopathy, notably non-transplant 

atherosclerosis. Investigation of paediatric recipients’ inflammatory phenotype might 

provide further insight into the understanding of the aetiological processes causing 

CAV. 

4.1.2 Endothelial call activation 

I have alluded to the pivotal role the vascular endothelium plays in the development of 

CAV and its involvement in the early triggers and progression of disease (section 1.4.3). 

Inflammatory cells are of course the major contributors to the pathological response 

and require a process through which these cells can be localised to the target area, 

and be migrated to the appropriate tissue, in this case the donor coronary artery 

vascular endothelium.  
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Figure 4.1. Leukocyte adhesion and transmigration 

Proinflammatory signalling results in the increased expression of adhesion molecules such as E-selectin on endothelial 

cells, which facilitates capture of the leukocytes to the vessel wall. Chemokines secreted by endothelial cells activate 

leukocyte integrins, a process that promotes firm adhesion between leukocytes and endothelial cells via integrin-

adhesion molecule interactions. Adherent leukocytes subsequently transmigrate through the endothelium to the 

underlying tissue. E-selectin, endothelial selectin; IAM-1, intercellular adhesion molecule-1; IL 8, interleukin-8; MCP-1, 

monocyte chemptactic protein-1; VCAM-1, vascular cell adhesion molecule-1. 

Adhesion molecules are proteins present on the endothelium and are characterised as 

selectins (E selectin, P selectin) and integrins (VCAM-1, ICAM-1). Proinflammatory 

signals lead to increased endothelial expression and passing inflammatory cells are 

activated and captured from the circulation resulting in adhesion and transmigration. 

This process is crucial to enable a localised inflammatory response to be effective. 

The immune mediated inflammatory response present in the endothelium and 

associated with the histological diagnosis of CAV is mediated through this biological 

mechanism. Increased expression of VCAM-1 and ICAM-1 have been identified in 

biopsy specimens in association with both acute rejection and the development of CAV. 

Increased serum levels of both selectins and integrins have been identified in adult 

transplant recipients.(22,110,113) It would appear that this component of the 

endothelial response to immune mediated attack is crucial to our understanding of the 

development of CAV and should be further investigated as part of this study. 

4.1.3 Natural anticoagulant pathways 

In response to injury the vascular endothelium attempts to maintain a largely 

vasodilatory, antithrombotic and anti-inflammatory phenotype in order to maintain 

organ perfusion. The routine use of endomyocardial biopsy as a screening method for 

the presence of ACR provides an essential tool for determining the molecular 

processes involved in the development of CAV. As we have become increasingly adept 
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at preventing ACR, the number of biopsies performed late after transplant has been 

reduced. This limits the tissue available for investigating the process involved in CAV 

development directly. 

Following the early success of heart transplantation with the introduction of ciclosporin, 

clinicians realised that CAV, or vascular rejection as it was then termed, was a 

significant problem limiting the survival of transplant recipients. Investigators focused 

on the microvascular endothelium in an attempt to investigate the post transplant 

endothelial immune response and determine responses identifying those recipients at 

most risk of developing CAV. The findings of this early research have pervaded through 

the transplant community’s investigation into CAV, though seems to have taken a 

secondary role to investigation into the components of the acquired immune response, 

and its control with the use of immunosuppressants. The importance of natural 

anticoagulant pathways and prevention of athero-thrombotic complications in the 

microvascular has featured less in terms of CAV aetiology. 

This focus on the allograft microvasculature centered around an observation that 

deposition of excessive fibrin, representing the final product of the coagulation cascade, 

in the microvasculature of transplanted hearts is associated with a poor graft survival 

and a tendency to develop CAV. Fibrin deposition early after transplant is indicative of 

myocardial injury and is a poor prognostic sign.(127,128) Interestingly the presence of 

these findings is often observed in the absence of an inflammatory cell infiltrate 

suggesting an alternative pathway to cell mediated immune attack.(115) This 

alternative pathway is likely to be responsible for thrombus formation and fibrin 

deposition. 

Controlling excessive thrombosis is an important function of the coagulation cascade. 

There are two natural anti-coagulant pathways active in the donor heart. The first is the 

TM-protein, protein-c and protein-s pathway present on the endothelium of arteries, 

veins and capillaries. During acute rejection episodes TM is down regulated in the 

endothelium. The second is the heparan sulfate proteoglycan-antithrombin complex 

which is found on arterial and arteriolar SMC, arterial intima and the venous 

endothelium. 

Disruption of these natural anticoagulation pathways after transplant may lead to 

increased thrombosis and tissue damage as a result. The absence of antithrombin, a 

natural anticoagulant, in the cardiac allograft within the first three months has been 

shown to be a significant prognostic factor for the future development of CAV and is 

associated with subsequent graft failure.(77) Allografts that lose their ability to bind 
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antithrombin within the first three months after transplant are able to recover the ability 

to bind antithrombin. Recovery reduces the incidence of graft failure and reduces the 

risk of developing CAV in the future. This mechanism of loss of antithrombin is not 

associated with cellular infiltration typical of the acquired immune response. The trigger 

for antithrombin loss and fibrosis is likely to be related to IRI experienced either before, 

during or after implantation. The distribution of antithrombin binding activity is different 

following recovery with antithrombin found in venous capillaries, not present in normal 

hearts. VEGF is thought to be important in this neovascular response. 

The additional natural anticoagulant pathway involves the endothelial TM protein. TM 

is an endothelium bound protein that plays a crucial role in maintaining vascular 

integrity through interaction with a complex multi-molecular system involved in 

immunity, inflammation, coagulation and cell proliferation. TM represents the molecular 

mechanism through which coagulation, inflammation, proliferation and complement 

activation can be closely linked. Thrombin binding to TM activates protein C, 

inactivating coagulation factors Va and VIIIa, producing an anticoagulant feedback 

mechanism, preventing excessive coagulation. Its biological activity is not limited to a 

role as a natural anticoagulant. TM acts as an anti-inflammatory molecule via both its 

stabilisation on the pro-inflammatory effects of thrombin and also by increasing the anti-

inflammatory effects of APC. In brief, thrombin is chemotactic for monocytes and 

neutrophils, increasing IL 1 beta and TNF alpha neutrophil chemotaxis and this effect 

is blocked by TM.  Thrombin effects inflammation via activation of protease activated 

receptors (PAR), however when bound to TM, activation is suppressed and the 

inflammatory response reduced.(129) 

The TM lectin-like domain warrants further discussion with respect to its biological 

activity. Transgenic mice, lacking in the lectin like domain, have an exaggerated 

response to sepsis and respond with more tissue damage after IRI.(129) Lectin domain 

deficient mice have increased neutrophil adhesion to the endothelium and enhanced 

expression of adhesion molecules ICAM-1 and VCAM-1. It is likely that that the lectin 

domain of TM attenuates inflammation by interfering with intermediary proteins, 

particularly high mobility group box 1 (HMGB1) and the Lewis Y antigen of gram-

negative bacteria.(130) HMGB1 is present on endothelial cells and is sequestered by 

TM, preventing it from binding to cell surface receptors such as Receptor for Advanced 

Glycation End products (RAGE) and Toll like receptors. HMGB1, through RAGE, 

induces cell signalling to cause angiogenesis, inflammation and cell proliferation as well 

as activation of the promoter NF , leading to further cytokine release and immune 

activation. TM is responsible for attenuating this response.(131) This process is 
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important in controlling the innate immune response that is part of the early immune 

response immediately after transplant. Failure to control the coagulation response 

leads to further inflammation and fibrin deposition. This process is linked with graft 

failure and CAV.(132) 

Further evidence for the importance of TM in the development of intimal hyperplasia 

comes from non-transplant atherosclerosis. Plasma TM concentrations are inversely 

related to coronary atherosclerosis risk and individuals with mutations in the TM gene 

promoter have an increased risk of myocardial infarction.(133) TM has been shown to 

reduce the extent of neo-intima formation in a mouse model of vascular remodelling 

after carotid artery ligation.(134) Recombinant TM bound to ePTFE stents significantly 

reduces tissue hyperplasia associated with in-stent stenosis.(135) TM therefore is 

implicated in neo-intima formation and vascular remodelling and as such its protective 

role in preventing intima-medial hyperplasia after heart transplantation is plausible.  

TM is upregulated by agents known to improve endothelial dysfunction and confer a 

lower risk of atherosclerosis, such as statins.(136) TM also interferes with complement 

activation that contributes to atherosclerosis as well as increasing APC activity. Low 

levels of APC are known to correlate with increased atherosclerosis severity.(129)  

Evidence also suggests that TM may also be protective against the toxic effects of 

calcineurin inhibitors (ciclosporin/tacrolimus) on endothelial cells.(44) Endothelial cells 

exposed to ciclosporin demonstrated signals of apoptosis (Annexin V positivity). In vitro 

real time PCR showed that TM gene expression and protein formation were 

significantly reduced in endothelial cells exposed to ciclosporin. Interestingly, the 

concentration of TM in the culture medium was increased, suggesting that TM on the 

endothelial cell surface was cleaved when these cells underwent apoptosis. When 

endothelial cells were cultured with both recombinant TM and ciclosporin, the 

percentage of apoptotic cells was reduced by 50%. The consequence of apoptosis is 

endothelial vascular permeability, which is significantly reduced in the presence of 

recombinant TM. Investigators replicated these results in the presence of tacrolimus 

exposure. Recombinant TM also reduced the dephosphorylation of endothelial nitric 

oxide (NO) synthase, increasing NO production and potentially restoring endothelial 

function.  

The wealth of evidence highlighting TM as an important protein in vascular health 

warrants renewed efforts to determine is role in the development of CAV after heart 

transplantation. 

This chapter is focused on establishing the presence and severity of CAV in our cohort 
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of patients. This is achieved by using IVUS to detect thickness in the intima-media layer 

along the length of the left coronary artery. These data can then be used to measure 

the severity of CAV.  

Previously in chapter 3 we have established the presence of inflammation in the form 

of increased serum levels of IL 6, endothelial activation in the form of raised ICAM1 

and VCAM1 serum levels and an increase in TM levels after transplant.  

We will explore the overall severity of CAV present in our cohort using the Stanford 

Score and investigate any relationships between transplant demographics and clinical 

parameters before exploring the relationship between serum biomarker  levels and 

CAV severity. Discussing the differences in serum levels for those patients with severe 

disease might provide further mechanistic information on the processes involved in the 

development of CAV in children. As discussed in the methods section those patients 

with the most severe disease were defined as having a mean IMT in the coronary artery 

> 0.5 mm in line with others previous work identifying this as a marker of severity likely 

to predict cardiovascular events.(47,104,105) Analysis is performed based on both 

linear relationships and by dividing patients into two dichotomized groups, the first 

group with a significant increase in the intima-medial layer of the coronary artery (mIMT 

≥ 0.5 mm) and the second with thickening below this level (mIMT < 0.5 mm). 

Throughout this discussion we will consider the first to group to have CAV and the 

second to be CAV naïve, though of course this is a linear variable dichotomized at a 

clinically significant point. 

4.2 Aims 

• To outline the severity and distribution of CAV in our patient cohort using 

IVUS. 

• To investigate risk factors for CAV severity in our patients as part of 

demographic and clinical data 

• To determine the relationship between severity of CAV and serum levels of 

cytokines, endothelial activation and coagulation 

4.3 Results 

4.3.1 Severity of CAV 

4.3.1.1 Severity as defined by Stanford Grade 

A mean distance of 27 mm (SD  8.8 mm) of main stem and left anterior descending 
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coronary artery was analysed per patient. Table 10.  shows a comparison of 

characteristics between the two groups based on the degree of intimal hyperplasia. The 

majority of the IVUS studies demonstrated moderate or severe CAV as defined by 

Stanford Grade, minimal disease (Grade I) was seen in 5 (10%), mild disease (Grade 

II) in 3 (6%), moderate (Grade III) in 27 (56%) and Severe (Grade IV) in 13 (27%). 

4.3.1.2 Relationship between severity of CAV and age at transplant, time from 
transplant, age at study, 

Scatter plots to illustrate the relationship between age at transplant, time from 

transplant and age at study with the degree of CAV are shown in Figure 4.2 below. The 

scatter plots do not demonstrate a relationship between any of these variables and 

severity of coronary disease. Regression analysis was used to determine any statistical 

relationship between clinical data and severity of CAV using mean IMT as a continuous 

variable. No correlation is detected for age at transplant, time from transplant and age 

at study. 

4.3.1.3 Severity of CAV and increasing donor age 

Analysis of the relationship between CAV severity and increasing donor age is 

demonstrated as a scatter plot in Figure 4.2. Correlation coefficients demonstrate a 

poor correlation with wide confidence intervals. Based on linear regression analysis, 

increasing mIMT is related to increasing donor age ( 0.3, p 0.04) albeit with a low level 

of correlation. When donor age is compared between those patients in the group with 

CAV and those without no significant difference exists between the two groups. No 

correlation was identified as oart of this analysis. (Table 10) 

Table 10. Clinical parameters based on groups of CAV severity 

 Mean IMT < 0.5 mm Mean IMT > 0.5mm  

 N Value  N Value p 

Mean IMT (mm) 39 0.30 (0.25 to 0.37) 9 0.84 (0.64 to 94)  

Age at transplant (years) 39 9.0 (4.9) 9 9.2 (4.7) 0.38 

Time post transplant (years) 39 5.1 (3.5) 9 5.9(3.9) 0.91 

Donor age (years) 39 17 (12.4) 9 25.3 (17.1) 0.12 
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Figure 4.2 Scatter plots of clinical parameters and mean IMT 

4.3.2 Relationship between cytokine/endothelial activation levels and degree of 
CAV 

In order to understand the overall relationship between increasing severity of CAV and 

serum cytokine markers scatter plots were generated and can be reviewed below 

(Figure 4.3 and 4.4). Serum levels were compared between those patients with severe 

CAV and those without as defined by a mean IMT level of 0.5 mm. TM levels were 

lower in those with severe vasculopathy (5.5 pg/ml (4.4 to 8.6) vs 7.4 pg/ml (4.6 to 11.3) 

p = 0.01). vWF levels were significantly raised (0.55 pg/ml (0.18 to 1.25) vs. 0.65 pg/ml 

(0.47 to 1.48), p = 0.01) and TNF alpha levels were lower in those with significant 

disease (5.2 pg/ml (4.1 to 6.6) vs 3.9 pg/ml (3.1 to 5.5), p = 0.05. (Table 12) Scatter 

plots are depicted in Figure 4.5. No other significant differences in cytokines were 

detected between the two groups.  

A linear regression analysis was run to predict the severity of CAV (mIMT) from serum 

cytokine and cell adhesion molecule levels. Serum levels of vWF and TM significantly 

predicted the value of mIMT, F(16,22) =2.23, p =0.04, R =0.79. An increasing level of 

vWF and a decreasing level of TM was related to increasing intima-medial thickening.  

Regression coefficients and standard errors can be found in Table 12. 

Table 12. Regression coefficients and standard errors for cytokine and cell adhesion 

molecules vs. mean IMT 
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Figure 4.3 Scatter plot of cytokine levels against intima-medial thickness (IMT) 

R2=0.142 R2=0.142 

R2=0.111 R2=0.002 
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Figure 4.4 Scatter plot of cytokine levels against intimal-medial thickness 

R2=0.021

 

R2=0.006 

R2=0.002 

R2=0.043 

R2=0.042 

R2=0.072 

R2=0.000 

R2=0.027 
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Table 11. Cytokine and Adhesion molecule levels between CAV severity groups 

 

 

 

 

 

 

 

 

 N Mean IMT < 0.5 mm N Mean IMT > 0.5mm p 

mIMT (mm) 39 0.30 (0.25 to 0.37) 9 0.84 (0.64 to 94)  

vWF 35 0.55 (0.3 to 0.61) 9 0.64 (0.53 to 1.06) 0.035* 

TM 39 7.5 (6.2 to 8.2) 9 5.6 (5.1 to 6.6) 0.023* 

TNF alpha 39 5.2 (4.1 to 6.6) 9 3.9 (3.1 to 5.5) 0.05* 

IL 6 39 3.9 (3.0 to 5.8) 9 2.8 (2.0 to 4.7) 0.16 

E selectin 39 15.6 (11.9 to 18.9) 9 13.8 (12.2 to 14.7) 0.164 

IL 1 39 0.54 (0.29 to 0.82) 9 0.55 (0.37 to 2.75) 0.26 

MCP 1 39 233 (196 to 276) 9 217 (180 to 242) 0.27 

Tissue Factor 32 34.1 (28.1 to 39.8) 9 28.9 (26.3 to 36.5) 0.30 

IL 8 39 3.5 (2.9 to 4.3) 9 3.1 (2.0 to 4.4) 0.35 

VCAM 1 39 530 (450 to 616) 9 574 (432 to 666) 0.39 

VEGF 39 121 (65 to 464) 9 94.8 (68.4 to 163.8) 0.42 

ICAM 1 39 302 (248 to 344) 9 330 (223 to 409) 0.59 

IL 10 39 3.49 (2.22 to 5.81) 9 2.8 (1.8 to 7.4) 0.74 

P selectin 39 50.5 (45 to 56.5) 9 50.5 (47.3 to 55.3) 0.84 

hsCRP 39 0.34 (0.13 to 1.36) 9 0.34 (0.23 to 0.51) 0.87 

SAA 39 0.56 (0.37 to 1.2) 9 0.82 (0.36 to 1.27) 0.88 
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Figure 4.5. Scatter plots demonstrating the difference in cytokine levels between severity of intima-

medial thickening (IMT). vWF, Von Willebrand Factor 
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Table 12. Regression coefficients and standard errors for cytokine and cell adhesion molecules 

vs. mean IMT 

 

4.4 Discussion 

My results regarding serum TM levels are particularly intriguing. While TM levels were 

elevated in transplanted children compared to controls, significantly lower levels were 

demonstrated in children with the most severe CAV. This seemingly paradoxical finding 

mimics previous work in nontransplant atherosclerosis. High levels of serum TM were 

Variable B SEB  P value 

Intercept 0.341 0.243  .175 

vWF 0.293 0.119 0.388 .022* 

TM -0.049 0.023 -0.363 .050* 

MCP 1 0.002 0.001 0.502 0.053 

IL 6 -0.034 0.017 -0.455 0.059 

VCAM 1 0.001 0.000 0.441 0.073 

VEGF 0.000 0.000 0.270 0.146 

Tissue_Factor -0.007 0.005 -0.293 0.182 

TNF alpha -0.033 0.024 -0.292 0.188 

E selectin -0.011 0.009 -0.220 0.205 

IL 1 0.048 0.041 0.188 0.258 

SAA -0.041 0.036 -0.273 0.269 

IL 8 -0.020 0.026 -0.148 0.449 

ICAM1 0.000 0.001 0.149 0.521 

IL 10 0.009 0.014 0.143 0.530 

hsCRP -0.009 0.033 -0.070 0.784 

P selectin 0.000 0.004 0.020 0.909 

Notes. *p<0.05, B, unstandardised coefficient, SEB, standard error B, , standardised coefficient. 
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detected in individuals with risk factors for disease, but demonstrated an inverse 

relationship with incident coronary artery disease.(121) This paradox might be resolved 

by considering that TM is a protein protective against vascular disease; in normal 

individuals, without any significant damage to the endothelium, levels would not be 

elevated. In patients at risk of atherosclerotic disease, levels would be increased due 

to its protective role. Low levels may reflect a disorder of this homeostatic response, 

preventing patients from benefiting from its ability to moderate damage, leading to 

progression of vasculopathy. 

In order to understand our results following transplant, we need to consider TM activity 

at the endothelial level within the allograft. During rejection episodes the expression 

profile of cytokines and adhesion molecules on cardiac biopsy specimens 

demonstrates an increase in IL 1β, TNF‐α, ICAM1, and vWF and reduction in TM and 

anti‐thrombin III. TM is present on the endothelium in heart biopsy specimens prior to 

transplant and its presence is preserved after transplant in the absence of acute 

rejection. Infiltration of macrophages into the endothelium downregulates both TM and 

anti‐thrombin III, leading to a disruption of natural anticoagulant pathways and 

deposition of fibrin. Fibrin deposition on biopsy is predictive for the later development 

of CAV even when identified on biopsy within the first few days after transplant .(113) 

Assuming that a reduction in serum levels of TM reflect a lack of TM presence on the 

endothelium, reduction of serum TM levels and increase in vWF in the allograft might 

explain why the patients with severe CAV reflected these findings in serum samples. 

We did not perform biopsies on our patients due to the risk and ethical considerations 

involved, however this is an important limitation. 

Biologically, the multiple functions attributed to TM make this endothelium bound 

protein an important candidate for moderating the endothelial response to injury. The 

TM protein spans the endothelial membrane and controls biological responses to 

coagulation, inflammation, smooth muscle cell proliferation, and complement 

activation.(137) Thrombin binding to TM, produces APC, via a vitamin K-dependent 

anticoagulant serine protease, preventing excessive coagulation. TM acts as an anti‐

inflammatory molecule by stabilizing the pro‐inflammatory effects of thrombin and by 

increasing the anti‐inflammatory effects of APC. Thrombin is chemotactic for 

monocytes and neutrophils, increasing IL 1β and TNF‐α neutrophil chemotaxis and 

promoting an inflammatory response; TM blocks this effect.(129) 

Our patients with severe CAV also had raised levels of vWF and a tendency toward 

older donors. The presence of asymptomatic lesions with IMT > 0.5 mm is common, 

with a 59% incidence in the fourth decade.(9) vWF is synthesized by the endothelium 
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and platelets and is an essential mediator in promoting platelet adhesion to the 

endothelium.(138) Elevated levels of vWF during acute rejection have been described 

in adults post–heart transplantation.(22,110,139) vWF levels have also been correlated 

with CAV severity by IVUS, have higher levels than controls, and the potential to predict 

CAV development.(71,140) This provides further evidence for the importance of 

endothelial damage and impairment of natural anticoagulation in the development of 

CAV. Our association between vWF levels, older donors, and increase in IMT can be 

explained through these mechanisms. 

It is also important to consider whether our findings could be used to predict or detect 

the presence of CAV. The search for serum biomarkers is important, as our “gold 

standard” methods of detecting CAV are reliant on coronary angiography and IVUS, 

which in children involves general anesthetic and rare though significant complications. 

The scatter plot showing the relationship between increasing coronary IMT and serum 

levels for significant cytokines does not suggest that levels could be used to predict the 

presence of severe CAV. However, the data are interesting with respect to identifying 

important pathophysiological processes and fit into a hypothesis that inflammation, 

endothelial activation, and disruption of natural anticoagulation leads to more severe 

CAV.(113) 

TM has been relatively ignored in the transplant literature in recent years and with the 

availability of a recombinant TM protein, investigation into the potential as a therapeutic 

intervention is warranted.(141,142) 

4.5 Limitations 

A limitation of our study is the absence of biopsy specimens concurrent with blood 

sampling for serum markers of inflammation and cytokine activation. We did not feel 

that performing additional biopsies outside our protocol could be clinically justified. This 

prevented us from assessing the presence of cellular or antibody‐mediated rejection, 

which might influence serum cytokine and adhesion molecule levels at the time of 

sampling. 

4.6 Conclusions 

These data demonstrates evidence for inflammation and endothelial activation in 

paediatric heart transplant recipients, suggesting that these mechanisms promote 

CAV. Our results also demonstrate that while circulating TM is increased after heart 

transplantation, patients with worse CAV have lower levels. TM has not been identified 

as an important factor in CAV development before. These intriguing results reinforce 
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the role the protective anti‐inflammatory and antithrombotic mechanisms of TM might 

play in abrogating endothelial damage, preventing the development of CAV perhaps 

both early and late after heart transplantation. These data reinforce findings linking 

inflammation, endothelial activation, and vascular thrombosis in adult transplant 

patients and place natural anticoagulant pathways at the centre of discussions, hitherto 

unrecognised, in the aetiology of CAV. 

We have found significantly higher levels of vWF and significantly lower TM levels in 

those patients with severe CAV. This finding is important when we consider the results 

presented in chapter 3 where TM levels were higher in patients after transplant than in 

healthy controls.   

These results regarding serum TM levels are particularly intriguing. While 

thromobodulin levels were elevated in transplanted children, significantly lower levels 

were demonstrated in children with the most severe CAV. This seemingly paradoxical 

finding mimics previous work in non-transplant atherosclerosis. High levels of serum 

TM were detected in individuals with risk factors for disease, but demonstrated an 

inverse relationship with incident coronary artery disease.(121) This paradox might be 

resolved by considering that TM is protective against vascular disease; in health, levels 

would not be elevated, but in patients at risk of atherosclerotic disease, levels would be 

increased perhaps due to its protective role.  Low levels may reflect a disorder of this 

protective response, preventing patients from benefiting from TM’s role in moderating 

endothelial damage and leading to progression of CAV. 

In order to understand these results, following heart transplantation, we need to 

consider the role that TM activity plays at endothelial level within the cardiac allograft. 

The literature suggests that during rejection episodes, the expression of cytokines and 

adhesion molecules on cardiac biopsy specimens shows an increase in IL 1, TNF, 

ICAM1 and vWF and reduction in TM and antithrombin III.(22) TM is present on the 

endothelium in heart biopsy specimens before transplant and presence is preserved in 

the absence of acute rejection. Infiltration of macrophages into the endothelium down-

regulates both TM and antithrombin III, leading to a disruption of natural anticoagulant 

pathways and deposition of fibrin, a process predictive for later development of CAV 

even within the first few days after transplant.(113) These findings discovered by 

examining biopsy samples mirror our results in the serum and might explain our 

findings. We know that an increase in documented rejection episodes increases the 

risk of CAV potentially related to the down regulation of TM in the cardiac allograft and 

the protective effect that TM and APC can have on the endothelium. 
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This hypothesis is further supported by research that suggests that during a quiescent 

phase, without endothelial activation, the endothelium is protected by membrane bound 

TM that blocks interaction with circulating leukocytes. Once the endothelium becomes 

inflamed the TM molecule is cleaved by proteases and the ectodomain is released into 

the bloodstream. The reduction in intact membrane bound TM leads to reduction in 

production of the protective effects of APC. ICAM-1 and VCAM-1 expression increases 

on the endothelium and facilitates the binding and transmigration of leukocytes leading 

to further inflammation and endothelial activation. Therapeutic administration of 

recombinant TM, encompassing the entire ectodomain, EGF domain or the serine-

threonine rich region all have anti-inflammatory properties and suggest that a reduction 

in the serum levels of TM might be associated with increased endothelial inflammation. 

4.6.1 Evidence to support TM as a moderator in CAV 

Based on our knowledge TM appears to be an important candidate protein for 

moderating the endothelial response to injury. The TM protein spans the endothelial 

membrane and controls the biological response to coagulation, inflammation, smooth 

muscle cell proliferation and complement activation.(137) Thrombin binding to TM 

produces APC, preventing excessive coagulation. TM acts as an anti-inflammatory 

molecule by stabilising the pro-inflammatory effects of thrombin and by increasing the 

anti-inflammatory effects of APC. Thrombin is chemotactic for monocytes and 

neutrophils, increasing IL 1β and TNF-α neutrophil chemotaxis; this effect is blocked 

by TM.(129) 

Patients with severe CAV also had raised levels of vWF and a tendency towards older 

donors. The presence of asymptomatic lesions with IMT > 0.5 mm is common with a 

59% incidence in the fourth decade.(9) vWF is synthesized by the endothelium and 

platelets and is an essential mediator in platelet adhesion.(138) Elevated levels of vWF 

with acute rejection and in comparison to healthy controls in adults post heart 

transplantation has been described.(22,110,139) vWF levels have  also been 

correlated with CAV severity by IVUS, have higher levels than controls and the potential 

to predict CAV development.(71,140) This provides further evidence for the role 

endothelial damage and impairment of natural anticoagulation systems play in the 

development of CAV. Our association between vWF levels, older donors and an 

increase in IMT can be explained through these mechanisms. 

Further research is required into the protective role that TM might play in the 

development of CAV after heart transplantation. This will be expanded upon in the 

summary and future directions chapter. 
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5 THE EFFECT OF HEART TRANSPLANTATION ON THE NATIVE 

VASCULATURE 
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5.1 Introduction 

The role of the vascular endothelium extends far beyond the maintenance of blood flow 

and is responsible for protecting the vasculature from damage. Damage to the 

endothelium and exposure of the underlying matrix to cells in the blood leads to 

inflammation and thrombosis. Derangement in lipid or sugar metabolism leading to 

hypercholesterolaemia or diabetes has been associated with the development of 

cardiovascular disease. Chronic infections, such as HIV, and autoimmune disorders 

commonly lead to an increase in cardiovascular events.(143) The excessive production 

of reactive oxygen species, superoxide ions is associated with these conditions and 

has a negative effect on the endothelium through a reduction in the bioavailability of 

NO.(144) The pathophysiologic development of atherosclerosis in these conditions is 

linked to endothelial damage and is akin, though not identical, to the development of 

CAV. 

The development of vasculopathy associated with these conditions is part of the 

chronic course of the disease. Our ability to understand the triggers for the secondary 

cardiovascular effects of these diseases has stimulated the development of non-

invasive techniques that are able to detect early functional change and relate this to 

the development of irreversible structural change.  

5.1.1 Endothelial dysfunction: Flow mediated dilatation (FMD) 

FMD is a technique that measures arterial dilatation in response to increase in blood 

flow. Blood flow can be increased by either physical or pharmacological means.(145) 

The most convenient and frequently used assessment of arterial endothelial 

dysfunction was developed by Celermajer and Deanfield.(146) This technique has 

been used to assess atherosclerotic risk factors in the young and with appropriate 

quality control has been used worldwide to assess the impact of risk factors on early 

endothelial dysfunction. The method involves inducing hyperaemic flow by occluding 

arterial flow with a blood pressure cuff at suprasystemic pressure below the level of the 

brachial artery. An ultrasound probe combined with specialist edge detection software 

is then used to determine the percentage change in brachial artery dimensions in 

response to increased blood flow after release of the blood pressure cuff. The 

endothelial response to hyperaemia is thought to be NO mediated.(147) Reduction in 

percentage arterial dilatation from baseline represents impairment in endothelial 

function. This technique has been used to demonstrate endothelial dysfunction in a 

number of non-cardiac conditions in children as young as eight years, notably viral 

infections and hypercholesterolaemia.(148,149) In adults endothelial dysfunction 
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detected using FMD is linked to the development of carotid intima-medial hyperplasia 

over a six-year period in patients free of cardiovascular disease.(150) It is clear that 

endothelial dysfunction is an important component in the progression of cardiovascular 

disease and assessment of the peripheral vasculature has been validated within 

children and adults.(151)  

There has been limited research investigating endothelial dysfunction in native vessels 

after transplant. It is well known that heart failure prior to transplant causes impairment 

of endothelial dysfunction.(152,153) After heart transplantation brachial FMD 

demonstrates impaired endothelial function with around 50% of patients returning to 

normal by a year post transplant. Those patients with endothelial dysfunction at three 

months have increased coronary IMT at a year.(154) The presence of endothelial 

dysfunction after heart transplantation is also dependent on the aetiology of cardiac 

failure. Patients with a non-ischaemic cause demonstrate recovery of endothelial 

function after transplantation whereas patients with an ischaemic cause do not.(155) A 

previous study investigating FMD in children after transplant demonstrated a reduction 

in endothelial function in comparison to controls. The authors investigated NO excretion 

in the urine and found no difference in this between transplant recipients and controls, 

speculating that other factors are responsible.(156)  

Further investigation into the effect of transplantation on native vessels is required and 

is a focus of this thesis, correlating these data with overall vascular health and 

investigating any links to disease of the donor allograft. 

5.1.2 Structural changes to the native vasculature 

The presence of endothelial dysfunction is an early marker, and is associated with risk 

factors for peripheral and cardiovascular disease. Impairment in endothelial 

dysfunction is often reversible through exercise, lifestyle modifications or drug therapy. 

Most medications that reduce the risk of cardiovascular disease such as ACEi, 

betablockers and statins are able to improve endothelial dysfunction.(150) Endothelial 

dysfunction represents a disorder of a physiological process, leading to structural 

pathological change over time. The techniques used to identify pathological change 

and their relevance to heart transplant recipients are described. 

5.1.2.1 Pulse wave velocity (PWV) and carotid distensibility 

PWV is an investigation used to determine arterial stiffness. Arterial stiffness and 

elasticity are required to dampen the pulsatile nature of the cardiac impulse and provide 

steady flow of blood to the capillaries. Stiffening of the vessels is part of the ageing 

process and is associated with disease such as diabetes, obesity and hypertension. 
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The various imaging techniques designed to assess the progression of peripheral 

atherosclerosis/arteriosclerosis have focused on blood vessels accessible via 

peripheral ultrasound techniques. This offers a noninvasive and convenient method of 

assessment. PWV has been linked to cardiac risk factors and atherosclerotic 

abnormalities elsewhere in the vascular tree(157). Abnormalities of PWV are present 

particularly in renal transplant patients and confer cardiovascular risk in these patients 

despite measuring the stiffness in arteries distant from the coronary 

curculation.(158,159) A previous study investigating PWV in paediatric patients after 

heart transplant identified increased arterial stiffness with increased PWV with no 

correlation investigating the effect of this on the development of CAV.(160) I have 

shown previously that increased PWV is increased after transplant and that PWV and 

distensibility ( index) are related to the degree of CAV as measured by IVUS in a small 

cohort of patients.(161)  

5.1.2.2 Carotid artery intima-medial thickening (cIMT)  

The carotid artery offers an accessible site to measure structural changes in the arterial 

tree. High resolution ultrasound is able to reproducibly measure the intima-medial layer. 

Like PWV, cIMT is a marker of atherosclerosis elsewhere in the vascular tree and is 

related to unfavourable risk factors for coronary artery disease and stroke.(162,163) 

Measurement in children has also been linked to increased risk of cardiovascular 

disease.(164) After heart transplantation increased cIMT has been observed in 

paediatric cohorts. The degree of thickening seemed to be related to the serum 

LDL/HDL ratio.(165)  

Bearing in mind the relationship between these remote markers of atherosclerosis in 

renal transplant and to non-transplant atherosclerosis, investigating the presence of 

these peripheral abnormalities in paediatric transplant patients at risk of CAV is an 

important exercise. The potential to establish a link between these relatively non 

invasive techniques and the presence of CAV as determined by invasive techniques 

might provide a valuable resource for monitoring these patients in the future. This 

assessment of the native vasculature is also important to investigate whether heart 

transpantation has a more general effect on vascular health. 

 

Previous chapters have identified that in our cohort of patients inflammation is present 

after heart transplantation and that those with severe CAV have differences in the 

serum profile of cytokines involved in inflammation, endothelial cell function and 

thrombosis. We have discussed previously the effects that inflammation has on the 
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native vasculature in association with diseases that have an inflammatory component; 

diabetes, infections and autoimmune disorders.(148,166,167) 

In this chapter we will present results investigating abnormalities in the native, non-

transplanted vasculature and determine whether there are significant differences in 

vascular health in post transplants patients in comparison to controls. In addition we 

will examine the evidence to understand whether those transplant recipients with 

severe CAV have any significant changes in their native vasculature. 

5.2 Results 

5.2.1 Abnormalities of the native vasculature after transplant 

Table 13. Differences in systemic vascular measurements between patients and controls 

Significant differences were detected between children post-transplant and sex- and 

age-matched controls for baseline heart rate, diastolic blood pressure and PWV. No 

difference was detected in FMD and cIMT between patients and controls. Table 13 

documents the findings and demonstrates the differences between the groups and the 

level of significance. 

 

5.2.2 Influence of CAV on the native vasculature 

Table 14 divides transplant recipients into two groups depending on the severity of 

 Patients Controls  

 N Value N Value p 

Brachial baseline diameter (mm) 39 2.9 (0.4) 31 3.0 (0.5) 0.48 

FMD (% change) 39 9.0 (4.3) 31 8.0 (3.0) 0.25 

Pulse wave velocity (milliseconds) 36 8.3 (1.4) 25 7.2 (1.2) 0.002* 

Systolic blood pressure (mmHg) 40 113 (10.5) 30 11 (10.7) 0.55 

Diastolic blood pressure (mmHg) 40 69 (7.2) 30 64 (8.0) 0.004* 

Heart rate (beats per minute) 37 92 (12) 29 69 (12) 0.001* 

Carotid IMT (mm) 41 0.48 (0.05) 20 0.46 (0.04) 0.10 

Values are mean (standard deviation), FMD represents Flow Mediated Dilatation, IMT represents Intima-medial 

thickness. * significance < 0.05 



Chapter 5   The effect of heart transplantation on the native vasculature 

 94 

coronary artery intima-medial thickness as detected by IVUS. No difference was 

detected in brachial endothelial function or carotid intima-medial hyperplasia between 

these groups, suggesting that there is no relationship between the degree of cardiac 

allograft vasculopathy and abnormalities in the native vasculature. 

Table 14. Participant characteristics between CAV severity groups 

5.3  

5.4 Discussion 

We considered whether the presence of inflammation/endothelial activation impacts on 

functional or structural changes in the native vasculature and whether there is any 

relationship between the presence of severe CAV and disease in the native, non-

transplanted vasculature, 

 Our results do not show that brachial artery FMD or carotid artery intima-medial 

thickness was abnormal in our cohort of patients when compared to age and sex-

matched controls. Abnormalities have been shown in adult patients after heart 

transplant previously, however treatment with statins has been shown to improve this. 

Its possible that no difference was detected due to almost universal treatment with 

pravastatin in our cohort.(110) In addition the indications for heart transplantation differ 

 Mean IMT < 0.5 mm Mean IMT > 0.5mm  

 N Value  N Value p 

Mean IMT (mm) 39 0.30 (0.25 to 0.37) 9 0.84 (0.64 to 94) 0.00 

Age at transplant (years) 39 9.0 (4.9) 9 9.2 (4.7) 0.38 

Time post transplant (years) 39 5.1 (3.5) 9 5.9(3.9) 0.91 

Donor age (years) 39 17 (12.4) 9 25.3 (17.1) 0.12 

Systolic blood pressure (mmHg) 32 112 (10) 8 114(10) 0.18 

Diastolic blood pressure (mmHg) 32 70 (7) 8 66 (7) 0.48 

Heart rate (bpm) 32 92 (13) 8 89 (10) 0.29 

Baseline brachial diameter (mm) 31 2.9 (0.4) 8 3.0 (0.4) 0.83 

% change post FMD 31 9.4 (4.5) 8 7.5(3.5) 0.96 

Carotid IMT (mm) 33 0.48 (0.05) 8 0.50 (0.05) 0.92 

IMT, intima medial thickness, bpm, beats per minute, FMD, flow mediated dilatation, 



Chapter 5   The effect of heart transplantation on the native vasculature 

 95 

between adults and children. A significant proportion of adult patients require heart 

transplantation as a result of ischaemic heart disease. Risk factors for ischaemic heart 

disease include diabetes, hypertension and lipid abnormalities, all of which are 

recognized as having an adverse effect on markers of peripheral endothelial function.  

Adult studies investigating changes in FMD after transplant have demonstrated 

abnormal FMD in the context of heart failure with reduced systolic function which persist 

early after transplant and return to 5 to 10 years post transplant.(144) The authors of 

this study linked the endothelial dysfunction to the presence of oxidant stress.   

However, we did observe that heart rate, diastolic blood pressure and pulse wave 

velocity were significantly increased. Differences in both heart rate and blood pressure 

are not surprising and can be explained due to denervation of the graft and the use of 

vasoactive medication in the post-transplant period. Pulse wave velocity is a measure 

of aortic stiffness and has been shown to be predictive for cardiovascular events in 

patients with atherosclerosis.(168,169) In our cohort of patients there was no 

association between PWV and severity of CAV in our patients, perhaps related to small 

numbers. Previous publications have demonstrated an association with severity of CAV 

as detected by IVUS using cardiac MRI to assess PWV and distensibility. We were 

unable to replicate our previous findings using ultrasound to measure PWV in this 

study.(161) 

Due to the absence of a relationship between structural and functional abnormalities of 

the peripheral vasculature and the severity of CAV it would not be possible to use these 

less invasive markers as a substitute for invasive assessment of the coronary arteries. 

Carotid intima-medial hyperplasia was not present in our patients when compared to 

the control group. The association between abnormal FMD and CAV has been 

speculatively described in an adult cohort.(170,171) The authors demonstrated that 

after heart transplantation those patients with an abnormal FMD at one-month post-

transplant showed an increase in coronary intima-medial thickening at a year. After 

one-month abnormal FMD was not associated with worse CAV. 

In general endothelial dysfunction is sensitive to biological influences over a short time 

period and represents the functional status of the vasculature at the time of testing. As 

yet a causal link or association has not been established to more long-term structural 

changes in the vasculature such as an increase in carotid intima-medial thickening. 

Further work would be required to demonstrate the benefits of peripheral artery 

assessment to predict the progression of CAV and is unlikely to be used clinically in 

this regard.
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In summary there are several major findings identified in this research. 

1. Cardiothoracic transplantation in children leads to subclinical inflammation as 

identified by raised levels of IL 6 in the serum when compared with healthy 

controls. 

2. Increased levels of proteins responsible for the adhesion of cells involved in 

immunity to the endothelium of the cardiac allograft are raised in the serum after 

heart transplantation 

3. TM serum levels are raised in children after transplant when compared to 

healthy controls. 

4. Intravascular ultrasound is a sensitive and safe method for detecting CAV in 

children and provides data suitable for use as the gold standard for severity and 

investigative research. Analysis techniques developed in this thesis have not 

been used previously as a method to detect the severity of CAV in children. 

5. Serum levels of TM are lower in those children with more advanced CAV. Whilst 

the causative association between TM and CAV remains to be determined the 

knowledge we have regarding the role TM plays in endothelial protection and 

prevention of inflammation and thrombosis makes it a likely candidate affecting 

the development of CAV. 

These intriguing results reinforce the role protective anti-inflammatory and 

antithrombotic mechanisms might play in abrogating endothelial damage, preventing 

the development of CAV both early and late after heart transplantation. These data 

reinforce findings linking inflammation, endothelial activation and vascular thrombosis 

in adult transplant patients and places natural anticoagulant pathways at the centre of 

discussions into the aetiology of CAV. 

It is also important to consider whether our findings could be used to predict or detect 

the presence of CAV. The search for serum biomarkers is important, as our “gold 

standard” methods of detecting CAV are reliant on coronary angiography and IVUS, 

which in children involves general anaesthetic and potential complications. As these 

data are cross-sectional rather than longitudinal, our data does not provide insight into 

whether any of the cytokines could be used in isolation as biomarkers, however the 

data are interesting as it fits well into a hypothesis that inflammation, endothelial 

activation and disruption of natural anticoagulant pathway leads to more severe 

CAV.(70) 

TM has been relatively ignored in the transplant literature in recent years and with the 
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availability of a recombinant TM protein, investigation into the potential as a therapeutic 

intervention, is warranted.(124,125) 

There are two main limitations experienced in this study. The first is the cross sectional 

design, making a discussion of the temporal changes in serum markers and changes 

in CAV severity impossible to comment upon. This is the first time that TM serum levels 

have been identified as clinically significant after transplant. If levels were measured 

prospectively throughout the journey both before and after transplantation, with 

continuous monitoring of IVUS detected changes in CAV the temporal relationship 

could be determined and the clinically important events along the way could be 

included. These events would likely include the presence of rejection episodes and 

further analysis of immunosuppression therapy and would help to refine the role that 

inflammation might play in CAV progression. The difficulties in designing this type of 

longitudinal study is that in general CAV takes a many of years to develop and as such 

we are relying on the sensitivity of IVUS to detect meaningful change. 

More recently a similar technique to IVUS known as OCT has been increasingly used. 

The spectacular pictures produced can identify the coronary wall in greater resolution 

and moving to this technique might improve CAV detection and provide tha accuracy 

of change in CAV severity that a shorter study would mandate.(52,172) 

The second important limitation relates to the lack of biopsy data incorporated into the 

study. Cardiac biopsy, though generally safe, is an invasive and unpleasant procedure 

for the majority of children to experience. In our current protocol we perform cardiac 

biopsies early after transplant to document the adequacy of early immunosuppression. 

We biopsy later if rejection is suspected. The implications for this research means that 

biopsy samples were not taken due to the ethical implications of performing this 

invasive procedure, usually under anaesthetic. Biopsy data would have provided us 

with cardiac tissue which would have enabled us to look at the endothelium of the 

allograft directly. Given the opportunity to assess the presence of membrane bound TM 

and adhesion protocols would have strengthened our conclusions. We are currently 

limited by not having robust data to link the serum levels with activity at endothelial 

level. For future studies serial biopsy samples would be essential to reinforce this 

causative link, especially as any additional research will need to be longitudinal in 

nature. 

The limitations of our study are primarily related to lack of access to an effective source 

of blood and tissue samples throughout the transplant journey. The ability to perform 

this research would be greatly benefited by creating a tissue bank for samples on which 
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longitudianl research could be performed. From my research in this area it seems that 

the innate immune response at the time of allograft implant is important in setting up 

the endothelium to be either protective or destructive in terms of CAV progression. 

Research highlights the role of Interferon gamma in this process.(19) An additional 

limitation might be not including this in our panel of cytokines. 

The most intriguing finding in this thesis relates to the inverse relationship between 

serum TM levels and severity of CAV. Whilst we have not been able to establish a 

causative relationship it seems reasonable to postulate that having low serum levels of 

a protective protein might increase your risk of developing severe CAV. Hence if we 

were able to supplement its bioavailability in some way, perhaps the progression of 

CAV for those with low levels could be attenuated. 

The literature suggests several mechanisms by which the bioavailability of TM might 

be maintained after transplant. Statins have been shown to increase the endothelial 

expression of TM.(173) Calcineurin inhibitors, the principal immunosupressant agent 

after organ transplantation is known to increase vascular endothelial cell permeability. 

TM prevents this increase, further supporting the role of TM in maintaining endothelial 

cell integrity.(174,175) Perhaps we can extrapolate that withdrawal of calcineurin 

inhibitors and replacement with PSI (sirolimus or everolimus) is as important as the 

direct action of proliferation inhibitors on the vasular endothelium. This is potentially an 

area of further research. 

TM has been ignored as a treament strategy in cardiac transplantation. Recombinant 

TM is available for human use and is used in the treatment of sepsis and as an 

anticoagulant in clinical scenarios.(176,177) This is primarily in the treatment of 

disseminated intravascular coagulopathy. The graft protective effects of TM in a murine 

cardiac allograft model have shown preservation of vascular structure and absence of 

inflammatory cells around coronary arteries in those exposed to 7 days of TM infusions 

at the time of transplant.(178) This result is supportive of the role TM plays in preventing 

allograft vasculopathy and raises a research question as to whether infusion of 

recombinant TM early after transplant might protect the donor coronary arteries form 

immune/inflammatory attack and prevent CAV development in the future.  

In an extension to this model the authors performed a similar experiment in which fully 

MHC mismatched mice were subjected to heart transplantation with varying doses of 

TM infused. Integrity of the graft was preserved with increasing doses of TM and graft 

survival was increased. The authors identified an increase in Foxp3+ regulatory CD4+ 

cells suggesting that TM plays a role in recruiting regulatory T cells to the coronary 
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arteries.(179) Several researchers are investigating the role of regulatory T cells in 

prevention of transplant vasculopathy across renal and heart transplantation.(180) 

The implications of this encouraging murine work, based on our findings in these data, 

encourages us to consider clinical translational research. This would involve treatment 

with TM at the time of transplant and regular follow up to determine the inflammatory 

response through cytokine release, examination of biopsy specimens to look for protein 

expression on the endothelium and IVUS or OCT detect development of CAV over time. 

All through history, inspiring individuals along the way have played their part in making 

heart transplantation a success. It is time now time to challenge our acceptance that 

transplanted hearts don’t last, reanalyse our firmly held beliefs and dream that 

improvement is possible. 

Now it is time for research and technology to catch up. 



Chapter 7   References 

 101 

7 REFERENCES 

 

1. BILLINGHAM RE, BRENT L, MEDAWAR PB. ‘Actively Acquired Tolerance’ of Foreign Cells. 

Nature. 1953;172(4379):603–6. 

2. Woodruff MFA, Robson JS, Ross JA, Nolan B, Lambie A. TRANSPLANTATION OF A KIDNEY 

FROM AN IDENTICAL TWIN. Lancet. 1961;277(7189):1245–9. 

3. Lower RR, Stofer RC, Hurley EJ, Dong E, Cohn RB, Shumway NE. Successful 

homotransplantation of the canine heart after anoxic preservation for seven hours. Am J Surg. 

1962;104(2):302–6. 

4. Shumway NE, Angell WW, Wuerflein RD. Progress in transplantation of the heart. 

Transplantation. 1967;5(4):Suppl:900-3. 

5. Billingham M, Kobashigawa JA. The revised ISHLT heart biopsy grading scale. The Journal of 

heart and lung transplantation : the official publication of the International Society for Heart 

Transplantation. 2005;24(11):1709. 

6. Lund LH, Khush KK, Cherikh WS, Goldfarb S, Kucheryavaya AY, Levvey BJ, et al. The Registry 

of the International Society for Heart and Lung Transplantation: Thirty-fourth Adult Heart 

Transplantation Report-2017; Focus Theme: Allograft ischemic time. The Journal of heart and 

lung transplantation : the official publication of the International Society for Heart Transplantation. 

2017;36(10):1037–46. 

7. Stehlik J, Kobashigawa J, Hunt SA, Reichenspurner H, Kirklin JK. Honoring 50 Years of Clinical 

Heart Transplantation in Circulation: In-Depth State-of-the-Art Review. Circulation. 

2018;137(1):71–87. 

8. Rossano JW, Singh TP, Cherikh WS, Chambers DC, Harhay MO, Hayes D, et al. The 

International Thoracic Organ Transplant Registry of the International Society for Heart and Lung 

Transplantation: Twenty-second paediatric heart transplantation report - 2019; Focus theme: 

Donor and recipient size match. The Journal of heart and lung transplantation : the official 

publication of the International Society for Heart Transplantation. 2019;38(10):1028–41. 

9. Kim M-S, Kang S-J, Lee C-W, Han S, Park D-W, Lee S-W, et al. Prevalence of coronary 

atherosclerosis in asymptomatic healthy subjects: an intravascular ultrasound study of donor 

hearts. Journal of atherosclerosis and thrombosis. 2013;20(5):465–71. 



Chapter 7   References 

 102 

10. Devitt JJ, Rice A, McLean D, Murray SK, Hirsch GM, Lee TDG. Impact of donor benign intimal 

thickening on cardiac allograft vasculopathy. The Journal of heart and lung transplantation : the 

official publication of the International Society for Heart Transplantation. 2013;32(4):454–60. 

11. Torres HJ, Merello L, Ramos SA, Aninat MA, Becerra LE, Mora AD, et al. Prevalence of 

cardiac allograft vasculopathy assessed with coronary angiography versus coronary vascular 

ultrasound and virtual histology. Transplantation proceedings. 2011;43(6):2318–21. 

12. König A, Kilian E, Sohn H-Y, Rieber J, Schiele TM, Siebert U, et al. Assessment and 

characterization of time-related differences in plaque composition by intravascular ultrasound-

derived radiofrequency analysis in heart transplant recipients. The Journal of heart and lung 

transplantation : the official publication of the International Society for Heart Transplantation. 

2008;27(3):302–9. 

13. Huibers MMH, Vink A, Kaldeway J, Huisman A, Timmermans K, Leenders M, et al. Distinct 

phenotypes of cardiac allograft vasculopathy after heart transplantation: a histopathological study. 

Atherosclerosis. 2014;236(2):353–9. 

14. Mitchell RN, Libby P. Vascular remodeling in transplant vasculopathy. Circulation Research. 

2007;100(7):967–78. 

15. Libby P, Pober JS, Swanson SJ, Mudge GH, Schoen FJ. Arteriosclerosis in transplanted 

hearts: too much and too soon. The Canadian journal of cardiology. 1991;7(3):XI–XII. 

16. Weis M, Scheidt W von. Cardiac allograft vasculopathy: a review. Circulation. 

1997;96(6):2069–77. 

17. Jansen MAA, Otten HG, Weger RA de, Huibers MMH. Immunological and Fibrotic 

Mechanisms in Cardiac Allograft Vasculopathy. Transplantation. 2015; 

18. Russell PS, Chase CM, Colvin RB. Coronary atherosclerosis in transplanted mouse hearts. 

IV Effects of treatment with monoclonal antibodies to intercellular adhesion molecule-1 and 

leukocyte function-associated antigen-1. Transplantation. 1995;60(7):724–9. 

19. Tellides G, Pober JS. Interferon-gamma axis in graft arteriosclerosis. Circ Res. 

2007;100(5):622–32. 

20. Räisänen-Sokolowski A, Glysing-Jensen T, Koglin J, Russell ME. Reduced transplant 

arteriosclerosis in murine cardiac allografts placed in interferon-gamma knockout recipients. Am 

J Pathology. 1998;152(2):359–65. 

21. Zheng Q, Liu S, Song Z. Mechanism of arterial remodeling in chronic allograft vasculopathy. 

Front Med-prc. 2011;5(3):248–53. 



Chapter 7   References 

 103 

22. Salom RN, Maguire JA, Hancock WW. Endothelial activation and cytokine expression in 

human acute cardiac allograft rejection. Pathology. 1998;30(1):24–9. 

23. Weigel G, Grimm M, Griesmacher A, Seebacher G, Sichrovsky T, Wolner E, et al. Adhesion 

molecule behavior during rejection and infection episodes after heart transplantation. Clinical 

chemistry and laboratory medicine : CCLM / FESCC. 2000;38(5):403–8. 

24. Lácha J, Bushell A, Smetana K, Rossmann P, Pribylová P, Wood K, et al. Intercellular cell 

adhesion molecule-1 and selectin ligands in acute cardiac allograft rejection: a study on gene-

deficient mouse models. J Leukocyte Biol. 2002;71(2):311–8. 

25. Gareau A, Hirsch GM, Lee TDG, Nashan B. Contribution of B Cells and Antibody to Cardiac 

Allograft Vasculopathy. Transplantation. 2009;88(4):470–7. 

26. Zeng Q, Ng Y-H, Singh T, Jiang K, Sheriff KA, Ippolito R, et al. B cells mediate chronic allograft 

rejection independently of antibody production. The Journal of clinical investigation. 

2014;124(3):1052–6. 

27. Frank R, Molina MR, Goldberg LR, Wald JW, Kamoun M, Lal P. Circulating donor-specific 

anti-human leukocyte antigen antibodies and complement C4d deposition are associated with the 

development of cardiac allograft vasculopathy. American journal of clinical pathology. 

2014;142(6):809–15. 

28. Herskowitz A, Soule LM, Ueda K, Tamura F, Baumgartner WA, Borkon AM, et al. Arteriolar 

vasculitis on endomyocardial biopsy: a histologic predictor of poor outcome in ciclosporine-treated 

heart transplant recipients. J Hear Transplant. 1987;6(3):127–36. 

29. Uehara S, Chase CM, Colvin RB, Russell PS, Madsen JC. Further evidence that NK cells 

may contribute to the development of cardiac allograft vasculopathy. Transplantation 

proceedings. 2005;37(1):70–1. 

30. Cha J, Wang Z, Ao L, Zou N, Dinarello CA, Banerjee A, et al. Cytokines link Toll-like receptor 

4 signaling to cardiac dysfunction after global myocardial ischemia. The Annals of thoracic 

surgery. 2008;85(5):1678–85. 

31. Chen L, Wang T, Zhou P, Ma L, Yin D, Shen J, et al. TLR engagement prevents 

transplantation tolerance. American journal of transplantation : official journal of the American 

Society of Transplantation and the American Society of Transplant Surgeons. 2006;6(10):2282–

91. 

32. Baldwin WM, Samaniego-Picota M, Kasper EK, Clark AM, Czader M, Rohde C, et al. 

Complement deposition in early cardiac transplant biopsies is associated with ischemic injury and 

subsequent rejection episodes. Transplantation. 1999;68(6):894–900. 



Chapter 7   References 

 104 

33. Poelzl G, Ullrich R, Huber A, Ulmer H, Antretter H, Hoefer D, et al. Capillary deposition of the 

complement fragment C4d in cardiac allograft biopsies is associated with allograft vasculopathy. 

Transplant international : official journal of the European Society for Organ Transplantation. 

2005;18(3):313–7. 

34. Kobayashi D, Du W, L’ecuyer TJ. Predictors of cardiac allograft vasculopathy in paediatric 

heart transplant recipients. Pediatric transplantation. 2013; 

35. Pahl E, Naftel DC, Kuhn MA, Shaddy RE, Morrow WR, Canter CE, et al. The impact and 

outcome of transplant coronary artery disease in a paediatric population: a 9-year multi-

institutional study. The Journal of heart and lung transplantation : the official publication of the 

International Society for Heart Transplantation. 2005;24(6):645–51. 

36. Kindel SJ, Law YM, Chin C, Burch M, Kirklin JK, Naftel DC, et al. Improved Detection of 

Cardiac Allograft Vasculopathy: A Multi-Institutional Analysis of Functional Parameters in 

Pediatric Heart Transplant Recipients. Journal of the American College of Cardiology. 

2015;66(5):547–57. 

37. Feingold B, Bowman P, Zeevi A, Girnita AL, Quivers ES, Miller SA, et al. Survival in 

allosensitized children after listing for cardiac transplantation. The Journal of heart and lung 

transplantation : the official publication of the International Society for Heart Transplantation. 

2007;26(6):565–71. 

38. Tran A, Fixler D, Huang R, Meza T, Lacelle C, Das BB. Donor-specific HLA alloantibodies: 

Impact on cardiac allograft vasculopathy, rejection, and survival after paediatric heart 

transplantation. The Journal of heart and lung transplantation : the official publication of the 

International Society for Heart Transplantation. 2016;35(1):87–91. 

39. Irving C, Carter V, Parry G, Hasan A, Kirk R. Donor-specific HLA antibodies in paediatric 

cardiac transplant recipients are associated with poor graft survival. Pediatric transplantation. 

2011;15(2):193–7. 

40. Irving CA, Carter V, Gennery AR, Parry G, Griselli M, Hasan A, et al. Effect of persistent 

versus transient donor-specific HLA antibodies on graft outcomes in paediatric cardiac 

transplantation. The Journal of heart and lung transplantation : the official publication of the 

International Society for Heart Transplantation. 2015;34(10):1310–7. 

41. Murtuza B, Dedieu N, Vazquez A, Fenton M, Burch M, Hsia T-Y, et al. Results of orthotopic 

heart transplantation for failed palliation of hypoplastic left heart. European journal of cardio-

thoracic surgery : official journal of the European Association for Cardio-thoracic Surgery. 

2013;43(3):597–603. 



Chapter 7   References 

 105 

42. Goar FGS, Pinto FJ, Alderman EL, Fitzgerald PJ, Stadius ML, Popp RL. Intravascular 

ultrasound imaging of angiographically normal coronary arteries: an in vivo comparison with 

quantitative angiography. Journal of the American College of Cardiology. 1991;18(4):952–8. 

43. Kuhn MA, Jutzy KR, Deming DD, Cephus CE, Chinnock RE, Johnston J, et al. The medium-

term findings in coronary arteries by intravascular ultrasound in infants and children after heart 

transplantation. Journal of the American College of Cardiology. 2000;36(1):250–4. 

44. Mehra MR, Crespo-Leiro MG, Dipchand A, Ensminger SM, Hiemann NE, Kobashigawa JA, 

et al. International Society for Heart and Lung Transplantation working formulation of a 

standardized nomenclature for cardiac allograft vasculopathy-2010. In 2010. p. 717–27. (The 

Journal of heart and lung transplantation : the official publication of the International Society for 

Heart Transplantation; vol. 29). 

45. Goar FGS, Pinto FJ, Alderman EL, Valantine HA, Schroeder JS, Gao SZ, et al. Intracoronary 

ultrasound in cardiac transplant recipients. In vivo evidence of “angiographically silent” intimal 

thickening. Circulation. 1992;85(3):979–87. 

46. Kobashigawa J, Wener L, Johnson J, Currier JW, Yeatman L, Cassem J, et al. Longitudinal 

study of vascular remodeling in coronary arteries after heart transplantation. The Journal of heart 

and lung transplantation : the official publication of the International Society for Heart 

Transplantation. 2000;19(6):546–50. 

47. Kobashigawa JA, Tobis JM, Starling RC, Tuzcu EM, Smith AL, Valantine HA, et al. Multicenter 

intravascular ultrasound validation study among heart transplant recipients: outcomes after five 

years. Journal of the American College of Cardiology. 2005;45(9):1532–7. 

48. Khandhar SJ, Yamamoto H, Teuteberg JJ, Shullo MA, Bezerra HG, Costa MA, et al. Optical 

coherence tomography for characterization of cardiac allograft vasculopathy after heart 

transplantation (OCTCAV study). The Journal of heart and lung transplantation : the official 

publication of the International Society for Heart Transplantation. 2013;32(6):596–602. 

49. Greenway SC, Hosking M, Harris KC. Optical coherence tomography for the evaluation of 

asymmetric cardiac allograft vasculopathy in a child. Pediatric transplantation. 2014;18(6):E190-

2. 

50. Colvin-Adams M, Harcourt N, Duprez D. Endothelial dysfunction and cardiac allograft 

vasculopathy. Journal of cardiovascular translational research. 2013;6(2):263–77. 

51. Fearon WF, Nakamura M, Lee DP, Rezaee M, Vagelos RH, Hunt SA, et al. Simultaneous 

assessment of fractional and coronary flow reserves in cardiac transplant recipients: Physiologic 

Investigation for Transplant Arteriopathy (PITA Study). Circulation. 2003;108(13):1605–10. 



Chapter 7   References 

 106 

52. McGovern E, Hosking MCK, Balbacid E, Voss C, Berger F, Schubert S, et al. Optical 

Coherence Tomography for the Early Detection of Coronary Vascular Changes in Children and 

Adolescents After Cardiac Transplantation: Findings From the International Pediatric OCT 

Registry. JACC Cardiovascular imaging. 2018; 

53. Schubert S, Abdul-Khaliq H, Wellnhofer E, Hiemann NE, Ewert P, Lehmkuhl HB, et al. 

Coronary flow reserve measurement detects transplant coronary artery disease in paediatric 

heart transplant patients. The Journal of heart and lung transplantation : the official publication of 

the International Society for Heart Transplantation. 2008;27(5):514–21. 

54. Hollenberg SM, Klein LW, Parrillo JE, Scherer M, Burns D, Tamburro P, et al. Changes in 

coronary endothelial function predict progression of allograft vasculopathy after heart 

transplantation. The Journal of heart and lung transplantation : the official publication of the 

International Society for Heart Transplantation. 2004;23(3):265–71. 

55. Hollenberg SM, Klein LW, Parrillo JE, Scherer M, Burns D, Tamburro P, et al. Coronary 

endothelial dysfunction after heart transplantation predicts allograft vasculopathy and cardiac 

death. Circulation. 2001;104(25):3091–6. 

56. Tona F, Osto E, Famoso G, Previato M, Fedrigo M, Vecchiati A, et al. Coronary microvascular 

dysfunction correlates with the new onset of cardiac allograft vasculopathy in heart transplant 

patients with normal coronary angiography. American journal of transplantation : official journal of 

the American Society of Transplantation and the American Society of Transplant Surgeons. 

2015;15(5):1400–6. 

57. Muehling OM, Wilke NM, Panse P, Jerosch-Herold M, Wilson BV, Wilson RF, et al. Reduced 

myocardial perfusion reserve and transmural perfusion gradient in heart transplant arteriopathy 

assessed by magnetic resonance imaging. Journal of the American College of Cardiology. 

2003;42(6):1054–60. 

58. Costanzo M-R, Dipchand A, Starling R, Anderson A, Chan M, Desai S, et al. The International 

Society of Heart and Lung Transplantation Guidelines for the care of heart transplant recipients. 

2010. 

59. Valantine HA, Yeoh TK, Gibbons R, McCarthy P, Stinson EB, Billingham ME, et al. Sensitivity 

and specificity of diastolic indexes for rejection surveillance: temporal correlation with 

endomyocardial biopsy. The Journal of heart and lung transplantation : the official publication of 

the International Society for Heart Transplantation. 1991;10(5 Pt 1):757–65. 

60. Dandel M, Hummel M, Müller J, Wellnhofer E, Meyer R, Solowjowa N, et al. Reliability of 

tissue Doppler wall motion monitoring after heart transplantation for replacement of invasive 

routine screenings by optimally timed cardiac biopsies and catheterizations. Circulation. 

2001;104(12 Suppl 1):I184-91. 



Chapter 7   References 

 107 

61. Puleo JA, Aranda JM, Weston MW, Cintrón G, French M, Clark L, et al. Noninvasive detection 

of allograft rejection in heart transplant recipients by use of Doppler tissue imaging. The Journal 

of heart and lung transplantation : the official publication of the International Society for Heart 

Transplantation. 1998;17(2):176–84. 

62. Palka P, Lange A, Galbraith A, Duhig E, Clarke BE, Parsonage W, et al. The role of left and 

right ventricular early diastolic Doppler tissue echocardiographic indices in the evaluation of acute 

rejection in orthotopic heart transplant. Journal of the American Society of Echocardiography : 

official publication of the American Society of Echocardiography. 2005;18(2):107–15. 

63. Badano LP, Miglioranza MH, Edvardsen T, Colafranceschi AS, Muraru D, Bacal F, et al. 

European Association of Cardiovascular Imaging/Cardiovascular Imaging Department of the 

Brazilian Society of Cardiology recommendations for the use of cardiac imaging to assess and 

follow patients after heart transplantation. European heart journal cardiovascular Imaging. 2015; 

64. Spes CH, Angermann CE. Stress echocardiography for assessment of cardiac allograft 

vasculopathy. Zeitschrift für Kardiologie. 2000;89 Suppl 9:IX-50–3. 

65. Dipchand AI, Bharat W, Manlhiot C, Safi M, Lobach NE, McCrindle BW. A prospective study 

of dobutamine stress echocardiography for the assessment of cardiac allograft vasculopathy in 

paediatric heart transplant recipients. Pediatric transplantation. 2008;12(5):570–6. 

66. Larsen RL, Applegate PM, Dyar DA, Ribeiro PA, Fritzsche SD, Mulla NF, et al. Dobutamine 

stress echocardiography for assessing coronary artery disease after transplantation in children. 

Journal of the American College of Cardiology. 1998;32(2):515–20. 

67. Günther A, Aaberge L, Abildgaard A, Ragnarsson A, Edvardsen T, Jakobsen J, et al. Coronary 

computed tomography in heart transplant patients: detection of significant stenosis and cardiac 

allograft vasculopathy, image quality, and radiation dose. Acta radiologica (Stockholm, Sweden : 

1987). 2018;59(9):1066–73. 

68. Taylor AJ, Vaddadi G, Pfluger H, Butler M, Bergin P, Leet A, et al. Diagnostic performance of 

multisequential cardiac magnetic resonance imaging in acute cardiac allograft rejection. 

European journal of heart failure. 2010;12(1):45–51. 

69. Hussain T, Fenton M, Peel SA, Wiethoff AJ, Taylor A, Muthurangu V, et al. Detection and 

grading of coronary allograft vasculopathy in children with contrast-enhanced magnetic 

resonance imaging of the coronary vessel wall. Circulation Cardiovascular imaging. 

2013;6(1):91–8. 

70. Labarrere CA, Woods JR, Ortiz MA, Campana GL. C-reactive protein and severity of coronary 

allograft vasculopathy. Nature clinical practice Cardiovascular medicine. 2009;6(3):E1-discussion 

E2. 



Chapter 7   References 

 108 

71. Martínez-Dolz L, Almenar L, Reganon E, Vila V, Chamorro C, Andrés L, et al. Follow-up study 

on the utility of von Willebrand factor levels in the diagnosis of cardiac allograft vasculopathy. The 

Journal of heart and lung transplantation : the official publication of the International Society for 

Heart Transplantation. 2008;27(7):760–6. 

72. Daly KP, Stack M, Eisenga MF, Keane JF, Zurakowski D, Blume ED, et al. Vascular 

endothelial growth factor A is associated with the subsequent development of moderate or severe 

cardiac allograft vasculopathy in paediatric heart transplant recipients. The Journal of heart and 

lung transplantation : the official publication of the International Society for Heart Transplantation. 

2017;36(4):434–42. 

73. Daly KP, Seifert ME, Chandraker A, Zurakowski D, Nohria A, Givertz MM, et al. VEGF-C, 

VEGF-A and related angiogenesis factors as biomarkers of allograft vasculopathy in cardiac 

transplant recipients. The Journal of heart and lung transplantation : the official publication of the 

International Society for Heart Transplantation. 2013;32(1):120–8. 

74. Neumann A, Napp LC, Kleeberger JA, Benecke N, Pfanne A, Haverich A, et al. MicroRNA 

628-5p as a Novel Biomarker for Cardiac Allograft Vasculopathy. Transplantation. 

2017;101(1):e26–33. 

75. Singh N, Heggermont W, Fieuws S, Vanhaecke J, Cleemput JV, Geest BD. Endothelium-

enriched microRNAs as diagnostic biomarkers for cardiac allograft vasculopathy. The Journal of 

heart and lung transplantation : the official publication of the International Society for Heart 

Transplantation. 2015; 

76. Fenton M, Simmonds J, Shah V, Brogan P, Klein N, Deanfield J, et al. Inflammatory Cytokines, 

Endothelial Function, and Chronic Allograft Vasculopathy in Children: An Investigation of the 

Donor and Recipient Vasculature After Heart Transplantation. American journal of 

transplantation : official journal of the American Society of Transplantation and the American 

Society of Transplant Surgeons. 2016;16(5):1559–68. 

77. Labarrere CA. Anticoagulation factors as predictors of transplant-associated coronary artery 

disease. The Journal of heart and lung transplantation : the official publication of the International 

Society for Heart Transplantation. 2000;19(7):623–33. 

78. Labarrere CA, Jaeger BR, Kassab GS. Cardiac allograft vasculopathy: Microvascular 

arteriolar capillaries ('capioles") and survival. Frontiers in bioscience (Elite edition). 2017;9:110–

28. 

79. Starling RC, Stehlik J, Baran DA, Armstrong B, Stone JR, Ikle D, et al. Multicenter Analysis of 

Immune Biomarkers and Heart Transplant Outcomes: Results of the Clinical Trials in Organ 

Transplantation-05 Study. American journal of transplantation : official journal of the American 



Chapter 7   References 

 109 

Society of Transplantation and the American Society of Transplant Surgeons. 2016;16(1):121–

36. 

80. Watanabe K, Karimpour-Fard A, Michael A, Miyamoto SD, Nakano SJ. Elevated serum 

vascular endothelial growth factor and development of cardiac allograft vasculopathy in children. 

The Journal of heart and lung transplantation : the official publication of the International Society 

for Heart Transplantation. 2018;37(9):1075–82. 

81. Kobashigawa JA, Patel JK. Immunosuppression for heart transplantation: where are we now? 

Nature clinical practice Cardiovascular medicine. 2006;3(4):203–12. 

82. Keogh A, Richardson M, Ruygrok P, Spratt P, Galbraith A, O’Driscoll G, et al. Sirolimus in de 

novo heart transplant recipients reduces acute rejection and prevents coronary artery disease at 

2 years: a randomized clinical trial. Circulation. 2004;110(17):2694–700. 

83. Eisen HJ, Tuzcu EM, Dorent R, Kobashigawa J, Mancini D, Kaeppler HAV, et al. Everolimus 

for the prevention of allograft rejection and vasculopathy in cardiac-transplant recipients. The New 

England journal of medicine. 2003;349(9):847–58. 

84. Eisen HJ, Kobashigawa J, Starling RC, Pauly DF, Kfoury A, Ross H, et al. Everolimus versus 

mycophenolate mofetil in heart transplantation: a randomized, multicenter trial. American journal 

of transplantation : official journal of the American Society of Transplantation and the American 

Society of Transplant Surgeons. 2013;13(5):1203–16. 

85. Chang DH, Kobashigawa JA. Current diagnostic and treatment strategies for cardiac allograft 

vasculopathy. Expert review of cardiovascular therapy. 2015;13(10):1147–54. 

86. Hill JA, Hummel M, Starling RC, Kobashigawa JA, Perrone SV, Arizón JM, et al. A lower 

incidence of cytomegalovirus infection in de novo heart transplant recipients randomized to 

everolimus. Transplantation. 2007;84(11):1436–42. 

87. Kobashigawa JA. Statins and Cardiac Allograft Vasculopathy after Heart Transplantation. 

Seminars Vasc Medicine. 2004;4(04):401–6. 

88. Erinc K, Yamani MH, Starling RC, Crowe T, Hobbs R, Bott-Silverman C, et al. The effect of 

combined Angiotensin-converting enzyme inhibition and calcium antagonism on allograft 

coronary vasculopathy validated by intravascular ultrasound. The Journal of heart and lung 

transplantation : the official publication of the International Society for Heart Transplantation. 

2005;24(8):1033–8. 

89. Fang JC, Kinlay S, Beltrame J, Hikiti H, Wainstein M, Behrendt D, et al. Effect of vitamins C 

and E on progression of transplant-associated arteriosclerosis: a randomised trial. Lancet. 

2002;359(9312):1108–13. 



Chapter 7   References 

 110 

90. Chin C, Gamberg P, Miller J, Luikart H, Bernstein D. Efficacy and safety of atorvastatin after 

paediatric heart transplantation. The Journal of heart and lung transplantation : the official 

publication of the International Society for Heart Transplantation. 2002;21(11):1213–7. 

91. Mahle WT, Vincent RN, Berg AM, Kanter KR. Pravastatin therapy is associated with reduction 

in coronary allograft vasculopathy in paediatric heart transplantation. The Journal of heart and 

lung transplantation : the official publication of the International Society for Heart Transplantation. 

2005;24(1):63–6. 

92. Chin C, Lukito SS, Shek J, Bernstein D, Perry SB. Prevention of paediatric graft coronary 

artery disease: atorvastatin. Pediatric transplantation. 2008;12(4):442–6. 

93. Greenway SC, Butts R, Naftel DC, Pruitt E, Kirklin JK, Larsen I, et al. Statin therapy is not 

associated with improved outcomes after heart transplantation in children and adolescents. The 

Journal of heart and lung transplantation : the official publication of the International Society for 

Heart Transplantation. 2016;35(4):457–65. 

94. Murtuza B, Fenton M, Burch M, Gupta A, Muthialu N, Elliott MJ, et al. Pediatric heart 

transplantation for congenital and restrictive cardiomyopathy. The Annals of thoracic surgery. 

2013;95(5):1675–84. 

95. Kim M, Bergmark BA, Zelniker TA, Mehra MR, Stewart GC, Page DS, et al. Early aspirin use 

and the development of cardiac allograft vasculopathy. The Journal of heart and lung 

transplantation : the official publication of the International Society for Heart Transplantation. 

2017;36(12):1344–9. 

96. Peled Y, Lavee J, Raichlin E, Katz M, Arad M, Kassif Y, et al. Early aspirin initiation following 

heart transplantation is associated with reduced risk of allograft vasculopathy during long-term 

follow-up. Clinical transplantation. 2017;31(12). 

97. Takami H, Backer CL, Crawford SE, Pahl E, Mavroudis C. Diltiazem preserves direct 

vasodilator response but fails to suppress intimal proliferation in rat allograft coronary artery 

disease. The Journal of heart and lung transplantation : the official publication of the International 

Society for Heart Transplantation. 1996;15(1 Pt 1):67–77. 

98. Bae J-H, Rihal CS, Edwards BS, Kushwaha SS, Mathew V, Prasad A, et al. Association of 

angiotensin-converting enzyme inhibitors and serum lipids with plaque regression in cardiac 

allograft vasculopathy. Transplantation. 2006;82(8):1108–11. 

99. Arora S, Ueland T, Wennerblom B, Sigurdadottir V, Eiskjær H, Bøtker HE, et al. Effect of 

everolimus introduction on cardiac allograft vasculopathy--results of a randomized, multicenter 

trial. Transplantation. 2011;92(2):235–43. 



Chapter 7   References 

 111 

100. Turner ME, Addonizio LJ, Richmond ME, Zuckerman WA, Vincent JA, Torres AJ, et al. 

Percutaneous coronary artery revascularization procedures in paediatric heart transplant 

recipients: A large single center experience. Catheterization and cardiovascular interventions : 

official journal of the Society for Cardiac Angiography & Interventions. 2016;88(5):797–803. 

101. Conway J, Manlhiot C, Kirk R, Edwards LB, McCrindle BW, Dipchand AI. Mortality and 

morbidity after retransplantation after primary heart transplant in childhood: an analysis from the 

registry of the International Society for Heart and Lung Transplantation. The Journal of heart and 

lung transplantation : the official publication of the International Society for Heart Transplantation. 

2014;33(3):241–51. 

102. Arora S, Gunther A, Wennerblom B, Ueland T, Andreassen AK, Gude E, et al. Systemic 

markers of inflammation are associated with cardiac allograft vasculopathy and an increased 

intimal inflammatory component. American journal of transplantation : official journal of the 

American Society of Transplantation and the American Society of Transplant Surgeons. 

2010;10(6):1428–36. 

103. Michiels C. Endothelial cell functions. Journal of Cellular Physiology. 2003;196(3):430–43. 

104. Grundy SM, Benjamin IJ, Burke GL, Chait A, Eckel RH, Howard BV, et al. Diabetes and 

cardiovascular disease: a statement for healthcare professionals from the American Heart 

Association. Circulation. 1999;100(10):1134–46. 

105. Libby P, Hansson GK. Inflammation and immunity in diseases of the arterial tree: players 

and layers. Circulation Research. 2015;116(2):307–11. 

106. Kobashigawa JA, Miller L, Yeung A, Hauptman P, Ventura H, Wilensky R, et al. Does acute 

rejection correlate with the development of transplant coronary artery disease? A multicenter 

study using intravascular ultrasound. Sandoz/CVIS Investigators. The Journal of heart and lung 

transplantation : the official publication of the International Society for Heart Transplantation. 

1995;14(6 Pt 2):S221-6. 

107. Pethig K, Heublein B, Kutschka I, Haverich A. Systemic inflammatory response in cardiac 

allograft vasculopathy: high-sensitive C-reactive protein is associated with progressive luminal 

obstruction. Circulation. 2000;102(19 Suppl 3):III233-6. 

108. Hognestad A, Endresen K, Wergeland R, Mellembakken JR, Mollnes TE, Omland T, et al. 

Inflammatory response and re-stenosis after percutaneous coronary intervention in heart 

transplant recipients and patients with native atherosclerosis. The Journal of heart and lung 

transplantation : the official publication of the International Society for Heart Transplantation. 

2005;24(8):1026–32. 



Chapter 7   References 

 112 

109. Holm T, Andreassen AK, Ueland T, Kjekshus J, Frøland SS, Kjekshus E, et al. Effect of 

pravastatin on plasma markers of inflammation and peripheral endothelial function in male heart 

transplant recipients. The American journal of cardiology. 2001;87(6):815-8-A9. 

110. Labarrere CA, Woods JR, Hardin JW, Jaeger BR, Zembala M, Deng MC, et al. Early 

inflammatory markers are independent predictors of cardiac allograft vasculopathy in heart-

transplant recipients. PloS one. 2014;9(12):e113260. 

111. Labarrere CA. Relationship of fibrin deposition in microvasculature to outcomes in cardiac 

transplantation. Current opinion in cardiology. 1999;14(2):133–9. 

112. Costanzo MR, Naftel DC, Pritzker MR, Heilman JK, Boehmer JP, Brozena SC, et al. Heart 

transplant coronary artery disease detected by coronary angiography: a multiinstitutional study of 

preoperative donor and recipient risk factors. Cardiac Transplant Research Database. The 

Journal of heart and lung transplantation : the official publication of the International Society for 

Heart Transplantation. 1998;17(8):744–53. 

113. Labarrere CA, Nelson DR, Faulk WP. Endothelial activation and development of coronary 

artery disease in transplanted human hearts. JAMA. 1997;278(14):1169–75. 

114. Conway EM. Thrombomodulin and its role in inflammation. Semin Immunopathol. 

2011;34(1):107–25. 

115. Shi C-S, Shi G-Y, Hsiao S-M, Kao Y-C, Kuo K-L, Ma C-Y, et al. Lectin-like domain of TM 

binds to its specific ligand Lewis Y antigen and neutralizes lipopolysaccharide-induced 

inflammatory response. Blood. 2008;112(9):3661–70. 

116. Conway EM, Wouwer MV de, Pollefeyt S, Jurk K, Aken HV, Vriese AD, et al. The lectin-like 

domain of TM confers protection from neutrophil-mediated tissue damage by suppressing 

adhesion molecule expression via nuclear factor kappaB and mitogen-activated protein kinase 

pathways. The Journal of experimental medicine. 2002;196(5):565–77. 

117. Labarrere CA, Pitts D, Halbrook H, Faulk WP. Natural anticoagulant pathways in normal and 

transplanted human hearts. The Journal of heart and lung transplantation : the official publication 

of the International Society for Heart Transplantation. 1992;11(2 Pt 1):342–7. 

118. Auro K, Komulainen K, Alanne M, Silander K, Peltonen L, Perola M, et al. Thrombomodulin 

gene polymorphisms and haplotypes and the risk of cardiovascular events: a prospective follow-

up study. Arteriosclerosis, thrombosis, and vascular biology. 2006;26(4):942–7. 

119. Li Y-H, Liu S-L, Shi G-Y, Tseng G-H, Liu P-Y, Wu H-L. Thrombomodulin plays an important 

role in arterial remodeling and neointima formation in mouse carotid ligation model. Thrombosis 

and haemostasis. 2006;95(1):128–33. 



Chapter 7   References 

 113 

120. Wong G, Li J, Hendricks G, Eslami MH, Rohrer MJ, Cutler BS. Inhibition of experimental 

neointimal hyperplasia by recombinant human TM coated ePTFE stent grafts. Journal of vascular 

surgery : official publication, the Society for Vascular Surgery [and] International Society for 

Cardiovascular Surgery, North American Chapter. 2008;47(3):608–15. 

121. Bergh N, Larsson P, Ulfhammer E, Jern S. Effect of shear stress, statins and TNF-α on 

hemostatic genes in human endothelial cells. Biochemical and biophysical research 

communications. 2012;420(1):166–71. 

122. Sun D, Wu Y, Yuan Y, Wang Y, Liu W, Yang J. Is the atherosclerotic process accentuated 

under conditions of HIV infection, antiretroviral therapy, and protease inhibitor exposure? Meta-

analysis of the markers of arterial structure and function. Atherosclerosis. 2015;242(1):109–16. 

123. Witman MAH, Fjeldstad AS, McDaniel J, Ives SJ, Zhao J, Barrett-O’Keefe Z, et al. Vascular 

function and the role of oxidative stress in heart failure, heart transplant, and beyond. 

Hypertension. 2012;60(3):659–68. 

124. Flammer AJ, Lüscher TF. Human endothelial dysfunction: EDRFs. Pflügers Archiv : 

European journal of physiology. 2010;459(6):1005–13. 

125. Celermajer DS, Sorensen KE, Gooch VM, Spiegelhalter DJ, Miller OI, Sullivan ID, et al. Non-

invasive detection of endothelial dysfunction in children and adults at risk of atherosclerosis. 

Lancet. 1992;340(8828):1111–5. 

126. Joannides R, Haefeli WE, Linder L, Richard V, Bakkali EH, Thuillez C, et al. Nitric oxide is 

responsible for flow-dependent dilatation of human peripheral conduit arteries in vivo. Circulation. 

1995;91(5):1314–9. 

127. Charakida M, Donald AE, Green H, Storry C, Clapson M, Caslake M, et al. Early structural 

and functional changes of the vasculature in HIV-infected children: impact of disease and 

antiretroviral therapy. Circulation. 2005;112(1):103–9. 

128. Sorensen KE, Celermajer DS, Georgakopoulos D, Hatcher G, Betteridge DJ, Deanfield JE. 

Impairment of endothelium-dependent dilation is an early event in children with familial 

hypercholesterolemia and is related to the lipoprotein(a) level. The Journal of clinical 

investigation. 1994;93(1):50–5. 

129. Flammer AJ, Anderson T, Celermajer DS, Creager MA, Deanfield J, Ganz P, et al. The 

assessment of endothelial function: from research into clinical practice. Circulation. 

2012;126(6):753–67. 



Chapter 7   References 

 114 

130. Donald AE, Charakida M, Cole TJ, Friberg P, Chowienczyk PJ, Millasseau SC, et al. Non-

Invasive Assessment of Endothelial Function. Journal of the American College of Cardiology. 

2006;48(9):1846–50. 

131. Poelzl G, Frick M, Huegel H, Lackner B, Alber HF, Mair J, et al. Chronic heart failure is 

associated with vascular remodeling of the brachial artery. European journal of heart failure. 

2005;7(1):43–8. 

132. Ciccone MM, Iacoviello M, Puzzovivo A, Scicchitano P, Monitillo F, Crescenzo FD, et al. 

Clinical correlates of endothelial function in chronic heart failure. Clinical research in cardiology : 

official journal of the German Cardiac Society. 2011;100(6):515–21. 

133. Roig E, Cuppoletti A, Masotti M, Kianco R, Vallejos I, Sitges M, et al. Assessment of 

peripheral endothelial-dependent vasodilatation within the first year after heart transplantation. 

The Journal of heart and lung transplantation : the official publication of the International Society 

for Heart Transplantation. 2009;28(4):299–304. 

134. Patel AR, Kuvin JT, Pandian NG, Smith JJ, Udelson JE, Mendelsohn ME, et al. Heart failure 

etiology affects peripheral vascular endothelial function after cardiac transplantation. Journal of 

the American College of Cardiology. 2001;37(1):195–200. 

135. Lim DS, Gomez CA, Goldberg CS, Crowley DC, Rocchini AP, Charpie JR. Systemic arterial 

pressure and brachial arterial flow-mediated dilatation in young cardiac transplant recipients. The 

American journal of cardiology. 2002;90(9):1035–7. 

136. Bots ML, Dijk JM, Oren A, Grobbee DE. Carotid intima-media thickness, arterial stiffness 

and risk of cardiovascular disease: current evidence. Journal of hypertension. 2002;20(12):2317–

25. 

137. Verbeke F, Maréchal C, Laecke SV, Biesen WV, Devuyst O, Bortel LMV, et al. Aortic stiffness 

and central wave reflections predict outcome in renal transplant recipients. Hypertension. 

2011;58(5):833–8. 

138. Mitchell A, Saez AO, Kos M, Witzke O, Kribben A, Nürnberger J. Pulse wave velocity predicts 

mortality in renal transplant patients. European journal of medical research. 2010;15(10):452–5. 

139. Klinge A, Allen J, Murray A, O’Sullivan J. Increased pulse wave velocity and blood pressure 

in children who have undergone cardiac transplantation. The Journal of heart and lung 

transplantation : the official publication of the International Society for Heart Transplantation. 

2009;28(1):21–5. 

140. Hussain T, Burch M, Greil GF, Cecelja M, Fenton M. Central aortic stiffness, hypertension, 

and coronary allograft vasculopathy in children. The Journal of heart and lung transplantation : 



Chapter 7   References 

 115 

the official publication of the International Society for Heart Transplantation. 2012;31(12):1318–

20. 

141. Chambless LE, Heiss G, Folsom AR, Rosamond W, Szklo M, Sharrett AR, et al. Association 

of coronary heart disease incidence with carotid arterial wall thickness and major risk factors: the 

Atherosclerosis Risk in Communities (ARIC) Study, 1987-1993. American journal of 

epidemiology. 1997;146(6):483–94. 

142. Bots ML, Hofman A, Grobbee DE. Increased common carotid intima-media thickness. 

Adaptive response or a reflection of atherosclerosis? Findings from the Rotterdam Study. Stroke; 

a journal of cerebral circulation. 1997;28(12):2442–7. 

143. Järvisalo MJ, Jartti L, Näntö-Salonen K, Irjala K, Rönnemaa T, Hartiala JJ, et al. Increased 

aortic intima-media thickness: a marker of preclinical atherosclerosis in high-risk children. 

Circulation. 2001;104(24):2943–7. 

144. Pozza RD, Urschel S, Bechtold S, Kozlik-Feldmann R, Schmitz C, Netz H. Subclinical 

atherosclerosis after heart and heart-lung transplantation in childhood. Pediatric transplantation. 

2008;12(5):577–81. 

145. Kuhn MA, Chinnock RE, Burch M, Fenton MJ. Comparison of Segmental Versus 

Longitudinal Intravascular Ultrasound Analysis for Pediatric Cardiac Allograft Vasculopathy. The 

Journal of Heart and Lung Transplantation. 2015;34(4):S79. 

146. Fenton M, Mahmood A, Burch M, Simmonds J, Kuhn MA. Comparative Study of Pediatric 

Coronary Allograft Vasculopathy Between Single Centres in North America and United Kingdom. 

Transplantation proceedings. 2018;50(10):3705–9. 

147. Tuzcu EM, Kapadia SR, Sachar R, Ziada KM, Crowe TD, Feng J, et al. Intravascular 

ultrasound evidence of angiographically silent progression in coronary atherosclerosis predicts 

long-term morbidity and mortality after cardiac transplantation. Journal of the American College 

of Cardiology. 2005;45(9):1538–42. 

148. Zakliczynski M, Swierad M, Zakliczynska H, Maruszewski M, Buszman P, Zembala M. 

Usefulness of stanford scale of intimal hyperplasia assessed by intravascular ultrasound to 

predict time of onset and severity of cardiac allograft vasculopathy. Transplantation proceedings. 

2005;37(2):1343–5. 

149. Deng MC, Plenz G, Labarrere C, Marboe C, Baba HA, Erre M, et al. The role of IL6 cytokines 

in acute cardiac allograft rejection. Transplant immunology. 2002;9(2–4):115–20. 



Chapter 7   References 

 116 

150. Weis M, Wildhirt SM, Schulze C, Pehlivanli S, Fraunberger P, Meiser BM, et al. Modulation 

of coronary vasomotor tone by cytokines in cardiac transplant recipients. Transplantation. 

1999;68(9):1263–7. 

151. Groot-Kruseman HA de, Mol WM, Niesters HGM, Maat APW, Gelder T van, Balk AHMM, et 

al. Differential intragraft cytokine messenger RNA profiles during rejection and repair of clinical 

heart transplants. A longitudinal study. Transplant international : official journal of the European 

Society for Organ Transplantation. 2003;16(1):9–14. 

152. Ishii D, Schenk AD, Baba S, Fairchild RL. Role of TNFalpha in early chemokine production 

and leukocyte infiltration into heart allografts. American journal of transplantation : official journal 

of the American Society of Transplantation and the American Society of Transplant Surgeons. 

2010;10(1):59–68. 

153. Hognestad A, Endresen K, Wergeland R, Stokke O, Geiran O, Holm T, et al. Plasma C-

reactive protein as a marker of cardiac allograft vasculopathy in heart transplant recipients. 

Journal of the American College of Cardiology. 2003;42(3):477–82. 

154. Labarrere CA, Nelson DR, Miller SJ, Nieto JM, Conner JA, Pitts DE, et al. Value of serum-

soluble intercellular adhesion molecule-1 for the noninvasive risk assessment of transplant 

coronary artery disease, posttransplant ischemic events, and cardiac graft failure. Circulation. 

2000;102(13):1549–55. 

155. Denton MD, Davis SF, Baum MA, Melter M, Reinders ME, Exeni A, et al. The role of the 

graft endothelium in transplant rejection: evidence that endothelial activation may serve as a 

clinical marker for the development of chronic rejection. Pediatric transplantation. 2000;4(4):252–

60. 

156. Wu Y-W, Lee C-M, Lee Y-T, Wang S-S, Huang P-J. Value of circulating adhesion molecules 

in assessing cardiac allograft vasculopathy. The Journal of heart and lung transplantation : the 

official publication of the International Society for Heart Transplantation. 2003;22(11):1284–7. 

157. Morikawa S, Takabe W, Mataki C, Kanke T, Itoh T, Wada Y, et al. The effect of statins on 

mRNA levels of genes related to inflammation, coagulation, and vascular constriction in HUVEC. 

Human umbilical vein endothelial cells. Journal of atherosclerosis and thrombosis. 

2002;9(4):178–83. 

158. Crisby M. Modulation of the inflammatory process by statins. Timely topics in medicine 

Cardiovascular diseases. 2005;9:E3. 

159. Salomaa V, Matei C, Aleksic N, Sansores-Garcia L, Folsom AR, Juneja H, et al. Soluble TM 

as a predictor of incident coronary heart disease and symptomless carotid artery atherosclerosis 



Chapter 7   References 

 117 

in the Atherosclerosis Risk in Communities (ARIC) Study: a case-cohort study. Lancet. 

1999;353(9166):1729–34. 

160. Martin FA, Murphy RP, Cummins PM. Thrombomodulin and the vascular endothelium: 

insights into functional, regulatory, and therapeutic aspects. American journal of physiology Heart 

and circulatory physiology. 2013;304(12):H1585-97. 

161. Vischer UM. von Willebrand factor, endothelial dysfunction, and cardiovascular disease. 

Journal of thrombosis and haemostasis : JTH. 2006;4(6):1186–93. 

162. Galatius S, Wroblewski H, Sørensen VB, Bie P, Parving HH, Kastrup J. Endothelin and von 

Willebrand factor as parameters of endothelial function in idiopathic dilated cardiomyopathy: 

different stimuli for release before and after heart transplantation? American Heart Journal. 

1999;137(3):549–54. 

163. Chamorro CI, Almenar L, Martínez-Dolz L, Reganon E, Sánchez-Lacuesta E, Villa P, et al. 

Usefulness of von Willebrand factor in cardiac allograft vasculopathy: preliminary experience. 

Transplantation proceedings. 2006;38(8):2566–8. 

164. Lin W-L, Chang C-F, Shi C-S, Shi G-Y, Wu H-L. Recombinant lectin-like domain of TM 

suppresses vascular inflammation by reducing leukocyte recruitment via interacting with Lewis Y 

on endothelial cells. Arteriosclerosis, thrombosis, and vascular biology. 2013;33(10):2366–73. 

165. Wei H-J, Li Y-H, Shi G-Y, Liu S-L, Chang P-C, Kuo C-H, et al. Thrombomodulin domains 

attenuate atherosclerosis by inhibiting thrombin-induced endothelial cell activation. 

Cardiovascular research. 2011;92(2):317–27. 

166. Simmonds J, Fenton M, Dewar C, Ellins E, Storry C, Cubitt D, et al. Endothelial dysfunction 

and cytomegalovirus replication in paediatric heart transplantation. Circulation. 

2008;117(20):2657–61. 

167. Felmeden DC, Lip GYH. Endothelial function and its assessment. Expert opinion on 

investigational drugs. 2005;14(11):1319–36. 

168. Laurent S, Boutouyrie P, Asmar R, Gautier I, Laloux B, Guize L, et al. Aortic stiffness is an 

independent predictor of all-cause and cardiovascular mortality in hypertensive patients. 

Hypertension. 2001;37(5):1236–41. 

169. Laurent S, Boutouyrie P. Arterial stiffness: a new surrogate end point for cardiovascular 

disease? Journal of nephrology. 2007;20 Suppl 12:S45-50. 



Chapter 7   References 

 118 

170. Watanabe T, Seguchi O, Fujita T, Yanase M, Nishimura K, Hata H, et al. Poor Flow-Mediated 

Dilation of Brachial Artery in Heart Transplant Recipients is Associated with Severity of Transplant 

Coronary Arterial Vasculopathy. J Card Fail. 2015;21(10):S166. 

171. Farrero M, Cardona M, Cuppoletti A, Resi S, Isabel V, Masotti M, et al. An Improvement in 

Peripheral Endothelial Function Six Months after Heart Transplantation Is Associated with a 

Lower Incidence of Coronary Allograft Vasculopathy. J Hear Lung Transplant. 2013;32(4):S208–

9. 

172. Pazdernik M, Chen Z, Bedanova H, Kautzner J, Melenovsky V, Karmazin V, et al. Early 

detection of cardiac allograft vasculopathy using highly automated 3-dimensional optical 

coherence tomography analysis. The Journal of heart and lung transplantation : the official 

publication of the International Society for Heart Transplantation. 2018;37(8):992–1000. 

173. Masamura K, Oida K, Kanehara H, Suzuki J, Horie S, Ishii H, et al. Pitavastatin-Induced 

Thrombomodulin Expression by Endothelial Cells Acts Via Inhibition of Small G Proteins of the 

Rho Family. Arteriosclerosis Thrombosis Vasc Biology. 2003;23(3):512–7. 

174. Ikezoe T, Yang J, Nishioka C, Umezawa K, Yokoyama A. Thrombomodulin blocks 

calcineurin inhibitor-induced vascular permeability via inhibition of Src/VE-cadherin axis. Bone 

Marrow Transpl. 2016;52(2):245–51. 

175. Ikezoe T, Yang J, Nishioka C, Honda G, Furihata M, Yokoyama A. Thrombomodulin protects 

endothelial cells from a calcineurin inhibitor-induced cytotoxicity by upregulation of extracellular 

signal-regulated kinase/myeloid leukemia cell-1 signaling. Arteriosclerosis, thrombosis, and 

vascular biology. 2012;32(9):2259–70. 

176. Vincent J-L, Francois B, Zabolotskikh I, Daga MK, Lascarrou J-B, Kirov MY, et al. Effect of 

a Recombinant Human Soluble Thrombomodulin on Mortality in Patients With Sepsis-Associated 

Coagulopathy: The SCARLET Randomized Clinical Trial. Jama. 2019;321(20):1993. 

177. Wiedermann CJ. Anticoagulant therapy for septic coagulopathy and disseminated 

intravascular coagulation: where do KyberSept and SCARLET leave us? Acute Medicine Surg. 

2020;7(1):e477. 

178. Yin E, Matsuyama S, Uchiyama M, Kawai K, Hara M, Imazuru T, et al. Administration of 

Thrombomodulin (CD141) Could Improve Cardiac Allograft Survival in Mice. Transplant P. 

2018;50(9):2794–7. 

179. Yin E, Matsuyama S, Uchiyama M, Kawai K, Niimi M. Graft protective effect and induction 

of CD4+Foxp3+ cell by Thrombomodulin on allograft arteriosclerosis in mice. J Cardiothorac Surg. 

2018;13(1):48. 



Chapter 7   References 

 119 

180. Nadig SN, Wieckiewicz J, Wu DC, Warnecke G, Zhang W, Luo S, et al. In vivo prevention 

of transplant arteriosclerosis by ex vivo-expanded human regulatory T cells. Nature medicine. 

2010;16(7):809–13. 

 

 

 



 

 120 

8 APPENDICES 

 


	Final library submission.pdf
	Appendix papers.pdf



