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Abstract

Diabetic Retinopathy (DR) is a leading cause of visual impairment but its
pathophysiology is not well understood. Moderate/severe non-proliferative DR
(NPDR) is characterised by the presence of three features: deep haemorrhages
(DH), venous beading (VB) and intraretinal microvascular abnormalities (IRMA).
They are grouped together as risk factors for progression to sight threatening DR. It
remains unclear whether these individual features have similar pathophysiologies,

and whether they respond equally to anti-VEGF, a new therapy for NPDR.

Optomap images of 504 NPDR eyes were examined to evaluate the distribution and
prevalence of these three features. DNA samples from 199 patients with NPDR and
397 diabetic patients with no DR were collected. The genotype of specific candidate
genes were evaluated in patients with DR, VB or IRMA vs no DR. Optical coherence
tomography angiography (OCTA) images of 30 patients were examined for focal
ischemia adjacent to VB and IRMA. The responses of these three features to anti-

VEGF treatment were also re-examined in the images from the CLARITY trial.

DH were present in most cases of NPDR. VB and IRMA did not always co-exist in
the same eye and when they do, were often in different locations. VEGF, TGFb-1
and ARHGAP22 polymorphisms (ischaemia-related genes) were more common in
patients with DR and IRMA, but not VB. Areas of focal ischaemia were more
frequently adjacent to IRMA than to VB. DH and IRMA responded to anti-VEGF
therapy but VB did not.



These findings suggest that VB and IRMA do not share the same pathophysiology,
and that IRMA are more likely to be ischaemic driven. Nonetheless, some IRMA may
not be driven by ischaemia as they have no adjacent ischaemia on OCTA, do not
carry the specific genotype, and do not respond to anti-VEGF. Furthermore, patients

with VB may not benefit from anti-VEGF therapy.

Impact Statement

Diabetic Retinopathy (DR) is one of the leading causes of visual impairment;
however, the pathophysiology is poorly understood. The DR severity score (DRSS)
was derived based on fundus features and can be used to predict the risk of visual
loss. Deep haemorrhages (DH), venous beading (VB) and intraretinal microvascular
abnormalities (IRMA) are three key features in the DRSS within the non-proliferative
DR (NPDR) range, and their presence is used to predict progression to sight
threatening DR (STDR). The DRSS is used as a clinical trial endpoint for new drug
approvals. However, patients with the same DRSS level do not always progress in
the same manner. Recently, anti-VEGF therapy has become a treatment for NPDR
but which patients are likely to benefit from the therapy remains unclear. In this study,
the three key features were investigated in more detail, in patients with moderate/
severe non-proliferative DR (NPDR), a key target group for treatment who have the

highest risk of progression to STDR.

In this group of NPDR patients, DH were very common, so | focused on the
differences between VB and IRMA. The findings that VB and IRMA do not always
co-exist in the same eye and when they do, they are often not in the same
guadrant, suggests different pathophysiology. Furthermore, our study found that
VEGF, TGFb-1 and ARHGAP22 polymorphisms (ischaemia related genes) are

more common in IRMA but not VB, suggesting ischaemia may play a role in the
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pathophysiology of IRMA. This calls for a detailed investigation into the role of
genetics into the progression of NPDR. If these findings are confirmed this could
pave the way for personalised treatment of those with NPDR, based on the
combination of fundus features and genotype. Genetic testing could help identify at
risk patients, allowing for more frequent fundus examination or possibly earlier

treatment of at-risk groups.

Our discovery that VB do not respond to anti-VEGF therapy is important. This
highlights that due to inadequacies of DRSS changes as a treatment response,
patients with the same DRSS score but different features may respond differently.
For example, if the therapy is anti-VEGF, a patient with IRMA only and the same
DRSS score as one with VB only may improve by one or two steps of the scale
whereas one with VB only would not change. If all patients enrolled into the study
had VB only, then the benefits of a drug effective against DH and IRMA would be

overlooked.

Finally, it appears that not all IRMA are the same. Although IRMA in general seem
to be related to ischaemia (genetic predisposition and OCTA findings) and improve
with anti-VEGF, this is not always the case. It is unclear whether there are different
classes of IRMA with different prognostic value. This, combined with their differences
from VB, calls for a re-classification of DR.
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Chapter 1: General Introduction

1.1 Diabetes Mellitus

Diabetes is one of the world’s oldest known diseases. It was described by the
ancient Egyptians 3000 years ago (Ahmed 2002). Diabetes Mellitus (DM) is the
most common form of diabetes and is now regarded as a global epidemic. DM is
classified as Type 1 Diabetes Mellitus (T1DM) (previously known as Insulin-
dependent diabetes) or Type 2 Diabetes Mellitus (T2DM) (previously known as non
-insulin dependent or adult onset). Of those with DM, between 90 and 95% have
T2DM (American Diabetes Association). A recent study has described a more
precise sub classification of DM into five groups. Each group has differences in
progression of the disease and susceptibility to complications which are dependent
on the presence of different variables such as age of onset, body mass index,
genetic profile and insulin resistance rather than just glucose measurements.
(Ahlgvist, Storm et al. 2018).

In 2019, it was estimated that 463 million people worldwide (aged 20-79 years) are
affected by diabetes which is approximately one in eleven adults, and this number
is expected to rise to 700 million by 2045 (International Diabetes Federation, 9"
Diabetes atlas, 2019). The rise is mainly due to the increase of T2DM and is a
result of a combination of factors including increasing obesity, aging, urbanisation
and sedentary lifestyles (Zimmet, Alberti et al. 2001)(Wild, Roglic et al. 2004).

1.2 Risk Factors for Type 1 Diabetes Mellitus

T1DM is thought to develop as a result of both genetic and environmental factors.
More than half of the genetic susceptibility to TLDM is thought to involve the
human leukocyte antigen (HLA) genes (Knip and Simell 2012).

Evidence to support an environmental influence on T1DM development:

e Only 13-33% of monozygotic twins are pair wise concordant for TADM

(Kaprio, Tuomilehto et al. 1992).
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e TI1DM is twenty times more prevalent in Caucasian populations in Finland
compared to those in Macedonia which cannot be explained purely by
genetic factors (EURODIAB ACE Study, 2000) (Knip 2011).

e The incidence of T1DM increases in migrant populations who move from
countries with a low incidence to those with a high incidence, suggesting
environmental factors play a significant role (Knip 2011).

¢ Recently those with TLDM and the protective, low-risk HLA genotypes are
increasing in number, whilst the high-risk HLA genotypes are less common
(Hermann, Knip et al. 2003) (Gillespie, Bain et al. 2004).

The large increase in T1 DM in recent years cannot be explained purely by

increased genetic susceptibility (Knip 2011).

It is thought that Beta cells’ (B-cell) destruction in the islets of Langerhans of the
pancreas by an autoimmune process leads to TIDM (de Gaetano, McEvoy et al.
2018). B-cell loss leads to an inability to produce insulin and exogenous insulin is
required for survival. Recent studies suggest that inflammation precedes diabetes-
associated autoimmunity (Oresic, Simell et al. 2008) (Pflueger, Seppanen-Laakso
et al. 2011) and may be due to a combination environmental factors such as

bacterial and viral infection, changes in the gut microbiota or diet (Knip 2011).

The persistent presence of autoantibodies to pancreatic islet antigens is known as
islet autoimmunity (Rewers and Ludvigsson 2016), which frequently occurs in early
childhood (Ziegler and Bonifacio 2012) (Krischer, Lynch et al. 2015). The presence
of two or more islet antibodies, is thought to lead to a 70% chance of progression
to diabetes in children over ten years (Ziegler, Rewers et al. 2013).

The increase in T1LDM is thought to be due to environmental factors (de Gaetano,
McEvoy et al. 2018) and certain triggers have been implicated in its development.
One such trigger is likely to be enteroviral infection, during pregnancy and

postnatal (Stene and Rewers 2012). Further evidence of enterovirus’ involvement

are its detection in the pancreas of those recently diagnosed with T1DM, (Rewers
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and Ludvigsson 2016) and enteroviral infection of B-cells in post-mortem samples
and pancreatic biopsies (Rewers and Ludvigsson 2016). The mechanisms of viral
infections in the onset of TLDM are unclear, they may have a direct cytolytic effect
on B-cells or may initiate an autoimmune response resulting in their destruction
(Knip and Simell 2012). There is evidence of a direct link between the presence
autoantibodies associated with diabetes and enterovirus infections, strengthening
the case of enterovirus’ involvement in the development of TLDM (Lonnrot, Korpela
et al. 2000) (Oikarinen, Martiskainen et al. 2011). Other viruses may also act as
environmental triggers for the onset of TLDM, such as cytomegalovirus, rubella,
mumps, rotavirus, ljungan and retroviruses (TEDDY Study Group, 2008).

Older maternal age, infant weight gain, dietary factors and psychological stress
may also be environmental triggers for TLDM (Rewers and Ludvigsson 2016).
Higher birth weight (above 9 Ibs) (Harder, Roepke et al. 2009) (Cardwell, Stene et
al. 2010) and rapid gains in weight in the first two years of life (Johansson,
Samuelsson et al. 1994) (Hypponen, Kenward et al. 1999) have both been
associated with the development of Type 1 DM. The mechanism is thought to be
increased insulin resistance leading to autoimmunity of B-cells (Rewers and
Ludvigsson 2016). However, studies in the USA and Germany have not found
similar results. Another hypothesis suggests that increased hygiene may contribute
to a higher incidence of T1DM in some countries caused by a decline in herd
immunity particularly in pregnant women to enterovirus, increasing the
susceptibility of the foetus or newborns to infection (Rewers and Ludvigsson 2016).
Furthermore, vaccinations against enterovirus have been suggested as a possible
solution to help combat the increasing incidence of TLDM (Lonnrot, Korpela et al.
2000).

1.3 Risk factors for Type 2 Diabetes Mellitus

Peripheral insulin resistance and reduced insulin sensitivity are the hallmarks of

T2DM, primarily affecting the liver, adipose tissues and skeletal muscles (Forbes
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and Cooper 2013). A relative insulin deficiency or an insulin secretory defect may
also be present. Insulin resistance describes the loss of cellular signalling in

response to the hormone insulin (Forbes and Cooper 2013).

A combination of genetic, metabolic and environmental risk factors are thought to
contribute to the development of T2DM (Fletcher, Gulanick et al. 2002). Obesity,
sedentary lifestyles, increasing age, ethnicity, a family history of DM and women
with a history of gestational diabetes and their children have been identified as high
risks.

1.3.1 Obesity

Reports evaluating a Caucasian population suggest that 65-75% of cases of DM
could be avoided if Body Mass Indices (BMI) were lower than 25 (Seidell 2000). In
particular, the degree and duration of obesity and weight gain in adulthood are
strong and independent risk factors for T2DM. Weight gain of more than 10% has
been shown to significantly increase the chances of developing T2DM in middle-
aged men compared to those who’s weight remains stable (Wannamethee and
Shaper 1999). This has been demonstrated in other studies of male and female
adults. Despite this, the majority of obese people do not develop T2DM (Eckel,
Kahn et al. 2011). The exact mechanisms linking T2DM and obesity remain
unclear, but improved glycaemic control can be achieved by weight reduction.
Higher levels of abdominal visceral or upper body fat are more strongly associated
with T2DM and insulin resistance than subcutaneous fat or peripheral body fat
(Bjorntorp 1991). Three mechanisms explaining the association between obesity,
insulin-resistance and subsequent T2DM development have been suggested
(Eckel, Kahn et al. 2011):

e Increased production of adipokines/cytokines that increases insulin

resistance.
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e Distribution of ectopic fat particularly in the liver and skeletal muscles, which
can lead to insulin resistance early on (Larson-Meyer, Newcomer et al.
2011).

e Mitochondrial dysfunction leading to decreased insulin sensitivity and
impairment of B-cell function (Bournat and Brown 2010).

Insulin resistance is present to some extent in all those with obesity, however,
T2DM only occurs when levels of insulin secretion are unable to compensate for
the increased insulin resistance (Roder, Porte et al. 1998) (Al-Goblan, Al-Alfi et al.
2014). In obese individuals, insulin resistance is increased due to increased
production of cytokines, glycerol, pro-inflammatory substances, hormones and
non-esterified fatty acid levels (Al-Goblan, Al-Alfi et al. 2014).

1.3.2 Sedentary Lifestyles

Sedentary lifestyles, in particular prolonged television watching has been shown to
increase the risk of T2DM and obesity, independent of diet and exercise. One
study showed that men who watched 40 hours a week were three times more likely
to develop T2DM than if one hour a week or less was watched (Hu 2003). More
recent meta-analyses of the effects of prolonged sedentary time found a 91%
increased risk of developing T2DM (Biswas, Oh et al. 2015) and similarly a 112%
increase in the risk of T2DM when comparing the greatest sedentary time with the
lowest (Wilmot, Edwardson et al. 2012).

1.3.3 Increasing Age

Adults over the age of 65 in the USA have a prevalence of T2DM, which is eight
times greater than among adults between the ages of 18 and 44 years (Selvin and
Parrinello 2013).

Despite increasing insulin resistance being linked to increasing age, (Al-Goblan, Al-
Alfi et al. 2014) impaired insulin secretion often leads to T2DM in elderly adults

compared to those of a younger age (Gunasekaran and Gannon 2011). A decline
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in B-cell proliferation as well as increased B-cell apoptosis have also been
suggested as contributing factors to the increased incidence of diabetes in the

elderly.

1.3.4 Gestational Diabetes (GDM)

Gestational Diabetes is defined as “any degree of glucose intolerance with onset or
first recognition during pregnancy that is clearly not overt diabetes” (American
Diabetes Association, 2003). It occurs in 1-14% of pregnancies depending on the
population, is a risk factor for the development of T2DM and may persist after the
pregnancy. Approximately 10-31% of cases of diabetes in parous women are
associated with previous GDM (Cheung and Byth 2003). Women with GDM are
seven times more likely to develop T2DM at some point after giving birth compared
to those without (Bellamy, Casas et al. 2009). Some studies show an even greater
risk, in a study of Sri Lankan women, 28% of those with GDM converted to T2DM
within 24 months and when studied for ten years they found those with GDM were
ten times more likely to convert to T2DM than those who did not develop GDM
(Herath, Herath et al. 2017).

Adaptations to glucose metabolism occur during pregnancy. Increased insulin
secretion occurs early in pregnancy followed by a reduction which may be genetic
in origin (Metzger, Buchanan et al. 2007). Initial increased insulin sensitivity is
followed by increasing insulin resistance in the second and third trimester (Soma-
Pillay, Nelson-Piercy et al. 2016). In normal pregnancy, increased insulin secretion
compensates for insulin resistance and normal glucose levels are maintained. In
GDM, B-cell dysfunction or insulin resistance leads to an inability to maintain
insulin levels sufficiently resulting in hyperglycaemia (Kautzky-Willer, Harreiter et
al. 2016) (Metzger, Buchanan et al. 2007).

1.3.5 Family History

Family history of T2DM is a strong independent risk factor for developing T2DM,

the greatest risk found in those with both parents having the disease. This risk is
25



further increased if parents (more so the mother) were diagnosed with T2DM
before the age of fifty. (Scott, Langenberg et al. 2013). In this European study, they
found that adjusting for variables such as BMI, diet, smoking, waist and hip
circumference, physical activity, levels of education as well as genetic risk score
together only explained 13% of the risk of T2DM associated with family history
leaving the majority of the risk is unexplained. Studies of adoptees have found no
increased of T2DM from adoptive parents with the condition (Hemminki, Li et al.
2010). Yet studies show a significantly higher risk of glucose intolerance and T2DM
in spouses of those with T2DM than in those who’s spouses do not have the
condition (Khan, Lasker et al. 2003), drawing conflicting conclusions as to the

impact of a shared environment and exposure.

1.3.6 Other Risk Factors

Smoking has been shown to increase the chance of developing T2DM, (Manson,

Ajani et al. 2000) as has high alcohol intake in men (Cullmann, Hilding et al. 2012).

1.4 Complications of Diabetes Mellitus

Chronic elevations of blood glucose levels cause damage to blood vessels
throughout the body in DM, and can be subdivided into Microvascular and
Macrovascular complications (Forbes and Cooper 2013). The Wisconsin
Epidemiologic Study of Diabetic Retinopathy (WESDR study) showed a strong link
between hyperglycaemia and the incidence of microvascular and macrovascular

complications (Klein 1995).

1.4.1 Microvascular Complications of Diabetes Mellitus

The microvascular complications of DM include diabetic neuropathy, diabetic

nephropathy and diabetic retinopathy.

1.4.1.1 Diabetic neuropathy
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Diabetic neuropathy is the most prevalent neuropathy in the developed world (Said
2007) and has a lifetime prevalence of 50% (de Gaetano, McEvoy et al. 2018),
making it one of the most common complications of diabetes (Singh, Kishore et al.
2014), (Tesfaye, Boulton et al. 2010). Diabetic neuropathy can manifest as
paresthesia, pain and ulceration. It affects the peripheral nervous system and can
lead to limb amputations and impaired wound healing due to sensory loss. Those
with DM have a 15% lifetime risk of amputations (Forbes and Cooper 2013).

1.4.1.2 Diabetic Nephropathy

The incidence of diabetic nephropathy has been reported to be 25% in the
Diabetes Control and Complications Trial (DCCT) and 17% in the Pittsburgh
Epidemiology of Diabetic Complications study. Diabetic nephropathy has become
the leading cause of end-stage renal disease (Bek 2014). It is characterised by
proteinuria which leads to diabetic glomerular lesions and a reduction of glomerular
filtration (Lim 2014). Risk factors for diabetic nephropathy include a strong family
history, race (more common in African Americans and Mexican Americans),
hypertension, hyperglycaemia and dyslipidaemia (Lim 2014) as well as smoking

and increasing age (Scott, Warram et al. 2001).

1.4.1.3 Diabetic Retinopathy (DR)

Diabetic Retinopathy is also one of the most common complications of DM (Fong,
Aiello et al. 2004). Estimates suggest that 35% of people with diabetes have signs
of DR and that 12% of those have signs of sight-threatening retinopathy
(International Diabetes Federation, 9" Diabetes atlas, 2019). The individual lifetime
risk of DR is up to 90% in those with Type 1 DM and about 50-60% in a person
with Type 2 DM (Klein 2007). Vision may be lost from Diabetic Macular Oedema
(DMO), Diabetic macular Ischaemia (DMI) and Proliferative Diabetic Retinopathy

(PDR). This complication will be discussed in more detail in Chapter 2.

1.4.2 Macrovascular Complications of Diabetes Mellitus
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Cardiovascular disease, cerebrovascular disease and peripheral artery disease
(PAD) are all macrovascular complications of DM which lead to myocardial
infarctions, stroke and amputations. The macrovascular complications of DM are
the cause of death of approximately 70% of those with DM (Stitt, Curtis et al.
2016).

1.4.2.1 Cardiovascular Disease

The Framingham Study found that those with diabetes were two to three times
more likely to develop atherosclerotic disease than those without (Kannel and
McGee 1979). The risk of death from cardiovascular disease in men with DM was
three times that of those without DM (Stamler, Vaccaro et al. 1993). Other studies
have shown a high mortality rate amongst those with DM from vascular disease
(Moss, Klein et al. 1991) (Garcia, McNamara et al. 1974).

1.4.2.2 Cerebrovascular Disease

People with DM have a much greater risk of stroke than those without the disease
(Ergul, Kelly-Cobbs et al. 2012) and DM is considered to be the fastest growing
risk factor for stroke (Ergul, Kelly-Cobbs et al. 2012). This effect is seen in both
T1DM and T2DM. Of further concern, the increased risk for diabetic patients of a
stroke may be seen shortly after diagnosis (Ergul, Kelly-Cobbs et al. 2012).
Younger patients with TLDM (between the ages of 15 and 34 years) are more than
sixteen times more likely to suffer strokes than those without DM (Sundquist and Li
2006).

Cerebrovascular disease in diabetes has been implicated in the development of
Alzheimer’s Disease and Vascular Cognitive Impairment (Huber 2008) (Sima,
2010).

1.4.2.3 Peripheral artery disease (PAD)

Peripheral artery disease (PAD) is a complication of DM. It is caused by systemic

atherosclerosis which narrows the arteries supplying the peripheral extremities, in
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particular the legs (American Diabetes Association, 2003). The prevalence in those
with DM is difficult to ascertain as many sufferers are asymptomatic particularly in
the early stages and symptoms are often not reported (Clark N, 2003). The risk of
PAD increases with age, duration of DM and the presence of peripheral
neuropathy. Prevalence rates of 20-29% have been reported in those with DM
(Elhadd TA 1999) (Hirsch, Criqui et al. 2001).

Diabetic patients with PAD may present later and with more severe disease than
those without diabetes. PAD is therefore a significant risk factor for amputations in
those with diabetes (Clark N, 2003).
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Chapter 2: Introduction

Diabetic retinopathy (DR) is a common microvascular complication of DM. It is a
leading cause of acquired and preventable vision loss worldwide in working-aged
and recently elderly people due to increasing longevity (Moss, Klein et al. 1998)
(Klein 2007) (Cheung, Mitchell et al. 2010).

As the numbers of people with DM increases, the number of those with DR and
site-threatening DR (STDR) is also increasing and has been estimated to rise to
245 million and 84 million, respectively by 2045. (International Diabetes
Federation. 9" Diabetes atlas, 2019). Severe non-proliferative DR (NPDR),
proliferative DR and diabetic macular oedema (DMO) are considered STDR.

Global estimates report a higher incidence of DR in T1DM (77.3%), compared to

T2DM (25.2%) and also for STDR (T1DM 32.4% and T2DM 3.0%) (Lee, Wong et
al. 2015). As over 90% of DM have T2DM, this translates to larger numbers with

diabetic eye disease despite TLDM being more frequently associated with STDR
and vision loss (Eppens, Craig et al. 2006) (Klein, Klein et al. 1984).

2.1 Incidence rates of DR and visual impairment in Type 1 DM and Type 2 DM

Reports on the incidence of DR and STDR in T1DM and T2DM vary according to
the population studied and the definitions and screening methods used.

¢ Global Rates: It has been estimated that 35% of people with diabetes have
DR (International Diabetes Federation 9" Diabetes atlas, 2019) and that
12% have sight-threatening retinopathy (International Diabetes Federation
9t Diabetes atlas, 2019).

e The World Health Organisation (WHO) estimated that worldwide, 4.2 million
are visually impaired due to diabetes (WHO, 2015).

e Analysis of studies in USA, Australia, Europe and Asia between 1980 and
2008 found an overall prevalence of DR of about 35.4% and of sight-
threatening DR to be about 7.5% (Lee, Wong et al. 2015).
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e The range of DR reported in the USA is: TL.DM DR 36.5%-93.6% and STDR
6.7%-34.9% and T2DM DR 28.5%-40.3% and STDR 4.4-8.2%.

e A UK study found the overall prevalence of DR to be 32.4% and 3.4% with
STDR. When looking at T1 and T2 individually, the figures are: TLDM 56%
DR and 11.2% STDR, T2DM 30.3% DR and 2.9% STDR (Thomas, Dunstan
et al. 2015) (Lee, Wong et al. 2015).

e Western populations with T2DM are more likely to have DR and STDR than
Asian populations (DR 28.5-40.3% compared to 12.1-23%, STDR 4.4-8.2%
compared to 4.3-4.6%) (Lee, Wong et al. 2015).

¢ In India and China, urbanisation is thought to be behind the increasing
prevalence of DR. An Indian study found a DR (Type not specified) rate of
18% in an urban population compared to 10.3% in a rural population.
(Raman, Rani et al. 2009) and rates of DR in China have been reported as
ranging from 28%-43% in T2DM (Xie, Xu et al. 2008, Wang, Liang et al.
2009).

2.2 Risk factors for Diabetic Retinopathy

The most significant risk factors for the development of DR are duration of
diabetes, severity of DR at baseline, hyperglycaemia and hypertension. Obesity,
hyperlipidaemia, puberty and pregnancy are also risk factors.

2.2.1 Duration of Diabetes

In both TIDM and T2DM, duration of diabetes is the strongest independent risk
factor for the development of DR (Romero-Aroca, Baget-Bernaldiz et al. 2011,
Thomas, Dunstan et al. 2012) (Jones, Greenwood et al. 2012) (Xu, Xu et al. 2014).
Thomas et al found a cumulative incidence of DR at four years of 36% in a study of
those with T2DM and without DR at baseline. They also found that STDR was
positively and independently associated with duration of the disease (Thomas,
Dunstan et al. 2012).
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The Wisconsin Epidemiologic Study of Diabetic Retinopathy (WESDR) also found
a relationship between onset of retinopathy and duration of diabetes. WESDR

followed up those with T1DM for 25 years.

They defined progression as a two-step worsening of the Diabetic Retinopathy
Severity Score (DRSS) in the Early Treatment Diabetic Retinopathy Study
(ETDRS) (see later). After 16 years, 64.1% had progression of DR and 83.1% had
progressed at 25 years. This cohort were followed for the longest time compared to
other studies. It also reported a 42% progression of diabetic retinopathy (NPDR) to
proliferative diabetic retinopathy (PDR) in 25 years (Klein, Klein et al. 2008). Other
studies showed a progression of two DRSS steps in four to six years to be
between 24.1% and 38.9% (Lee, Wong et al. 2015).

2.2.2 Baseline Level of DR

WESDR also established that progression of retinopathy was related to the
severity of baseline retinopathy. Those with more severe baseline retinopathy were
more likely to progress to STDR. Among patients with T2DM, those with no
baseline retinopathy had a 7% progression rate to PDR over 10 years, whereas
those with moderate/severe NPDR at baseline had an 81% rate of progression to
PDR (Klein, Klein et al. 1994). Other studies also show that baseline severity of DR
has been shown to predict clinical outcomes: Sato et al (Sato, Lee et al. 2001)
reported that 35% of people with moderate NPDR developed PDR within 2 years
whereas none of those followed with mild NPDR developed PDR within 2 years.
The average time to conversion to PDR for the mild NPDR group was 6 years and
5 months compared to 2 years in the moderate NPDR group (Sato, Lee et al.
2001).

The risk of progression to proliferative diabetic retinopathy (PDR) in those with
severe NPDR is high. Fifty percent will develop PDR and 75% of those with very
severe NPDR, will develop PDR within one year (ETDRS Report 12, 1991).
Another study reported 5-year rates of progression to PDR with respect to baseline
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DR levels to be 2.2% for those with no DR, 13.0% for those with mild NPDR,
27.2% for those with moderate NPDR and 45.5% for those with severe NPDR. The
same group reported 5-year progression rates to vitreous haemorrhage as no DR
1.1%, mild NPDR 2.9%, moderate NPDR 7.3% and severe NPDR 9.8%. This
means that compared to those with no baseline DR, those with mild NPDR were
6.71 times more likely to develop PDR, those with moderate NPDR were 14.6
times and those with severe NPDR 28.19 times more likely to develop PDR
(Denniston, Chakravarthy et al. 2017).

2.2.3 Poor diabetic control

Hyperglycaemia has consistently shown to be an important risk factor for DR by
the Diabetes Control and Complications Trial (DCCT) in TLDM and UK Prospective
Diabetes Study (UKPDS) in T2DM and subsequent studies. These studies found
that improving glycaemic control in both Typel and 2 DM reduces the development

and progression of DR (Mohamed, Gillies et al. 2007).

A study evaluating progression to PDR in those with NPDR found a relationship
between HbA1c levels and progression. They found that in cases where the mean
HbAlc levels were below 8.6% the rates of progression to PDR were 0%,7% and
14% at 2, 5 and 10 years of follow up compared to 5%, 28% and 60% in those with
HbAlc of 8.6% or higher (Sato, Lee et al. 2001).

The DCCT studied patients with TLDM and compared DR rates of those who
received intensive glycaemic therapy to those receiving conventional therapy. The
study found that progression of DR could be cut by 76% by intensive glycaemic
therapy (Nathan, Genuth et al. 1993).The DCCT also confirmed a strong
association between hyperglycaemia and other diabetic microvascular
complications (Nathan, Genuth et al. 1993). They found that the risk of progression
of DR could be cut by 54% by lowering HbAlc levels by 10% (DCCT, 1995). The

DCCT also found that improving glycaemic control had a more profound effect on
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delaying the onset of DR in patients without retinopathy than slowing its
progression (Nathan, Genuth et al. 1993).

The UKPDS followed those with a new diagnosis of T2DM, and found that the risk
of DR, nephropathy and possibly neuropathy could be reduced by improving
glycaemic control (UKPDS 1998). The results were conclusive and microvascular
complications were reduced by 25% in those randomised to the intensive versus
conventional therapy. The study found that every percentage point decrease in
HbAlc (e.g., 10% to 9%) was associated with a reduction in DR development of
40%, along with a reduction in STDR development and the need for laser

treatment.

More recently, the ACCORD trial compared intensive versus standard glycaemic
treatment in a T2DM population and confirmed that intensive glycaemic control
reduced the risk of the development progression of diabetic retinopathy (Chew,
Ambrosius et al. 2010).

These three trials (DCCT, UKPDS and ACCORD) found that intensive glycaemic
control cannot prevent DR altogether, but it can significantly delay its onset and
reduce progression. Long term follow up of participants in these studies
demonstrated that the treatment effect of the intensive glycaemic control were
sustained for many years after the trial had ended despite the HbAlc levels of the
two groups levelling out at similar levels shortly after the termination of the trial.
The Epidemiology of Diabetes, Interventions and Complications (EDIC) followed up
participants who had been enrolled in the DCCT and is still following this cohort.
The EDIC found that those randomized to the intensive glycaemic control continue
to have lower rates of DR as well as other vascular complications such as
nephropathy, neuropathy and cardiovascular. This concept of ‘glycaemic or
metabolic memory’ is poorly understood and the reverse effect has been observed
in a study on diabetic dogs (Engerman, Kern, 1987) (Stitt, Curtis et al. 2016) (Duh,

Sun et al. 2017). Another beneficial observation was the lower rates of eye surgery
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25 years after the DCCT ended in those receiving intensive treatment (Aiello, Sun
et al. 2015).

2.2.4 Blood pressure control

Evidence that improving blood pressure to reduce complications from diabetes is

not conclusive. Hypertension has been shown to be a modest risk factor for DR. A
recent review concluded that controlling blood pressure may help delay the onset
of DR for up to 4 to 5 years but there was little evidence to suggest that it slows

progression of DR or reduce the need for laser treatment (Do, Wang et al. 2015).

However, randomized control trials have shown benefits of lowering blood pressure
in T2DM. The UKPDS found that by lowering systolic blood pressure from
154mmHg to 144mmHg, there was a 37% reduction in microvascular
complications, a reduction in the rate of progression of DR (defined as two steps
DRSS) by 34%, specifically DMO (78% reduction) over 9 years. The study also
found that visual acuity loss (defined as three lines of the ETDRS chart) was
reduced by 47% in the group assigned to tight blood pressure control, which is

likely to be a result of the lower rates of maculopathy (UKPDS 1998).

However, the more recent ACCORD Eye Study showed that further reduction of
systolic blood pressure to 120 mmHg was neither harmful nor beneficial compared
to a systolic pressure 140 mmHg (Chew, Ambrosius et al. 2010), concluding that
although lowering blood pressure is beneficial in diabetic patients, intensive blood
pressure control is unlikely to prevent the progression of DR (Lee, Wong et al.
2015).

2.2.5 Lipid profile

Hyperlipidaemia has been associated with progression of DR in some studies,
however results vary and associations between serum lipid levels and DR grades
are generally weak (Stitt, Curtis et al. 2016). The DCCT of T1DM showed a

positive correlation between triglyceride levels and severity of DR and a negative
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association with High Density Lipids (HDL). However, conventional lipid profiles
were not associated with DR status (Lyons, Jenkins et al. 2004). The Pittsburgh
Epidemiology of Diabetic Complications study of T1DM also found that levels of

triglycerides were associated with DR status and its progression to PDR.

Fenofibrate is a peroxisome proliferator-activated receptor alpha (PPARa) agonist
which modifies lipids. Two trials investigating the use of fenofibrate to reduce
cardiovascular disease by reducing levels of serum triglycerides also looked at the
effects on DR. The studies were the Fenofibrate Intervention and Event Lowering
in Diabetes (FIELD) study and the Action to Control Cardiovascular Risk in
Diabetes Eye study (ACCORD). The FIELD study compared placebo versus
200mg fenofibrate daily. A positive effect on the progression of DR was observed
in the fenofibrate group, but no difference found in the onset of DR between the
two groups, progression of DR being judged as a 2 step increase in DRSS score.
Fenofibrate reduced the need for laser therapy, both for PDR and macular oedema
(5.2% compared to 3.6%, p = <0.001) and those in the fenofibrate arm had a lower
chance of developing DMO (Keech, Mitchell et al. 2007). The ACCORD study of
those with T2DM compared 160 mg fenofibrate daily with simvastatin to placebo
and simvastatin. The findings were similar to those of the FIELD study, those with
pre-existing DR had a greater reduction of DR progression and were less likely to
need laser therapy if they were randomised to the fenofibrate and simvastatin arm.
Those in the fenofibrate/simvastatin arm showed a reduced rate of progression of
DR (6.5 compared to 10.2 % in the simvastatin and placebo arm) by at least 3
DRSS steps at 4 years (Chew, Ambrosius et al. 2010).

The results of these two trials, FIELD and ACCORD Eye Study, suggest that
fenofibrate may be have a positive effect on diabetic retinopathy. However, as
fenofibrate failed to show beneficial effects for cardiovascular disease and lipid

profiles, fenofibrate is rarely prescribed for the treatment of diabetic retinopathy.
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2.2.6 Preghancy

DR is known to progress during pregnancy. Progression is more common in
mothers withTypel DM than in those with Type 2 DM (Egan, McVicker et al. 2015)
(Vestgaard, Ringholm et al. 2010) and also more severe (Rasmussen, 2010).
Progression is usually temporary and regresses post-partum, not affecting the
long-term risk of progression and vision loss. However, more frequent retinal
assessments are advised during pregnancy and the year following delivery (DCCT,
2000). The risk of progression to PDR was found to be linked to the retinopathy
grade present at the start of the pregnancy. Progression was low for those with no
baseline DR compared to those with NPDR, 50% of whom required laser therapy
(Stalnikiewicz, Floriot et al. 2010) (Sunness 1988). The progression of DR during
pregnancy may be due to increased circulating Insulin-like Growth factor-1 (IGF-1),
although the mechanism of action isn’t clear (Ringholm, Vestgaard et al. 2011). It
has also been suggested that the immune system may play a role (Kastelan,
Tomic et al. 2010).

2.2.7 Puberty

As with adults with DM, studies confirm that duration of DM as well as increased
HbAlc levels contributes to the development of DR in children with TIDM.
Interestingly, the onset of DM during or after puberty increases the risk of
developing STDR compared to those developing DM before puberty, particularly in
those aged under 5 years. Studies found that all DM complications occurred later
in those with longer duration of DM pre-puberty (Olsen, Sjolie et al. 2004)
(Donaghue, Fairchild et al. 2003).

2.2.8 Obesity

Investigation into the influence of obesity on DR has produced conflicting results.
Some studies, mainly of TLDM, have shown an increase in DR incidence with
increasing Body Mass index (BMI) (Henricsson, Nystrom et al. 2003) as well as

with increasing waist to hip ratios in both sexes (Chaturvedi, Sjoelie et al. 2001)
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(van Hecke, Dekker et al. 2005). The findings of WESDR (both Type 1 DM and
Type 2 DM) found a similar result but this was not statistically significant and
interestingly, another finding from WESDR was that underweight participants also
had an increased incidence of DR (Klein, Klein et al. 1997) . Other studies mainly
of T2DM in Asian populations found that obese patients had a lower risk of DR (Lu,
Hou et al. 2015) (Rooney, Lye et al. 2015). It has been postulated that those with
obesity may have better B-cell function, or more simply, that those with obesity
may have a more recent diagnosis of DM, or may have other comorbidities which
have been addressed such as reducing lipid levels or reducing hypertension,
impacting DR status, but the reasons for these different findings are not

understood.

These risk factors help to determine the risk of developing DR, but they do not

explain why progression rates vary so much.

2.3 Pathophysiology of Diabetic Retinopathy

Normoglycaemia is maintained by a negative feedback mechanism. The release of
glucagon from the pancreas is triggered by low blood glucose levels, which leads
to the conversion of glycogen in the liver to glucose (glycolysis). Glucose is
subsequently released into the blood stream, elevating its levels, which triggers the
release of insulin. Insulin instructs the liver to convert more glucose to glycogen
and promotes uptake of glucose from the blood by insulin-dependent tissues,
hence reducing blood glucose levels. This feedback mechanism designed to
maintain stable blood glucose levels is abnormal in DM (Broadgate, Kiire et al.
2018).
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Chronic hyperglycaemia impairs cells’ ability to regulate glucose transport leading
to high intracellular levels of glucose. As a result, blood vessel and tissue damage
in the retina is mediated by several pathways, described below, and lead to
microthrombi formation, cell adhesion molecule activation and cytokine and
leukocyte activation. These processes lead to over expression of growth factors
and cytokines (Wang and Lo 2018),(Fong 2004).

The vascular pathogenic pathways of DR are driven by hyperglycaemia which
leads to basement membrane thickening, endothelial injury and endothelial cell
death, followed by the loss of pericytes and disruption of tight junctions of the
capillary walls (Frank 2004) (Duh, Sun et al. 2017). This is mediated by elevated
levels of growth factors and cytokines (Broadgate, Kiire et al. 2018) and leads to
the formation of microaneurysms and haemorrhages and breakdown of the blood
retinal barrier (BRB) leading to DMO. The damage to capillary vessel walls
eventually leads to non-perfusion of the retinal vascular bed which results in
occlusion of capillaries and ultimately ischaemia and impaired oxygenation of

retinal neurons (Duh, Sun et al. 2017).

Later stages of DR, namely severe-non-proliferative DR are characterised by
intraretinal microvascular abnormalities (IRMA) and venous beading as well as
cotton wool spots and haemorrhage. Extensive endothelial damage of retinal
capillaries at this stage leads to the production of vasoconstrictor agents such as
endothelin and thromboxane A and Nitric oxide is also upregulated. These
processes cause vasoconstriction, capillary occlusion and ultimately hypoxia.
Further endothelial loss and thickened basement membranes promote vessel
occlusion and further ischemia (Wong, Cheung et al. 2016).

Proliferative diabetic retinopathy (PDR) develops as a consequence of severe
hypoxia. This leads to an imbalance of angiogenic mediators like VEGF and anti-
angiogenic mediators, the end result being neovascularisation (Wong, Cheung et

al. 2016). Neovascularisation is considered a response to an immune injury or to
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ischaemia. Neovascularisation is the body’s response to ischaemic injury (Sapieha
P et al. 2008) caused by an interruption to a tissue’s vascular supply e.g.to a skin
cut and is thought to be mediated by VEGF and other growth factors produced by
endothelial and muller cells. New vessels elsewhere (NVE) are often observed
adjacent to areas of ischemia but are prevented from revascularising the ischaemic
tissue. The new vessels are redirected to the vitreous where they often bleed
leading to vision loss. The mechanism is unclear but is thought to involve
semaphorin3A (Joyal JS et al. 2011). Inflammation is thought play an important
role in DR (Tang J et al. 2011) and neovacularisation of the disc (NVD) may
present without local ischaemia. The driver for these new vessels may be VEGF or
other growth factors produced by immune cells, and a reduction in IVT phagocytes

levels leads to reduced neovascularisation (Tang J et al. 2011).

Proteolytic enzymes digest the basement membrane of retinal vessels and
fragments of the basement membrane produced, along with VEGF and other
angiogenic factors triggered by hypoxia, promote new vessel formation by
stimulating migration and replication of endothelial cells. The endothelial cells form
solid buds which subsequently grow into new vessels by forming tubes (Beranek,
Kankova et al. 2002) (Wong, Cheung et al. 2016) (Broadgate, Kiire et al. 2018).

Although DR is considered a microvascular complication of DM, retinal
neurodegeneration occurs early in the disease, before any signs of DR are
clinically visible. Evidence suggests that DR is a disease of the retinal
neurovascular system (Duh, Sun et al. 2017). Before visible signs of DR appear,
neurodegeneration and neuroinflammation are evident (Abcouwer and Gardner
2014).

Evidence that the neuroretina is adversely affected by DM early on in the disease
has been gathered by histology studies. Neuroretinal function can be measured by
various means, namely colour vision testing, contrast sensitivity measurement,

dark adaptation, microperimetry and multifocal electroretinogram (mfERG).
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(Verbraak 2014). All tests mentioned have demonstrated functional loss early in
DM before vascular lesions are visible (Verbraak 2014). There is however a large
variability in the outcomes of functional tests (colour vision, contrast sensitivity,
microperimetry and dark adaptation) (Verbraak 2014). Patient’s ability to
understand and perform the tests reliably mean they are not accurate enough to be
used surrogate markers of DR (Duh, Sun et al. 2017).

Electroretinogram tests have measured a reduction in the oscillatory potential
before any other detectable functional changes or clinical signs are found in
patients with DM. Changes in neuronal function may therefore contribute to the
pathology of DR in the early stages of DM (Lieth, Gardner et al. 2000). Retinal
structural changes have also been detected early in the disease by means of
spectral domain optical coherence tomography (SD-OCT). Decreased thickness of
the ganglion cell layer and nerve fibre layer in those with T2DM with low levels of
DR were found when compared to those with no DR (van Dijk, Verbraak et al.
2012).

2.3.1 Metabolic Pathways

Several metabolic pathways are induced by hyperglycaemia and lead to
microvascular impairment, neurodegeneration and neurovascular unit impairment
in DR. These include interrelated pathways: the polyol pathway, the hexosamine
pathway, oxidative stress, the activation of protein kinase C, the upregulation of
Kinin B1 and B2 (Wong, Cheung et al. 2016) (Brownlee 2001) (Nentwich and Ulbig
2015). Such pathways lead to the production and activation of a variety of proteins
and growth factors including vascular endothelial growth factor (VEGF), free
radicals (oxidative stress), advanced glycosylation end products (AGE’S),
angiopoietin2 and protein kinase C (Wong, Cheung et al. 2016) (Fong, Aiello et al.
2004).

Damage to the retinal vessels via these pathways occurs by the following
mechanisms. The Polyol pathway metabolises excess glucose into metabolites
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which damage cells (Brownlee 2001). Oxidative stress can lead to cell death due to
the effects of reactive oxygen species. Aldose reductase is part of the polyol
pathway and converts glucose to sorbitol. Sorbitol accumulates in insulin-
dependent tissues, drawing water into the tissue producing osmotic stress and
damaging endothelial cells and pericytes (Wong, Cheung et al. 2016) (Hampton,
Schwartz et al. 2015). AGE’s are thought to promote inflammation as well as
oxidative stress leading to pericyte loss and microaneurysm formation (Fong, Aiello
et al. 2004). Higher levels of protein kinase C in retinal blood vessels causes
damage by increasing vascular permeability, basement membrane thickening,
leukocyte adhesion, vasodilation, and growth factor signalling (Nonaka 2000)
(Nagpala 1996) (Broadgate, Kiire et al. 2018). Kinin Bland B2 are thought to
increase inflammation, vascular permeability and leukocyte infiltration (Nentwich
and Ulbig 2015). Activation of the hexosamine pathway by hyperglycaemia can
lead to loss or migration of pericytes (Stitt, Curtis et al. 2016).

2.3.2 Microthrombin Formation

Microthrombosis is thought to contribute to occlusion of retinal capillaries in DR
(Boeri et al. 2001). Oxidative stress leads to apoptosis of retinal vessel endothelial
cells and the subsequent development of platelet microthrombi. The endothelial
cell surface is normally antithrombotic and blood clots do not form, however
endothelial injury causes platelet and leukocyte adherence resulting in the release
of cytokines which impact on the proliferative activities of smooth muscle cells
(Yamashiro, Tsujikawa et al. 2003) (Broadgate, Kiire et al. 2018).

2.3.3 Leukostasis

An increase in circulating inflammatory mediators are thought to be the trigger for
retinal leukostasis, the adhesion of leukocytes to the capillary endothelium
(Joussen et al. 2001) (Wong, Cheung et al. 2016) (Wang and Lo 2018).
Leukostasis increases in the diabetic eye due to the sensitization of endothelial
cells to the effects of cytokines and appears in the early stages of the disease.
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Intracellular adhesion molecules are thought to promote leukostasis (Joussen et al.
2001). A slowing of retinal blood flow and capillary occlusion follows clumping in
the retinal vessels by leukocyte adhesion. This leads to the breakdown of the BRB,
inflammation, loss of endothelial cells, increased cytokine activation and possibly

the creation of vascular malformations (Broadgate, Kiire et al. 2018).

2.3.4 Capillary Endothelial cell death

The death of vascular endothelial cells in DR is widespread and leads to ischaemia
and capillary closure. Degenerative retinal vessels are always found in diabetic
animal models and in post-mortem examinations of those with DR (Gardiner,
Archer et al. 2007). The exact mechanism of endothelial cell death is yet to be
elucidated, however the end result is acellular retinal capillaries with corresponding
areas of non-perfused microvasculature which can be observed with fluorescein
angiography. IRMA (which contain large numbers of endothelial-like cells) may be

associated with closure of retinal capillaries, (Stitt, Curtis et al. 2016).

2.3.5 Pericyte death

Pericytes are specialised contractile cells present in capillaries, which have a
similar function to smooth muscle cells found in larger vessels. (Beltramo and
Porta 2013). VEGF, angiopoetin-2, transforming growth factor-B (TGF-B) and
platelet derived growth factor beta (PDGF-B) are thought to be involved in the
survival and differentiation of pericytes. VEGF produced by pericytes stimulates
endothelial cell proliferation and the interaction of endothelial cells and pericytes
leads to the differentiation of pericytes by activating TGF-B (Beltramo and Porta
2013). Pericytes have contractile properties and are likely to help control blood
flow. They are found in the basement membrane of blood vessels where they help
maintain tight junctions and vessel integrity (Gardiner, Archer et al. 2007). The loss
of pericytes is thought to begin before clinical signs of DR appear and may lead to
vascular leakage, although the mechanism of pericyte loss is unclear.
Inflammation, advanced glycation end products (AGE) formation, production of
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reactive oxygen species (ROS) as well as Protein Kinase C and Ang-2 related
pathways have been implicated. (Stitt, Curtis et al. 2016). Pericyte loss also leads
to dysregulation of vascular tone and calibre and the proliferation of endothelial
cells, ultimately resulting in microaneurysm and haemorrhage development (Wong,
Cheung et al. 2016).

2.3.6 Basement Membrane Thickening

Also implicated in capillary leakage is the thickening of their basement membranes.
The thickened basement membranes are a result of increased collagen and other
cells, they are dysfunctional and allow leakage of lipids, proteins and inflammatory
mediators into the interstitial space (Wong, Cheung et al. 2016). Capillary
basement membrane thickening also occurs early in the disease process and

leads to a loss of vessel elasticity (Stitt, Curtis et al. 2016).

2.3.7 Retinal blood vessel calibre, oxygen saturation and blood flow

The Airlie House classification described retinal venule widening as a feature of
DR, however accurate measurements of vessel calibre at that time were difficult so
venous beading was used as a measure (Wu, Fernandez-Loaiza et al. 2013) (Stitt,
Curtis et al. 2016). With improvements in digital imaging, such measurements are
now reliable and accurate and further studies have found venular widening in DR.
(Tsai, Wong et al. 2011). Studies of arteriolar width have found contradictory
results with some finding narrower, (Klein, Klein et al. 2003) and some wider widths
in the vessels of those with DR. Klein et al found that larger arteriolar and venule
calibre was related to progression of DR (Klein, Klein et al. 2004). A recent study
found that wider venule diameters and smaller arteriolar diameters were both
predictive of PDR development (Broe, Rasmussen et al. 2014) and a study of
African Americans with Type 1DM also found that a larger retinal venule diameter

can predict progression to PDR (Roy, Klein et al. 2011).

Oxygen levels in retinal blood vessels can now be measured non-invasively by an

imaging technigue known as oximetry (Hammer, Vilser et al. 2009, Hardarson
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2013). In a number of studies, oxygen levels have been found to be higher in
retinal arterioles and venules of those with DR compared to controls without DM
(Hardarson and Stefansson 2012), and in some studies the levels of oxygen found
in retinal venules alone increased rates of DR progression (Hammer, Vilser et al.
2009) (Jorgensen, Hardarson et al. 2014). The reasons for these findings are
unclear, they may be due to the shunting of blood through preferred channels such
as IRMA which would alter the distribution of oxygen in the retina (Hardarson and
Stefansson 2012) (Stitt, Curtis et al. 2016). Alternatively, as the capillary bed
declines, less oxygen may be derived from the retinal vessels, and cell loss may
reduce the oxygen requirement of retinal tissue. (Stitt, Curtis et al. 2016).

Abnormalities of retinal blood flow in those with DM was reported as long ago as
the 1930’s (Wagner H.P 1934). More recently haemodynamic changes in the
retinal vessels have been shown before the onset of visible retinopathy (Kohner,
Hamilton et al. 1975) (Kohner 1993) (Lockhart, McCann et al. 2014) (Stitt, Curtis et
al. 2016). Initially, arteriolar vasoconstriction results in decreased retinal blood flow
(Ciulla, Harris et al. 2002, Klein, Klein et al. 2003) and as the disease progresses,
arteriolar dilatation has been reported. (Schmetterer and Wolzt 1999) (Ciulla,
Harris et al. 2002). This enhances blood flow and may contribute to the
progression of DR to DMO and PDR (Curtis, Gardiner et al. 2009) (Grunwald, Riva
et al. 1992) (Klein, Myers et al. 2012).

2.4 Classification of Diabetic Retinopathy

Evidence suggests that initial retinal damage and significant neuroglial dysfunction
due to hyperglycaemia precedes the appearance of visible microvascular
abnormalities (Curtis, Gardiner et al. 2009). This is confirmed by changes to colour
vision (Roy, Gunkel et al. 1986), contrast sensitivity (Sokol, Moskowitz et al. 1985)
(Ewing, Deary et al. 1998) and electroretinogram measurements (Hancock and
Kraft 2004) which also precede changes in visual acuity.
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Optometrists, ophthalmologists and retinal specialists classify DR and identify
people at risk of developing sight-threatening DR based on the lesions identified,
including microaneurysms (MA), haemorrhages (including pre-retinal and vitreous),
hard exudates (HE), cotton wool spots (CWS), venous abnormalities and

intraretinal microvascular abnormalities (IRMA).

The severity of DR is determined using semi-quantitative grading systems whereby
the morphological appearance of the fundus is matched with the retinopathy grade
as observed on a set of standard fundus photographs. Lesions may be graded
differentially depending on whether they are detected in single or multiple fields
(Davis, Norton et al. 1968).

It was widely recognised that a uniform qualitative and quantitative analysis
approach is needed to critically evaluate DR and, consequently, a reproducible

grading system has evolved over the past 50 years.
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Table 2.1 Evolution of the DR classification systems by year of development

Airlie Early International |National Scottish DR Deep
House, Treatment of |Clinical Screening Diabetic Learning
1968 Diabetic Diabetic Committee Retinopathy |Algorithm,
(Dawvis, Retinopathy |Retinopathy [(NSC)-UK Grading 2016
Norton et  |Study Disease 2003(Scanlon |Scheme, (Gulshan,
al. 1968) (ETDRS) severity 2017) 2003 Peng et al.
(level) 1991 scale, 2003 (level) (Scotland, 2016)

(ETDRS (Wilkinson, McKeigue et —
Definition . Definition Definition

Report 12) |Ferris et al. al. 2016)

(level) 2003) (level)

Definition (level) Definition

Definition
(0) (20) No apparent [(RO) (RO) Referable
None DR absent |retinopathy |None None DR
(1) (20) Mild NPDR  |(R1) (R1)
Mild to MA only Mild Mild
moderate Background background
DR DR

(35) Moderate (R2) Referable

Mild NPDR  |NPDR Moderate maculopathy

(43) background (R2)

DR
Moderate Moderate
NPDR Background
DR

(2) (47)
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Moderate |Moderately

to severe |severe (R3)
NPDR
Proliferative
(53 A-D) Severe DR (R3)
Severe NPDR Proliferative
NPDR DR
(53E)

Very severe |PDR
NPDR

The approximately mapped Airlie House, ETDRS, International, UK and Scottish
classification systems. DR, diabetic retinopathy; MA, microaneurysms; NA, not
applicable; NPDR, non-proliferative diabetic retinopathy.

2.4.1 Airlie House Classification

The conference held at Airlie House, Virginia, in 1968 evaluated the knowledge of
the natural history of DR at the time and, after consensus, the attendees devised a
formal and comprehensive standard classification of DR (Davis, Norton et al.
1968). This classification used standard stereoscopic fundus photography in four or
five predetermined fields for the grading of lesions, whereby changes considered
less severe than the standard example were classified as grade 1, and changes
that were equal or worse than the standard example as grade 2. Written materials
documenting the number/size and type of lesions were also utilised to evaluate

findings, such as new vessels and fibrous proliferation (Davis, Norton et al. 1968).

2.4.2 ETDRS and International DR Classifications

The subsequent Early Treatment for Diabetic Retinopathy Study (ETDRS) disease

severity scale is based on a modified version of the Airlie House classification
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system (Table 1). The ETDRS used stereoscopic colour fundus photography in
seven standard fields (30 degrees) and became the reference standard against
which screening tests were judged (ETDRS Report 10 1991). Of these seven
standard fields, field one is centred on the optic disc, field two is centred on the
macula, field three is temporal to the macula and fields four to seven surround
fields one to three (ETDRS Report 10 1991). More recently, digital evaluations
have been found to be comparable to both the ETDRS severity levels and design
outcomes from the Diabetes Control and Complications Trial/Epidemiology of
Diabetes Interventions and Complications Study (DCCT/EDIC), and have therefore
largely replaced stereoscopic colour photographs (Hubbard, Sun et al. 2011). The
ETDRS classification system allowed therapeutic endpoints and techniques for
measuring endpoints to be defined in clinical trials, and provided a reliable
assessment of treatments whereby the efficacy of a treatment could be assessed
on stepwise changes in DR severity levels (ETDRS Report 12 1991).

While the ETDRS classification is widely recognised as appropriate for
publications, research and communications between retinal specialists, it was
considered overly complicated for everyday clinical practice, requiring comparisons
with standard photographs and includes too many levels, so an alternative
simplified scale was developed: The International Clinical Diabetic Retinopathy
Disease severity scale (Wilkinson, Ferris et al. 2003). This simplified scale allows
disease severity to be easily communicated to primary healthcare providers who
may not be experts in the field to ensure appropriate clinical recommendations for
follow up or treatment. The scale is illustrated below. It starts with ‘no apparent

retinopathy’, ‘mild’, ‘moderate’ and ‘severe’ NPDR, with a final level of PDR.
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Table 2.2 Early Treatment of Diabetic Retinopathy Final Diabetic Retinopathy

Severity Scale

ETDRS Report 12 (1981)

Level

Severity

Definition

10

No Retinopathy

Diabetic retinopathy
absent

20

Very mild NPDR

Microaneurysms only

35

Mild NPDR

Hard exudates, cotton-
wool spots, and/or mild
retinal haemorrhages

43

Moderate NPDR

43A retinal haemorrhages
moderate (>photograph
1) in four quadrants or
severe (= photograph 2A

in one quadrant.

43B Mild IRMA
(<photograph 8A) in one
to three quadrants

47

Moderate NPDR

47A Both level 43

characteristics

47B Mild IRMA in four

quadrants

47C Severe retinal
haemorrhages in two to

three quadrants
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47D Venous beading in

one quadrant

53 A-D

Severe NPDR

53A 22 level 47

characteristics

53B Severe retinal
haemorrhages in all four

quadrants

53C Moderate to severe
IRMA (=photograph 8A)

in at least one quadrant

53D Venous beading in at
least two quadrants

53E

Very severe NPDR

22 level 53A-D

characteristics

61

Mild PDR

NVE <0.5 disc area in

one or more quadrants

65

Moderate PDR

65A NVE =0.5 disc area

in one or more quadrants

65B NVD< photograph
10A (<0.25-0.33 disc

area)

71,75

High-risk PDR

NVD = photograph 10A,
or NVD < photograph 10A
or NVE = 0.5 disc area
plus VH or PRH, or VH or
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PRH obscuring = 1 disc

area

81,85

Advanced PDR

Fundus partially obscured
by VH and either new
vessels ungradable or
retina detached at the
centre of the macula

NPDR (Non-proliferative diabetic retinopathy), IRMA (Intra retinal microvascular
abnormalities), NVE (new vessels elsewhere), NVD (new vessels at the disc), PRH

(pre-retinal haemorrhage), VH (vitreous haemorrhage)

Figure 2.1 Standard photographs 2A, 6A and 8A. ETDRS Report 10 1991
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Table 2.3. International Clinical Diabetic Retinopathy Disease Severity Scale

(Wilkinson, Ferris et al. 2003)

Proposed Disease Severity Level

Findings Observable Upon Dilated
Ophthalmoscopy

No apparent retinopathy

No abnormalities

Mild non-proliferative diabetic

retinopathy

Microaneurysms only

Moderate non-proliferative diabetic

retinopathy

More than just microaneurysms but less
than severe non-proliferative diabetic

retinopathy

Severe non-proliferative diabetic
retinopathy (4-2-1 Rule)

Any of the following:

e More than 20 intraretinal
haemorrhages in each of 4
guadrants

e Definite venous beading in 2 or
more quadrants

e Prominent IRMA in 1 or more
guadrants and no sign of
proliferative diabetic retinopathy

Proliferative diabetic retinopathy

One or both of the following:
e Neovascularisation

e Vitreous/Preretinal haemorrhage

2.4.3 UK-based Classifications: England and Scotland

In the UK, screening protocols have also simplified the ETDRS classification and

applied it to one-field (Scotland) and two-field (England and Wales) fundus
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photography (Scanlon 2017). These simplified approaches are based on DR
features that a non-ophthalmologist/accredited photographic grader can recognise
and assess, and provides guidelines for severity levels which merit patient referral

for expert opinion from an ophthalmologist and possible treatment.

2.4.4 Artificial intelligence and automated DR detection

The most transformative advance in DR screening of this century is automated DR
detection. Software for automated detection of DR lesions from fundus
photographs have been developed with the potential to reduce the workload of
retinal graders by providing an automated real-time evaluation that can expedite
referral and diagnosis, thus improving efficiency and cost-effectiveness (Sim,
Keane et al. 2015). In addition, integrating digital DR images with electronic
medical records may improve individual patient prognosis and provide an
opportunity for predictive modelling of medical risk factors based on broad
population data. When fully implemented, this approach has the potential to
substantially improve the way diabetes eye care is delivered (Sim, Keane et al.
2015).

Using retinal images from the EyePACS database and other sources, Google
Research, Inc. has developed and tested an automated deep learning system for
the detection of DR. This system has demonstrated consistent interpretation, high
sensitivity and specificity and rapid reporting of results (Gulshan, Peng et al. 2016).
Detection accuracy can be further improved by using an adjudicated tuning dataset
and higher resolution images (Krause, Gulshan et al. 2018). Other algorithms for
automated grading of retinal images, capable of recognising MA and other DR
lesions, have been developed, including the FDA-approved IDx-DR system (van
der Heijden, Walraven et al. 2014). This is the first autonomous artificial
intelligence diagnostic device approved for detection of DR in primary care, and is
viewed as a promising system for modernising healthcare delivery. In terms of real-

world application, automated DR detection has already been trialled in Scotland
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using a two-tier strategy, replacing initial manual grading to assess image quality
and to detect the presence of any retinopathy. Automated grading in this trial
proved to be similarly effective and less costly than manual grading (Scotland,
McNamee et al. 2007).

2.5 Classification of DMO

Increased vascular permeability may result in thickening of the retina (oedema)
and lipid deposits (exudates). The degree and area of thickening were considered
in The Early Treatment of Diabetic retinopathy Study (ETDRS). The classification
came about as part of the trial to elucidate the most beneficial time to treat with

laser.

The ETDRS defined Clinically Significant Macular Oedema (CSMO) by three

criteria:
1. Retinal thickening within 500 um of the centre of the macular.

2. Hard exudates within 500 uym of the centre of the macular adjacent to an area of

retinal thickening.

3. one-disc diameter of retinal thickening part of which is within one disc diameter
of the centre of the macular (ETDRS Report 1, 1985)

The term CSMO was chosen to define macular oedema affecting the centre of the

macular, which has the most detrimental effect on vision.

The International Clinical Diabetic Retinopathy Disease severity scale simplified
the grading of DMO. They classified DMO as Apparently Absent and Apparently
Present. If present it was classified as mild, moderate and severe.
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Table 2.4 Diabetic Macular Oedema Disease Severity Scale (Wilkinson, Ferris et

al. 2003)

Proposed Disease Severity Level

Findings Observable on Dilated
Ophthalmoscopy

Diabetic macular oedema apparently

absent

No apparent retinal thickening or hard

exudates in posterior pole

Diabetic macular oedema apparently

present

Some apparent retinal thickening or

hard exudates in posterior pole

If diabetic macular oedema is present, it can be categorized as follows:

Proposed Disease Severity Level

Findings Observable on Dilated

Ophthalmoscopy*

Diabetic macular oedema present

Mild diabetic macular oedema: Some
retinal thickening or hard exudates in
posterior pole but distant from the

centre of the macula

Moderate diabetic macular oedema:
Retinal thickening or hard exudates
approaching the centre of the macula

but not involving the centre
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Severe diabetic macular oedema:
Retinal thickening or hard exudates

involving the centre of the macula

*Hard exudates are a sign of current or previous macular oedema. Diabetic
macular oedema is defined as retinal thickening, and this requires a three-
dimensional assessment that is best performed by a dilated examination using slit-

lamp biomicroscopy and/or stereo fundus photography.

More recently DMO has been referred to as Centre-Involving or Non-Centre-
Involving. This sub classifying of DMO describes whether the centre of the macular

is involved based on optical coherence topography (OCT).

2.6 Proliferative Diabetic Retinopathy (PDR)

Proliferative diabetic retinopathy (PDR) is the most severe stage of DR. The
hallmark of PDR is the growth of new vessels (neovascularization) in the retina and
iris, followed by vitreous haemorrhage and tractional retinal detachment. New
vessels form as a result of hypoxia which increases VEGF levels. They mostly
appear at the interface of perfused and ischaemic areas of retina. New vessels
usually grow from post-capillary venules. As new vessels are fragile, they
frequently bleed into the vitreous cavity and grow into the vitreous gel. In time, the
new vessels may become surrounded by fibrovascular tissue which when
contracts, can detach the retina leading to irreversible vision loss (Wong, Cheung
et al. 2016) (Simo, Hernandez 2008). New vessel growth in the anterior segment of
the eye, on the iris or in the anterior chamber angle may lead to obstruction of the
trabecular meshwork. This leads to a rise in intra-ocular pressure and neovascular

glaucoma (Wong, Cheung et al. 2016) leading to severe visual loss.
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2.7 Non-Proliferative Diabetic Retinopathy Features

2.7.1 Microaneurysms

Retinal microaneurysms (MA) are present in a number of conditions affecting the
retinal vasculature, for example hypertension and retinal vein occlusions but
appear most commonly in DR (Curtis, Gardiner et al. 2009). The first detectable
clinical signs of DR are microaneurysms and dot haemorrhages. MA appear as
small round red dots of varying size (10-125 um in diameter) with sharp margins
(ETDRS Report 10,1991) and may leak leading to dot haemorrhages, oedema and

exudates (Reznicek, Kernt et al. 2011).

They may appear white with time as the lumen becomes occluded with hyaline.
Any red dot larger than 125 uym is considered to be a haemorrhage, unless it has
smooth margins, a round shape and a central light reflex in which case it is likely to
be a MA. MA can occur in isolation or in groups. MA are thought to form as a result
of capillary basement membrane thickening and endothelial cell damage which
leads to loss of pericytes and tight junctions (Wong, Cheung et al. 2016). The
subsequent dilatation of the capillary wall gives a saccular appearance to MA.
They are mainly located in the inner nuclear layer of the retina and develop
principally from the retinal venous capillaries (Reznicek, Kernt et al. 2011). MA can
disappear with time due to thrombosis and subsequent reabsorption of
haemorrhage as well as any oedema and exudate. Once absorbed they are often
replaced by new MA. Recent studies have shown that high rates of MA turnover is
associated with a greater risk of developing macular oedema (Cunha-Vaz, Ribeiro
et al. 2017). MA are often seen temporal to the fovea and at areas of capillary non-
perfusion (Infeld and O'Shea 1998). Published studies have reported that the
presence, size and shape of MA may be critical in determining the development of
(DR. High numbers of MA (up to 7) in people with NPDR was found to increase the
risk of long-term development of sight-threatening DR (both PDR and DMO)),

without predicting the stepwise progression of DR (Rasmussen, Broe et al. 2015).
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The size of MA may be important, as owing to a greater MA radius-to-vessel-
diameter ratio, smaller MA may be more prone to leaking and rupture than larger
MA (Dubow, Pinhas et al. 2014). As this group also identified different shapes of
MA, it would be advantageous to know which MA confer a higher risk given the
option of laser-targeted treatment for preventing microaneurysm rupture. As MA
can rupture forming haemorrhages their presence may be significantly associated

with developing vitreous haemorrhages in later life (Lee, Lee et al. 2017).

2.7.2 Cotton Wool Spots

Cotton wool spots (CWS) are retinal features that have the appearance of cotton
wool. They have been described as focal nerve fibre layer infarcts caused by
ischaemia which lead to interruptions of axoplasmic flow in the nerve fibre layer
(Wong, Cheung et al. 2016), (Infeld and O'Shea 1998), (Patel et al 2012) and are a
sign of local ischaemia. They appear as pale yellow to white, superficial inner
retinal lesions with ill-defined feathery margins, resulting from coagulative necrosis
of isolated retinal foci (Feman 1994). CWS are detected where the retinal capillary
bed already showed marked abnormalities, therefore, while CWS may be a
hallmark of DR, wide areas of subclinical retinal microvascular disease are likely to
predate their onset/detection, and as a result, the role of CWS as predictors of
future progression to sight-threatening DR is not clear (Feman 1994) (Naqvi, Zafar
et al. 2018). There is significant overlap between DR and hypertensive retinopathy
(HR), whereby severely elevated blood pressure may cause similar pathology to
DR, including CWS, flame-shaped haemorrhages, arteriovenous nicking and optic
disc oedema (Infeld and O'Shea 1998). Indeed, some lesion patterns have
characteristics of both DR and HR, and could be interpreted as either DR
worsened by hypertension or HR developing in people with diabetes (Bek and
Helgesen 2001). Matthews et al showed that the level of hypertension in people
with diabetes was related to the presence and number of CWS (Matthews, Stratton
et al. 2004). The pathogenesis and overlap of CWS in these diseases are not fully

understood, but impaired retinal blood flow autoregulation in people with diabetes
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may be involved (Rassam, Patel et al. 1995) in addition to the well-documented
disturbed microcirculation. CWS are also commonly associated with IRMA (see

later) but on their own they are not an independent predictor of DR progression.

2.7.3 Hard Exudates

Hard exudates, found principally in the posterior pole of the macular region in the
outer layers of the retina, are one of the hallmark signs of DR and can severely
compromise sight (Infeld and O'Shea 1998). HE are yellowish-white in colour and
composed largely of extracellular lipid that has leaked from abnormal retinal
capillaries. They can appear alone or in groups or may form a ring pattern around
the leaking vessels (Feman 1994) or areas of oedema (ETDRS Report 10 1991).
Quantitative measurement of HE in people with diabetes is associated with
triglyceride and lipid levels, and a higher risk of central involvement (Sasaki,
Kawasaki et al. 2013).

2.7.4 Deep Haemorrhages

Intraretinal haemorrhages can occur in different layers of the retina. The shape of a
haemorrhage is indicative of its location, reflecting the architecture of the retinal
layer in which they occur. Haemorrhages in the nerve fibre cause blood to dissect
among the axons in the superficial retina which run parallel to the retinal surface,
resulting in flame-shaped haemorrhages (Infeld and O'Shea 1998). Flame-shaped
haemorrhages may appear in DR but are more usually associated with
hypertensive retinopathy, retinal vein occlusions, low tension glaucoma and other
conditions affecting the vasculature of the superficial and peripapillary capillary

beds (Hayreh, Zimmerman et al. 1994, Liou, Sugiyama et al. 2001).

Deep haemorrhages (DH) are described as blot-shaped or dot haemorrhages, and
emanate from the deep capillary plexus in the outer layers of the retina. They are
found within the inner nuclear or outer plexiform retinal layers and are more
common in DR than flame-shaped haemorrhages. They appear slightly darker than

other retinal haemorrhages.
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DH can appear at all stages of DR. When more numerous and present in all four
guadrants of the retina they are considered a sign of severe NPDR as described in
the 4-2-1 rule of the ETDRS (ETDRS Report 12 1991). In this category, DR is
considered severe if there are DH in all four quadrants of the retina, venous
beading (VB) in two quadrants or IRMA in one quadrant (or more than one of these
patterns). Findings from the large, multicentre ETDRS study reported that in
severe NPDR, dot/blot-shaped haemorrhages in four quadrants were indicative of
future development of PDR (ETDRS Report 12, 1991).

2.7.5 Venous Changes

Venous beading, venous loops and venous reduplications are features of more
severe NPDR.

A venous loop is defined in ETDRS Report 12 as ‘an abrupt, curving deviation of a
vein from its normal path’. Reduplication of a vein is described as the dilatation of
an existing vessel or proliferation of a new channel adjacent to and of the same
calibre as the originating vein. Venous loops and reduplications are not commonly
found in those with DR and ETDRS did not find a strong correlation between their
baseline severity and the development of PDR but they are more commonly found
in the later stages of NPDR and in PDR (Sato, Kamata et al. 1993)

2.7.5.1 Venous Beading in DR

Diffuse dilations of retinal veins are observed during the early stages of DR which
may be due to retinal hyperperfusion (Bek 2002). VB describes localized changes
in retinal vessel calibre which sometimes resemble a string of beads (ETDRS
Report 10 1991). Venous beading in DR has traditionally been linked to future
progression of NPDR to PDR (ETDRS Report 12, 1991) (Wong 2011) . This has
been recently disputed in a Chinese population where the presence of VB was
found to correlate with proliferative diabetic retinopathy (Chen, Zhang et al. 2018).
This study found VB in two or more quadrants to be present in only 2.1% of those

with severe NPDR and that 95% of eyes with this stage of VB already had PDR.
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This group therefore hypothesise that VB, in this Chinese population is much more
prevalent in PDR and suggest that less than one quadrant of VB may be a more
sensitive predictor of progression from NPDR to PDR as once 2 quadrants are

present, the DR has already become proliferative.

The 4-2-1 rule derived by the ETDRS for diagnosis of NPDR states that VB in two
quadrants is considered severe NPDR (ETDRS Report 12 1991), with a high risk of
progression to PDR. The ETDRS study found that VB was the most powerful
predictor of subsequent development of PDR. (ETDRS Report 12, 1991). A recent
study of a Chinese population found that those with NPDR and VB were
approximately 7.5 times more likely to progress to PDR (Chen, Zhang et al. 2018).
This study of those with Type 2 DM found VB to be more prevalent in PDR than
NPDR and that VB was strongly associated with a longer duration of DM, a
younger age of onset of DM and with capillary non-perfusion. They reported a
lower rate of VB in NPDR than other studies (5.9%).

In a study of Japanese eyes, most (42%) VB appeared in the second branch of

veins (Sato, Kamata et al. 1993)

2.7.5.2 Venous Beading in Radiation Retinopathy (RR)

Radiation retinopathy (RR) is a complication of treatment for malignancies of the
head, neck, globe and orbit and thought to result from endothelial cell damage.
Radiation retinopathy usually presents 6-12 months after completion of
radiotherapy. It is irreversible and dose related (Archer, Amoaku et al. 1991)
although radiation induced macular oedema has been successfully treated with
anti-VEGF therapy (Reichstein 2015). Bilateral venous beading has been
described as part of a spectrum of retinal morbidities caused by radiation including
haemorrhages, optic neuropathy, telangiectasia, neovascularisation, macular
oedema and macular degeneration. (Uzun, Toyran et al. 2016) The pathogenesis
of RR is considered to be a result of endothelial cell loss and capillary closure, with
pericytes less affected early on (Archer, Amoaku et al. 1991). The posterior pole
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and macula of those with RR show severe ischaemia (Gupta, Dhawahir-Scala et
al. 2007). Patients with DM are considered more at risk of RR and the appearance

of VB in DR and RR are similar in severity and distribution.

2.7.5.3 Idiopathic Venous Beading

Venous beading has been associated with recurrent branch vein occlusion in a
rare case; the aetiology of the beading remained unexplained but is thought to
have caused the vein occlusions, possibly due to the increased stasis causing
damage to the vascular endothelium promoting thrombosis (Fonseca and Dantas
2002. The appearance of the VB in this case was more severe than that found in
DR or radiation retinopathy. Another case of VB with recurrent pre-retinal
haemorrhage was reported by Keyser et al (Keyser, 1997). The haemorrhage was
considered a consequence of structural weakness in the beaded veins. This case
showed very severe VB in all four quadrants of one eye which was more severe
than VB usually found in those with DR. The other eye had mild VB. No systemic
or ocular disorders explained the beading and haemorrhage and the patient’s

family were not affected.

2.7.5.4 Inherited Venous Beading

Inherited Venous Beading is a very rare autosomal condition first reported by
Meredith in 1987 (Meredith 1987) and again in 1988 by Stewart et al (Stewart and
Gitter 1988) and Piguet et al (Piguet, Gross-Jendroska et al. 1994).Those affected
may have other features of retinopathy: microaneurysms, oedema, retinal
neovascularisation, vitreous haemorrhage and conjunctival vascular abnormalities
(Meredith 1987). Inherited venous beading is not associated with DR (Sato,
Kamata et al. 1993) and its pathogenesis remains unclear although some affected
had lower than normal leukocyte and neutrophil counts. The condition may be
asymmetric between eyes, and the VB irregular and segmental (Piguet, Gross-
Jendroska et al. 1994). As in the idiopathic cases reported, the beading is very
prominent (see figure 2.2).
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Fig 2.2 Fluorescein angiogram showing prominent beading in the left eye of a 26

year old (Piguet, Gross-Jendroska et al. 1994)

2.7.5.5 Venous Beading: Hypotheses of aetiology

The pathophysiology of venous beading is not understood. In a healthy retinal vein,
the diameter decreases monotonically but retinal veins exhibiting beading have
periodic constrictions which have been likened to a string of beads. VB has been
described as an expansion of the vein in response to ischemia or other

64



abnormalities (Chen, Zhang et al. 2018) and is often found adjacent to areas of
non-perfusion (Chen, Zhang et al. 2018).

Conflicting information exists as to whether the walls of retinal veins contain
muscle. Hogan et al in 1963 found that the walls of the veins do not contain elastic
tissue or smooth muscle (Hogan and Feeney 1963). More recent studies have
found that larger venules contain smooth muscle and the walls of retinal veins

contain smooth muscle cells (Yu, Su et al. 2016).

Kur et al described retinal venular muscle cells being similar to that of pericytes
(Kur, Newman et al. 2012), which are thought to play a key role in diabetic
retinopathy.

Sympathetic vasomotor innervation is not present in retinal veins, therefore
changes in vessel calibre may be caused by responses of the vessel wall to local
stimuli, possibly increased ischaemia. Alternatively, VB could be a response to
vasoactive agents within the circulation (Piguet, Gross-Jendroska et al. 1994). As
retinal vessels have no autonomic innervation, local vascular control mechanisms
are likely to regulate retinal blood flow but these mechanisms remain to be
elucidated (Yu, Su et al. 2016). Changes in vessel calibre as seen in VB may be
caused by metabolic disturbances affecting the vascular smooth muscle, resulting

in focal narrowing of the vessel (Gregson, Shen et al. 1995).
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Fig 2.3 Shows a Fundus Fluorescein Angiogram picture of venous beading near an

area of ischaemia (Blue arrow)

00:41:462

2.7.6 Intraretinal Microvascular Abnormalities (IRMA)

IRMA were first described in the 1986 Airlie House Classification. IRMA have been
described as dilated, tortuous intraretinal vascular segments, varying in calibre
from barely visible to 31 ym (ETDRS Report 10 1991) and appear as abnormally
branching and dilated capillaries and shunts between arteries and veins (Wong,
Cheung et al. 2016) that may supply areas of non-perfusion. Alternative
descriptions include ‘dilated, tortuous intraretinal vascular loops that are not
consistent with the natural distribution of normal capillaries and do not breach the

internal limiting membrane’ (Sorour, Mehta et al. 2020). IRMA typically develop
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next to areas of non-perfused capillaries or CWS (Stitt, Curtis et al. 2016) which
suggests that they are either vascular shunt vessels or early new vessels which
are yet to penetrate the internal limiting membrane (Infeld and O'Shea 1998) .
Different appearances of IRMA have recently been described, namely dilated
trunk, looping, twisted loop, sea-fan and net shaped, although the significance of
the different morphological appearance has not been ascertained (Sorour, Mehta
et al. 2020).

A post mortem study of eyes with IRMA identified by fundus photography 3-20
months before death were evaluated by light and electron microscopy by Imesch et
al. The morphology of those IRMA examined included features usually seen in new
vessels supporting the theory that they have the potential to develop into new
vessels, and have been observed doing so (Lee 2015), or are new vessels within
the retina (Imesch, Bindley et al. 1997). The examination found that the IRMA were
located in the inner retina, close to the internal limiting membrane and were made
up of multiple, closely spaced thin walled vascular lumina, with a calibre measuring
20-70 ym. The lamina of IRMA were enveloped in a perivascular cuff and
comprised of tightly spaced thick endothelial cells. They also found pericyte
degeneration and numerous endothelial cell nuclei in the IRMA tissue. This study
found evidence that IRMA may resolve, as some lesions previously identified as
IRMA showed features of atrophy. The cuff surrounding IRMA contained collagen
fibrils resembling the extracellular matrix of preretinal new vessels, supporting the
theory that IRMA may be new vessels that are yet to break through the ILM.
Further similarities with pathological new vessels were a similar locality in the
retina and the presence of endothelial fenestrations and short but tight junctions.
The presence of these fenestrations may explain the observation that IRMA
occasionally leak when viewed with fluorescein angiography, although not to the
same extent as new vessels. (Imesch, Bindley et al. 1997). This minimal
fluorescein leakage from IRMA has long been used to differentiate IRMA from new
vessels. Other post-mortem studies of IRMA describe wide-calibre multicellular
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channels within the capillary bed. (Gardiner, Archer et al. 2007). Another group
observed that IRMA contain high numbers of endothelial cells and appear near
acellular capillaries close to the arterial circulation. Their traversing of ischemic
retina linking pre-capillary arterioles and post-capillary venules suggests their role
as shunt vessels attempting to re-vascularise ischemic retinal tissue. (Stitt, O'Neill
et al. 2011, Stitt, Curtis et al. 2016). This group argues that as IRMA are
predominantly found on the arterial side of the circulation, they are unlikely to
develop into new vessels which generally arise from venules. More recent studies

have however observed IRMA emerging from venules, as discussed below.

Information gathered from these examinations are limited however, as they are
looking at a single point in the lesion’s evolution (Lee, Lee et al. 2015). A study by
Chang et al investigated the potential of IRMA to develop into new vessels by
following their natural history. They found that 70% of new vessels had their origin
near pre-existing IRMA, providing strong support that IRMA may become

pathological new vessels (Chang 1995).

Arteriovenous IRMA have been observed, which connect an arteriole with a venule
and also those emerging from a venule and connecting to another part of the same
venule, veno-venous connections (Petersen and Bek 2019). This group evaluated
oxygen saturation levels in IRMA, new vessels and venous loops and found that
IRMA and new vessels both bypass vascular segments with capillary occlusion by
connecting arterioles and venules. Based on their oximetry measurements, the
group hypothesised that IRMA may progress to neovascularization in order to
increase the amount of shunting required to bypass more extensive areas of

capillary occlusion (Petersen and Bek 2019).
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Figure 2.4 Example of arteriovenous IRMA, courtesy of Peterson and Bek
(Petersen and Bek 2019)

Arrows: arteriole and venule
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Fig 2.5 Example of IRMA connecting two sections of the same venule (from
Peterson, Bek 2019) arrows pointing to the two entry points on venule

Lee et al examined patients with both IRMA and new vessels elsewhere (NVE)

using colour and red free fundus photographs, fluorescein angiography images and
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Spectral Domain Optical Coherence Tomography (SD-OCT). The study looked at
examples of clinical diagnoses of IRMA aided by red-free fundus photographs
(Lee, Lee et al. 2015). Some of these lesions had broken through the ILM when
examined with SD-OCT thus being reclassified as NVE. IRMA were observed with
SD-OCT as outpouchings of the ILM without penetrating the posterior hyaloid.
Hyperreflective spots were identified in the inner retina where IRMA and NVEs
were present. They may be microglia-activated cells that promote inflammation
(Vujosevic, Bini et al. 2013) and may be a sign of activity as they were absent in
fibrosed, inactive NVE so patients identified with these spots may warrant close
follow up. The study identified three IRMA that progressed to NVE and findings

suggest SD-OCT is a useful and non-invasive tool to differentiate IRMA from NVE.

In a similar finding to Chang et al, a more recent study with OCTA found that 50%
of eyes with IRMA were found next to preretinal neovascularisation, which
suggests that IRMA may be new vessels yet to break through the ILM and become

new vessels (de Carlo, Bonini Filho et al. 2016).

A recently published study using an algorithm in addition to OCT Angiography that
detects relative blood flow speeds found that IRMA and new vessels appeared to
originate from areas of relatively slow blood speeds, adding further support to their
having similar origins. They found that IRMA showed turbulent intermediate to slow
flow, new vessels from venous origin had lower flow speeds and those from the
arterial side of the retinal circulation demonstrated higher flow speeds (Arya, Filho
et al. 2020).

A recently published study by this group found that anti-VEGF therapy reduces
IRMA in a PDR population, although some regression was found if sixteen weeks
elapsed between treatments (Pearce, Chong et al. 2020). This will be discussed in
more detail in Chapter 6.

In summary, it is thought that IRMA may originate via angiogenesis and may be
precursors to the earliest stages of neovascular growth in the retina (Muraoka and
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Shimizu 1984). IRMA represent either new vessel growth within the retina or
remodelling and growth of pre-existing vessels through endothelial cell proliferation
stimulated by hypoxia, often bordering areas of capillary nonperfusion. IRMA may

possibly have two distinct aetiologies, angiogenesis and vascular remodelling.

In the ETDRS longitudinal case evaluation, IRMA were found to be predictive of
future development of PDR (ETDRS Report 12, 1991) and therefore to significant
sight loss. According to the 4:2:1 rule of the ETDRS, severe NPDR is diagnosed
with =1 prominent IRMA in 21 quadrant, by comparing fundus findings with ETDRS
standard photograph 8A (ETDRS Report 10, 1991).

A more recent study found IRMA to be the most significant predictor of progression
to PDR, being associated with a 1.77-fold higher chance of developing PDR than
VB in two quadrants (Lee, Lee et al. 2017).

The pathophysiology of DH, VB and IRMA, the features of moderate/severe NPDR
most predictive of progression to PDR are likely to involve endothelial cell
proliferation, ischaemia, VEGF, angiogenesis and pericyte loss. Changes in the
vessel walls observed in the development of IRMA and similarities to the structure
of NV as well as their location near areas of ischaemia directed my selection of
SNPs to be investigated towards those related to ischaemia and VEGF. The
pathophysiology of VB remains elusive but may be due to structural changes in the
vessel wall hence my interest in SNPs that may affect retinal vessel wall integrity or

function.
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Table 2.5 Types of lesions detected in NPDR and potential relevance in NPDR

diagnosis and characterization

Lesion type

Description

Relevance in NPDR
diagnosis and

characterisation

Microaneurysms

Occur secondary to

Number, size,

microvascular
abnormalities
(IRMAs)

remodelling of pre-
existing vessels or

growth of new vessels

IRMA are distinctive
from the
neovascularisation
observed in PDR in
their larger size and

broader arrangement

(MA) and capillary wall distribution and
haemorrhages outpouching due to turnover of MA and
pericyte loss haemorrhages are
Earliest clinical sign of important for
DR diagnosis and may
help to determine
Rupture of MA results .
progression rates to
in haemorrhages sight-threatening
DR
Intraretinal Characterise Presence of IRMA is

necessary for the
diagnosis of
moderate-to-severe
NPDR

Unclear whether the
distribution of IRMA
is important in
assessing severity
IRMA originating via

angiogenesis may

be important for the
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Found adjacent to or
surrounding areas of

occluded capillaries

Visible as
telangiectatic, dilated
capillaries within the

retina

development of
PDR

Venous beading/

loops/reduplications

Venous beading is
characterised by
irregular constriction
and dilation of venules

in the retina

Venous loops and
reduplications are
rarer than venous
beading and might
result from
accentuation of a
bead, traction from
vitreoretinal
adhesions or may be

shunt vessels

Evidence linking
venous beading to
PDR development is

unequivocal

Venous
loops/reduplications
are observed more
frequently in
advanced stages of
DR and do not
appear to lead to
sight-threatening
changes in the

diseased retina

Cotton wool spots
(CWS)

Areas of nerve fibre
ischaemia or
infarction and axonal

swelling induced by

The early
appearance of CWS
helps in the early
diagnosis of NPDR

but may lack
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areas of retinal

capillary closure

Signs of poor retinal
perfusion and are

easily visualised

Associated with
systemic hypertension
diabetes and are
common in DR and
hypertensive
retinopathy

predictive value for
determining
retinopathy

progression

Hard exudates

(HE)

Lipid and lipoprotein
deposits, usually
found in the outer

layers of the retina

HE have a ‘waxy’
appearance with
sharply defined
borders and result
from leakage from
abnormally permeable
MA or capillaries in

the retina

The presence of HE
plays a vital role in
grading DR into
different stages but
their appearance
was not found to be
associated with DR

progression

After examining the aetiology of microaneurysms, deep haemorrhage, cotton wool

spots, venous beading, IRMA, hard exudates and venous loops/ reduplications, |

decided to focus my investigations of DH, VB and IRMA. This is because the
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ETDRS found no correlation between the presence of hard exudates and
progression to PDR (ETDRS Report 12). Venous loops and reduplications in the
ETDRS study were rare and were not present in 25% of eyes studied. Cotton wool
spots were not shown to be predictive of progression to PDR in the ETDRS, the
risk of progression of eyes with CWS but no VB, IRMA or significant DH was low.
Microaneurysms were analysed together with DH in the ETDRS and these
combined features were found to be significant predictors of progression. In my
analysis, | decided to focus on DH alone and not include MA’s as they are less
easy to detect than DH (ETDRS Report 12)

2.8 Genetics of DR

Complications of DM are likely to arise from a combination of genetic and

environmental factors (McCarthy 2004).

The role of genetic factors in the development of diabetic complications has been
widely studied (Doria 2010). Although duration of diabetes and glycaemic control
are known risk factors for developing DR, progression in individuals varies
enormously. Some patients with poor diabetic control do not develop significant
eye disease after many years and others develop STDR shortly after diagnosis
despite good glycaemic control. Observations from large clinical trials highlighted
the absence of DR and other microvascular complications in approximately 25% of
those studied, however, glycaemic control must vary in this large group (Strowig
and Raskin 1992). The different phenotypes may therefore be explained by a
genetic predisposition to the vascular phenotypes and will be discussed in more

detail in Chapter 4.

2.8.1 Candidate Gene Studies

One approach to the identification of genes that might be involved in the

pathogenesis of a disease process is to select and evaluate genes that code for
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proteins considered most likely to play a role in the development of that disease.

This will be discussed further in Chapter 4.

2.8.2 Genome-Wide Studies

Genome-wide association studies enable the entire genome to be analysed for
genes affecting susceptibility to DR (Doria 2010). This will be discussed further in
Chapter 4.

2.8.3 Twin and Family studies in DR

Twin studies have described a strong link between retinopathy levels in T2DM but
not so in twins with T1LDM suggesting genetic factors may determine the extent and
severity of DR in T2DM but environmental factors may have more influence on DR
in TLDM (Leslie and Pyke 1982). In this study, 35 of 37 sets of twins with T2DM
with similar durations of DM, shared the same DR grade, whereas of the 31 sets of
T1DM twins, 10 had markedly differing DR severities, despite each twin sets also
having very similar durations of DM. Most twins had been living apart throughout
the duration of their diabetes, implying that environmental factors are not
responsible for the similarities and adding weight to the argument that DR in T2DM

may be genetically driven.

Another study compared DR severity amongst Mexican-American siblings with
T2DM The study found, after adjusting for other risk factors, familial aggregation of
severe retinopathy (Hallman et al 2005). However, purely the presence of DR
alone, i.e. looking at all grades, showed no familial aggregation. This was also
observed in the DCCT when examining families with DR. A study of Indian families
with two or more siblings with T2DM found that after adjusting for covariates, the
siblings of those with T2DM were at higher risk of DR than the siblings of
unaffected probands, contradicting previous studies like DCCT (Rema et al 2002).
The differences found in this study could be explained by the Indian study
recruiting attendees to a single diabetic clinic, which may introduce bias compared

to the general population. Although not conclusive, these studies suggest that
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genetics or a shared familial environment may have a greater influence on

advanced microvascular complications than on early disease (Hallman et al 2005).

2.9 Treatment of Diabetic Retinopathy

2.9.1 Optimise glycaemic control

As previously discussed, optimizing glycaemic control has been shown to reduce
all microvascular complications of DM. As previously described in chapter 2.2.3,

improving glycaemic control reduces the progression of DR.

2.9.2 Optimise Blood pressure control

As previously discussed in chapter 2.2.4, studies have shown that hypertension

may increase the risk and progression of DR.

2.9.3 Laser for PDR

Laser photocoagulation, or pan-retinal photocoagulation (PRP) was first developed
in the 1960's. It has been the standard treatment for PDR since the Diabetic
Retinopathy Study (DRS) and Early Treatment of Diabetic Retinopathy Study
(ETDRS) demonstrated unequivocally that it significantly reduces the rate of
severe visual loss, particularly in those with high-risk PDR characteristics (ETDRS
Report 9, 1991). The mechanism of action is however still not understood. Retinal
thermal burns produced by the laser form visible scars. The focal retinal
destruction is thought to reduce the oxygen demand of the retina, thereby relieving
hypoxia, reducing VEGF levels and promoting regression of new vessels (Wong,
Cheung et al. 2016) (Duh, Sun et al. 2017). As described, the treatment is
destructive and frequent side effects of laser treatment are pain during
administration, vitreous haemorrhage, secondary choroidal neovascularisation,
macular burns, macular oedema (Bressler, Beck et al. 2011) and reduction of
peripheral vision which can impair the ability to drive (Diabetic Retinopathy Study
Research Group, Report 2, 1978). Macular oedema development or progression

after PRP is usually transient. Colour vision changes have been reported,
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particularly in the blue spectrum (Fong, Girach et al. 2007) as well as reductions in
contrast sensitivity (Canning, Polkinghorne et al. 1991). Laser burns inadvertently
applied to the fovea cause permanent reduction in vision. Problems with night
vision, glare and photophobia are also permanent side effects (Fong, Girach et al.
2007). Less common side effects are loss of some of the nerve fibre layer which
also leads to vision reduction and poor pupillary dilation, making future fundal
examinations and surgery difficult. Tractional retinal detachment and vitreoretinal
traction may also follow laser treatment, requiring surgery. (Kaiser, Maguire et al.

2000). PRP is ineffective in some patients.

2.9.4 Vitrectomy for PDR

Vitrectomy surgery is the mainstay of treatment for clearing vitreous haemorrhage
and tractional retinal detachment (Fong, Aiello et al. 2004). Vitrectomy surgery
involves removal of the vitreous gel, vitreous haemorrhage, and fibrovascular
tissue from the eye. During the procedure PRP can be completed with an
endolaser, retinal traction relieved and the retina reattached. Anti-VEGF agents
may also be administered to treat neovascularisation during the surgery. Early
vitrectomy for severe vitreous haemorrhage in TIDM was associated with better
visual outcomes, but not for those with T2DM, possibly because those with T2DM
generally had less severe retinopathy (Diabetic Retinopathy Vitrectomy Study
Report 5, 1990). In conclusion, the ETDRS study recommended early vitrectomy
for eyes with very severe PDR in order to preserve or regain vision (ETDRS Report
5, 1990).

2.9.5 Anti-VEGF for PDR

Vascular endothelial growth factors (VEGF) are proteins produced in the eye by
RPE cells, pericytes, astrocytes, muller cells, glial cells, retinal neurones and
vascular endothelial cells in response to hypoxia or ischemia and act as triggers for
angiogenesis and vasculogenesis as well as increasing vascular permeability
(Gupta, Mansoor et al. 2013). VEGF is a heparin-binding growth factor which
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specifically acts on endothelial cells. VEGF can induce breakdown of the blood-
retinal barrier as well as playing a central role in retinal neovascularization (Leung,
Cachianes et al. 1989) (Tarr, Kaul et al. 2013).

VEGEF levels in the vitreous and retina are elevated in those with DR (Cunningham,
Adamis et al. 2005) (Aiello, Avery et al. 1994). Recent clinical trials comparing
macular laser for DMO and anti-VEGF have also noted an improvement of DRSS.
The RIDE and RISE trials showed that participants receiving Anti-VEGF injections
for DME showed a significantly lower rate of progression of DR (worsening of 22 or
= 3 steps DRSS). More recently, the Clarity study found that anti-VEGF
(aflibercept) treatment of those with PDR achieved regression of new vessels more
quickly and effectively compared to PRP (Nicholson, Crosby-Nwaobi et al. 2018)
as well as achieving better visual acuity improvements than those in the PRP arm.

2.9.6 Laser for DMO

Diabetic macular oedema (DMO) is caused by break down of the blood-retinal-
barrier leading to vascular leakage in the macular (Wong, Cheung et al. 2016). The
resultant accumulation of fluid leads to reduced vision and sometimes distortion of
vision. Laser treatment for DMO can stabilize though not improve visual acuity
(Wang and Lo 2018) The ETDRS found that focal laser photocoagulation reduced
the risk of vision loss from DMO from 24% to 12% at 3 years but improvement in
visual acuity was found in very few participants (3%) (ETDRS Reportl 1985)
(ETDRS Report 9, 1991). Side effects of laser treatment include formation of
paracentral blind spots which may cause difficulty with reading (Pearce,
Sivaprasad et al. 2014).

2.9.7 Intravitreal (IVT) steroids for DMO

Corticosteroids have been shown to inhibit the expression of the VEGF gene
(Nauck, Karakiulakis et al. 1998) and suppress inflammatory pathways. They are
sometimes used as treatment for DMO, particularly in refractory cases and those

not responding to anti-VEGF, either as intravitreal injections or as sustained-
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release implants. Frequently occurring side effects are cataract and intra-ocular
pressure rise (Elman, Aiello et al. 2010) (Boyer, Yoon et al. 2014).

2.9.8 Anti-VEGF for DMO

As previously discussed, the DRSS in most cases progresses with time and does
not generally improve by improving blood glucose levels or lowering blood

pressure.

Intravitreal injections of anti-vascular endothelial growth factor (VEGF) agents are
effective for treating centre-involving diabetic macular oedema (CI-DMO) and are
an alternative therapy for PDR. They are now the first-choice treatment for (Cl-
DMO).

Trials evaluating the effect of anti-VEGF on DMO also described improvements in
DRSS. The READ-2 study of patients with DMO compared anti-VEGF alone with
focal or grid laser photocoagulation and a combination of anti-VEGF and laser. The
study found that intravitreal anti-VEGF injections (of ranibizumab) had a greater
effect on reduction of oedema when combined with laser treatment or without laser
treatment compared to when treating with laser alone (Nguyen, Shah et al. 2010).
A recent study compared the effect of intravitreal aflibercept, bevacizumab and
ranibizumab on DMO. The results showed that all three anti-VEGF agents
improved CI-DMO equally when baseline vision loss was mild. When baseline
vision levels were lower, aflibercept proved more effective and vision gains were
greater (Wells, Glassman et al. 2015). The DA VINCI trial for CI-DMO also found
aflibercept demonstrated a superior effect of on visual acuity when compared to

laser treatment (Do, Nguyen et al. 2012).

Recent clinical trials comparing the effect of anti-VEGF on Diabetic Macular
Oedema (DMO) to sham (RISE and RIDE, NCT00473382 and NCT00473330) (Ip,
Domalpally et al. 2012) and Anti-VEGF compared to Laser (VIVID, VISTA)
(Staurenghi, Feltgen et al. 2018) also looked at the effect of anti-VEGF on the

participant’s DRSS score.
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The RIDE and RISE trials showed that participants receiving anti-VEGF injections
for DME showed a significantly lower rate of progression of DR (worsening of 22 or
= 3 steps DRSS) compared to no treatment. Those receiving sham had a 33.8%
chance of progression in 2 years compared to 11.2%-11.5% in those receiving
anti-VEGF injections. They also showed that participants in the Anti-VEGF arm had
a greater likelihood of improving their DRSS score by 2 or more steps than those in

the sham arm.

In those randomised to the sham arm, 15% had mild NPDR (DRSS 35) at baseline,
rising to 24% at month 24, compared to baseline levels of DRSS 35 of 16% in the
0.3mg and 17% in 0.5mg ranibizumab arms which rose to 44% and 37%

respectively at month 24.

2.9.9 Anti-VEGEF for DR

In the VIVID and VISTA trials, retinopathy improved by two or more DRSS steps in
those treated with IVT aflibercept compared to those treated with laser. When
looking at those with a baseline DRSS of 43 or lower, 5.9% of those treated with
laser, compared with 13% of those treated with aflibercept had a 2 or more step
improvement in DRSS. For those with a baseline DR score of DRSS 47, 4.5% of
those treated with laser compare to 25.8% of those treated with aflibercept
improved by 2 or more DRSS steps and for those with a baseline DRSS of 253, the
improvements were 28.4% for those treated with laser and 64.5% for those treated
with aflibercept (Staurenghi 2018).

The VIVID, VISTA, RISE and RIDE trials reported the overall DRSS score changes
but not changes to the individual features of NPDR, namely DH, VB and IRMA.
These features are also present in eyes with PDR and the effect of anti-VEGF on
DH, VB and IRMA will be discussed in more detail in Chapter 6.

The PANORAMA study (NCT02718326) is an ongoing trial looking at the Efficacy
and safety of intravitreal aflibercept (Bayer) injections in patients with Moderate or

Severe NPDR compared to sham. Again, the study looks at the overall DRSS
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score, not individual feature grading. First results showed on the primary endpoint
at one year, 80% and 65% of patients receiving intravitreal aflibercept on an every
8- and every 16-week interval (after an initial monthly dosing period), respectively,
experienced a two-step or greater improvement from baseline on the Diabetic
Retinopathy Severity Scale, compared to 15% of patients receiving sham injection
(p<0.0001). At week 100, the same level was achieved by 50% and 62% of 8 week
and 16 week vs 13% of sham eyes. (Lim 2020). In the second year, those in the 8

week treatment arm received injections as needed.

Despite the positive effect on vison and DRSS, repeated intra-vitreal anti-VEGF
injections have risks. A serious but fortunately rare side effect of intra-vitreal anti-
VEGEF is the risk of infectious endophthalmitis. A study of 818,588 procedures
found an endophthalmitis rate of 0.061% (Kiss, Dugel et al. 2018). Post intravitreal
rates of sterile inflammation are also rare (0.16%) in aflibercept (Kiss, Dugel et al.
2018).

Further disadvantages of treating DMO with anti-VEGF are the need for multiple
monthly or bi-monthly injections (12-15 in the first three years of treatment and
slightly lower in the following years) and the burden of these numerous clinic visits
(Diabetic Retinopathy Clinical Research, Elman et al. 2010). Oedema does not
always resolve and some patients receiving anti-VEGF may also need laser. In
some patients visual acuity does not improve, approximately 40% of those treated
with anti-VEGF gained less than 10 ETDRS letters (ElIman, Aiello et al. 2010) . Of
interest, animal studies have reported that anti-VEGF could lead to a loss of retinal
ganglion cells (Nishijima, Ng et al. 2007) and may impact negatively on the mature
blood vessels of the choriocapillaris (Saint-Geniez, Maharaj et al. 2008) as well as
causing apoptosis of cells in the inner and outer nuclear retinal layers (Saint-
Geniez, Maharaj et al. 2008), though these effects have not been observed in

humans undergoing anti-VEGF therapy.
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2.10 Optical Coherence Tomography Angiography (OCTA)

OCTA is a relatively new technique, which provides high-resolution images of
retinal and choroidal blood flow and structure using motion contrast (de Carlo,
Bonini Filho et al. 2016). OCTA uses rapid, sequential B-scans from a specific
location to detect changes in red blood cell movement and thereby create a three
dimensional map of blood flow and microvascular structure with the ability to detect
changes in vessel structure and flow (Takase, Nozaki et al. 2015) (Matsunaga, Yi
et al. 2015) (de Carlo, Bonini Filho et al. 2016). By segmentation of captured

images, OCTA is able to view both superficial and deep retinal layers.

Vascular changes in NPDR can therefore be clearly visualized. It has advantages
over fundus fluorescein angiography (FFA), being non-invasive and quicker to
perform as well as being able to visualize vessels in all layers of the retina and
choriocapillaris. Resolution of retinal vessels is superior to FFA and both eyes are
equally well imaged at one capture unlike with FFA. OCTA is however unable to
detect leakage, staining or pooling but in some ways this is an advantage as dye
leakage can obscure the image, as with FFA. Another drawback is that imaging
with OCTA is very sensitive to patient movement and poor fixation which can
adversely affect image quality (Lee and Rosen 2016). OCTA is likely to become a
valuable tool for early and frequent assessment of vascular changes in DR as it is
non-invasive and can therefore be performed at every clinic visit unlike FFA
(Matsunaga, Yi et al. 2015).

Various OCTA measurements have been described for assessing vascular
perfusion at the macular, specifically for those with DR. These include capillary
perfusion density (CPD), vessel density (VD), flow index (FI), skeleton density
(SD), vessel area density (VAD), vessel length density (VLD) and capillary density
index (CDI) (Gildea 2018). OCTA can also measure the foveal avascular zone

(FAZ) clearly in different retinal layers. However, at present there is no
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corresponding functional data so which of these measurements are important is yet
to be elucidated.

2.10.1 OCTAiIn DR

2.10.1.1 Neovascularisation

OCTA is able to identify preretinal neovascularisation in PDR and differentiate
between new vessels on the disc (NVD) and optic disc venous collaterals (OVC’s)
by accurately locating the lesions’ position in the retinal layers or in the vitreous
and identifying differences in shape. NVD appear as abnormal large vessels
extending into the vitreous cavity. OVC'’s appeared as thin and meandering vessels
in the radial capillary layers (Singh, Agarwal et al. 2017). New vessels have been
differentiated from IRMA by segmentation of the OCTA image above the ILM

where new vessels are observed (de Carlo, Bonini Filho et al. 2016).

2.10.1.2 Diabetic macular ischaemia (DMI)

OCTA has facilitated a better understanding of the relationship between capillary
non-perfusion and diabetic macular ischaemia (DMI) by enabling a more detailed
and accurate assessment of the foveal avascular zone (FAZ) and the surrounding
vasculature than FFA. The FAZ is an area of the macular centred on the fovea
which is free from blood vessels. The FAZ receives nutrients by diffusion from the
underlying choroidal circulation rather than the retinal circulation (Delaey and Van
De Voorde 2000). In DR, increased foveal capillary drop-out and subsequent
enlargement of the FAZ is caused by loss of capillaries and capillary closure in the
adjacent vessels (Bresnick, Condit et al. 1984). Areas of capillary non-perfusion
appear as dark areas in OCTA images as no or very little flow is present (de Carlo,
Bonini Filho et al. 2016). It has been reported that areas of non-perfusion are more

distinct on OCTA when compared to FFA images (Matsunaga, Yi et al. 2015).
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Fig 2.6 Ultra-Widefield OCTA Image of PDR (Arya, Sorour et al. 2019)

2.10.1.3 IRMA

OCTA is able to image IRMA with higher resolution and therefore greater detail
than with colour fundus photography (Arya, Rashad et al. 2018). With OCTA
imaging, IRMA appear as abnormal branching, dilated retinal vessels that have not
broken through the ILM. IRMA have been observed as looping vessels which often
appear adjacent to areas of capillary non-perfusion. The loops appear significantly
greater in calibre than those of capillaries (Matsunaga, Yi et al. 2015). IRMA have
been observed to have different morphological appearances. Sorour et al
described five differently shaped categories of IRMA with OCTA. These are
‘Dilated Trunk’ which have an increased calibre compared to surrounding
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capillaries and end with a straight or slightly curved shape, ‘Looped IRMA’ which
appear as circular looped vascular channels, their origin being the same vessel
into which they drain, ‘Twisted Loop’, appearing as a self-rolling loop resembling a
pigtail, ‘Sea-fan shaped’ IRMA, with a branching pattern and ‘Net-shaped IRMA’,
with a rectangular or irregular outline (Sorour, Mehta et al. 2020).

OCTA studies have confirmed that IRMA are frequently located adjacent to areas
of capillary drop out, these areas being easy to identify with this imaging modality
(Sorour, Mehta et al. 2020) (Schaal, Munk et al. 2019). OCTA also has a role in
differentiating IRMA from neovascularisation (see above), along with the ability to
accurately locate the lesions in the retina, OCTA may be superior to that of
fluorescein angiography because of the absence of fluorescein dye leakage that
can obscure detail. Longitudinal studies of IRMA using OCTA may shed light on
the hypothesis of IRMA becoming new vessels with time (Arya, Sorour et al. 2019).
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Figure 2.7 Different shaped IRMA, OCTA images from Sorour, Mehta et al. 2020

88



Fig 2.8 OCTA image of IRMA (Arya, Sorour et al. 2019)
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Fig 2.9 Image of IRMA (large arrow) with OCTA (de Carlo, Bonini Filho et al. 2016)
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2.11 Summary

Diabetes and its complications, including DR are increasing and constitute a major
health burden. Genetic and environmental factors influence the development and
progression of DR yet despite extensive investigation, the pathophysiology of DR is
still poorly understood. DR is classified by the presence and severity of its different
features and their risk of progression to vision loss. Despite improved and more
widespread DR screening services leading to earlier detection and treatment as
well as improved treatment options, DR is still a leading cause of visual
impairment. Treatment options for DR have improved and have less destructive
side effects but are invasive. Moderate and severe NPDR are characterized by the
presence of three features of DR, namely deep haemorrhages (DH), venous
beading (VB) and intraretinal microvascular abnormalities (IRMA). The ‘4-2-1" rule
of DR is generally unidirectional, based on the number, location and type of distinct
microvascular lesions, meaning that the chronological appearance and
disappearance of fundus lesions are not considered. However, it has been
demonstrated that lesions in NPDR, such as CWS and MA, do not simply
accumulate to reveal disease progression as previously thought. Instead, the
regenerative activity of the retina results in the gradual reabsorption of some
lesions, meaning that they can disappear from fundus photographs (Leicht, Kernt
et al. 2014). This may also be true of the three features of severe NPDR, or they
may progress in chronological order.

DH, VB and IRMA have not previously been examined individually but have been
grouped together as risk factors for progression to sight threatening PDR.
Investigating the individual features of DR in more detail may help us better
understand the pathways and mechanisms important in the development of PDR

and ultimately visual loss.
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Chapter 3: Background, Hypothesis and Research Questions

Diabetic Retinopathy is a microvascular retinal complication of Diabetes Mellitus
(DM). It is classified as mild, moderate and severe non-proliferative (NPDR) and
proliferative disease based on the presence of specific clinical features. However,
the course of development of these lesions varies between individuals within the
same DR severity group. In most cases, DR develops symmetrically over a number
of years (Dogru 1998) with only 5-10% of those with PDR in one eye having no or
mild NPDR for more than 2 years after the onset of PDR in the fellow eye. Grossly
asymmetrical DR is likely to be caused by other pathology (local and systemic)
such as carotid artery disease or vein occlusion. Grading of DR between eyes is
usually within 2 DRSS steps, only 8.2% showing asymmetry (i.e. more than 2
DRSS steps difference) in one study (Lino et al. 1993), which would reflect the
same effect of glycaemic control (Dogru 1998).

Moderate/Severe NPDR is characterised by the presence of deep haemorrhages
(DH), venous beading (VB) and/or intraretinal microvascular abnormalities (IRMA).
These are the features of interest in this study as they are important risk factors for
progression to PDR and subsequent visual loss (ETDRS Report 12, 1991). Since
the ETDRS, very few studies have examined the individual components, just the
stages of the disease. It remains unclear whether the different components have
the same aetiology or pathophysiology. Furthermore, although it is known that anti-
VEGF can improve the DRSS, it is unclear whether the different components
respond equally. VB and IRMA are distinct anatomical features but it is unclear
whether they are induced by the same trigger such as ischaemia or if they have
different pathophysiologies.

Despite improvements in therapies for DR, it is still a leading cause of visual loss.
Originally developed for the treatment of age-related macular degeneration (AMD)
and diabetic macular oedema (DMO), anti-VEGF therapy in recent years has

gained popularity in the treatment of PDR and to a lesser extent NPDR. Oral
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therapies for NPDR are also under development. The targeting of treatment for
moderate/severe NPDR seems appropriate as milder grades may not progress and
once DR becomes proliferative it is more established and treatment outcomes are

poorer.

DR often manifests gradually, over a period of 10 years from no retinopathy to
PDR but progression rates vary enormously. As previously discussed, patients with
many years of poor diabetic control may never develop STDR but in some with
good control, severe diabetic eye disease can develop quickly (Strowig and Raskin
1992). This suggests that known risk factors do not fully explain the onset and
progression of DR, we therefore hypothesise that genetic predisposition may also
contribute to the different vascular phenotypes. As DH is very common in moderate
and severe NPDR, this study’s focus was VB and IRMA.

Currently there is no data describing the prevalence of the three features of
moderate-severe NPDR within this group, Since the landmark trials of 1980’s, DRS
and ETDRS there has been no further investigation of the individual features of
DR. A better understanding of these features may help identify those more at risk
of progression to sight-threatening complications of diabetes and target treatment
to specific phenotypes, as well as stratifying those more likely to benefit from

current and future therapies.

The susceptibility to DR is thought to be mediated by a large number of allelic
variants and their interaction with each other as well as with environmental factors.
Each allelic variant may increase the chances of developing DR by a small degree.
(Pris¢akova, Minarik et al. 2016)

Discovering genetic associations of DR may help identify those at high risk of
developing sight-threatening complications and stratifying patients’ appointment
intervals based on these risks, thereby more efficiently utilising resources.

Identifying candidate genes involved in the pathogenesis of DR may also help

93



develop targeted therapeutic strategies (Simo-Servat, Hernandez et al. 2013) and

inform investigations of future drug targets.

Optical Coherence Tomography Angiography (OCTA) is a relatively new imaging
technique that can image the retinal vasculature at different layers of the retina. It
is a non-invasive technique which can identify individual features of DR as well as
ischaemic areas. Investigating the relationship between VB and IRMA with
iIschaemia visualised with this technique may add to our understanding of their
aetiology.

3.1 Research Questions:

1. What is the prevalence of these features in patients with moderate/severe
NPDR?

2. Do VB and IRMA co-localise?

3. Is there a genetic predisposition to the development of DR and specifically
VB and IRMA?

4. Is there a difference in the response of these different features to anti-VEGF
therapies?

5. Do VB and IRMA always coexist with areas of ischaemia?
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Chapter 4: Genotype Comparison of NPDR and No DR and of the presence of
venous beading and IRMA

4.1 Background and Introduction

As previously discussed, the onset of diabetic eye disease is highly variable.
Studies have found that diabetic retinopathy (DR) is driven by multiple genes
(Doria 2010). However, different studies show different findings. A study of Finnish
adults with T1DM found a heritability (h?) of 0.52 (p< 0.05) amongst siblings for
PDR and previous studies suggest genetic risk factors could account for 50% of
the risk of developing PDR (Hietala, Forsblom et al. 2008). However, another study
of siblings found the heretabilty of DR in T2DM to be approximately 25% (Arar,
Freedman et al. 2008).

The genetic profile of DR has previously been studied without investigating the
genetic risk factors for the individual features of NPDR, namely, deep
haemorrhages (DH), venous beading (VB) and intraretinal microvascular
abnormalities (IRMA).

4.1.1 Candidate Genes

As previously mentioned, one approach to the identification of genes that might be
involved in the pathogenesis of a disease process is to select and evaluate genes
that encode proteins considered most likely to play a role in the development of
that disease. The frequency of these genes in those with DR are compared to the
frequency in those without DR. For example, in DR, SNPs involved in various
biochemical pathways implicated in the production of toxins in response to
hyperglycaemia can be examined. These include the reactive oxygen species,
sorbitol, aldose reductase (ALR2), advanced glycation end products and have
been studied along with genes involved in pathways causing retinal damage
following production of these agents (Doria 2010). Genes involved in other
biochemical pathways thought to lead to DR have also been examined e.g. VEGF,

transforming growth factor beta (Mishra, Swaroop et al. 2016).
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This study’s interest is in the three features of NPDR, in particular VB and IRMA,
therefore examination of genes thought to be involved in the development of these

features would be of interest.

A disadvantage of candidate gene studies is that they focus on genes already
suspected of involvement in the disease of interest and do not look for new ones
(Doria 2010).

4.1.2 Genome Wide Association Studies (GWAS)

The largest genome-wide association study (GWAS) of DR to date found no
genome wide significant polymorphisms (Pollack, Igo et al. 2019). However, this
study examined all types of DR, not specific phenotypes such as DMO, PDR, and
NPDR.

A recent review article described 65 genes found to be associated with DR,
identified by either linkage analysis, but mostly by candidate gene studies and
GWAS (Sharma, Valle et al. 2019). This review then examined the metabolic
pathways involved in the pathophysiology of DR and found that most genes
implicated belong to pathways known to contribute to DR pathology, for example
insulin signalling, inflammation, VEGF, protein kinase signalling, angiogenesis,
neurogenesis and the disruption of endothelial cells linked to leukocyte production
(Sharma, Valle et al. 2019).

Candidate gene studies and genome wide association studies (GWAS) are
preferred when investigating DR (Mishra, Swaroop et al. 2016) and after
considering the advantages and disadvantages of both approaches, it was decided
to use a candidate gene approach for this study. The deciding factors being cost,
the small number of subjects involved and that the study’s focus is the vascular

changes in the later stages of DR.
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Table 4.1 Advantages and Disadvantages of Candidate Genes and GWAS

Candidate Genes

GWAS

Focuses on genes already suspected

of involvement in the disease process

The entire genome is investigated
and therefore may be more

informative

Very large number of subjects
needed (studies with less than
20,000 participants may yield few or
no genome-wide significant
loci)(Duncan, Ostacher et al. 2019)

Genes with no known association
with the pathways involved unlikely

be selected

Possibility of identifying new genes of

interest

Can have a high false-positive rate
and yield inconsistent results. Meta
analyses help identify genes for
which there is accumulative evidence
for associations (Simé-Servat,
Hernandez et al. 2013)

Often have insufficient statistical

power

Results are highly reproducible and
reliable and more statistically robust
(Duncan, Ostacher et al. 2019)

Effective in the study of the genetic
makeup of complex diseases (Kim,
Lee et al. 2012)
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Difficult to assess the significance of
data, a p value of 5x108 is required
to correct for multiple testing (Pe'er,
Yelensky et al. 2008)

4.1 3 Rationale for selection of the SNPs in the study

This study aimed to compare the genetic profile of those with moderate-severe
NPDR and those with no DR at least 5 years after diagnosis in a Caucasian
population. As a sub-analysis the study examined the genetic profile of those with
IRMA only and those with VB (with or without IRMA). If a gene is found that is
significant for those with IRMA or VB then a pathway to block the gene may be
discovered. A panel of SNPs which could potentially show a difference between
moderate NPDR / severe NPDR and no DR, based on the understanding of the
pathophysiology of the individual features was selected. Analysis of DH was not
undertaken as most of those with moderate-severe NPDR have DH.

Previously this group performed a literature search of all studies examining gene
associations with DR (DMO) in those with T2DM (Broadgate, Kiire et al. 2018).
This collation of references was enhanced by a search from 2017-2019 by the
author, with the primary interest being severe NPDR. Numerous studies have
reported positive associations between a variety of SNPs and DR but many results
are conflicting for many reasons, such as different populations studied, varying

sample sizes and different endpoints (Hampton, Schwartz et al. 2015).
For the analysis, the study focused on three areas of interest:

e Vascular endothelial growth factor (VEGF)
¢ |Ischaemic-mediated growth factors and cytokines

e Complement
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These three groups were chosen for further literature review because anti-VEGF is
used as a therapy for diabetic retinopathy and therefore likely to be relevant to the
development of DH, VB and IRMA. Cytokines and growth factors associated with
ischaemia may also be of interest as both VB and IRMA are believed to be driven
by ischaemia. Complement factor was selected as this group has conducted
previous research into complement and AMD and is therefore of interest as it has

been implicated in other retinal vascular conditions.

4.1.4 VEGE

4.1.4.1 VEGE Pathway

Vascular endothelial growth factors (VEGF) are produced in the eye by RPE cells,
pericytes, astrocytes, Muller cells, glial cells, retinal neurones and vascular
endothelial cells in response to hypoxia or ischemia but is also necessary for the
survival of endothelial cells in normoxic conditions (Gupta, Kenney 2013). Types of
VEGEF include VEGF-A (also referred to as VEGF), VEGF-B, VEGF-C, VEGF-D
and placental growth factor (PGF). They promote vasculogenesis and
angiogenesis by binding to tyrosine kinase receptors on the surface of endothelial
cells, stimulating endothelial cell proliferation. Increasing vascular permeability and
breakdown of the blood-retinal barrier is facilitated by the binding of VEGF to
receptors that activate either a calcium influx channel or a protein kinase signalling
pathway. (Tarr, Kaul et al. 2013). VEGF plays a central role in retinal
neovascularisation as evidenced by the measurement of elevated levels of VEGF
in the vitreous of patients with PDR which reduce after PRP (Aiello, Park 1994).
VEGEF is therefore has a key role in the development and progression of DR and
DMO (Simo and Hernandez 2008).
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4.1.4.2 VEGFA and VEGF Receptor

VEGF-A was the first member of the VEGF family to be discovered and was
originally called VEGF. VEGF-A is the most important angiogenesis mediator in the
retina and choroid and the target of anti-VEGF therapies used to treat DMO, PDR
and AMD. VEGF-A has two receptors, VEGFR-1 and VEGFR-2. VEGFR-2 has
been implicated in DR and is responsible for most of the vascular endothelial
cellular responses to VEGF-A, promoting proliferation and migration of endothelial
cells (Gupta, Mansoor et al. 2013). VEGFR-2 is also responsible for endothelial
vascular permeability and is a kinase insert domain receptor (KDR) encoded by the
KDR gene (Holmes, Roberts et al. 2007). Anti-VEGF therapies, such as
ranibizumab, bevacizumab, neutralize VEGF-A isoforms. Aflibercept also inhibits
VEGF-B and Placental Growth Factor (PLGF-1) (Amadio, Govoni et al. 2016).

Previous VEGF studies Genetics and DR

Twenty-three VEGF polymorphisms have been found to have a potential
association with DR. Ten of these are included in our study and are listed in the

following table 4.2

Table 4.2 Previous studies investigating VEGFA polymorphisms

Gene | SNP Population | Type | Disease Association | Reference
VEGFA rs699947 Korean T2 DR vs NDR Yes (Chen, Liou et al.
2016)
VEGFA rs699947 Spanish T2 DR vs NDR Yes (Bleda, De Haro et
al. 2012)
VEGFA rs699947 Meta-Analysis T2 DR vs NDR Yes (Lu, Ge et al.
2013)
VEGFA rs699947 Chinese T2 DR vs NDR Yes (Yang, Deng et al.
2014)
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VEGFA rs833061 Caucasian T1 PDR Vs Yes (Ray, Mishra et al.
and NPDR/NDR 2004)
T2
VEGFA rs833061 Indian T2 PDR Vs no Yes (Paine, Basu et al.
DR 2012)
VEGFA rs833061 European T1/T2 T1/T2DM Yes (Churchill, Carter
PDR vs NDR et al. 2008)
VEGFA rs833061 Chinese T2 DR vs NDR Yes (Yang, Deng et al.
2011)
VEGFA rs833061 Han Chinese T2 DR vs NDR Yes (Yuan, Wen et al.
2014)
VEGFA | rs13207351 Chinese T2 DR vs NDR Yes (Yang, Deng et al.
2014)Yang 2011
and 2014
VEGFA | rs1570360 Korean T2 DR vs NDR Yes (Chun, Hwang et
al. 2010)
VEGFA | rs2010963 Japanese T2 DR vs NDR Yes (Awata, Inoue et
al. 2002, Awata,
Kurihara et al.
2005)
VEGFA | rs2010963 Indian T2 DR vs NDR Yes (Suganthalakshmi,
Anand et al. 2006)
VEGFA | rs2010963 European T2 PDR vs NDR Yes (Errera, Canani et
al. 2007)
VEGFA | rs2010963 Korean T2 DR vs NDR Yes (Chun, Hwang et
al. 2010)
VEGFA | rs2010963 Han Chinese T2 DR vs Yes (Yang, Deng et al.
Healthy 2011)
VEGFA | rs2010963 Egyptian T2 DR vs NDR Yes (El-Shazly, El-
Bradey et al.
2014)
VEGFA | rs2010963 Taiwanese T2 DR vs NDR Yes (Chen, Liou et al.

2016)
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VEGFA | rs2010963 Polish T2 DR vs NDR Yes (Szaflik, Wysocki
et al. 2008)
VEGFA | rs2146323 Chinese T2 DR vs NDR Yes (Yang, Deng et al.
2011, Yang, Deng
et al. 2014)
VEGFA | rs3025030 Caucasian TUT2 DR vs NDR Ye (Abhary, Burdon et
al. 2009)
VEGFA | rs3025039 Japanese T2 DR vs NDR Yes (Awata, Inoue et
al. 2002)
VEGFA rs10434 Caucasian T1/T2 | DR vs NDR Yes (Abhary, Burdon et
al. 2009)
VEGFA | rs10738760 Slovenian T2 PDR vs Yes (Sajovic, CilenSek
NPDR et al. 2019)

4.1.4.3 Anti-VEGF in DR, treatment, see chapter 2.9

As previously discussed, IVT anti-VEGF agents effectively treat DMO, improve the

DRSS score in DR and promote complete regression of new vessels more quickly

than PRP.

VEGF has been implicated in the development and pathogenesis of DR so a

selection of SNPs that have already shown an association with DR development

were selected for the panel.

SNPs of Interest in VEGF

e 152010963 the most extensively studied
e 15699947

e rs833061

e 1513207351

e 151570360

e 152146323
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e 153025030
e 153025039
e 1510434

e 1510738760

4.1.5 Ischaemia mediated growth factors and cytokines

The following pathways were considered of interest in DR development due to their

mechanism of action.

4.1.5.1 Fibroblast Growth factor 2 (FGF2)

FGF2, also known as Basic fibroblast growth factor (bFGF) is a member of a family

of cell signalling proteins that mediate cell proliferation and migration. Itis
upregulated in diabetic retinopathy and may play a role in neovascularisation by
stimulating endothelial and smooth muscle proliferation (Teshima-Kondo, Kondo et
al. 2004), thereby implicating FGF2 in diabetic vascular dysfunction. Another study
found FGF2 levels to be significantly correlated with HbAlc levels and
consequently may contribute to vascular pathology in DM by promoting endothelial
cell proliferation (Zimering and Eng 1996). Elevated levels of FGF2 have been
measured in the vitreous of patients with PDR (Sivalingam, Kenney et al. 1990) as
well as in the serum of those with DR (Stephan, Chang et al. 1998) and in a
separate study, levels of FGF2 mRNA were found to be three times higher in the
eyes of diabetic rats (Lowe, Florkiewicz et al. 1995). Of particular interest were
FGF2's effect on vessel walls and smooth muscle proliferation, which may play a
role in IRMA and VB formation therefore SNPs associated with FGF2 were
selected for the panel.

Previous studies in FGF2

Petrovic (Petrovic, Krkovic et al. 2008) found an association for rs308398 in T2
with PDR Caucasian, but no association for rs41456044 and rs308395). Beranek
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(Beranek, Kolar et al. 2008) found a positive association with rs373341357 in a

Caucasian T2 population but no association with rs308398.

Table 4.3 Previous studies investigating FGF2 polymorphisms

Gene SNP Population | Type Disease | Association | Reference
FGF2 rs308398 Caucasian | T2 PDRvs | Yes (Petrovic,
NPDR Krkovic et
al. 2008)
FGF2 rs373341357 | Caucasian | T2 PDR vs Yes (Beranek,
NPDR Kolar et al.
2008)

SNPs of Interest in FGF2
e 15308398
e 15373341357

4.1.5.2 Haemochromatosis (HFE)

Systemic glucose levels influence several iron metabolism pathways and the
effects of insulin are influenced by changes in iron levels. Abnormalities in iron
metabolism has been linked to insulin resistance and iron deposits in pancreatic B-
cells have led to their apoptosis causing diabetes. Excess deposits of iron in the
liver disturbs glucose metabolism, by altering insulin signalling, resulting in high
circulating insulin levels (Fernandez-Real, McClain et al. 2015) (Niederau et al.
1984). Iron metabolism has been associated with angiogenesis, extracellular
matrix remodelling and fibrosis (Simonart, Degraef et al. 2001) (Gardi, Arezzini et
al. 2002), and may play a role in the pathogenesis of T2DM and DR (Peterlin,
Globocnik Petrovi€ et al. 2003) . Patients with hereditary heamochromatosis were
first reported as having insulin resistance a century ago (Fernandez-Real, McClain
et al. 2015).
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SNPs for HFE were considered as candidates for the panel in view of the
interesting observations of iron’s involvement with glucose metabolism and

possibly angiogenesis.

Previous studies in HFE

Peterlin (Peterlin, Globoc¢nik Petrovic et al. 2003) found a positive association with
PDR progression, for rs1800562 in a Caucasian population of T2 PDR vs No DR.
However, Balasubbu (Balasubbu, Sundaresan et al. 2010), in an Indian population
found no association between DR vs NDR.

Table 4.4 Previous studies investigating HFE polymorphisms

Gene SNP Population | Type Disease Association | Reference
HFE rs1800562 | Caucasian | T2 PDR Yes (Peterlin,
progression Globo¢&nik
Petrovi€ et
al. 2003)
HFE rs1800562 | Indian T2 DR vs NDR | No (Balasubbu,
Sundaresan
et al. 2010)

SNPs of interest in HFE
e 151800562

4.1.5.3 Kinase domain insert receptor (KDR)

KDR is also known as VEGF receptor 2, as previously discussed, VEGF and
hence KDR play an important role in angiogenesis, endothelial cell proliferation
and vascular permeability. KDR receptor was therefore included in the panel of
SNPs to be examined.

Previous Studies in KDR

A study of a Chinese population of T2DR vs no DR, found a positive association

with rs2071559 (Yang, Deng et al. 2014).
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Table 4.5 Previous studies investigating KDR polymorphisms

Gene | SNP Population | Type | Disease | Association | Reference
KDR rs2071559 | Chinese T2 DR vs Yes (Yang,
NDR Deng et al.
2014)

SNP of interest in KDR

rs2071559

4.1.5.4 Sarcolemma-associated protein (SLMAP)

SLMAP is a tail-anchored membrane protein-coding gene associated with

diabetes. Upregulation of SLMAP has been associated with vascular endothelial

dysfunction in diabetes. Such changes are characterised by alterations in

endothelium related contraction and relaxation of small mesenteric arteries in

db/db mice (obese, diabetic mice). This suggests that changes in SLMAP

expression may be a marker of microvascular dysfunction in diabetes and

therefore was included in the panel of SNPs, of particular interest being the effect

on vessel wall contraction.

SLMAP expression can be regulated by treatment with PPARy (Peroxisome

proliferator- activated receptor-gamma) leading to a reversal of endothelial

dysfunction however, the mode of action of SLAMP is not completely understood

(Ding, Howarth et al. 2005). This study found that small mesenteric arteries

upregulated SLAMP which is part of the excitation-contraction of the arteries

regulating membrane function in muscle cells (Ding, Howarth et al. 2005).
Previous Studies in SLMAP

There has only been one study to date examining SLMAP SNPs, (Upadhyay,
Robay et al. 2015). The authors found an association with rs17058639 in a T2DM
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Qatari population, studying DR vs NDR/Healthy. (No association were found with
rs1043045 or rs1057719).

Table 4.6 Previous studies investigating SLMAP polymorphisms

Gene SNP Population | Type Disease Association | Reference
SLAMP | rs17058639 | Qatari T2 DR vs Yes (Upadhyay,
NDR/health Robay et al.

2015)
SLAMP | rs1043045 | Qatari T2 DR vs No (Upadhyay,
NDR/health Robay et al.

2015)
SLAMP | rs1057719 | Qatari T2 DR vs No (Upadhyay,
NDR/health Robay et al.

2015)

SNPs of interest in SLAMP
e 1517058639

4.1.5.5 Vitamin D Receptor (VDR)

The vitamin D receptor is a nuclear hormone receptor, which regulates numerous

Immune response pathways. Vitamin D effects the proliferation and differentiation
of cells and is known to have anti-angiogenic actions (Lin and White 2004). VDR is
expressed in the retinal pigment epithelium (RPE) and in most retinal cells
including vascular endothelial cells. Its function is unclear but it is likely that this
protein has a role in maintaining ocular function (Johnson, Grande et al. 1995).
Interestingly, glucocorticoids are known to regulate expression of the gene
encoding VDR (Pike and Meyer 2010).

Previous studies in VDR

107



Hong Y-J (Hong, Kang et al. 2015) found an association with rs1544410 in a

Korean T2 population, DR vs No DR, also found by Zhong (Zhong, Du et al. 2015)
Chinese T2DM DR vs NDR. This group also found an association with rs7975232.

No association was found in a Caucasian population for rs2228570 Caucasian T2,

DR vs NDR, Cyganek (Cyganek, Mirkiewicz-Sieradzka et al. 2006), but an

association was found in a Chinese population of T2 DR vs NDR , Zhong (Zhong,
Du et al. 2015) and Zhang (Zhang, Xia et al. 2016) Meta-analysis. The same

meta-analysis T1/T2 found no association with rs731236.

Table 4.7 Previous studies investigating VDR polymorphisms

Gene SNP Population | Type Disease | Association | Reference
VDR rs1544410 | Korean T2 DR vs Yes (Hong,
NDR Kang et al.
2015)
VDR rs1544410 | Chinese T2 DR vs Yes (Zhong,
NDR Du et al.
2015)
VDR rs2228570 | Caucasian | T2 DR vs No (Cyganek,
NDR Mirkiewicz-
Sieradzka
et al.
2006)
VDR rs2228570 | Chinese T2 DR vs Yes (Zhong,
NDR Du et al.
2015)
(Zhang,
Xia et al.
2016)
VDR rs731236 | Meta- T1/T2 DR vs No (Zhang,
analysis NDR Xia et al.
2016)
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VDR rs7975232 | Chinese T2 DR vs Yes (Zhong,
NDR Du et al.
2015)

SNPs of interest in VDR

e 151544410
e 152228570
e 157975232
4.1.5.6 Transforming Growth Factor—beta (TGF-b)

Transforming growth factor-beta (TGF-b) is a cytokine which is stimulated by the
growth factor angiopoietin 2 (Sharma 2019). TGF-b is involved in many functions
such as angiogenesis, the formation of the extracellular matrix and adhesion
(Battegay, Raines et al. 1995) (Nunes, Munger et al. 1998). In addition, over-
expression of TGF-b is known to lead to tissue fibrosis hence possibly contributing
to the pathology of DR (Wong, Poon et al. 2003). TGF-b may also inhibit
endothelial cell functions and affect cell proliferation, differentiation and migration

Blocking TGFb signalling in the retina results in vascular endothelial cell apoptosis,
basement membrane thickening, and breakdown of the BRB (Walshe, Saint-
Geniez et al. 2009). Lastly, animal studies have demonstrated pathologic changes
in mice that are similar to those found in NPDR and PDR in humans when TGF-b
signalling is interrupted, a result of pericyte and endothelial cell loss (Braunger,
Leimbeck et al. 2015). In view of the reported vascular changes that may be
effected by TGFb, these SNPs were included in the panel.

Previous Studies in TGFb

Buraczynska et al. (Buraczynska, Baranowicz-Gaszczyk et al. 2007), in a
Caucasian population of T2 DR vs NDR found a positive association, also
confirmed by Rodrigues et al (Rodrigues, Pietrani et al. 2015) (2015) in a Brazilian

population, with rs1800470. This positive link was also found by Lui et al (Liu, Jiao
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et al. 2014) with T2 DR Vs NDR. A study of a Caucasian population of T2DM did
not find an association between another TGF-b polymorphism, rs104894719, and
DR (Simdes, Lobo et al. 2014).

Table 4.8 Previous studies investigating TGF-b polymorphisms

Gene SNP Population | Type Disease Association | Reference
TGF-b | rs1800470 Caucasian T2 DRvs NDR | Yes (Buraczynska,
Baranowicz-
Gaszczyk et
al. 2007)
TGF-b | rs1800470 Brazilian T2 DR vs Yes (Rodrigues,
NDR/healthy Pietrani et al.
2015)
TGF-b | rs1800470 Meta- T2 DRvs NDR | Yes (Liu, Jiao et
analysis al. 2014)
TFG-b | rs104894719 | Portuguese DR vs NDR | No (Simdes,
Lobo et al.
2014)

SNPs of Interest in TGFb

rs1800470
rs104894719

4.1.5.7 ARHGAP22

The ARHGAP22 gene encodes the Rho GTPase-activating protein 22 which is

known to be involved in endothelial cell migration and capillary tube formation
(Huang, Lin et al. 2011) (McAuley, Wang et al. 2014). The ARHGAP22 gene may
be involved in the pathogenesis of PDR as well as increased capillary permeability

and has been implicated in a pathway involving insulin (Huang, Lin et al. 2011).




ARHGAP22’s role in endothelial cell angiogenesis and capillary permeability were

reasons to be included in the selection of SNPs for analysis.

Previous Studies in ARHGAP22

Huang 2011, (Huang, Lin et al. 2011) found a positive association in a T1/T2
Taiwanese population with PDR for rs4838605, rs11101355 and rs11101357. The
positive association with rs4838605 was confirmed by McAuley et al, (McAuley,
Wang et al. 2014) in T1/T2 Caucasian population Severe/PDR vs Mild NPDR.

Table 4.9 Previous studies investigating ARHGAP22 polymorphisms

Gene SNP Population | Type | Disease Association Reference
ARHGAP | rs4838065 | Taiwanese | T1/T | DR vs NDR Yes (Huang, Lin
22 2 et al. 2011)
ARHGAP | rs1111013 | Taiwanese | T1/T | DR vs NDR Yes (Huang, Lin
22 55 2 et al. 2011)
ARHGAP | rs1110135 | Taiwanese | T1/T | DR vs NDR Yes (Huang, Lin
22 7 2 et al. 2011)
ARHGAP | rs4838605 | Caucasian | T1/T | Severe Yes (McAuley,

22 2 NPDR/PDR vs Wang et al.

mild NPDR 2014)

SNPs of interest in ARHGAP22

e 154838605
e 1511101355
e 1511101357
4.1.6 The Complement System

Introduction

The Complement system is an innate immune system, comprised of more than 30
different proteins, that plays a crucial role in inflammation and defence against

infection and disease. It is permanently active to a certain degree in healthy
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individuals and attacks pathogens by phagocytosis, opsonisation and cell lysis.
Dead and dying cells, foreign cells and immune complexes are cleared from the
blood by the complement system which plays an important role in regulating and
enhancing immune and inflammatory responses (Mukai, Okunuki et al. 2018)
(Merle, Church et al. 2015). Overstimulation or disruption of the complement
system is associated with chronic inflammation, increased risk of infections and
autoimmune disease (Merle, Church et al. 2015) and is thought to have a role in
retinal pathologies such as AMD and DR. Despite limited understanding of the role
of complement in retinal disease, targeting the complement system may lead to
new treatments options for DR (Xu and Chen 2016).

4.1.6.1 Complement Pathways

The complement system comprises three pathways, the classic, lectin and
alternative pathways (Merle, Church et al. 2015). All three pathways ultimately
activate C3 (Charbel Issa, Chong 2011). Antibody-antigen complexes leading to
the generation of C5 convertase trigger the classic pathway. C5 convertase leads
to the formation of membrane attack complex (MAC), which destroys pathogens.
The lectin pathway is similar to the classic pathway forming C3 convertase. The
alternative pathway is not initiated by antibody-antigen complexes but by foreign
molecules. In the alternative pathway, C3 molecules are activated by making
contact with antigens. Factors B, D and H are also involved in the alternative
pathway. All three pathways ultimately lead to MAC formation, lysis, inflammation

and opsonisation (Dunkelberger, Song 2010).

4.1.6.2 Complement in PDR patients

Increased levels of CFH, C3, C5 and CFB were found in vitreous samples of those
with PDR (Shahulhameed, Vishwakarma et al. 2020) (Chrzanowska,
Modrzejewska et al. 2018) (Muramatsu, Wakabayashi et al. 2013). Studies have

also found higher levels of complement components in the retinal tissue, retinal
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vessels and choriocapillaris of donor eyes from those with DM compared to those
without (Geri 2002) (Zhang 2002).

4.1.6.3 Complement in AMD

An association between CFH rs800292 and inflammatory and neovascular
diseases has been widely reported (Wang, Yang et al. 2013). The polymorphism
rs800292 has been shown to be associated with AMD and other inflammatory and
neovascular diseases, due to an increased activation of the alternative
complement pathway (Pechtl et al. 2011). As with DR, donor eyes with AMD show
higher levels of complement factors than those without, mainly located in drusen
and the Bruch’s membrane/choroid complex (Charbel Issa, Chong 2011). Further
evidence comes from studies showing increased complement proteins detected in
the peripheral blood of those with AMD (Scholl, Charbel Issa 2008).

Retinal integrity during normal aging is preserved by low grade activation of the
complement system and is regulated by complement regulators (Shahulhameed
2020). Disruption to the regulation and activation of the complement system can
have a detrimental effect on retinal function and trigger inflammatory diseases like
AMD, Alzheimer’'s disease and rheumatoid arthritis (Aitaz, Lupton 2012) (Di Muzio
et al. 2011) (Wagner, Frank 2010) (Charbel Issa, Chong 2011).

The HF1/CFH polymorphism has been shown to increase the risk of AMD by 50%
(Hageman, 2005).

Previous genetic studies of CFH, C5 and CFB

A study of a Chinese population with T2DM found a positive association between
the polymorphism rs800292 in the gene for CFH and rs1048709 (CFB) and DR.
Three other polymorphisms for CFB found no associations (Wang, Yang et al.
2013). Yang et al. (Yang, Wang et al. 2016) found two SNPs in the gene encoding
C5 were associated with DR (rs17611 and rs1548782) in a Chinese cohort. Four
other SNPs investigated in the study had no association with DR (rs12237774,
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rs2269066, rs10985126 and rs1017119). A study of C5 SNPS in another Chinese
study found no associations in two SNPs but a positive association between
rs2269067 and PDR (Xu, Yi et al. 2016). A study of an Indian population with
T2DM compared those with DR and those with no DR and found no association
with CFH genes (rs1061170 and rs3753394) (Balasubbu, Sundaresan et al. 2010).

A study of a Caucasian population found no association of the Y402 variant of CFH

in T2DM with DR, but found a positive association with AMD in the same

population (Doney, Palmer 2009).

Table 4.10 Previous studies investigating Complement polymorphisms

Gene | SNP Population | Type Disease | Association | Reference
CFH rs800292 Chinese 2 DR vs Yes (Wang,
NDR Yang et al.
2013)
CFH rs1061170 Indian 2 DR vs No (Balasubbu,
NDR Sundaresan
et al. 2010)
CFH rs3753394 Indian 2 DR vs No (Balasubbu,
NDR Sundaresan
et al. 2010)
CFH Caucasian 2 DR vs No (Doney,
(rs1061170) NDR Lee et al.
2005)
CFB rs1048709 Chinese 2 DR vs Yes (Wang,
NDR Yang et al.
2013)
CFB rs4151657 Chinese 2 DR vs No (Wang,
NDR Yang et al.
2013)
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CFB rs2072633 Chinese DR vs No (Wang,
NDR Yang et al.
2013)
C5 rsl7611 Han DR vs Yes (Yang,
Chinese NDR Wang et al.
2016)
C5 rs1548782 Han DR vs Yes (Yang,
Chinese NDR Wang et al.
2016)
C5 rs12237774 Han DR vs No (Yang,
Chinese NDR Wang et al.
2016)
C5 rs2269066 Han DR vs No (Yang,
Chinese NDR Wang et al.
2016)
C5 rs10985126 Han DR vs No (Yang,
Chinese NDR Wang et al.
2016)
C5 rs1017119 Chinese DR vs No (Yang,
NDR Wang et al.
2016)
C5 rs2269067 Chinese DR vs Yes (Xu, Yi et
PDR al. 2016)
C5 rs7040033 Chinese DR vs No (Xu, Yi et
PDR al. 2016)
C5 rs7027797 Chinese DR vs No (Xu, Yi et
PDR al. 2016)
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As discussed, Complement may play a role in retinal vascular disease, therefore a
selection of SNPs that have previously shown a positive association with DR

development were selected for the panel.

SNPs of interest in Complement Factors

e CFBrs1048709
e CFHrs800292
e (C5rsl17611

e (C51rs1548782
e (C5rs2269067

4.1.7 Discussion of SNPs’ selection

Focus: VEGF, Ischaemia, Complement

Numerous candidate gene studies have investigated the role of VEGF, endothelial
nitric oxide synthase (eNOS), receptor for advanced glycation end products
(RAGE) and aldose reductase (AR) in DR. These proteins are believed to play an
important role in the pathogenesis of DM or in the early stages of DR, with the

exception of VEGF (Hampton, Schwartz et al. 2015).

The primary focus of this study is to better understand the three features of DR
which appear once DR is established. The Candidate Genes were selected based
on their implication in the development and progression of DR and their possible
influence on the pathology of retinal vessels. Three key pathways were

investigated: Complement, VEGF and Ischaemia-mediated pathways.
4.2 Methods

The study was granted approval by the South West-Cornwall and Plymouth
Research Ethics Committee, (Research Ethics Approval Number: 10/H0203/14)
the Health Research Authority and Trust management of Oxford Radcliffe
Hospitals NHS Trust and King’s College Hospital NHS Trust, and adhered to the
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tenets of the Declaration of Helsinki. Informed consent was obtained from all

participants.

A comprehensive literature search of Genetics and DR was previously completed
by members of this group from 2014-2016. Their focus was T2DM and DMO. This
collation of references was enhanced by a search from 2017-2019 by the author,
with the primary interest being severe NPDR. The author performed a literature
review to examine whether previously reported genes are relevant to our sample
and selected a panel of single nucleotide polymorphisms (SNPs) relevant to severe
NPDR. All English language journals were searched for studies examining cohorts
of TLIDM or T2DM between March 2017 and Jan 2019. Key words included in the
search were diabetic retinopathy, single nucleotide polymorphism, genetic
association studies. The literature review undertaken involved searching the US
National Library of Medicine National Institutes of Health’'s search engine
PubMed.gov for articles on the subject of the genetics of diabetic retinopathy. 520
articles were identified between 2002 and 2019. These were examined for

relevance and determined the SNPs to be analysed (see above).

The search yielded a total of 108 SNPs of interest. Closer examination of the
identified SNPs’ relevance to this severe NPDR Caucasian population and to
pathways of interest produced a selection of 28 SNPs to be examined. When
selecting SNPs for examination in this study, | endeavoured to select SNPs which
were relevant to the population and research question. As previously described,
my interest was SNPs that may be involved in cell wall pathology, angiogenesis
and ischaemia which may play a role in the development of DH, VB and IRMA. |
selected studies of such SNPs that showed a positive association in Caucasian
populations, with large sample sizes, where the studies showed significance and
the groups studied were either DR vs no DR or PDR vs no DR. | found no studies
examining the moderate/severe NPDR group alone, previous studies generally
included three groups, no DR, DR, PDR. The focus was narrowed down to VEGF,

ischaemia and Complement as previously described.
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From the 108 SNPs identified, many were likely to be involved in the earlier
disease process, hyperglycaemia-induced pathways such as the polyol pathway,
aldose reductase, advanced glycation end products and reactive oxygen species. |
also excluded SNPs which may contribute to microthrombin formation and
leukostasis. A total of 59 such SNPs were therefore eliminated. The remaining 49
were in the 3 subgroups of interest. Twenty-one were eliminated as they either
showed no association in previous studies or the sample sizes in the trials were
small. | aimed to include studies which showed a positive association in a
Caucasian population similar to the cohort in my study, however, the majority of
studies were non-Caucasian populations, and in some SNPs of interest no studies

had been reported in a Caucasian population,

SNPs of Interest VEGFA

e 152010963

e 15699947

e 15833061

e 1513207351

e 151570360

e 152146323

e 153025030

e 153025039

e 1510434

e 1510738760
SNPs of Interest FGF2

e 15308398

e rs373341357
SNP of interest HFE

e rs1800562
SNP of interest KDR
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e 152071559
SNPs of interest SLAMP

e 1517058639
SNPs of interest VDR

e 151544410

o 152228570

e 157975232
SNPs of Interest TGFb

e 51800470
e 15104894719
SNPs of interest ARHGAP22

e 154838605
e 1511101355
e 1511101357
SNPs of interest Complement Factors

e CFBrs1048709
e CFH rs800292
e C5rsl17611

e (C51rs1548782
e (C5rs2269067

4.2.1 Study Design and participants

This was a pilot study. The literature review identified a number of studies which
compared DR vs no DR or NPDR vs PDR. The average sample size was a few
hundred/ group, therefore, this was my starting point. However, as there were no

studies examining the individual features of DR, the sample size choice was a
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pragmatic one and | opted for 200/ group. The results of the study can inform

future studies.

This was a case-control prospective study, involving Caucasians with Type 1 or
Type 2 DM. Subjects were recruited to the no DR (control) group of the study from
the Diabetic Retinopathy Screening Service at King’s College Hospital, London.
Subjects were recruited to the NPDR (case) group from the retinal clinics at King’s
College Hospital, London and Oxford Eye hospital. Patient eligibility was
determined from medical record review. Approximately 20,000 Medisoft or

Optimise notes were reviewed to identify those who were eligible.
Inclusion criteria for no DR group

e Type 1l or Type 2 DM for at least 5 years
e Caucasian

e Aged 18 years or older

¢ No diabetic retinopathy

e Able and willing to give informed consent

Inclusion criteria for NPDR group

e TypelorType 2 DM

e Caucasian

e Aged 18 years or older

e Clinically confirmed moderate/severe NPDR
e Able and willing to give informed consent

4.2.2 Procedures

The study required one visit and all data was collected during the subject’s

scheduled regular appointment.
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Imaging

Those recruited to the no DR group of the study had fundus photography as part of
their routine care. After mydriasis, two images, one centred on the optic disc and
one centred on the macular were taken with a digital fundus camera (Topcon Non-
Mydriatic Retinal Camera TRC-NW8, Japan). These images were examined for
signs of DR. If they met all the inclusion criteria, they were recruited to the control

arm of the study.

Those recruited to the NPDR group of the study had ultrawide field scanning laser
ophthalmoscope (UWFSLO) (Optomap 200Tx; Optos plc, Dunfermline, UK)
Optomap images taken, after mydriasis, before the clinic appointment by a trained
technician as part of the patient’s routine care. This allows approximately 80% of
the retinal surface to be captured by taking a 200° image of the retina. All patients
who met the inclusion criteria were recruited as cases to the study. Also excluded
were those who had previous PRP, intravitreal anti-VEGF or intravitreal steroid

injections.

Questionnaire

A short questionnaire was administered, see appendix 7. This recorded the
number of years’ duration of DM, whether Type 1 or Type 2 DM, whether there was
a history of angina, stroke, renal problems or laser treatment for diabetic eye
disease. Current medication and smoking status were recorded and the
participant’s HbAlc recorded from their clinical notes.

Buccal Cell sample

A buccal cell sample was taken from the inside of the mouth of each participant
with a buccal collection brush and stored in a tube of Cell Lysis Solution (Qiagen,
UK) as per the standard operating procedure detailed in the Appendix 2. The
samples were stored without any patient identifiable information. The samples

were purified using the Gentra Puregene Buccal Cell Kit as described in the
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Appendix 2. Once processed, the concentration of a DNA sample was measured
using the Nanodrop 1000 (Thermo-Fisher). Nucleic acids absorb light with an
absorbance maximum at 260 nanometres. 1l DNA was pipetted onto the pedestal
of the nanodrop and the arm lowered. The pedestal was then moved to
automatically adjust to an optimal path length (0.05-1mm) forming a sample
column. Light was then directed through the column and the nanodrop measured
the amount of light that passed through the column to quantify the concentration of
DNA in the sample. A second measurement was then taken at a wavelength of
230nm to quantify the quality of the sample. The optimal ratios at A260/A280 and
A230/260 are 1.8 and 2 respectively indicating ‘pure’ DNA. In this cohort a ratio of
1.6-2.1 at A260/280 was deemed acceptable to be used for further analysis.

Sample plating — 14ul of DNA was aliquoted into individual wells of 96 hard-shell
plates. The optimum sample are 30-150ng/ml of DNA with a 260/280nm value of
1.8-2.0 and a 260/230nm value of greater than 0.5. The plates were then sealed
and sent for processing at the Wellcome Trust Centre for Human Genetics. An

lllumina Infinium Genotyping v2 array is used to analyse the DNA samples.

4.2.3 Image Grading

The images from those in the control arm were examined to confirm the absence of
DR. All Optomap images of those enrolled to the cases arm were anonymised and

stored on the hospital server. The images from the cases were examined.

Images were included in the study if all central fields were gradable. Some
peripheral areas were ungradable but as this did not affect the analysis, these

images were included in the study.

The Early Treatment Diabetic Retinopathy Study (ETDRS) used seven standard
field 35mm film stereoscopic colour photographs, each image being 30° to 35°
wide to assess DR severity levels. Field 1M is centred on the temporal edge of the
optic nerve, field 2 on the macular and field 3M on the temporal macular. The four

outer fields image the superior temporal, inferior temporal, superior nasal and
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inferior temporal fundus (see fig 5.2). A seven-field overlay, equivalent to ETDRS
30-degree seven standard field 35mm stereoscopic colour photographs, was
superimposed on the Optomap image using Adobe Photoshop CS2 (Adobe
Systems Incorporated, San Jose, CA, USA). The two central ETDRS fields
covered the macula and optic disc. This enabled the ETDRS seven-field area of
the posterior pole to be accurately assessed (see fig 5.1) as well as the peripheral
fundus. The area within the seven fields were graded for each quadrant. This
method has previously been described by this group and that based in Joslin
Diabetes centre, Boston (Price, Au et al. 2015) (Silva, EI-Rami et al. 2017).

The images were graded using the ETDRS DRSS grading system. The seven
standard fields were graded by quadrants; superior temporal, superior nasal,
inferior nasal and inferior temporal. The grading quadrants were then extended to
the periphery, using the same quadrants as well as an additional middle temporal
area. Each quadrant was evaluated for the presence and severity of the three
features of NPDR: deep haemorrhages (DH), venous beading (VB) and intraretinal

microvascular abnormalities (IRMA).

The peripheral fundus was graded by the same quadrants as well as including a
mid-peripheral area, previously used by other groups. Silva and colleagues (Silva,
El-Rami et al. 2017) created 5 peripheral areas to grade.

The three features, as well as venous loops were graded with reference to the
ETDRS standard photographs.

DH are recorded as:
e 0 not present

e 1 Present but less than ETDRS standard photo 1 (the mildest standard for

haemorrhages/microaneurysms)
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e 2 Greater or equal to standard photograph 1 but less than standard
photograph 2A (the intermediate standard for

haemorrhages/microaneurysms)

e 3 Greater or equal to photograph 2A (the severe standard for

haemorrhages/microaneurysms)

IRMA are recorded as:

e 0 not present

e 1 definite IRMA but less than standard photograph 8A

e 2 Greater or equal to standard photograph 8A
VB are recorded as:

e 0 not present

e 1 definite beading, less than standard photo 6A

e 2 beading equal to or greater than standard photo 6A
Venous Loops were also graded as: 0 (Absent) or 1 (Present)
(See Table 10.1 Appendix)

The ETDRS grading protocol is based on seven field images. This study adapted
the grading, taking out some categories, see below. This was changed as
questionable did not seem relevant and the more severe grades were combined in
line with the 4-2-1 rule.

For example, ETDRS graded Haemorrhage as follows:
Grade 0 = no haemorrhages and/or microaneurysms;

Grade 1 = questionable haemorrhages and/or microaneurysms;
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Grade 2 = definite haemorrhages and/or microaneurysms less than standard
photograph 1,

Grade 3 = haemorrhages and/or microaneurysms greater than or equal to standard
photograph 1 but less than standard photograph 2A,;

Grade 4 = haemorrhages and/or microaneurysms greater than or equal to standard

photograph 2A but less than standard photograph 2B;

Grade 5 = haemorrhages and/or microaneurysms greater than or equal to standard

photograph 2B;

Grade 8 = cannot grade.

IRMA ETDRS Classification:

Grade 0 = no IRMA;

Grade 1= questionable IRMA,;

Grade 2 = definite IRMA, less than standard photograph 8A,

Grade 3 = IRMA greater than or equal to standard photograph 8A but less than
standard photograph 8B,;

Grade 4 = IRMA greater than or equal to standard photograph 8B; grade 8 =
cannot grade

In this study grades 1 and 4 were removed

VB ETDRS classification:

Grade 0 = no beading;

Grade 1 = questionable beading;

Grade 2 = definite beading, less than standard photograph 6A;
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Grade 3 = beading greater than or equal to standard photograph 6A but less than
standard photograph 6B,;

Grade 4 = beading greater than or equal to standard photograph 6B;
Grade 8 = cannot grade
In this study grades 1 and 4 were removed

(ETDRS Paper 10, 1991)

Fig 4.1 Optomap Image illustrating the areas graded, the central seven fields and

five peripheral areas
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Fig 4.2 ETDRS 7 standard fields Photograph:
http://eyephoto.ophth.wisc.edu/photography/tutorial/slide22.html

A grading audit was performed. A sample of 10% of images were re-graded by the
primary grader and a sample of 10% of images graded by another experienced

grader and the results compared.

Grading Audit Results

Intra-grader agreement was found to be 87.5% within one DRSS step and 100%
within two DRSS steps. Inter-grader agreement was found to be 85% within one
DRSS and 100% within two DRSS steps. When differences were found cases
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were discussed and consensus sought. This process involved comparing colour
fundus photograph (CFP) images previously graded with VB and IRMA by the
Diabetic Retinopathy Screening Service with Optomap images of the same patient
at their first referral visit to the hospital, which is no longer than 20 weeks later. In
some cases, the presence of IRMA and VB was confirmed clinically by comparing
to the acquired image. The advice of Medical Retina Consultants was also sought

in some cases.

Figure 4.3 Colour Fundus Photograph. VB Superior temporal arcade
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Fig 4.4 Optomap Image of the same eye as Fig 4.3

Subsequently, a further 5% of images were graded and inter-grader agreement
was found to be 100% within one DRSS step.

4.2.4 SNP Analysis

A panel of SNPs was selected based on those identified by the literature review

and the differences between two groups were compared:

e those with moderate - severe NPDR and no DR
e those with VB and no DR
e those with severe IRMA and no DR

4.2.4.1 Infinium Genotyping
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The samples were sent to the Wellcome Trust Centre for Human Genetics, Oxford.
Their Infinium®© HTS assay on Global Screening-24v2.0x bead-chips was used to
analyse the DNA samples. The Array is an ‘off the shelf’ array with in excess of
200k SNPs covering many genes. This particular array was selected on the advice
of the Wellcome Trust as being most appropriate for our study and most likely to
examine the SNPs of interest identified from the literature review.

The Wellcome Trust firstly analysed the quality of the samples to remove
suboptimal samples or to reprocess them. The purified DNA samples were then
denatured and amplified up to one thousand-fold to increase the quantity of DNA.
They were then fragmented into optimal lengths for hybridization to the array, the
process cleaves the DNA into 300-600 base pairs. The samples were then purified
by precipitation and re-suspended. They were then applied to an array comprised
of small spherical beads. During this hybridization process each bead was specific
to a locus of interest. Probes on the beads were stained with red or green
fluorescent molecules in order to discriminate between the different alleles for each
bead. The illumina scanner uses lasers to excite the fluorophores and measures
the red and green intensity signal from each bead on the array. For example, the
homozygote TT produces primarily red signal and the homozygote CC primarily
green. The heterozygote GA will produce approximately red and green signals;
therefore, heterozygote bead types appear yellow in intensity images as they omit
both red and green fluorescence at the same bead location. The red and green
intensities are written to an intensity data file which Genome Studio coverts into

genotype calls.
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Fig 4.5. Once laser excited the nucleotide label emits a signal which is detected by
an Illlumina scanner. Intensity values for each colour convey information about the

allelic ratio of a given locus (lllumina.com)
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4.2.5 Statistical Analysis

Chi-square test was used for testing relationships between categorical variables
and student T-test was used for all continuous variables (Microsoft Excel).

For analysis of our genetic data PLINK v1.9 software was used. (PLINK)

The original data received from the Oxford Wellcome centre consisted of a ped file.

This ped file was changed into a transposed text fileset using the - - tfile command.

Phenotype data comparing cases and controls were manually added to the
phenotype file for each analysis. For instance, comparing DR vs no DR, DR was
entered as case, whilst no DR as control.
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Using the - - assoc command, it wrote the results of a 1df chi-square allelic test to
the plink.assoc report file. Using this command, PLINK reports allele counts, rather
than frequencies, in cases and controls. The asymptotic p-value of each tested

SNP was included in the report.

Consider a genetic marker consisting of a single biallelic locus with

alleles a and A (i.e., a SNP). Unordered possible genotypes are

then a/a, a/A and A/A. The risk factor for case versus control status (disease
outcome) is the genotype or allele at a specific marker. The disease penetrance
associated with a given genotype is the risk of disease in individuals carrying that
genotype. Standard models for disease penetrance that imply a specific
relationship between genotype and phenotype include multiplicative, additive,

common recessive and common dominant models.

We did not know whether a specific genetic marker would be a dominant model or
recessive model, and also unknown was if the effect were additive or multiplied.

We decided to use the default option and report the p-value based on allele counts.
4.3 Results

In total, 596 participants were recruited to the study including, 199 with the
moderate/severe NPDR (NPDR group) and 397 diabetes for at least 5 years but no
DR (No DR group). Twenty samples failed to yield enough DNA to be analysed,
leaving 576 samples that were sent to the Wellcome Trust, Oxford Genomics
Centre to be analysed. Of these, 44 were removed from analysis as they failed to

yield meaningful data.

So in total, 532 were analysed, in which 181 and 351 were in the NPDR and No
DR respectively.

The demographic and features analysis included the 532 whose samples were
able to be analysed. In a few cases, age, sex, HBAlc and duration of DM were not

recorded.
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4.3.1 lllumina Report

Overview of genotyping results: 576 Human genomic DNA samples were
processed using the Infinium®© HTS assay on Global Screening-24v2.0x bead-
chips. The manifest file (which describes the SNP/probe content on a beadchip) for
this project was GSA-24v2-0_A2.bpm. As the project consisted of more than 96

samples, the samples were clustered against each other.
Sample QC review: Quantification was carried out by the customer.
Technical errors: None.

Controls review: In general, all the samples performed well across all controls.

Samples removed: None.

Sample Summary: Data QC was performed using Genome Studio v2.0.4. The call
rate cut-off for the Global Screening Array-24 v2.0 bead-chips is 98% as it an off-

the-shelf array.

Please note that out of 95 samples that failed 51 had a call rate between 95% and
97.9%. Although this group of samples falls below the threshold they should still
give meaningful data. This is highlighted in the samples table. Therefore, the
Wellcome Trust included the 51 samples that didn’t meet the optimal call rate of
98% as these samples had call rates of between 95 and 97.9% which the
Wellcome Trust considered high enough to still yield meaningful data. This means

that only 44 sample sent to the Trust were excluded.

133



Table 4.11 Quality of samples report from Wellcome Trust

Samples Call Rate
P190323 Plates Total in No. failed | Average Average
Batch Call Rate | (%) with (%)
(<98%) fails without
fails
6 576 95 96.7 98.3

The call rate is the percentage of genotypes successfully assigned. A call rate of
98% means a genotype can be assigned in 98% of SNPPs, so less than 2% of

data missing.

Failure rate: 16.49%
Provided Results Files:
P190323 RawData

P190323_Final Report.txt: These files contain the complete list of all the
genotypes (all the markers and all the samples) in several formats as outlined

below:
Top: The ATGC allele from the top strand.
Forward: The ATGC allele from the forward strand.

Design: The ATGC allele defined in the design file. AB: The allele coded as either
A or B.

P190323_PLINK folder containing final report in PLINK format.

P190323 SamplesTable.txt: These tables show the call rates for all the samples.
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4.3.2 Demographic Data of those with genetic analysis

Table 4.12 Demographics Data, No DR vs NPDR (n=532)

No DR (n=351) NPDR (n=181)
Mean Age (years) 66.18 59.19
Sex (Male) 57.81% 60.48%
HbAlc 7.65 8.68
Mean duration of DM (years) 12.15 18.49

A value of p<0.05 was considered statistically significant.

The No DR group was significantly older, p<0.0001, had a lower HbAlc, p=0.0003
and a shorter duration of diagnosed DM, p=0.0049.

As the control group can become cases in later life but were also older at the time
of analysis, the findings are likely to become more significant, hence | did not
adjust for age. There was no difference between sex for cases and controls (Table

4.14) therefore no adjustment was made.

Table 4.13 No DR vs NPDR by Diabetic Type (n=528)* and by sex (n=532)

Type 1 Type 2 F M
NPDR 25 153 77 104
No DR 10 340 146 205

p<0.00001, Chi Square=23.86 for diabetes Type
p=0.834, Chi-Square=0.044 for sex

* Information about Diabetic Type was not available for all patients
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In both groups, Type 2 was much more prevalent. When looking at the prevalence
of DR amongst Type 1 and Type 2, despite much larger numbers of those with
Type 2, those with Type 1 were more likely to have DR than those with Type 2
(Table 4.13).

There was no significant difference between sexes in the proportion with DR
compared to no DR (Table 4.13).

Table 4.14 Mean Age, duration of DM, HBA1c of patients with different IRMA
severity in NPDR group, and with or without VB

Age Duration of DM | HBAlc
No or mild IRMA (n=102) 60.94 16.26 8.81
Severe IRMA (n=79) 56.90 21.30 8.53
p value 0.059 0.309 0.378
No VB 60.13 19.48 8.59
VB 56.70 16.02 8.94
p value 0.178 0.303 0.38
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Table 4.15: Demographic data (sex) of patients with different IRMA severity, and

with or without

F M
No or mild IRMA 44 58
Severe IRMA 26 53 p=0.161, Chi
Square=1.963 n=181
No VB 50 81
VB 20 30 p=0.821, Chi-
Square=0.051 n=181

p=0.161, Chi Square=1.963 n=181

Analysis of the NPDR group revealed the mean age of those with severe IRMA
showed a trend (p=0.059) to be lower than those without. Those with severe IRMA
had a slightly longer duration of DM and slightly lower HBA1c (Table 4.15) but not
reaching statistical significance. Severe IRMA appeared to be more common in

male, but it was not statistically significant (Table 4.15).

The findings for VB were similar to those with severe IRMA in terms of age,
patients were slightly younger, but the duration of DM was shorter and HBAlc
were slightly higher (the opposite of IRMA), although these results were not
statistically significant (table 4.15).
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Fig 4.6 Optomap Image Participant with Temporal IRMA
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Fig 4.7 Optomap Image of Participant with DH,VB and IRMA

4.3.3 Results of lllumina Analysis

Table 4.16 Results of lllumina Analysis with uncorrected p-value

Gene SNP NPDR vs No VB vs No | Severe IRMA
DR DR vs No DR

n=181 NPDR n=50 VB n= 79 severe

n=351 No DR | n=351 No IRMA

DR n=351 No DR

CFB rs1048709 0.042 0.199 0.173
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CFH rs800292 0.36 0.228 0.669
C5 rsl17611 0.501 0.557 0.36
C5 rs2269067 Not on array Not on Not on array
array
C5 rs1548782 Not on array Not on Not on array
array
VEGFA rs2010963 0.083 0.487 0.09
VEGFA rs699947 0.34 0.916 0.046
VEGFA rs833061 N/A N/A N/A
VEGFA rs13207351 0.357 0.952 0.035
VEGFA rs1570360 0.459 0.69 0.05
VEGFA | rs2146323 N/A N/A N/A
VEGFA rs3025030 0.731 0.451 0.884
VEGFA rs3025039 0.378 0.184 0.592
VEGFA rs10434 0.304 0.109 0.27
VEGFA rs10738760 0.368 0.589 0.945
FGF2 rs308398 Not on array Not on Not on array
array
FGF2 rs373341357 | Not on array Not on Not on array
array
HFE rs1800562 0.955 0.918 0.527
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KDR rs2071559 N/A N/A N/A
SLMAP rs17058639 0.035 0.106 0.22
VDR rs1544410 0.431 0.438 0.288
VDR rs7975232 0.66 0.378 0.93
VDR rs2228570 N/A N/A N/A
TGF-b1 rs1800470 0.015 0.226 0.02
TGF-bl rs104894719 | Not on array Not on Not on array
array
ARHGAP22 | rs4838605 0.065 0.691 0.048
ARHGAP22 | rs11101355 Not on array Not on Not on array
array
ARHGAP22 | rs11101357 Not on array Not on Not on array
array

Of the 28 SNPs selected, 7 were not included in the Illumina Array and therefore

could not be analysed. There were another 5 SNP excluded due to a significant

number of samples with missing data.

The TGF-b1 SNP rs1800470 showed the highest correlation (p=0.015) for the
group NPDR vs No DR, followed by the SLMAP SNP rs17058639 (p=0.035) and
CFB rs1048709 (p=0.042). None of the SNPs selected showed any association
with those with VB. Four of the VEGFA SNPs, the ARHGAP22 SNP rs4838605
and the TGF-b1 SNP also associated with NPDR showed statistically significant

associations with the presence of IRMA.
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Table 4.17 SNPs with an association, NPDR vs No DR

Gene SNP p
CFB rs1048709 0.042
SLMAP rs17058639 0.035
TGF-bl rs1800470 0.015
VEGFA rs2010963 0.083
ARHGAP22 rs4838605 0.065
Table 4.18 SNPs with a trend association VB vs No DR
Gene SNP p
SLAMP rs17058639 0.106
Table 4.19 SNPs with an association, Severe IRMA vs No DR
Gene SNP p
VEGFA rs2010963 0.09
VEGFA rs699947 0.046
VEGFA rs13207351 0.035
VEGFA rs1570360 0.05
TGF-bl rs1800470 0.02
ARHGAP22 rs4838605 0.048
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4.4 Discussion

The results displayed are not corrected for multiple testing. A p value of 0.0031
would have to be met if this were the case, as 17 SNPs were analysed. No SNP
reached this level of significance. The purpose of this study was to identify
differences between VB and IRMA by multiple approaches: genetic profiling, retinal
distribution, proximity to ischaemia and responses to anti-VEGF therefore no

Bonferroni correction was made. (see 8.4 for more detail)

4.4.1 DR vs no DR Results

TGF-b1  rs1800470 p=0.015

The strongest association in the comparison between DR and no DR was found
with SNP TGF-b1 rs1800470. The p value of this was 0.015, this confirms the
findings in many other studies. (Buraczynska, Baranowicz-Gaszczyk et al. 2007)
(Liu, Jiao et al. 2014) (Rodrigues, Pietrani et al. 2015).The result ties in with the
findings that TGF-b1 has a role in angiogenesis, maintaining retinal capillaries, and
is involved in cellular proliferation and differentiation, it’s inhibition leading
breakdown of the BRB and impaired retinal perfusion (Walshe, Saint-Geniez et al.
2009). Another study found that TGFb signalling was important for maintaining
pericyte function. As discussed in Chapter 2, the loss of pericytes in the basement
membrane of retinal vessels appears early on in DR and may contribute to

vascular leakage and haemorrhage and microaneurysm development.
SLMAP rs17058639 p=0.035

SLMAP was also positively associated with DR vs no DR in our study. SLMAP has
a role in vascular endothelial dysfunction and may be a marker of microvascular
dysfunction in diabetes. A previous study found this SNP to be associated with a
higher risk of DR (Upadhyay, Robay et al. 2015). As previously discussed, vascular
endothelial cell death is widespread in DR and leads to hypoxia and capillary

closure.
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CFB rs1048709 p=0.042

The role of Complement in the development of DR is not completely understood.
As previously discussed, the Complement System helps regulate the immune
response and inflammation and its dysfunction is linked to autoimmune disease.
DM affects the production of complement proteins and elevated levels of CFB has
been detected in the vitreous of patients with PDR, despite also being implicated in
the early stages of DR (Chrzanowska, Modrzejewska et al. 2018). Evidence from
previous studies suggests the complement system is involved in the development
of DR. The SNP rs1048709 was previously found to have an association with DR
versus no DR in a Chinese population (Wang, Yang et al. 2013) and had a
significant association with the presence of DR compared to no DR in our study.
Our findings therefore strengthen the case of CFB‘s role in the development of DR.

VEGFA rs2010963 p=0.083, ARHGAP22 rs4838605 p=0.065

One VEGF SNP showed a positive association with DR, as well as an ARHGAP22
SNP, although these were not statistically significant (p= 0.083 and 0.065

respectively).

4.4.2 VB vs no DR Results

No association was found with any SNPs studied and the presence of VB. SLMAP
rs17058639 was not significant but showed a trend association, p=0.106. SLAMP
was found to show a positive association with the development of DR vs no DR
(p=0.035) but not with IRMA. This finding may be explained by SLMAP being
positively associated with DH but as DH were so common in the NPDR group, its
genetic associations were not studied separately. SLMAP has been implicated in
vascular endothelial dysfunction in diabetes potentially leading to DH. Furthermore,
if confirmed in future studies of its importance in VB, the pathophysiology of VB

may be related to vessel wall damage secondary to endothelial dysfunction.
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Nonetheless, most interestingly, none of the ischaemic driven genes showed any
significance. This may be due to the relatively small number of patients with VB,
however, significant associations were shown with severe IRMA with only a slightly

higher number of patients (see below).

4.4.3 Severe IRMA vs No DR Results

Four of the VEGF SNPS; rs2010963 p=0.09, rs699947 p=0.046, rs13207351
p=0.035 and rs1570360, p=0.05 showed a correlation with IRMA compared to
those without. There was a weaker association with one VEGF SNP and DR vs no
DR. As previously described, VEGF has an important role in retinal angiogenesis,
and endothelial cell permeability and is activated by microvascular changes
resulting from elevated blood glucose levels and hypoxia (Simo-Servat, Hernandez
et al. 2013). As Chapter 6 details, IRMA improve after anti-VEGF therapy so these
associations are not unexpected. Numerous studies have found positive
associations with DR and SNPs associated with VEGF as discussed previously,
indeed VEGF has the greatest number of SNPs reportedly associated with DR
(Han, Lando et al. 2019).

TGFb-1 rs1800470 also showed a positive association with IRMA compared to
those without, p=0.02, suggesting it has a role in the development of DH and
IRMA.

ARHGAP22 rs4838605 (p=0.048) was found to be significant in the group with
IRMA compared to no IRMA. The ARHGAP22 may be involved in endothelial cell
migration and angiogenesis, specifically capillary tube formation and thereby

influence IRMA development.

Previous studies have shown an association between VEGF and TGFb1, our
results confirming this are not surprising. Less prevalent was an association with
DR and CFB, ARHGAP22 and SLAMP in previous studies.
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4.4 .4 Discussion and summary

Examination of the demographic data of both groups found that those with DR
were likely to be younger, have T1DM and have a higher HbAlc, as well as a
longer duration of diagnosed DM. The younger age of the NPDR may be explained
by their being T1DM which develops at an earlier age than in T2DM, however, the
sample size was too small to be sure. In both groups, T2DM was more prevalent.
No difference was observed between the number of male or female in the No DR
and the NPDR group, despite a previous study showing that males were more
likely to have severe NPDR (Lee, Lee et al. 2017). As the NDPR group had a
longer duration of DM, it is reasonable to suggest that the no DR participants with
the significant alleles may develop NPDR in the future with increasing duration of
DM. This theory may be confirmed and the genetic association may be more
significant if the duration of DM inclusion criteria was more than 20 years as

opposed to five years in this study.

In Chapter 2 | discussed risk factors for DR development and progression. As part
of my questionnaire, | recorded the participant’'s age, DM Type, history of angina,
heart attack, stroke or renal problems, ‘other medical problems’, year of diagnosis
of DM, whether their DM was controlled by Insulin, tablets or diet, whether they
smoked or previously smoked and if they had laser treatment for diabetic eye

disease.

When examining the importance of the risk factors described in Chapter 2, the
most important factors for DR were duration of DM, diabetic control, and age. All
these factors were therefore included in my analysis. | decided not to examine
hypertension and hyperlipidaemia as this would mean including a blood draw and
blood pressure measurements into the procedures which is a significant deterrent
for patients to join studies. Hypertension and hyperlipidaemia were considered
modest risk factors for DR. In the case of hypertension, it was suggested that

lowering may delay the onset of DR, and may have more of an effect in delaying
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DMO. Other covariates like comorbidities have been recorded and will be available
for future analysis as such data is easy to collect and is likely to be helpful for
future analyses. Baseline levels of retinopathy were generally not available for

analysis.

In this study no correction for these risk factors, glycaemic control, age and
duration of DM was made. As expected, those with DR were found to have a
longer duration of DM and had higher HbAlc levels. Those with no DR were
significantly younger than those with DR, as explained in 4.3.2, which means that

the result can only become more significant with time.

In the VB and IRMA groups, there was no difference in age, duration of diabetes
and HbA1c levels. As this study was designed to identify differences between VB
and IRMA and no meaningful differences were found, no correction was therefore

made.

Analysis of the NPDR group showed no significant association with age, sex,
duration of DM or HbA1lc levels when looking at the presence or absence of VB or
severe IRMA. However, it is interesting that patients with VB (16.02 years) have
shorter durations of DM as compared with those with severe IRMA (21.30 years)
despite being very similar in age at 56.70 years for VB and 56.90 years for IRMA.
This may suggest that VB develops first and then progresses to PDR without
developing IRMA. Indeed, this theory would be consistent with the observation that

VB are rarely observed alone, whilst severe IRMA may occur with or without VB.

In a complex disease such as NPDR, there are a number of systemic factors that
can modify the disease. Also, some patients may have already progressed to PDR
and therefore are not represented in the NPDR group who may also have the
genetic association, thereby explaining why the results were not highly significant.
Nonetheless, the differences in association with VEGF and TGFb-1
polymorphisms, and to a lesser extent CFB and ARHGAP22, between NPDR and
no DR may be driven by the presence of IRMA, for which a number of VEGF SNPs
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and TGFb-1 and ARHGAP22 SNPs showed a positive correlation with IRMA'’s
presence. Conversely, we found no gene to be associated with the presence of
VB.

These findings of VEGF, TGFb-1 and ARHGAP22 SNPs’ positive association with
those with IRMA tie in with the hypothesis that IRMA may be precursors of new
vessels as they all play a role in angiogenesis, cellular proliferation and
differentiation. The pathophysiology of VB may be different, and may be more

related to endothelial damage in the vessel wall.
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Chapter 5: Venous Beading and IRMA location and prevalence in patients
with severe NPDR

5.1 Background

Our understanding of the three features of severe NPDR, deep haemorrhages
(DH), venous beading (VB) and intra-retinal microvascular abnormalities (IRMA) is
limited. Very few studies have examined these features and their individual risk of
progression to PDR since the landmark trials of the 1980’s (DRS and ETDRS). A
more detailed characterisation of the three features may improve prediction of

visual prognosis and help us better understand the pathophysiology.

5.2 Purpose

e To analyse the relative prevalence of the three features of severe NPDR.
e To analyse the location and distribution of the three features of severe
NPDR.
e To see if the three features always co-exist or are likely to appear in
sequence.
This will help to determine whether they have the same pathophysiology, for
example if both VB and IRMA always appear together for example adjacent to an
area of ischaemia then they are likely to share the same aetiology. IRMA are
commonly found adjacent to areas of ischaemia but it is unknown how frequently
VB are found near ischaemia. A recent study by Chen et al found that VB were
associated with capillary non-perfusion (Chen, Zhang et al. 2018). As ischaemia
can be quite regional, in this study individual quadrants of the fundal images were
examined for the three features. If VB and IRMA always co-localise, other local
factors may play a role, e.g. localized cytokines or blood flow changes. Currently,
clinicians and researchers only grade features by their presence or absence or
their size and extent. Traditional grading combines the three features of severe
NPDR together for simplicity. This study examined the individual features in more

detail and looked for differences in the distribution of VB and IRMA, and also
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whether VB and IRMA are more prominent in one quadrant. If they always appear
in sequence i.e. DH followed by IRMA followed by VB, again they may share the
same pathophysiology. As we do not have longitudinal data, this cross-sectional

study examined the distribution of the three features.
5.3 Methods

Participants were recruited from the Diabetic Retinopathy Clinics of King’s College
Hospital, London and Oxford Eye Hospital. The study adhered to the tenets of the
Declaration of Helsinki and was approved by the South West Cornwall and
Plymouth Research ethics Committee, the Health Research Authority and Trust
management of Oxford Radcliffe Hospitals NHS Trust and King’'s College Hospital
NHS Trust.

Literature Review

A literature review was undertaken of PubMed.gov for articles on venous beading,
IRMA, severe NPDR, Ultrawide field imaging in DR, genetics of DR. For section 4,
a comprehensive literature search of Genetics and DR was previously completed
by members of this group from 2014-2016. Their focus was Type 2 and DMO. This
collation of references was enhanced by a search from 2017-2019 by the author.

Statistical Analysis

We were advised that as this is a pilot study and the research question not
previously studied, an accurate sample size would not be possible to calculate.
The Chi-square test was used for testing relationships between categorical
variables and Student T-test was used for all continuous variables (Microsoft

Excel).

Imaging

We elected to study ultrawide field images as opposed to seven-field fundus

photography images. The reason for this being that seven-field fundus
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photography is time consuming and uncomfortable for the subject and is not
routinely done in clinical practice. The two centres routinely use Optomap imaging
for patients with diabetic retinopathy. Historic ultrawide field scanning laser
ophthalmoscope (UWFSLO) (Optomap 200Tx; Optos plc, Dunfermline, UK)
images from the Hospital Eye Service were identified. Five hundred images with
DRSS level 43 to 53 (moderate and severe NPDR) were included in the study. This
DRSS level was chosen as our interest is in the three features of moderate/severe
DR, namely deep haemorrhage (DH), venous beading (VB) and intraretinal
microvascular abnormalities, (IRMA). The medical notes of those attending the
medical retina clinics at King’'s College Hospital and Oxford University Hospital
were scrutinised and Optomap images of all those recorded as having moderate-

severe NPDR examined.

In a more detailed analysis of the co-location of IRMA and VB, in eyes with both
VB and IRMA, the quadrant in which IRMA or VB in the individual eye were most
severe was recorded. These were then analysed to assess whether these

guadrants were the same.
5.4 Results

A total of 308 patients were examined. Initially, the study eye was defined as the
more severe of the two if both eyes of a patient were eligible. A sensitivity analysis
was undertaken to assess if there was a significant difference between study eyes
and eligible fellow eyes. No statistical significance was found between the groups
using Chi Square Tests for distribution of DH, VB or IRMA. Hence, all 504 eyes
were included in the analysis and graded as described. (Sensitivity analysis see

Appendix 3).

Imaging and grading

Initially identifying IRMA and VB with certainty proved difficult. As previously
discussed, an experienced Diabetic Retinopathy Grader was consulted and a

grading audit undertaken. Images were discussed together after the first results
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found discrepancies. Experienced Medical Retina Consultants’ advice was also
sought, as well as comparing recent colour fundus photograph (CFP) images to
those taken with Optomap and clinically examining the fundus of those with
suspected VB and IRMA with a digital high-magnification lens (Volk). These
difficulties have previously been reported; Nderitu et al found that identifying IRMA
and VB in Optomap images is more difficult than identifying them on digital fundus
photographs (Nghiem, Nderitu et al. 2019). It has previously been reported that
IRMA and VB are difficult to recognise (Wilkinson, Ferris et al. 2003) and that
ETDRS 35mm colour slides are better able to detect subtle diabetic lesions such
as small haemorrhages and microaneurysms and IRMA than digital images
(Hubbard, Sun et al. 2011). However the study supported the transition from film to
digital imaging for assessing DR and the quality of digital imaging has improved

since this report.

The quality of the images captured varied significantly, being dependent on the

expertise of the technician and the ability of the participant to co-operate.

As the Optomap uses an ellipsoid mirror to produce images, the peripheral fundus
appears more distorted, making detection of IRMA in the periphery very difficult.
The peripheral retinal vessels also appear distorted, making VB hard to identify.
The peripheral retinal areas were graded during the study but not included in the
analysis as it became clear that the distortion of the peripheral images made it
impossible to discern VB outside the seven field area. A previous study of 54 eyes
with VB found that only 10% were observed in the fourth branch and 3% in the fifth
branch, using ophthalmoscopy and fluorescein angiography (Sato, Kamata et al.
1993). In this study, IRMA in the peripheral area were rarely seen. This may be
because they are harder to detect due to the peripheral distortion and poor image

resolution in the periphery as well as the effect of eyelids in some participants.

5.4.1 Prevalence and distribution of lesions per quadrant

The three features were present as follows:
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DH >ETDRS Standard Photo (SP) 1 in at least one quadrant=484 (96%)
DH =ETDRS SP 2A in at least two quadrants=255 (50.6%)

VB, all grades =109 (21.63%)

IRMA (any) definite but less than SP 8A = 464 (92.1%)

IRMA =ETDRS SP 8A in at least one quadrant= 189 (37.5%)

The presence and distribution of the three features of NPDR: DH, VB and IRMA
were examined. The prevalence of the three features, at different severity levels,
whether they are present of absent and if the eye has 1, 2 or 3 features was

examined and is detailed below in figure 5.1.

The first graph in Fig 5.1 includes all levels of lesions and in this category, it looks
as if many have DH and IRMA and only a few have all three lesions. In the second
graph in Fig 5.1, when the severity level examined is raised to levels 47-53 then

the features are more evenly distributed.
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Figure 5.1 Prevalence of the 3 features of moderate-severe NPDR

Prevalence and correlation of features of
NPDR Study: preliminary analysis

hato 1 in at least 1 Prevalence of DH = ETDRS standard
y IRMA 2Q,VB in at least 1Q and IRMA = ET
least 1Q

5.4.2 Location of DH, VB and IRMA

Five hundred and four images were analysed and graded as described. The
prevalence of features in the temporal and nasal retina were compared as well as

in the superior and nasal retina.
A p value of <0.05 was selected as significant.

5.4.2.1 Comparison of Superior and Inferior Retina

Table 5.1 Superior vs Inferior with DH Grade 2

Superior Inferior
Yes 172 219
No 332 285

p=0.002, Chi-square=9.23
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Table 5.2 Superior vs Inferior with DH Grade 3

Superior Inferior
Yes 291 212
No 213 292
p=<0.00001, Chi-square=24.766
Table 5.3 Superior vs Inferior with DH Grade 2 and 3
Superior Inferior
Yes 463 431
No 41 73
p=0.0015, Chi-square=10.128
Table 5.4 Superior vs Inferior with IRMA Grade 1
Superior Inferior
Yes 325 263
No 179 241
p=0.00008, Chi-square=15.69
Table 5.5 Superior vs Inferior with IRMA Grade 2
Superior Inferior
Yes 91 34
No 413 470

p<0.00001, Chi-square=29.67
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Table 5.6 Superior vs Inferior with any IRMA

Superior Inferior
Yes 416 297
No 88 207
p<0.00001, Chi-square=67.865
Table 5.7 Superior vs Inferior with VB (all)
Superior Inferior
Yes 74 68
No 430 436
p=0.587, Chi-square=0.295
5.4.2.2 Comparison of Temporal and Nasal Retina
Table 5.8 Temporal vs Nasal with DH Grade 2
Temporal Nasal
Yes 187 198
No 317 306
p=0.476, Chi-square=0.509
Table 5.9 Temporal vs Nasal with DH Grade 3
Temporal Nasal
Yes 272 234
No 232 270

p=0.0167, Chi-square=5.73
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Table 5.10 Temporal vs Nasal with DH Grade 2 and 3

Temporal Nasal
Yes 459 432
No 45 72
p=0.079, Chi-square=7.049
Table 5.11 Temporal vs Nasal with IRMA Grade 1
Temporal Nasal
Yes 289 296
No 215 208
p=0.655, Chi-square=0.1996
Table 5.12 Temporal vs Nasal with IRMA Grade 2
Temporal Nasal
Yes 100 21
No 404 483
p<0.0001, Chi-square=58.615
Table 5.13 Temporal vs Nasal with IRMA (all)
Temporal Nasal
Yes 389 316
No 115 188

p=<0.0001, Chi-square=25.146




Table 5.14 Temporal vs Nasal with VB (all)

Temporal Nasal
Yes 59 82
No 445 422

p=0.037, Chi-square=4.362

Milder haemorrhages were more likely to be found in the inferior retina than the
superior, however, more severe grades of DH, and combined severities (all DH),
were more likely to be located in the superior retina. All these results were
statistically significant. More severe DH were more likely to be present in the
temporal retina compared to the nasal, the result being statistically significant,
p=0.0167.

All categories of IRMA (mild, severe and combined) were observed more
extensively in the superior retina than inferior, all results being statistically
significant. Combined severity grades and the more severe category of IRMA were

more likely to be found in the temporal retina compared to nasal, p=<0.0001.

No difference in VB distribution between the superior and inferior retina were
found, p=0.587, however, VB were more likely to be found in the nasal retina than
temporal, p=0.037.

Summary of Distribution

e DH were more likely to be located in the superior rather than inferior retina
and in the temporal rather than nasal retina.
¢ |IRMA were also more likely to be located in the superior rather than inferior

and temporal rather than nasal retina.
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e VB were more likely to be present in the nasal rather than temporal retina
but no difference was found in the prevalence of VB when comparing the
inferior and nasal retina.

The colocalisation of VB and severe IRMA in the same eye was also examined.
Ninety-nine eyes had both VB and IRMA. In these eyes the most severe quadrant
of VB and IRMA were the same in 31 eyes and not so in 68. Hence, they are
slightly more likely to be in the same quadrant but this was not statistically
significant p=0.345.

5.5 Discussion

Cliniacally, vascular lesions are more frequently observed in the area temporal to
the macula corresponding to the ‘watershed zone’ but the phenomenon is not fully
understood. The term ‘watershed zone’ describes an area of tissue that is supplied
by two or more end arteries (Hayreh, 1990). This means that the tissue located in
the watershed zone has relatively reduced vascularity and is therefore more
susceptible to ischemia. The watershed zone in the retina is much easier to
visualise with FFA (Hayreh, 1990). Reports from investigations of the watershed
zone found that DH and IRMA are more commonly found in the temporal retina
(May, Rutkowski 2019). Our study found that IRMA are more prevalent in the
temporal retina and adds weight to the hypothesis that IRMA are largely driven by

ischaemia.

This study found that VB were more commonly located in the nasal retina. This
was unexpected as their being ischaemia driven would suggest they would also be
more prevalent in the watershed zone. The significance of VB being more
prevalent in the nasal retina is not clear. The number with VB was smaller than that
with DH or IRMA and a different result may possibly be observed with a larger
sample size.The only previous study, Sato (Sato, Kamata et al. 1993) of venous
abnormalities (mainly, 96%, VB but also including venous loops and reduplications)

in a similar sized group of 56 eyes found no differences between superior and
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inferior nor nasal and temporal. No other studies to date have described the
distribution of the individual lesions. The study concluded that the presence of
venous loops and reduplications were associated with advanced stages of
retinopathy, PDR. In this study, the presence of loops and reduplications was so
small that they were not analysed, a total of 9 were identified. A more recent study
of DR lesions using UWFSLO, Optomap, found that VB, DH, IRMA and NVE were
more frequently located in the temporal fields than the nasal. This study looked at
distribution in the entire retina and found that VB were more likely to be present in
the central seven field area than in the periphery (Silva, 2015). The numbers of
those with VB were similar to this study,

When looking at all levels of lesions present, many had DH and IRMA and only a
few had all three lesions. This suggests that the development of lesions could be
sequential i.e. DH and IRMA first, then VB. When the severity level examined is
raised to levels 47-53 the features were more evenly distributed, implying that
some patients may be more disposed to the development of either VB or IRMA.
(See Fig 5.1). Another interesting finding was that the most severe of VB and IRMA
lesions were found in the same quadrant only slightly more often than if the
observation was by chance which also suggest that they are do not share the

same aetiology.

In summary, DH and IRMA were more commonly located in the temporal and
superior retina, VB in the nasal, suggesting that VB and IRMA do not occur
together and are independent of each other. DH were common in this
moderate/severe NPDR group and were found in almost all participants. This is
consistent with the genetic findings (see Chapter 4) that VB and IRMA may have
different pathophysiologies.
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Chapter 6: Analysis of NPDR features response to anti-VEGF in DR patients

The response of DH, VB and IRMA to anti-VEGF was examined in a retrospective
analysis of two studies, the CLARITY Study (which recruited those with PDR) and
the Randomised Trial of wide-field guided PRP for diabetic macular oedema
treated with Ranibizumab (RDP) study of those with NPDR.

6.1 CLARITY STUDY

6.1.1 Introduction

As reported in Chapter 1, the number of people diagnosed with DM is increasing at
an alarming rate. Consequently, the numbers of people with microvascular ocular
complications grouped together as diabetic retinopathy (DR) is also rapidly

increasing.

Non-proliferative diabetic retinopathy (NPDR) is the earliest stage of DR and
progresses from mild to moderate and then to severe. Some may progress to
proliferative DR (PDR) which often leads to severe visual loss. Rates of
progression of NPDR to sight-threatening DR can vary. The rates of progression in
5-years from moderate NPDR and severe NPDR to PDR was estimated to be
27.2% and 45.5% respectively (Denniston, Chakravarthy et al 2017).

Proliferative diabetic retinopathy (PDR) is a common cause of severe vision loss in
people with diabetes. Fragile new vessels which develop in PDR as a result of
ischaemia bleed into the vitreous, leading to tractional retinal detachment and

vision loss.

As discussed in Chapter 2, baseline fundus photographs were examined for the
presence or absence of the different features of DR and the presence of deep
haemorrhage (DH), venous beading (VB) and intraretinal microvascular
abnormalities (IRMA) were found to be the most important factors in predicting
progression to PDR in the Early treatment diabetic retinopathy study (ETDRS

Report 12,1991). VB was the most powerful predictor of subsequent development
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of PDR. (ETDRS Report 12, 1991). This ETDRS study also led to the development
of a grading and classification system, the Diabetic Retinopathy Severity Scale
(DRSS) which divides DR into 13 levels from no retinopathy to advanced PDR
(ETDRS Report 12, 1991). It also refers to the distribution and quantity of individual
features of DR (ETDRS Reports 7, 10, 12).

The DRSS score in most cases progresses with time and does not generally
improve by optimising blood glucose levels or blood pressure. However, recent
clinical trials comparing the effect of anti-VEGF on diabetic macular oedema
(DMO) to sham (RISE and RIDE, NCT00473382 and NCT00473330) (lp,
Domalpally et al. 2012) and anti-VEGF compared to laser (VIVID, VISTA)
(Staurenghi, Feltgen et al. 2018) also looked at the effect of anti-VEGF on the
participant’s DRSS score.

As discussed in Chapter 2, the RIDE and RISE trials showed that participants
receiving anti-VEGF injections for DME showed a significantly lower rate of
progression of DR (worsening of 22 or = 3 steps DRSS). Participants in the anti-
VEGF arm also had a greater likelihood of improving their DRSS score by 2 or

more steps than those in the sham arm. (See 2.9.9)

The VIVD, VISTA trials showed that the proportion of patients with 22 step DRSS
score improvement were greater in the intravitreal aflibercept group versus laser.
(See 2.9.9)

The VIVID, VISTA, RISE and RIDE trials reported the overall DRSS score changes
but not the individual features of NPDR, namely DH, VB and IRMA.

More recently, the PANORAMA study (NCT02718326), an ongoing trial, is looking
at the efficacy and safety of intravitreal aflibercept injections in patients with
moderately severe NPDR (DRSS 47) or severe NPDR (DRSS 53) compared to
sham. So far, the study reported the overall DRSS score, not individual feature
grading. Results show, on the primary endpoint at one year, 80% and 65% of

patients receiving aflibercept (anti-VEGF) on an every 8- and every 16-week
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interval (after an initial monthly dosing period), respectively, experienced a two-
step or greater improvement from baseline on the DRSS, compared to 15% of
patients receiving sham injection (p<0.0001). In year two, at week 100, the same
level was achieved by 62% and 50% of 16-week and 8-week eyes respectively,

versus 13% of sham eyes (Lim 2020).

There is no reported data as to whether there is a differential response of these
NPDR features to anti-VEGF therapy. These features are the hallmark of NPDR
but are also present in eyes with PDR. | reanalysed the CLARITY images to see

whether there is a differential response.

The CLARITY (Clinical efficacy of intravitreal aflibercept versus panretinal
photocoagulation for best corrected visual acuity in patients with proliferative
diabetic retinopathy at 52 weeks) has been reported in detail (Sivaprasad, Prevost
et al. 2015) (Sivaprasad, Prevost et al. 2017) (Nicholson, Crosby-Nwaobi et al.
2018). In brief, it compared panretinal photocoagulation (PRP) (standard care) to
repeated intravitreal aflibercept, the primary outcome being the change in best-
corrected visual acuity at 52 weeks (ISRCTN 32207582). It also measured the
effect of intravitreal aflibercept compared to PRP on other visual function and
quality of life outcomes. In this study, both PDR patients who were treatment naive
and those patients with previous laser treatment were included in the study.
Patients were randomized to PRP or intravitreal aflibercept. In the anti-VEGF arm,
the patient had 3 intravitreal aflibercept at baseline, week 4 and week 8. If there
was active neovascularization, further aflibercept was given, if not, the injections
would be stopped. Patients were followed up on a monthly basis and as soon as
reactivation of neovascularization was seen, a further aflibercept injection would be
given. Nonetheless, the median number of injections beyond the mandatory

injections was only one until week 52.
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6.1.2 Methods

In the current study, we reanalysed the retinal photographs focusing on the 3
features of NPDR and their response to anti-VEGF, as opposed to looking at the
overall DRSS which was an outcome measure of other previously mentioned trials.
The majority of patients with PDR also have some or all of these three features. In
this reanalysis, | only included patients randomized to the aflibercept arm of the
CLARITY study who were treatment naive at baseline as we were not sure the
effect of previous laser on these NPDR features. | also included the fellow eyes of

these patients for comparison if they were treatment naive and without PDR.

Retinal photographs were either Optomap (Optos, Dunfermline, Scotland) images
or 7 field fundus photographs. For Optomap images, only the central 7 fields of
each eye were included using a “7 field mask” which covered the equivalent area
of 7 fields (see Fig 4.1).

DH, VB, IRMA and venous loops are graded by quadrant at baseline, week 12 and
week 52 as follows. The severity of the separate features, in all quadrants of the

retina, were recorded at these visits and compared with standard ETRDS photos.

The three features, as well as venous loops were graded with reference to the
ETDRS standard photographs (ETDRS paper 10).

DH are recorded as:
e 0 not present

e 1 Present but less than or equal to ETDRS standard photo 1 (the mildest
standard for haemorrhages/microaneurysms)

e 2 Greater or equal to photograph 1 but less than standard photograph 2A

(the intermediate standard for haemorrhages/microaneurysms)

e 3 Greater or equal to photograph 2A (the severe standard for

haemorrhages/microaneurysm)
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IRMA are recorded as:
e 0 not present
e 1 definite IRMA but less than standard photograph 8A
e 2 Greater or equal to standard photograph 8A
VB are recorded as:
e 0 not present
e 1 definite beading, less than standard photo 6A
e 2 beading equal to or greater than standard photo 6A
Venous Loops were also graded as:
e 0 not present
e 1 definite present

Statistical Analysis

The Chi Square test was used to test relationships between categorical variables.
6.1.3 Results

Of the 232 participants recruited to the CLARITY study, 112 were randomized to
the aflibercept arm and 56 of these were treatment naive. One was lost to follow up
after baseline, one was ungradable after baseline and one had PRP at week 12.
Four were lost to follow-up after week 12 and one had PRP at week 20 leaving 49

participants included in the study.
The prevalence of the three features examined is shown in the table below.

Table 6.1 Prevalence of Deep Haemorrhage, Venous beading and IRMA at the

three study visits
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Feature n=49 Baseline Week 12 Week 52

Deep hemorrhage 26 43 39

(DH) in at least one
guadrant

Deep hemorrhage =2A in 23 6 6

at least one quadrant

Venous beading 18 18 19

(VB) <6A in at least one

guadrant

Venous beading (VB)=6A 1 1 1
in at least one quadrant

Intravitreal microvascular 9 20 17
abnormalities (IRMA) <8A
in at least one quadrant

IRMA =8A in at least one 29 8 10

guadrant

DH, VB and IRMA responses to aflibercept at week 12 and at week 52

Severe DH (>2A) and severe IRMA (>8A) improved in approximately 75% of eyes
at week 12 and these eyes mostly remained improved at week 52, VB remained

unchanged in all eyes at week 12 but 1 more eye developed VB at week 52.

IRMA Reappearance

Of the 13 patrticipants in whom IRMA reappeared between week 12 and week 52,

seven returned in the same area, i.e. in the same quadrant but not the exact
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location, one in a different quadrant and five reappeared in the exact location as at

screening i.e. the IRMA may have refilled.

DH and IRMA changes in relation to number of anti-VEGF Injections

There was a significantly greater improvement in DH and IRMA appearance if at

least one injection was received after week 8.

Table 6.2: DH responses. Changes in DH appearance from week 12 to week 52,

comparing no injection post 8 weeks to one or more injection post 8 weeks,

p=0.007

No further anti-VEGF

injection post week 8

One or more anti-VEGF

injections post 8 weeks

52

DH improved or stable at 7 32
week 52
DH deteriorated at week 6 4
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Table 6.3: IRMA responses. Changes in IRMA appearance from week 12 to week

52, comparing no injection post 8 weeks to one or more injection post 8 weeks, p=

0.007

No further anti-VEGF

injection post week 8

One or more anti-VEGF

injections post 8 weeks

week 52

IRMA improved or stable 4 15
at week 52
IRMA deteriorated at 5 4

Duration of improvement post anti-VEGF

The following tables summarize how the length of time improvements in DH and
IRMA are maintained after an anti-VEGF injection. It shows that the improvements

of DH and IRMA are more likely to be maintained if there was less than 16 weeks

since the last anti-VEGF injection.

Table 6.4: Responses of DH in relation to the timing of last injection when

reviewing week 52 images compared to week 12, p=0.022

16 weeks or less since

More than 16 weeks

week 52

last injection since last injection
Improvement in DH at 25 14
week 52
Deterioration of DH at 1 9
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Table 6.5: Responses of IRMA in relation to the timing of last injection when

reviewing week 52 images compared to week 12, p=0.0019

16 weeks or less since More than 16 weeks
last injection since last injection
Improvement in IRMA at 14 5
week 52
Deterioration of IRMA at 1 8
week 52

Venous Beading (VB) and Venous Loops (VL)

Nineteen participants had VB at baseline. Of these, none improved at week 12 and
one developed VB by week 52. Fifteen participants had venous loops at baseline,
all remained unchanged at week 12 and week 52 suggesting anti-VEGF has no

impact on venous changes.

Fellow eyes

Eighteen fellow eyes of treatment naive participants were studied. All these fellow
eyes were also treatment naive and without PDR. Nine of these fellow eyes
showed an increase in the three features, DH, VB and IRMA by week 52. Seven
appeared unchanged. Two showed an improvement in these features, however,
one of them has documented anti-VEGF treatment for DMO. It was unclear
whether the other participant showing improvement had received anti-VEGF or not.
This result is consistent with the natural history of NPDR patients.
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Figure 6.2 Responses to ant-VEGF.

A: Baseline B: Baseline FFA C: Week 12 D: Week 52. DH (yellow arrows) and
IRMA (black arrows) disappeared with no changes on VB (white arrows) at week
12, IRMA starting to return at week 52
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6.1.4 Discussion

All participants had the same number of injections in the first 12 weeks of the trial,
at baseline, week 4 and week 8. The number of injections after week 8 varied from
patient to patient depending on how much regression of the neovascularisation had
occurred as mandated by the CLARITY study protocol.

As expected, DH, VB and IRMA are commonly found in PDR eyes. DH and IRMA
appeared to respond similarly to anti-VEGF i.e. when one improved, the other did
as well. The chance of DH and IRMA improving or not at week 52 was influenced
by the number of injections after the first 3 mandatory injections, it seemed if at
least one injection was received after that, these two features continue to improve
or at least maintained the improvement. Furthermore, there was a much higher
chance of reduction in DH and IRMA severity being maintained if the last injection
was less than four months before week 52 review. This is in keeping with the

expectation that anti-VEGF can only temporarily improve the retinopathy.

Venous Beading (VB) and venous loops appeared unchanged by anti-VEGF
treatment. In one, an increase in VB was noted by week 52, which may be an
indicator of disease progression despite anti-VEGF treatment. VB describes
localized changes in retinal vessel calibre which sometimes resemble a string of
beads (ETDRS Report 10, 1991). The aetiology of VB is unclear, as discussed in
2.7.5.5. Sympathetic vasomotor innervation is not present in retinal veins, therefore
changes in vessel calibre may be caused by responses of the vessel wall to local
stimuli, possibly increased ischaemia. Alternatively, VB could be a response to
vasoactive agents within the circulation. Venous beading in DR is considered a
predictor of progression to PDR (ETDRS Report 12, 1991) (Chen, Zhang et al.
2018) (Wong 2011). Anti-VEGF therapy, administered in the treatment regimen of
the CLARITY study, appeared to have no effect on VB suggesting VEGF is not
involved in the pathophysiology of venous changes, or that these changes might

be anatomical and cannot be improved over a relatively short period of time of one
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year. This is a similar observation to that of anti-VEGF having little effect on retinal

ischaemia.

The patients included in the CLARITY study had PDR. Although venous changes
may be present for a shorter time in moderate to severe NPDR compared to PDR
patients, they are resistant to anti-VEGF treatment for up to 12 months post anti-
VEGF therapy. We are unable to exclude the possibility that a more frequent anti-
VEGF regimen may have improved the venous changes, a PRN regimen was
followed based on the activity of new vessels which may be more sensitive to anti-
VEGF than venous changes. Alternatively, VB may be more established in PDR
and therefore less likely to regress, which may not be the case in NPDR. However,
we reviewed the images of the ‘Randomised trial of wide-field guided PRP for
diabetic macular oedema (DMO) treated with Ranibizumab’ (RDP) Study (Talks,
Bhatia et al. 2019) in which DMO patients with NPDR were randomized to
ranibizumab alone or ranibizumab with wide-field guided PRP. Twenty-five
participants were enrolled into the ranibizumab alone arm, only 15 patients had
baseline and week 52 images for analysis. The average number of injections in the
ranibizumab only arm was 6.84. Out of these 15 patients, the DH (n=15) and IRMA
(n=11) improved at week 52, but venous beading (n=2) did not (unpublished data).

This is supportive of our general conclusion.

A recent study looked at a similar population and examined the effect on anti-
VEGEF therapy (aflibercept, ranibizumab or bevacizumab) on IRMA using OCTA.
This study showed less of an effect on IRMA than our findings. They found 31% of
IRMA regressed, 44% were unchanged, 13% progressed and 11% disappeared.
There are a number of possible explanations for this. The number of participants
was smaller, 15, the follow up period was shorter (mean 35 days). In addition,
OCTA is able to detect smaller IRMA and smaller changes more successfully than

colour fundus photographs (Schaal, Munk et al. 2019).
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Limitations to our study include the small sample size. However, the changes
between DH, IRMA and VB were very different so despite a small sample size it is
highly significant. Some images were seven-fields CFP and some were Optomap
UWEF and it is possible that subtle IRMA were missed with Optomap, which has
previously been reported in another study (Nghiem, Nderitu et al. 2019). However,
all patients had the same imaging modality throughout the trial, so comparisons of
the changes remained consistent. It is not a masked study as the grader had to
directly compare the week 12 to the week 52 images to see whether there is an
improvement or deterioration, as reference images did not show clear demarcation.
Hence, there is some degree of bias, although a high level of caution was taken
with only significant improvements or deterioration recorded. As previously
mentioned, this study examined patients with PDR, it is possible that NPDR
patients behave differently, we therefore encourage PANAROMA investigators to
look at this aspect in their analysis.

If this data is confirmed in patients with NPDR, anti-VEGF may have very little
effect in patients with mainly venous changes. Nonetheless, it is unclear whether
treating patients with mainly venous changes with NPDR can prevent the
development of PDR. Our data suggests that anti-VEGF, at least in this cohort with

relatively low treatment, did not halt the development of venous beading.
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6. 2 RDP Study (Randomised trial of wide-field guided PRP for diabetic macular
oedema (DMOQO) treated with Ranibizumab

6.2.1 Introduction

In the RDP study, patients with OCT confirmed DMO and Wide field Fundus
Fluorescein Angiography (WFFA) confirmed moderate/severe NPDR were
randomised to PRP + ranibizumab or ranibizumab monotherapy. The primary
outcome was the number of repeat ranibizumab injections required after the first
six months until one-year post treatment. The purpose of the study was to evaluate
whether treating peripheral ischaemia with PRP in patients with macular oedema
would reduce VEGF levels and ultimately reduce the need for anti-VEGF injections
for diabetic macular oedema.

In this sub-analysis we assessed the effect of IVT anti-VEGF injections on the

features of moderate/severe NPDR in a treatment naive population.
6.2.2 Methods

Images of eyes randomised to the ranibizumab arm of the trial were examined at
baseline and at week 52, the final visit. The presence of the three features of
NPDR (DH, VB and IRMA) were recorded at baseline and the final visit at week 52
as in the Clarity study (see 7.1.2 Methods).

Inclusion criteria:

e Treatment naive
e Randomised to ranibizumab monotherapy
6.2.3 Results

Fifteen eyes were included in this study. Ten eyes were excluded, 8 had missing

data and 2 had poor quality images.
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Table 6.6 Presence of DR features at baseline and responses to anti-VEGF

Feature Baseline Week 52 Week 52 Week 52
Improved unchanged deteriorated
DH 15 14 1 0
VB 2 0 2 0
IRMA 11 11 0 0

Fifteen participants had DH at Baseline and 14 of these improved at week 52, one
remained unchanged. Eleven of the participants had IRMA, all of which were

improved at week 52. Two participants had VB; both were unchanged at week 52.

Two participants had both VB and IRMA. Both showed some co-location of VB and
IRMA but also quadrants of IRMA alone.

6.2.4 Discussion
SEE CLARITY DISCUSSION (6.1.4)

This cohort differs from those in the Clarity study as the participants have
moderate/severe NPDR (DRSS levels 43-53). The responses of the three features
to anti-VEGF appear similar in eyes with different levels of disease. Despite only
two participants having VB, this did not alter after treatment with anti-VEGF. DH

and IRMA improved in most participants at week 52.
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Chapter 7: Optical Coherence Tomography Angiogram (OCTA) in Diabetic
Retinopathy

7.1 Background

As previously discussed in Chapter 2, OCTA is a relatively new technique, which
provides high-resolution images of retinal and choroidal blood flow and structure
(de Carlo, Bonini Filho et al. 2016) (See 2.10). OCTA is able to view both
superficial and deep retinal layers and has advantages over FFA, being non-
invasive and quick to perform as well as providing higher resolution images of the

retinal vasculature.

As previously discussed, both VB and IRMA are observed near areas of ischaemia
(Chen, Zhang et al. 2018) (Stitt, Curtis et al. 2016). OCTA allows acquisition of
images of the retinal vasculature at high-resolution (Samara, Shahlaee et al. 2017).
With OCTA imaging, IRMA appear as abnormal branching, dilated vessels, see Fig
2.7. The advantage of imaging with OCTA is that their exact location in the retina
can be observed and easily distinguished from neovascularisation as the vessels
have not penetrated the ILM. In addition, ischaemia is clearly imaged with OCTA,

appearing as dark areas.

Enlargement of the foveal avascular zone (FAZ) shows correlation with
progression of DR (Mansour, Schachat et al. 1993). OCTA has facilitated improved
imaging of the (FAZ). As it can visualise the retinal microvasculature in multiple
layers of the retina, it can assess retinal capillary density in both the superficial and
deep retinal layers unlike FFA which assesses the superficial vasculature only, and
images are not compromised by fluorescein leakage (Al-Sheikh, Akil et al. 2016).
OCTA shows good correlation with FFA and it also provides a numerical measure
of the vascularity around the fovea providing an opportunity to study macular
ischaemia in detail. It is possible to extract angiographic data, including FAZ area,

vascular density, areas of no flow from OCTA scans (Agemy, Scripsema et al.
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2015) (Shahlaee, Samara et al. 2016). As OCTA is non-invasive, its role in

monitoring retinal vascular changes is important.
7.2 Methods

The DMI Study (A prospective study of structure-function correlation in patients
with diabetes with varying sizes of foveal avascular zone) aims to identify and
estimate the frequency of patients with diabetic macular ischaemia (DMI) losing = 6
letters at 52 weeks from baseline, describe their characteristics and compare them
to DMI patients losing < 6 letters. (Protocol number: SIVS1048)

Dabetic Macular Ischaemia (DMI) causes visual loss in those with DR. No
treatment is currently available and there is very limited data on the progression of
DMI over time. This study aims to provide information on the natural history of DMI
and help inform the best clinically meaningful change in clinical end-points for

future potential treatments.

Subjects enrolled to the study undergo baseline examination including visual acuity
in ETDRS letters and low luminance visual acuity, ultrawide field scanning laser
ophthalmoscopy, (Optomap 200Tx, Optos plc, Dunfermline, UK), MAIA
microperimetry (MAIA, Centervue, Padova, Italy), spectral domain optical
coherence tomography (SD OCT) (Heidelberg Engineering) and OCT angiography,
RTVue XR Avanti SD-OCT device (Optovue, Fremont, CA) using the prototype
AngioVue OCTA software. The aim is to identify structural markers that are
associated with functional loss at 52 weeks in all those meeting the inclusion
criteria: Stable PRP treated PDR patients with no active neovascularisation for 6
months, or NPDR patients with no treatment in the preceding 6 month and with a

large foveal avascular zone (FAZ), BCVA of 54 letters or better.

Enlarged FAZ was defined as those with 20.5mm? area in superficial capillary
plexus (SCP) present on Optical coherence tomography angiography. If the FAZ
was <0.5mm? then an enlarged peri-foveal inter-capillary space in at least 1
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quadrant was sufficient for inclusion. The subjects were followed at three-monthly
intervals for 12 months. Current analysis

In this analysis, baseline OCTA and Optomap images of 30 participants were
reanalysed. The 6x6 mm scans of the superficial layer were examined for the 30
subjects enrolled in the trial. This scan captures the optic disc and macula. All
images had a Signal Strength Index (SSI) of more than 5/10. For each OCTA
image, the number of IRMA and VB were counted. This was cross-referenced with
the Optomap image to verify the presence of the features.

Areas of ischaemia were located on the OCTA images and the proximity to IRMA
and VB were assessed. Image J software (NIH, Image J; National Institute of
Health, Bethesda, MD, USA) was used to view the Optovue images and to
measure the distance of features from ischaemia and the sizes of adjacent
ischaemic areas. To measure actual sizes on the images, the software’s ‘Analyse’
option is selected which gives the option of setting the scale. The average size of
an Optic disc is 1.5mm vertically (Crowston, Hopley et al. 2004). This was entered
into the ‘*known distance’ box and the ‘Pixel aspect ratio’ was set at 1.0. A line was
then drawn with the measurement tool from the top to the bottom edges of an optic
disc. Once the ‘Global’ box is ticked, the scale is set for all further measurements.
Straight line distances can be measured as well as areas in mm and mm?2. As optic

disc sizes vary, the measurements are not absolute.

Statistical Analysis

The Chi-square test was used for testing relationships between categorical
variables and student T-test was used for all continuous variables (Microsoft

Excel).
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7.3 Results

Of the 30 images analysed, one set of images (OCTA and Optomap) were too poor
to be assessed accurately. All other images analysed were of good quality with no
focal areas of reduced image quality. Seven images had neither IRMA nor VB.

Twenty-one eyes had at least one patch of IRMA, 43 patches of IRMA were
detected in total. Seven eyes had VB, one eye had two beaded veins. Thirty-four
patches of IRMA were directly adjacent to areas of ischaemia and 2 beaded veins
were directly adjacent to an area of ischaemia. Six patches of IRMA were not
directly adjacent to areas of ischaemia, but in close proximity. Four areas of VB

were not directly adjacent to areas of ischaemia but in close proximity.

Table 7.1 Number of IRMA and VB adjacent to areas of ischaemia

IRMA VB
Adjacent to Ischaemia 34 2
Not adjacent to 9 6
ischaemia

Chi-Square test: p<0.05 p=0.002

Table 7.2 Average size of ischaemic areas directly adjacent to IRMA and VB

IRMA (n=34) VB (n=2)
Average area of 0.23
adjacent Ischaemia, 0.715
(mm?)

Student’s t-Test, p=0.17

179




Table 7.3 Average distance of IRMA and VB to the closest area of ischaemia

IRMA (n=6) VB (n=4)

Average distance from 1.806 mm 1.704
Ischaemia if not adjacent

(mm)

Student’s t-Test, p= 0.905

Fig 7.1 Optomap image with the area of OCTA captured highlighted by the black

box
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Figure 7.2 IRMA (outlined in blue) next to ischaemia (the ischaemia extends
beyond the border of the OCTA Image)
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Fig 7.3 Patches of IRMA adjacent to ischaemia
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Fig 7.4 VB (highlighted in red) not near Ischaemia and a patch of ischaemia
temporally which is likely to extend further temporally (highlighted in green).
Adjacent to this ischaemic area is a patch of IRMA not captured by the OCTA

Image but seen on the Optomap Image.

e Y
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Fig 7.5 Corresponding Optomap image showing an area of IRMA more temporal to

the ischaemic area which are not captured by the OCTA image (Blue arrow)

7.4 Discussion

Previous studies utilising FFA have shown VB to be located near areas of non-
perfusion (Chen,Zhang et al. 2018) and IRMA are known to develop next to, and
supply areas of non-perfusion (Wong.Cheung et al. 2016). These findings have
been confirmed by OCTA studies (Sorour, Mehta et al. 2020), (Schaal,Munk et al.
2019) identifying IRMA near areas of capillary dropout. In addition, because of its
ability to accurately locate lesions in the retinal layers, OCTA has proved useful in
distinguishing IRMA from NVE as IRMA lie within the retinal layers whereas NV
protrude though the ILM (Arya, Rashad et al. 2018).

OCTA has been shown to visualise IRMA in more detail and even identify different
types of IRMA based on their variable morphological appearance (Shimouchi et al.

2020), (Sorour, Mehta et al. 2020). This detailed imaging of IRMA may help further
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classify different subtypes and help our understanding of the natural history of
IRMA. Indeed, a more recent study used OCTA to examine IRMA pre and post
PRP and found differing responses, some remained unchanged whilst some
reperfused. Despite the significance of the different responses remaining unclear,
this imaging modality is likely to add to the understanding of IRMA structure and
may help identify different subtypes (Shimouchi et al. 2020).

In this study, IRMA were easier to detect with OCTA than with Optomap. Optomap
was used to confirm their presence but small IRMA were much easier to detect

with OCTA and may have been missed if relying on Optomap alone.

This study found that IRMA were more prevalent in the 6x6 mm area captured by
the OCTA image. IRMA were also more likely to be directly adjacent to an area of
ischaemia (p=0.002). The areas of ischaemia directly adjacent to IRMA were
numerically larger than those next to VB, (average 0.715 mm?2 in IRMA compared
to 0.23 mmz in VB). However, this was not statistically significant (p=0.17), which
may be partly due to the large imbalance in numbers (IRMA n=34, VB n=2).

Where IRMA and VB were not directly adjacent to areas of ischaemia but were
close by, the average distance from the nearest ischaemic area for VB was 1.806
mm and 1.704 mm for IRMA, which was not statistically significant (p=0.9). IRMA
and VB not directly adjacent to areas of ischaemia were located at similar
distances from areas of ischaemia. As these areas are unlikely be important to the
development of either feature, these distances are probably less relevant. In
addition, the closest area of ischaemia may not have been captured by the OCTA

image.

The findings suggest that IRMA may be more closely associated with ischaemia
but this may be because more IRMA were detected in the macular area.

In all subjects, more IRMA and VB were observed in the Optomap images outside
the area covered by OCTA. Limits to the study were the small number included,

although this is a pilot study. The OCTA images covered a small area of the retina.
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Because of this, not all areas of ischemia were captured by the OCTA and they
may have been in closer proximity to IRMA and VB than is possible to record.

A future study would provide more information about the proximity of IRMA and VB
to areas of ischaemia if a larger area were captured by OCTA. A 15x9 and a 12x12

mm scan are now available in some of the newer generation of OCTA devices.
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Chapter 8: Discussion

8.1 Key findings of this Thesis

e Genetics may play a role in the development of IRMA, particularly by
ischaemic driven genes.

e VB and IRMA do not always coexist.

e DH, VB and IRMA may not develop sequentially.

e DH and IRMA improve with anti-VEGF therapy.

¢ |IRMA appear more likely to be driven by focal localised ischaemia.

e Some IRMA do not response to anti-VEGF and are not near areas of
localised ischaemia suggesting there may be at least 2 types of IRMA.

The DRSS was developed based on the findings of the ETDRS. Using
mathematical modelling, DH, VB and IRMA were found to be independent risk
factors for progression from NPDR to PDR and eventually visual loss (ETDRS
paper 12, 1991). There is a degree of inconsistency in the grading; on one hand it
was claimed that VB is the most significant risk factor for progression to PDR. Yet,
to be graded as severe NPDR (DRSS 53) an eye requires two quadrants of VB.
However, if the eye has only one quadrant of severe IRMA, it is also severe NPDR
(DRSS 53), that is, considered an equivalent risk factor for progression. This
inconsistency is reflected further down the scale, at DRSS 47. At this level, VB in
one quadrant has a score of 47, yet four quadrants of mild IRMA (less than 8A) are
required to be DRSS 47. Despite being identified as independent risk factors, they
often coexist, for instance VB alone without DH and IRMA are rare, as was
confirmed by our study. In this project, we aimed to better understand these three
features in patients with DRSS 43 to 53 (moderate/severe NPDR). As DH were
common we turned our focus to VB and IRMA. It is claimed that both VB and IRMA
are secondary to ischaemia, (Stitt, O'Neill et al. 2011),(Chen, Zhang et al. 2018)
and related to vascular closure (Stitt, Curtis et al. 2016) and pericyte loss (Imesch,
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Bindley et al. 1997). In radiation retinopathy, VB was observed in areas of
ischaemia but with less pericyte loss (Archer, Amoaku et al. 1991). Nonetheless,

the evidence came from a very small case series and is theoretical at best.

At the beginning of the project, | aimed to study the genetics of NPDR and
eventually narrowed this down to VB and IRMA. This is a follow on from the group
in Oxford’s study of the genetics of DMO. There were limitations to the study which
will be discussed in more detail later, however, with similar numbers of patients
with severe IRMA and VB, we found distinctly different genetic profiles. Genes that
are well known to be related to ischaemia showed positive associations with IRMA
but not with VB. The association with IRMA may not be highly significant due to the
number of patients, however, the differences between IRMA and VB were clear.
The only weak genetic association with VB is with SLMAP. The result may be a
coincidence, but SLMAP may play a role in vascular endothelial cell dysfunction,
and its association with the dysfunction of the contraction regulation of the small
mesenteric arteries in db/db mouse (a genetic diabetic mouse model) is interesting.
It is possible that SLAMP may be involved with the contraction regulation of retinal

venules leading to venous beading.

Using a large cohort of retinal images with moderate/severe NPDR, as previously
mentioned, DH were found in most subjects. | examined whether VB and IRMA
coexist and when they do, whether the most severe of these features in an
individual eye were in the same quadrant. As reported in Chapter 5, in only 99
eyes, out of just over 500, VB and IRMA coexist in the same eye. When they were
observed in the same eye, the most severe of each phenotype were found to be
slightly more likely to be present in the same quadrant (31%), rather than the
expected 25% if it were completely random. This finding was not statistically
significant. Once again, this supports that IRMA and VB may have different local

pathophysiologies, for example local ischaemia.
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| then identified the location of DH, VB, and IRMA in the eye. VB were more
commonly located in the nasal retina whereas DH and IRMA in the temporal.
Other retinal pathologies have been observed predominantly in one area of the
retina, such as sectoral Retinitis Pigmentosa (Coussa, Basali et al. 2019) which
almost always affects the inferior retina. The hypothesis being that the inferior
retina has greater exposure to light which may have a detrimental effect. In
subjects with NPDR, DH and IRMA are reported more frequently in the temporal
retina, the watershed zone (May, Rutkowski 2019), which was confirmed by this
study, both being more frequently located in the superior and temporal retina. This
may be because this area has fewer blood vessels and therefore oxygen supply,
adding further weight to the role of ischemia in IRMA’s development. VB were
more commonly found in the nasal retina in our study. The only other study of VB
location found no differences between nasal and temporal or superior and inferior
distribution but it was also a small study. No other retinal pathologies report greater

severity in the nasal retina. The significance of this finding remains unclear.

When all grades of lesions were examined, it appeared that DH and IRMA were
widespread in those with moderate NPDR and few have all three features,
suggesting their appearance could be sequential, with VB appearing later.
However, when examining more severe NPDR, DRSS 53, the features are more
evenly distributed contradicting the original observation. Furthermore, patients with
VB were younger than those who had severe IRMA. Therefore, it does not follow
that VB develop later than IRMA. This supports our conclusion that some patients
are more predisposed to developing VB or IRMA. It is however possible that if a
particular patient with DH and IRMA goes on to develop VB, they may then
develop PDR very quickly and hence would have been excluded from our study, as

the window to capture them may be small. Indeed, this was suggested by the
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Chinese group (Chen, Zhang et al. 2018), that VB were much more common in
PDR patients.

Analysis of responses of the three features to anti-VEGF showed that DH and
IRMA respond similarly but there appeared to be no impact on VB. This was
demonstrated in both a PDR cohort and a less severe cohort of moderate-severe
NPDR. This could have implications for clinical trial outcomes, which are assessed
in terms of DRSS in trials examining improvements in DR severity. A patient can
have the same DRSS score with differing presentations of DR. For example, DRSS
53 can present as VB in two or more quadrants, or severe IRMA in one quadrant.
As our analysis of the Clarity study showed, if the treatment was anti-VEGF, the
first patient described, with VB and no IRMA may show no change in their DRSS
score with treatment whereas the second may improve to DRSS level 47 or 43
(one or two steps) as their IRMA resolve.

My study showed anti-VEGF treatment improves DH and IRMA, however, the
underlying ischaemia and retinal perfusion does not improve (Couturier, Rey et al.
2019). Anti-VEGF prevents angiogenesis and therefore IRMA formation but not
ischaemia and is therefore only a temporary measure, or a cosmetic improvement.
This is evidenced by the need for repeated anti-VEGF therapy and the return of DH
and IRMA if treatment was not administered (based on the presence or absence of
new vessels as per the CLARITY protocol). Anti-VEGF does not therefore prevent
progression to neovascularisation or DMO as the underlying stimulus of ischemia
is still present. To treat DR effectively, therapy is needed to increase reperfusion to
achieve a more permanent halt in progression of the disease. This study’s findings
may also explain why a number of IRMA do not respond to anti-VEGF, these being
shunts, rather than originating by angiogenesis.

The different genetic findings for those developing VB and IRMA further
strengthens the theory that these two features of DR have different aetiologies. If

these findings are confirmed in larger studies, this could pave the way for
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personalised treatment options for those more at risk of developing different
features of NPDR.

Investigations of OCTA images of the macula suggest that IRMA may occur more
frequently near areas of ischaemia, more so than VB. Nonetheless, not all IRMA
were found adjacent to areas of ischaemia. This may strengthen the idea that there
may be at least two types of IRMA. IRMA can be considered as part of the repair
mechanism, arising either from shunts from existing vessels or by angiogenesis to
provide additional oxygen supply to ischaemic areas. These localised ischaemic
areas are likely to be due to localised vessel occlusion and may be the stimulus for
shunts and therefore IRMA formation. The number with VB observed in this study
were small as was the area of the retina examined, but the findings tie in with our
theory that the features don’t share the same pathophysiology, as do our findings
that different genes are implicated in the individual's predisposition to their

development.

To date little is understood about the aetiology of VB and IRMA. Both are
frequently found adjacent to areas of ischaemia, suggesting ischaemia’s role in
their aetiology. This study confirms they may be considered independent risk
factors for the development of PDR and behave differently in terms of location,

genetic origin and response to anti-VEGF.

8.2 New findings that have added to literature

Analysis of the Clarity data found that DH and IRMA improved with intravitreal anti-
VEGF but that VB are unchanged (Pearce, Chong et al. 2020). This suggests that
VEGF may not be involved in the pathophysiology of venous beading, or that these
changes are anatomical and cannot be improved over a relatively short period of
time of one year. There is a possibility that more frequent anti-VEGF dosing or
longer treatment may improve venous beading. These findings were observed in
both NPDR and PDR groups. For those patients with mainly venous changes, anti-
VEGF might have very little effect. Nonetheless, it is unclear whether treating
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patients with anti-VEGF with mainly venous changes with NPDR can prevent the
development of PDR. We encourage the Panorama and the Diabetic Retinopathy

Clinical research Network (DRCR.net) Protocol W to examine this.

The duration of improvement of the DH and IRMA was related to the number and
timing of the injections. At the 52 week review, if at least one injection was received
after the mandatory course of three, as well as if the last injection was received
less than four months before the final week 52 review, these improvements were
more likely to be maintained, or further improvements achieved. This is supported
by similar findings in the Panorama study results of the second year when, in one
arm, patients were given aflibercept as needed leading to a deterioration of DRSS

in some patients.

This study highlighted the need to assess the individual features of NPDR when

considering treatment options.

We also published a review of risk factors for progression to PDR which highlights
the need for evaluating NPDR lesions in more detail and suggests incorporating
them into a new DR classification system. According to the 4:2:1 rule, a patient
with severe IRMA in one quadrant has the same risk of progression to PDR as one
with severe IRMA in four quadrants as they have the same DRSS score. Itis
unclear why the presence of IRMA is classified so broadly and more detailed
assessments of the number of these lesions may better predict the risk of
progression to sight threatening vision loss. If IRMA have different aetiologies
(some originating via angiogenesis and some from vascular remodelling), further
stratification of these separate types of IRMA may help assess differential impacts

on progression to PDR.

We also suggest using individuals’ relevant concomitant medication, evaluation of
whether lesions are predominantly peripheral or centrally located, as well as the
turnover of lesions to assess an individual with NPDR’s risk of progression to PDR
(Sivaprasad and Pearce 2018).
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8.3 Strengths of our studies

A large number of images were analysed for the examination of prevalence and
distribution. The three features of NPDR were investigated in detail by different
imaging modalities as well as genetic analysis and response to anti-VEGF
treatment. The studies confirmed the ETDRS findings that VB and IRMA are
independent risk factors for progression to PDR by approaching the question from
four directions; whether VB and IRMA co-locate, whether they share similar genetic
profiles, their proximity to ischaemia and their responses to anti-VEGF. No

previous validation of the ETDRS findings has been published.

8.4 Limitations of our studies

Limitations of our study are the small numbers, particularly of those with VB, but
trends were identified. The purpose of the study was to detect similarities or
differences in IRMA and VB. A future study powered to detect this would need a
much bigger sample size.

The far periphery of the fundus is more distorted and therefore harder to grade and
identify lesions than the posterior pole and patient’s eyelids often preclude
adequate imaging. Detection of IRMA in the periphery is very difficult due to poor
image resolution and the retinal vessels appear distorted, making VB very hard to
identify outside the seven-field area. This is because the Optomap uses an
ellipsoid mirror to produce images. In addition, the quality of the images captured
varied significantly, being dependent on the expertise of the technician and the
ability of the participant to co-operate. Similar difficulties have previously been
reported by Nderitu et al, who found identifying IRMA and VB in Optomap images
more difficult than identifying them on digital fundus photographs (Nghiem, Nderitu
et al. 2019). For these reasons the peripheral retinal areas were graded during the
study but not included in the analysis. A future project evaluating the peripheral
retina in relation to the central 7 Fields, in particular the presence of DH in those
with NPDR may add to our understanding of this population.
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A further limitation to the study is that most subjects with no DR had two field CFP
and not Optomap imaging. This may have identified DR lesions. However the
diabetic screening service takes additional images of the peripheral retina with the
Topcon camera in all those with more than 8 years duration of diabetes, which
would have identified peripheral lesions. Optomap was not the imaging modality of
choice for the controls as this is not routine care for those under the diabetic

screening service.

As mild IRMA are harder to detect with Optomap compared to CFP, only severe
IRMA were included in the genetic analysis. The results could therefore be different

if all grades of IRMA were included.

Multiple testing correction for the genetics study was not undertaken. We used a p
value of 0.05 as statistically significant. A Bonferroni adjustment for different
comparisons will reduce the p value below 0.05. A decision was made not to use
this correction as this is a pilot project, which aimed to identify polymorphisms of
interest to potentially investigate in more detail. In addition, the main reason for the
study was to identify differences between VB and IRMA, and to identify trends. A
more detailed analysis of the genetic data can be undertaken but this is beyond the
scope of this study. Previous studies have shown significance as they have only
studied one or two SNPS, this study was not looking for new SNPs but to examine

whether SNPs previously identified as significant were driven by VB and/or IRMA.

8.5 The need for a new classification of DR

Previous studies of the features of DR have classified VB and IRMA as individual
risk factors for progression to PDR. These studies have confirmed this. The
findings imply that IRMA may be more driven by ischemia. Previous classifications
suggest both are independent risk factors for DR progression but the reasons for
this were not elucidated or explained.

Currently, the Diabetic Retinopathy Severity Scale (DRSS), (see table 2.2), groups
those with different amounts of DH, VB and IRMA at the same DRSS score.
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For example, a patient with DRSS level 53, may present with severe retinal
haemorrhages in all four quadrants, venous beading in two quadrants or IRMA in
one quadrant. As these features respond differently to anti-VEGF, a patient with
DH or IRMA only, meeting the severity scale 53, may show an improvement in
DRSS if treated with anti-VEGF, whereas a patient with just VB at level 53 would
be unlikely to show any improvement. Currently, all those with DR meeting DRSS
level e.g. 53 are considered as one group regardless of which features they have.
Therefore a more detailed classification of the features of DR is required.

As our study shows, DH and IRMA respond to anti-VEGF, an approved treatment
for NPDR, this has highlighted the absence of effective therapy for VB.
Furthermore, it has been reported recently that patients with DRSS 47 induced by
anti-VEGF (i.e. patients with higher DRSS treated by anti-VEGF and regress to
DRSS 47) have a much higher risk of progression than treatment naive DRSS 47
patient (Lim JI 2020).

OCTA may also add to the classification of DR by adding the areas of ischaemia
and may also be able to distinguish different types of IRMA. However, the smaller
6x6 mm OCTA scan used in this study only captures a small area of the retina and
therefore identifies only a small proportion of ischaemic retina. The development of
wide-field OCTA may allow assessment of the majority of the retina. The FAZ size
measured by OCTA has also been used as a risk prediction to progression of PDR
and DMO in a pilot study, although further clarification is needed (Sun, Tang et al.
2019). It remains unclear whether this is an independent risk factor or whether the
FAZ size correlates with the level of DRSS.

8.6 Conclusion

VB and IRMA do not always co-exist, neither do they co-localise. The genetic
profiles appear to be different, with IRMA more likely to be ischaemia driven. IRMA
may be more likely to present adjacent to areas of localised ischaemia than VB.
DH and IRMA respond to anti-VEGF unlike VB. Some IRMA have different genetic
and response profiles suggesting there are at least two classes of IRMA.
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Chapter 9: A list of potential new studies that should be done to expand this

thesis

Natural history studies of VB and IRMA may further inform the sequence of
progression to sight-threatening DR and advance our understanding of the disease
progression. Further OCTA studies of VB and IRMA, examining larger areas of the
retina, with wide-field OCTA may better inform the extent of VB and IRMA'’s
coexistence with ischaemia, help sub-divide the different classes of IRMA, as well
as inform their risk of progression. A future study with a larger, sample size,
appropriately calculated based on the data collected in these studies could closely
monitor the progression of IRMA. Including UWF OCTA, would allow identification
of IRMA adjacent to iscaemia. Such a longitudinal study could monitor responses
of IRMA to anti-VEGF and identify if those that do not respond to anti-VEGF
eventually become NVE, thereby helping to categorise different types of IRMA. If
the SNPs identified as showing a trend for IRMA are confirmed, genetic testing
could be incorporated into this study. This would add to our understanding of the
different phenotypes of IRMA based on proximity to ischaemia, response to anti-
VEGF, progression of those that do not respond and the genetic profiles of those
with different types of IRMA. Regular follow up of participants in this study may
also inform our understanding of possible turnover of DR lesions. At present it is
not certain whether IRMA resolve and reappear as review of those with DR in
clinics is generally undertaken at 4-6 month intervals or longer. Enrolling those with
longer durations of DM, e.g. 20 years or more would provide more robust genetic
data as it is unknown whether those with the SNPs identified as showing a trend
for IRMA development and no DR will develop DR in the future. This approach will
better help identify those in the moderate/severe group at most risk of progression
to PDR.
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Machine learning may assist quantification and location mapping of these lesions.
This may in turn lead to individualising management of diabetic retinopathy

particularly when more treatment becomes available.

Further investigation of the genes identified as playing a role in DR and IRMA
(VEGF and TGFb-1) may increase our understanding of DR. Despite no genetic
link being observed in those with VB, the trend of an association with SLAMP
warrants further investigation as it was also associated with the development of
DR. Further investigation of the SNPs investigated with an appropriate correction

for multiple testing would be of interest although unlikely to find significance.

197



Chapter 10: References:

Abcouwer, S. F. and T. W. Gardner (2014). "Diabetic retinopathy: loss of neuroretinal adaptation to the
diabetic metabolic environment." Ann N Y Acad Sci 1311: 174-190.

Abhary, S., K. P. Burdon, A. Gupta, S. Lake, D. Selva, N. Petrovsky and J. E. Craig (2009). "Common sequence

variation in the VEGFA gene predicts risk of diabetic retinopathy." Invest Ophthalmol Vis Sci 50(12): 5552-

5558.

Agemy, S. A., N. K. Scripsema, C. M. Shah, T. Chui, P. M. Garcia, J. G. Lee, R. C. Gentile, Y. S. Hsiao, Q. Zhou, T.
Ko and R. B. Rosen (2015). "RETINAL VASCULAR PERFUSION DENSITY MAPPING USING OPTICAL COHERENCE
TOMOGRAPHY ANGIOGRAPHY IN NORMALS AND DIABETIC RETINOPATHY PATIENTS." Retina 35(11): 2353-

2363.

Ahlqvist, E., P. Storm, A. Karajamaki, M. Martinell, M. Dorkhan, A. Carlsson, P. Vikman, R. B. Prasad, D. M.
Aly, P. Almgren, Y. Wessman, N. Shaat, P. Spegel, H. Mulder, E. Lindholm, O. Melander, O. Hansson, U.
Malmaquvist, A. Lernmark, K. Lahti, T. Forsen, T. Tuomi, A. H. Rosengren and L. Groop (2018). "Novel
subgroups of adult-onset diabetes and their association with outcomes: a data-driven cluster analysis of six

variables." Lancet Diabetes Endocrinol 6(5): 361-369.

Ahmed, A. M. (2002). "History of diabetes mellitus." Saudi Med J 23(4): 373-378.

Aiello, L. P., R. L. Avery, P. G. Arrigg, B. A. Keyt, H. D. Jampel, S. T. Shah, L. R. Pasquale, H. Thieme, M. A.
Iwamoto, J. E. Park and et al (1994). "Vascular endothelial growth factor in ocular fluid of patients with

diabetic retinopathy and other retinal disorders." N Engl J Med 331(22): 1480-1487.

Aiello, L. P., W. Sun, A. Das, S. Gangaputra, S. Kiss, R. Klein, P. A. Cleary, J. M. Lachin and D. M. Nathan
(2015). "Intensive diabetes therapy and ocular surgery in type 1 diabetes." N Engl ] Med 372(18): 1722-1733.
Aiyaz M, Lupton MK, Proitsi P, Powell JF, Lovestone S. Complement activation as a biomarker for Alzheimer's

disease. Immunobiology. 2012;217(2):204-215.

Al-Goblan, A. S., M. A. Al-Alfi and M. Z. Khan (2014). "Mechanism linking diabetes mellitus and obesity."
Diabetes Metab Syndr Obes 7: 587-591.

Al-Sheikh, M., H. Akil, M. Pfau and S. R. Sadda (2016). "Swept-Source OCT Angiography Imaging of the Foveal

Avascular Zone and Macular Capillary Network Density in Diabetic Retinopathy." Invest Ophthalmol Vis Sci

57(8): 3907-3913.

198



Amadio, M., S. Govoni and A. Pascale (2016). "Targeting VEGF in eye neovascularization: What's new?: A
comprehensive review on current therapies and oligonucleotide-based interventions under development."

Pharmacol Res 103: 253-269.

American Diabetes Association, Gestational diabetes mellitus. Diabetes Care. 2003;26 Suppl 1:5103-105.
Arar, N. H., B. I. Freedman, S. G. Adler, S. K. lyengar, E. Y. Chew, M. D. Davis, S. G. Satko, D. W. Bowden, R.
Duggirala, R. C. Elston, X. Guo, R. L. Hanson, R. P. Igo, Jr., E. Ipp, P. L. Kimmel, W. C. Knowler, J. Molineros, R.
G. Nelson, M. V. Pahl, S. R. Quade, R. S. Rasooly, J. I. Rotter, M. F. Saad, M. Scavini, J. R. Schelling, J. R. Sedor,
V. 0. Shah, P. G. Zager and H. E. Abboud (2008). "Heritability of the severity of diabetic retinopathy: the
FIND-Eye study." Invest Ophthalmol Vis Sci 49(9): 3839-3845.

Archer, D. B., W. M. Amoaku and T. A. Gardiner (1991). "Radiation retinopathy--clinical, histopathological,
ultrastructural and experimental correlations." Eye (Lond) 5 ( Pt 2): 239-251.

Arya, M., M. B. Filho, C. B. Rebhun, E. M. Moult, B. Lee, Y. Alibhai, A. J. Witkin, C. R. Baumal, J. S. Duker, J. G.
Fujimoto and N. K. Waheed (2020). "Analyzing Relative Flow Speeds in Diabetic Retinopathy Using Variable

Interscan Time Analysis Optical Coherence Tomography Angiography." Ophthalmol Retina.

Arya, M., R. Rashad, O. Sorour, E. M. Moult, J. G. Fujimoto and N. K. Waheed (2018). "Optical coherence
tomography angiography (OCTA) flow speed mapping technology for retinal diseases." Expert Rev Med
Devices 15(12): 875-882.

Arya, M., O. Sorour, J. Chaudhri, A. Alibhai, N. Waheed, J. Duker and C. Baumal (2019). "DISTINGUISHING
INTRARETINAL MICROVASCULAR ABNORMALITIES FROM RETINAL NEOVASCULARIZATION USING OPTICAL
COHERENCE TOMOGRAPHY ANGIOGRAPHY." Retina: (Philadelphia, Pa). 2019:1.

Awata, T., K. Inoue, S. Kurihara, T. Ohkubo, M. Watanabe, K. Inukai, I. Inoue and S. Katayama (2002). "A
common polymorphism in the 5'-untranslated region of the VEGF gene is associated with diabetic

retinopathy in type 2 diabetes." Diabetes 51(5): 1635-1639.

Awata, T., S. Kurihara, N. Takata, T. Neda, H. lizuka, T. Ohkubo, M. Osaki, M. Watanabe, Y. Nakashima, K.
Inukai, I. Inoue, I. Kawasaki, K. Mori, S. Yoneya and S. Katayama (2005). "Functional VEGF C-634G
polymorphism is associated with development of diabetic macular edema and correlated with macular

retinal thickness in type 2 diabetes." Biochem Biophys Res Commun 333(3): 679-685.

199



Balasubbu, S., P. Sundaresan, A. Rajendran, K. Ramasamy, G. Govindarajan, N. Perumalsamy and J. F.
Hejtmancik (2010). "Association analysis of nine candidate gene polymorphisms in Indian patients with type

2 diabetic retinopathy." BMC Med Genet 11: 158.

Battegay, E. J., E. W. Raines, T. Colbert and R. Ross (1995). "TNF-alpha stimulation of fibroblast proliferation.
Dependence on platelet-derived growth factor (PDGF) secretion and alteration of PDGF receptor

expression." J Immunol 154(11): 6040-6047.

Bek, T. (2002). "A clinicopathological study of venous loops and reduplications in diabetic retinopathy." Acta

Ophthalmol Scand 80(1): 69-75.

Bek, T. (2014). "Fine structure in diabetic retinopathy lesions as observed by adaptive optics imaging. A

qualitative study." Acta Ophthalmol 92(8): 753-758.

Bek, T. and A. Helgesen (2001). "The regional distribution of diabetic retinopathy lesions may reflect risk

factors for progression of the disease." Acta Ophthalmol Scand 79(5): 501-505.

Bellamy, L., J. P. Casas, A. D. Hingorani and D. Williams (2009). "Type 2 diabetes mellitus after gestational

diabetes: a systematic review and meta-analysis." Lancet 373(9677): 1773-1779.

Beltramo, E. and M. Porta (2013). "Pericyte loss in diabetic retinopathy: mechanisms and consequences."

Curr Med Chem 20(26): 3218-3225.

Beranek, M., K. Kankova, P. Benes, L. Izakovicova-Holla, V. Znojil, D. Hajek, E. Vlkova and J. Vacha (2002).
"Polymorphism R25P in the gene encoding transforming growth factor-beta (TGF-betal) is a newly identified

risk factor for proliferative diabetic retinopathy." Am J Med Genet 109(4): 278-283.

Beranek, M., P. Kolar, S. Tschoplova, K. Kankova and A. Vasku (2008). "Genetic variation and plasma level of

the basic fibroblast growth factor in proliferative diabetic retinopathy." Diabetes Res Clin Pract 79(2): 362-

367.

Biswas, A., P. I. Oh, G. E. Faulkner, R. R. Bajaj, M. A. Silver, M. S. Mitchell and D. A. Alter (2015). "Sedentary
time and its association with risk for disease incidence, mortality, and hospitalization in adults: a systematic

review and meta-analysis." Ann Intern Med 162(2): 123-132.

Bjorntorp, P. (1991). "Metabolic implications of body fat distribution." Diabetes Care 14(12): 1132-1143.

Bleda, S., J. De Haro, C. Varela, L. Esparza, A. Ferruelo and F. Acin (2012). "Vascular endothelial growth factor
polymorphisms are involved in the late vascular complications in Type |l diabetic patients." Diab Vasc Dis Res

9(1): 68-74.
200



Boeri D, Maiello M, Lorenzi M. Increased prevalence of microthromboses in retinal capillaries of diabetic
individuals. Diabetes. 2001;50(6):1432-1439.

Bournat, J. C. and C. W. Brown (2010). "Mitochondrial dysfunction in obesity." Curr Opin Endocrinol

Diabetes Obes 17(5): 446-452.

Boyer, D. S., Y. H. Yoon, R. Belfort, Jr., F. Bandello, R. K. Maturi, A. J. Augustin, X. Y. Li, H. Cui, Y. Hashad and
S. M. Whitcup (2014). "Three-year, randomized, sham-controlled trial of dexamethasone intravitreal implant

in patients with diabetic macular edema." Ophthalmology 121(10): 1904-1914.

Braunger, B. M., S. V. Leimbeck, A. Schlecht, C. Volz, H. Jagle and E. R. Tamm (2015). "Deletion of ocular
transforming growth factor B signaling mimics essential characteristics of diabetic retinopathy." Am J Pathol

185(6): 1749-1768.

Bresnick, G. H., R. Condit, S. Syrjala, M. Palta, A. Groo and K. Korth (1984). "Abnormalities of the foveal

avascular zone in diabetic retinopathy." Arch Ophthalmol 102(9): 1286-1293.

Bressler, N. M., R. W. Beck and F. L. Ferris, 3rd (2011). "Panretinal photocoagulation for proliferative diabetic

retinopathy." N Engl J Med 365(16): 1520-1526.

Broadgate, S., C. Kiire, S. Halford and V. Chong (2018). "Diabetic macular oedema: under-represented in the

genetic analysis of diabetic retinopathy." Acta Ophthalmol 96 Suppl A111: 1-51.

Broe, R., M. L. Rasmussen, U. Frydkjaer-Olsen, B. S. Olsen, H. B. Mortensen, L. Hodgson, T. Y. Wong, T. Peto
and J. Grauslund (2014). "Retinal vessel calibers predict long-term microvascular complications in type 1

diabetes: the Danish Cohort of Pediatric Diabetes 1987 (DCPD1987)." Diabetes 63(11): 3906-3914.

Brownlee, M. (2001). "Biochemistry and molecular cell biology of diabetic complications." Nature 414(6865):

813-820.

Buraczynska, M., |. Baranowicz-Gaszczyk, E. Borowicz and A. Ksiazek (2007). "TGF-betal and TSC-22 gene
polymorphisms and susceptibility to microvascular complications in type 2 diabetes." Nephron Physiol
106(4): p69-75.

Canning, C., P. Polkinghorne, A. Ariffin and Z. Gregor (1991). "Panretinal laser photocoagulation for
proliferative diabetic retinopathy: the effect of laser wavelength on macular function." Br J Ophthalmol
75(10): 608-610.

Cardwell, C. R., L. C. Stene, G. Joner, E. A. Davis, O. Cinek, J. Rosenbauer, J. Ludvigsson, C. Castell, J.
Svensson, M. J. Goldacre, T. Waldhoer, J. Polanska, S. G. Gimeno, L. M. Chuang, R. C. Parslow, E. J.

201



Wadsworth, A. Chetwynd, P. Pozzilli, G. Brigis, B. Urbonaite, S. Sipetic, E. Schober, C. lonescu-Tirgoviste, C. E.
de Beaufort, D. Stoyanov, K. Buschard and C. C. Patterson (2010). "Birthweight and the risk of childhood-
onset type 1 diabetes: a meta-analysis of observational studies using individual patient data." Diabetologia
53(4): 641-651.

Chang SL, Leonard-Martin TC, Freman SS. Relationship between IRMA and diabetic neovascularisation.

Invest Ophthalmol Vis Sci 1995:36(Suppl):5483

Charbel Issa P, Chong NV, Scholl HP. The significance of the complement system for the pathogenesis of age-
related macular degeneration - current evidence and translation into clinical application. Graefes Arch Clin

Exp Ophthalmol. 2011;249(2):163-174.

Chaturvedi, N., A. K. Sjoelie, M. Porta, S. J. Aldington, J. H. Fuller, M. Songini and E. M. Kohner (2001).
"Markers of insulin resistance are strong risk factors for retinopathy incidence in type 1 diabetes." Diabetes

Care 24(2): 284-289.

Chen, C. F., S. W. Liou, H. H. Wu, C. H. Lin, L. S. Huang, L. C. Woung and C. Y. Tsai (2016). "Regulatory SNPs
Alter the Gene Expression of Diabetic Retinopathy Associated Secretary Factors." Int J Med Sci 13(9): 717-
723.

Chen, L., X. Zhang and F. Wen (2018). "Venous beading in two or more quadrants might not be a sensitive

grading criterion for severe nonproliferative diabetic retinopathy." Graefes Arch Clin Exp Ophthalmol 256(6):

1059-1065.

Cheung, N., P. Mitchell and T. Y. Wong (2010). "Diabetic retinopathy." Lancet 376(9735): 124-136.

Cheung, N. W. and K. Byth (2003). "Population health significance of gestational diabetes." Diabetes Care
26(7): 2005-20009.

Chew, E. Y., W. T. Ambrosius, M. D. Davis, R. P. Danis, S. Gangaputra, C. M. Greven, L. Hubbard, B. A. Esser, J.
F. Lovato, L. H. Perdue, D. C. Goff, Jr.,, W. C. Cushman, H. N. Ginsberg, M. B. Elam, S. Genuth, H. C. Gerstein,
U. Schubart and L. J. Fine (2010). "Effects of medical therapies on retinopathy progression in type 2
diabetes." N Engl J Med 363(3): 233-244.

Chrzanowska, M., A. Modrzejewska and M. Modrzejewska (2018). "New insight into the role of the
complement in the most common types of retinopathy-current literature review." Int J Ophthalmol 11(11):
1856-1864.

202



Chun, M. Y., H. S. Hwang, H. Y. Cho, H. J. Chun, J. T. Woo, K. W. Lee, M. S. Nam, S. H. Baik, Y. S. Kim and Y.
Park (2010). "Association of vascular endothelial growth factor polymorphisms with nonproliferative and

proliferative diabetic retinopathy." J Clin Endocrinol Metab 95(7): 3547-3551.

Churchill, A. J., J. G. Carter, C. Ramsden, S. J. Turner, A. Yeung, P. E. Brenchley and D. W. Ray (2008). "VEGF

polymorphisms are associated with severity of diabetic retinopathy." Invest Ophthalmol Vis Sci 49(8): 3611-

3616.

Ciulla, T. A, A. Harris, P. Latkany, H. C. Piper, O. Arend, H. Garzozi and B. Martin (2002). "Ocular perfusion
abnormalities in diabetes." Acta Ophthalmol Scand 80(5): 468-477.

Clark N, American Diabetes Association "Peripheral arterial disease in people with diabetes." Diabetes Care

2003 26(12): 3333-3341.

Coussa, R. G., D. Basali, A. Maeda, M. DeBenedictis and E. |. Traboulsi (2019). "Sector retinitis pigmentosa:

Report of ten cases and a review of the literature." Mol Vis 25: 869-889.

Couturier, A, P. A. Rey, A. Erginay, C. Lavia, S. Bonnin, B. Dupas, A. Gaudric and R. Tadayoni (2019).
"Widefield OCT-Angiography and Fluorescein Angiography Assessments of Nonperfusion in Diabetic
Retinopathy and Edema Treated with Anti-Vascular Endothelial Growth Factor." Ophthalmology 126(12):
1685-1694.

Crowston, J. G., C. R. Hopley, P. R. Healey, A. Lee and P. Mitchell (2004). "The effect of optic disc diameter on
vertical cup to disc ratio percentiles in a population based cohort: the Blue Mountains Eye Study." BrJ

Ophthalmol 88(6): 766-770.

Cullmann, M., A. Hilding and C. G. Ostenson (2012). "Alcohol consumption and risk of pre-diabetes and type
2 diabetes development in a Swedish population." Diabet Med 29(4): 441-452.

Cunha-Vaz, J., L. Ribeiro, M. Costa and R. Simo (2017). "Diabetic Retinopathy Phenotypes of Progression to
Macular Edema: Pooled Analysis From Independent Longitudinal Studies of up to 2 Years' Duration." Invest

Ophthalmol Vis Sci 58(6): BI0O206-BI0210.

Cunningham, E. T., Jr., A. P. Adamis, M. Altaweel, L. P. Aiello, N. M. Bressler, D. J. D'Amico, M. Goldbaum, D.
R. Guyer, B. Katz, M. Patel and S. D. Schwartz (2005). "A phase Il randomized double-masked trial of
pegaptanib, an anti-vascular endothelial growth factor aptamer, for diabetic macular edema."

Ophthalmology 112(10): 1747-1757.

203



Curtis, T. M., T. A. Gardiner and A. W. Stitt (2009). "Microvascular lesions of diabetic retinopathy: clues
towards understanding pathogenesis?" Eye (Lond) 23(7): 1496-1508.

Cyganek, K., B. Mirkiewicz-Sieradzka, M. T. Malecki, P. Wolkow, J. Skupien, J. Bobrek, M. Czogala, T. Klupa
and J. Sieradzki (2006). "Clinical risk factors and the role of VDR gene polymorphisms in diabetic retinopathy

in Polish type 2 diabetes patients." Acta Diabetol 43(4): 114-119.

Davis, M. D., W. W. D. Norton and F. L. Myers (1968). The Airlie Classification of Diabetic Retinopathy.

Symposium on the Treatment of Diabetic Retinopathy. Washington D.C, US Government Printing Office.

Chapter 2: 16.

De Carlo, T. E., M. A. Bonini Filho, C. R. Baumal, E. Reichel, A. Rogers, A. J. Witkin, J. S. Duker and N. K.
Waheed (2016). "Evaluation of Preretinal Neovascularization in Proliferative Diabetic Retinopathy Using

Optical Coherence Tomography Angiography." Ophthalmic Surg Lasers Imaging Retina 47(2): 115-119.

De Gaetano, M., C. McEvoy, D. Andrews, A. Cacace, J. Hunter, E. Brennan and C. Godson (2018). "Specialized
Pro-resolving Lipid Mediators: Modulation of Diabetes-Associated Cardio-, Reno-, and Retino-Vascular

Complications." Front Pharmacol 9: 1488.

Delaey, C. and J. Van De Voorde (2000). "Regulatory mechanisms in the retinal and choroidal circulation."

Ophthalmic Res 32(6): 249-256.

Denniston, A. K., U. Chakravarthy, H. Zhu, A. Y. Lee, D. P. Crabb, A. Tufail, C. Bailey, T. Akerele, S. Al-Husainy,
C. Brand, L. Downey, A. Fitt, R. Khan, V. Kumar, A. Lobo, S. Mahmood, K. Mandal, M. McKibbin, G. Menon, S.
Natha, J. M. Ong, M. D. Tsaloumas, A. Varma, E. Wilkinson, R. L. Johnston and C. A. Egan (2017). "The UK

Diabetic Retinopathy Electronic Medical Record (UK DR EMR) Users Group, Report 2: real-world data for the

impact of cataract surgery on diabetic macular oedema." Br J Ophthalmol 101(12): 1673-1678.

Diabetic Retinopathy Clinical Research, N., M. J. EIman, L. P. Aiello, R. W. Beck, N. M. Bressler, S. B. Bressler,
A. R. Edwards, F. L. Ferris, 3rd, S. M. Friedman, A. R. Glassman, K. M. Miller, I. U. Scott, C. R. Stockdale and J.
K. Sun (2010). "Randomized trial evaluating ranibizumab plus prompt or deferred laser or triamcinolone plus

prompt laser for diabetic macular edema." Ophthalmology 117(6): 1064-1077 e1035.

Di Muzio G, Perricone C, Ballanti E, et al. Complement system and rheumatoid arthritis: relationships with
autoantibodies, serological, clinical features, and anti-TNF treatment. International journal of

immunopathology and pharmacology. 2011;24(2):357-366.

204



Ding, H., A. G. Howarth, M. Pannirselvam, T. J. Anderson, D. L. Severson, W. B. Wiehler, C. R. Triggle and B. S.
Tuana (2005). "Endothelial dysfunction in Type 2 diabetes correlates with deregulated expression of the tail-

anchored membrane protein SLMAP." Am J Physiol Heart Circ Physiol 289(1): H206-211.

Do, D. V., Q. D. Nguyen, D. Boyer, U. Schmidt-Erfurth, D. M. Brown, R. Vitti, A. J. Berliner, B. Gao, O. Zeitz, R.
Ruckert, T. Schmelter, R. Sandbrink and J. S. Heier (2012). "One-year outcomes of the da Vinci Study of VEGF

Trap-Eye in eyes with diabetic macular edema." Ophthalmology 119(8): 1658-1665.

Do, D. V., X. Wang, S. S. Vedula, M. Marrone, G. Sleilati, B. S. Hawkins and R. N. Frank (2015). "Blood

pressure control for diabetic retinopathy." Cochrane Database Syst Rev 1: CD006127.

Donaghue, K. C., J. M. Fairchild, M. E. Craig, A. K. Chan, S. Hing, L. R. Cutler, N. J. Howard and M. Silink
(2003). "Do all prepubertal years of diabetes duration contribute equally to diabetes complications?"

Diabetes Care 26(4): 1224-1229.

Dogru M, Inoue M, Nakamura M, Yamamoto M. Modifying factors related to asymmetric diabetic

retinopathy. Eye (Lond). 1998;12 ( Pt 6):929-933.

Doney, A.S., S. Lee, G. P. Leese, A. D. Morris and C. N. Palmer (2005). "Increased cardiovascular morbidity
and mortality in type 2 diabetes is associated with the glutathione S transferase theta-null genotype: a Go-

DARTS study." Circulation 111(22): 2927-2934.
Doria, A. (2010). "Genetics of diabetes complications." Curr Diab Rep 10(6): 467-475.

Dubow, M., A. Pinhas, N. Shah, R. F. Cooper, A. Gan, R. C. Gentile, V. Hendrix, Y. N. Sulai, J. Carroll, T. Y. Chui,
J. B. Walsh, R. Weitz, A. Dubra and R. B. Rosen (2014). "Classification of human retinal microaneurysms using

adaptive optics scanning light ophthalmoscope fluorescein angiography." Invest Ophthalmol Vis Sci 55(3):

1299-1309.

Duh, E. J., J. K. Sun and A. W. Stitt (2017). "Diabetic retinopathy: current understanding, mechanisms, and

treatment strategies." JCl Insight 2(14).

Duncan, L. E., M. Ostacher and J. Ballon (2019). "How genome-wide association studies (GWAS) made

traditional candidate gene studies obsolete." Neuropsychopharmacology 44(9): 1518-1523.

Dunkelberger JR, Song WC. Complement and its role in innate and adaptive immune responses. Cell

research. 2010;20(1):34-50.

205



Eckel, R. H., S. E. Kahn, E. Ferrannini, A. B. Goldfine, D. M. Nathan, M. W. Schwartz, R. J. Smith and S. R.

Smith (2011). "Obesity and type 2 diabetes: what can be unified and what needs to be individualized?" ) Clin

Endocrinol Metab 96(6): 1654-1663.

Egan, A. M., L. McVicker, A. Heerey, L. Carmody, F. Harney and F. P. Dunne (2015). "Diabetic retinopathy in

pregnancy: a population-based study of women with pregestational diabetes." J Diabetes Res 2015: 310239.

El-Shazly, S. F., M. H. El-Bradey and M. K. Tameesh (2014). "Vascular endothelial growth factor gene
polymorphism prevalence in patients with diabetic macular oedema and its correlation with anti-vascular

endothelial growth factor treatment outcomes." Clin Exp Ophthalmol 42(4): 369-378.

Elhadd TA, R., Jung RT,Stonebridge PA,Belch JJF (1999). "Pilot study of prevalence of asymptomatic

peripheral arterial occlusive disease in patients with diabetes attending a hospital clinic " Practical Diabetes

Int 16: 163-166.

Elman, M. J,, L. P. Aiello, R. W. Beck, N. M. Bressler, S. B. Bressler, A. R. Edwards, F. L. Ferris, 3rd, S. M.
Friedman, A. R. Glassman, K. M. Miller, I. U. Scott, C. R. Stockdale and J. K. Sun (2010). "Randomized trial
evaluating ranibizumab plus prompt or deferred laser or triamcinolone plus prompt laser for diabetic

macular edema." Ophthalmology 117(6): 1064-1077.e1035.

Engerman RL, Kern TS, Larson ME. Nerve conduction velocity in dogs is reduced by diabetes and not by

galactosemia. Metabolism: clinical and experimental. 1990;39(6):638-640

Eppens, M. C., M. E. Craig, J. Cusumano, S. Hing, A. K. Chan, N. J. Howard, M. Silink and K. C. Donaghue
(2006). "Prevalence of diabetes complications in adolescents with type 2 compared with type 1 diabetes."

Diabetes Care 29(6): 1300-1306.

Ergul, A, A. Kelly-Cobbs, M. Abdalla and S. C. Fagan (2012). "Cerebrovascular complications of diabetes:

focus on stroke." Endocr Metab Immune Disord Drug Targets 12(2): 148-158.

Errera, F. I., L. H. Canani, M. E. Silva, E. Yeh, W. Takahashi, K. G. Santos, K. E. Souto, B. Tschiedel, I.
Roisenberg, J. L. Gross and M. R. Passos-Bueno (2007). "Functional vascular endothelial growth factor -
634G>C SNP is associated with proliferative diabetic retinopathy: a case-control study in a Brazilian

population of European ancestry." Diabetes Care 30(2): 275-279.

Early Treatment Diabetic Retinopathy Study Research Group. Photocoagulation for diabetic macular edema.

Early Treatment Diabetic Retinopathy Study report number 1. Arch Ophthalmol. 1985;103(12):1796-1806.

206



Early Treatment Diabetic Retinopathy Study Research Group Early photocoagulation for diabetic

retinopathy. ETDRS report number 9.. Ophthalmology. 1991;98(5 Suppl):766-785.

Early Treatment Diabetic Retinopathy Study Research Group Report number 10.""Grading diabetic
retinopathy from stereoscopic color fundus photographs -an extension of the modified Airlie House

classification. 1991 Ophthalmology 98(5 Suppl): 786-806.

Early Treatment Diabetic Retinopathy Study Research Group."ETDRS report number 12, "Fundus

photographic risk factors for progression of diabetic retinopathy. 1991 Ophthalmology 98(5 Suppl): 823-833.

Early vitrectomy for severe vitreous hemorrhage in diabetic retinopathy. Four-year results of

a randomized trial: Diabetic Retinopathy Vitrectomy Study Report 5 Arch Ophthalmol. 1990;108(7):958-9

Ewing, F. M., I. J. Deary, M. W. Strachan and B. M. Frier (1998). "Seeing beyond retinopathy in diabetes:

electrophysiological and psychophysical abnormalities and alterations in vision." Endocr Rev 19(4): 462-476.

Feman, S. S. (1994). "The natural history of the first clinically visible features of diabetic retinopathy." Trans

Am Ophthalmol Soc 92: 745-773.

Fernandez-Real, J. M., D. McClain and M. Manco (2015). "Mechanisms Linking Glucose Homeostasis and Iron

Metabolism Toward the Onset and Progression of Type 2 Diabetes." Diabetes Care 38(11): 2169-2176.

Fletcher, B., M. Gulanick and C. Lamendola (2002). "Risk factors for type 2 diabetes mellitus." J Cardiovasc
Nurs 16(2): 17-23.

Fong, D. S., L. P. Aiello, F. L. Ferris, 3rd and R. Klein (2004). "Diabetic retinopathy." Diabetes Care 27(10):
2540-2553.

Fong, D. S., A. Girach and A. Boney (2007). "Visual side effects of successful scatter laser photocoagulation

surgery for proliferative diabetic retinopathy: a literature review." Retina 27(7): 816-824.

Fonseca, R. A. and M. A. Dantas (2002). "Retinal venous beading associated with recurrent branch vein

occlusion." Can J Ophthalmol 37(3): 182-183.
Forbes, J. M. and M. E. Cooper (2013). "Mechanisms of diabetic complications." Physiol Rev 93(1): 137-188.

Frank, R. N. (2004). "Diabetic retinopathy." N Engl J Med 350(1): 48-58.
Garcia, M. J., P. M. McNamara, T. Gordon and W. B. Kannel (1974). "Morbidity and mortality in diabetics in

the Framingham population. Sixteen year follow-up study." Diabetes 23(2): 105-111.

207



Gardi, C., B. Arezzini, V. Fortino and M. Comporti (2002). "Effect of free iron on collagen synthesis, cell

proliferation and MMP-2 expression in rat hepatic stellate cells." Biochem Pharmacol 64(7): 1139-1145.

Gardiner, T. A., D. B. Archer, T. M. Curtis and A. W. Stitt (2007). "Arteriolar involvement in the microvascular

lesions of diabetic retinopathy: implications for pathogenesis." Microcirculation 14(1): 25-38.

Gildea, D. (2018). "The diagnostic value of optical coherence tomography angiography in diabetic

retinopathy: a systematic review." Int Ophthalmol.

Gillespie, K. M., S. C. Bain, A. H. Barnett, P. J. Bingley, M. R. Christie, G. V. Gill and E. A. Gale (2004). "The
rising incidence of childhood type 1 diabetes and reduced contribution of high-risk HLA haplotypes." Lancet
364(9446): 1699-1700.

Gregson, P. H., Z. Shen, R. C. Scott and V. Kozousek (1995). "Automated grading of venous beading." Comput
Biomed Res 28(4): 291-304.

Grunwald, J. E., C. E. Riva, J. Baine and A. J. Brucker (1992). "Total retinal volumetric blood flow rate in

diabetic patients with poor glycemic control." Invest Ophthalmol Vis Sci 33(2): 356-363.

Gulshan, V., L. Peng, M. Coram, M. C. Stumpe, D. Wu, A. Narayanaswamy, S. Venugopalan, K. Widner, T.
Madams, J. Cuadros, R. Kim, R. Raman, P. C. Nelson, J. L. Mega and D. R. Webster (2016). "Development and
validation of a deep learning algorithm for detection of diabetic retinopathy in retinal fundus photographs."

JAMA 316(22): 2402-2410.

Gunasekaran, U. and M. Gannon (2011). "Type 2 diabetes and the aging pancreatic beta cell." Aging (Albany
NY) 3(6): 565-575.

Gupta, A., F. Dhawahir-Scala, A. Smith, L. Young and S. Charles (2007). "Radiation retinopathy: case report
and review." BMC Ophthalmol 7: 6.

Gupta, N., S. Mansoor, A. Sharma, A. Sapkal, J. Sheth, P. Falatoonzadeh, B. Kuppermann and M. Kenney
(2013). "Diabetic retinopathy and VEGF." Open Ophthalmol J 7: 4-10.

Hallman DM, Huber JC, Jr., Gonzalez VH, Klein BE, Klein R, Hanis CL. Familial aggregation of severity of

diabetic retinopathy in Mexican Americans from Starr County, Texas. Diabetes Care. 2005;28(5):1163-1168.

Hammer, M., W. Vilser, T. Riemer, A. Mandecka, D. Schweitzer, U. Kuhn, J. Dawczynski, F. Liemt and J.
Strobel (2009). "Diabetic patients with retinopathy show increased retinal venous oxygen saturation."

Graefes Arch Clin Exp Ophthalmol 247(8): 1025-1030.

208



Hampton, B. M., S. G. Schwartz, M. A. Brantley, Jr. and H. W. Flynn, Jr. (2015). "Update on genetics and

diabetic retinopathy." Clin Ophthalmol 9: 2175-2193.

Han, J., L. Lando, D. Skowronska-Krawczyk and D. L. Chao (2019). "Genetics of Diabetic Retinopathy." Curr

Diab Rep 19(9): 67.

Hancock, H. A. and T. W. Kraft (2004). "Oscillatory potential analysis and ERGs of normal and diabetic rats."
Invest Ophthalmol Vis Sci 45(3): 1002-1008.

Hardarson, S. H. (2013). "Retinal oximetry." Acta Ophthalmol 91(5): 489-490.

Hardarson, S. H. and E. Stefansson (2012). "Retinal oxygen saturation is altered in diabetic retinopathy." Br J

Ophthalmol 96(4): 560-563.

Harder, T., K. Roepke, N. Diller, Y. Stechling, J. W. Dudenhausen and A. Plagemann (2009). "Birth weight,
early weight gain, and subsequent risk of type 1 diabetes: systematic review and meta-analysis." Am J

Epidemiol 169(12): 1428-1436.
Hayreh SS. In vivo choroidal circulation and its watershed zones. Eye (Lond). 1990;4 ( Pt 2):273-289

Hayreh, S. S., M. B. Zimmerman and P. Podhajsky (1994). "Incidence of various types of retinal vein occlusion

and their recurrence and demographic characteristics." Am J Ophthalmol 117(4): 429-441.

Hemminki, K., X. Li, K. Sundquist and J. Sundquist (2010). "Familial risks for type 2 diabetes in Sweden."
Diabetes Care 33(2): 293-297.

Henricsson, M., L. Nystrom, G. Blohme, J. Ostman, C. Kullberg, M. Svensson, A. Scholin, H. J. Arnqvist, E.
Bjork, J. Bolinder, J. W. Eriksson and G. Sundkvist (2003). "The incidence of retinopathy 10 years after
diagnosis in young adult people with diabetes: results from the nationwide population-based Diabetes

Incidence Study in Sweden (DISS)." Diabetes Care 26(2): 349-354.

Herath, H., R. Herath and R. Wickremasinghe (2017). "Gestational diabetes mellitus and risk of type 2
diabetes 10 years after the index pregnancy in Sri Lankan women-A community based retrospective cohort

study." PLoS One 12(6): e0179647.

Hermann, R., M. Knip, R. Veijola, O. Simell, A. P. Laine, H. K. Akerblom, P. H. Groop, C. Forsblom, K.

Pettersson-Fernholm and J. llonen (2003). "Temporal changes in the frequencies of HLA genotypes in

209



patients with Type 1 diabetes--indication of an increased environmental pressure?" Diabetologia 46(3): 420-
425.

Hietala, K., C. Forsblom, P. Summanen and P. H. Groop (2008). "Heritability of proliferative diabetic
retinopathy." Diabetes 57(8): 2176-2180.

Hirsch, A. T., M. H. Criqui, D. Treat-Jacobson, J. G. Regensteiner, M. A. Creager, J. W. Olin, S. H. Krook, D. B.
Hunninghake, A. J. Comerota, M. E. Walsh, M. M. McDermott and W. R. Hiatt (2001). "Peripheral arterial

disease detection, awareness, and treatment in primary care." Jama 286(11): 1317-1324.

Hogan, M. J. and L. Feeney (1963). "THE ULTRASTRUCTURE OF THE RETINAL VESSELS. Ill. VASCULAR-GLIAL
RELATIONSHIPS." J Ultrastruct Res 49: 47-64.

Holmes, K., O. L. Roberts, A. M. Thomas and M. J. Cross (2007). "Vascular endothelial growth factor
receptor-2: structure, function, intracellular signalling and therapeutic inhibition." Cell Signal 19(10): 2003-
2012.

Hong, Y. )., E. S. Kang, M. J. Ji, H. J. Choi, T. Oh, S. S. Koong and H. J. Jeon (2015). "Association between Bsm1
Polymorphism in Vitamin D Receptor Gene and Diabetic Retinopathy of Type 2 Diabetes in Korean

Population." Endocrinol Metab (Seoul) 30(4): 469-474.

Hu, F. B. (2003). "Sedentary lifestyle and risk of obesity and type 2 diabetes." Lipids 38(2): 103-108.

Huang, Y. C., J. M. Lin, H. J. Lin, C. C. Chen, S. Y. Chen, C. H. Tsai and F. J. Tsai (2011). "Genome-wide

association study of diabetic retinopathy in a Taiwanese population." Ophthalmology 118(4): 642-648.

Hubbard, L. D., W. Sun, P. A. Cleary, R. P. Danis, D. P. Hainsworth, Q. Peng, R. A. Susman, L. P. Aiello and M.
D. Davis (2011). "Comparison of digital and film grading of diabetic retinopathy severity in the diabetes
control and complications trial/epidemiology of diabetes interventions and complications study." Arch

Ophthalmol 129(6): 718-726.

Huber, J. D. (2008). "Diabetes, cognitive function, and the blood-brain barrier." Curr Pharm Des 14(16):
1594-1600.

Hypponen, E., M. G. Kenward, S. M. Virtanen, A. Piitulainen, P. Virta-Autio, J. Tuomilehto, M. Knip and H. K.
Akerblom (1999). "Infant feeding, early weight gain, and risk of type 1 diabetes. Childhood Diabetes in
Finland (DiMe) Study Group." Diabetes Care 22(12): 1961-1965.

Imesch, P. D., C. D. Bindley and I. H. Wallow (1997). "Clinicopathologic correlation of intraretinal

microvascular abnormalities." Retina 17(4): 321-329.
210



Infeld, D. A. and J. G. O'Shea (1998). "Diabetic retinopathy." Postgrad Med J 74(869): 129-133.

International Diabetes Federation. (2017, 2017). "IDF Diabetes Atlas. 8th edn." Retrieved 26-06-2018, from

http://www.diabetesatlas.org/

Ip, M. S., A. Domalpally, J. J. Hopkins, P. Wong and J. S. Ehrlich (2012). "Long-term effects of ranibizumab on
diabetic retinopathy severity and progression." Arch Ophthalmol 130(9): 1145-1152.

Johansson, C., U. Samuelsson and J. Ludvigsson (1994). "A high weight gain early in life is associated with an

increased risk of type 1 (insulin-dependent) diabetes mellitus." Diabetologia 37(1): 91-94.

Johnson, J. A., J. P. Grande, P. C. Roche, R. J. Campbell and R. Kumar (1995). "Immuno-localization of the
calcitriol receptor, calbindin-D28k and the plasma membrane calcium pump in the human eye." Curr Eye Res

14(2): 101-108.

Jones, C. D,, R. H. Greenwood, A. Misra and M. O. Bachmann (2012). "Incidence and progression of diabetic
retinopathy during 17 years of a population-based screening program in England." Diabetes Care 35(3): 592-
596.

Jorgensen, C. M., S. H. Hardarson and T. Bek (2014). "The oxygen saturation in retinal vessels from diabetic

patients depends on the severity and type of vision-threatening retinopathy." Acta Ophthalmol 92(1): 34-39.

Joussen AM, Murata T, Tsujikawa A, Kirchhof B, Bursell SE, Adamis AP. Leukocyte-mediated endothelial cell
injury and death in the diabetic retina. Am J Pathol. 2001;158(1):147-152.

Joyal JS, Sitaras N, Binet F, et al. Ischemic neurons prevent vascular regeneration of neural tissue by

secreting semaphorin 3A. Blood. 2011;117(22):6024-6035.

Kaiser, R. S., M. G. Maguire, J. E. Grunwald, D. Lieb, B. Jani, A. J. Brucker, A. M. Maguire, A. C. Ho and S. L.
Fine (2000). "One-year outcomes of panretinal photocoagulation in proliferative diabetic retinopathy." AmJ

Ophthalmol 129(2): 178-185.

Kannel, W. B. and D. L. McGee (1979). "Diabetes and cardiovascular disease: The framingham study." JAMA
241(19): 2035-2038.

Kaprio, J., J. Tuomilehto, M. Koskenvuo, K. Romanov, A. Reunanen, J. Eriksson, J. Stengard and Y. A.
Kesaniemi (1992). "Concordance for type 1 (insulin-dependent) and type 2 (non-insulin-dependent) diabetes

mellitus in a population-based cohort of twins in Finland." Diabetologia 35(11): 1060-1067.

211


http://www.diabetesatlas.org/

Keyser BJ, Ferguson JB, 3rd. Retinal venous beading with recurrent preretinal hemorrhage. Am J Ophthalmol.

1997;123(5):696-698

Kastelan, S., M. Tomic, J. Pavan and S. Oreskovic (2010). "Maternal immune system adaptation to

pregnancy--a potential influence on the course of diabetic retinopathy." Reprod Biol Endocrinol 8: 124.

Kautzky-Willer, A., J. Harreiter, D. Bancher-Todesca, A. Berger, A. Repa, M. Lechleitner and R. Weitgasser
(2016). "[Gestational diabetes mellitus]." Wien Klin Wochenschr 128 Suppl 2: $103-112.

Keech, A. C., P. Mitchell, P. A. Summanen, J. O'Day, T. M. Davis, M. S. Moffitt, M. R. Taskinen, R. J. Simes, D.
Tse, E. Williamson, A. Merrifield, L. T. Laatikainen, M. C. d'Emden, D. C. Crimet, R. L. O'Connell and P. G.
Colman (2007). "Effect of fenofibrate on the need for laser treatment for diabetic retinopathy (FIELD study):
a randomised controlled trial." Lancet 370(9600): 1687-1697.

Khan, A, S. S. Lasker and T. A. Chowdhury (2003). "Are spouses of patients with type 2 diabetes at increased
risk of developing diabetes?" Diabetes Care 26(3): 710-712.

Kim, J., T. Lee, T. H. Kim, K. T. Lee and H. Kim (2012). "An integrated approach of comparative genomics and
heritability analysis of pig and human on obesity trait: evidence for candidate genes on human chromosome

2." BMC Genomics 13: 711.

Kiss, S., P. U. Dugel, A. M. Khanani, M. S. Broder, E. Chang, G. H. Sun and A. Turpcu (2018). "Endophthalmitis
rates among patients receiving intravitreal anti-VEGF injections: a USA claims analysis." Clin Ophthalmol 12:
1625-1635.

Klein, B. E. (2007). "Overview of epidemiologic studies of diabetic retinopathy." Ophthalmic Epidemiol 14(4):

179-183.

Klein, R. (1995). "Hyperglycemia and microvascular and macrovascular disease in diabetes." Diabetes Care

18(2): 258-268.

Klein, R., B. E. Klein and S. E. Moss (1997). "Is obesity related to microvascular and macrovascular
complications in diabetes? The Wisconsin Epidemiologic Study of Diabetic Retinopathy." Arch Intern Med

157(6): 650-656.

Klein, R., B. E. Klein, S. E. Moss and K. J. Cruickshanks (1994). "The Wisconsin Epidemiologic Study of diabetic
retinopathy. XIV. Ten-year incidence and progression of diabetic retinopathy." Arch Ophthalmol 112(9):
1217-1228.

212



Klein, R., B. E. Klein, S. E. Moss, M. D. Davis and D. L. DeMets (1984). "The Wisconsin epidemiologic study of
diabetic retinopathy. Ill. Prevalence and risk of diabetic retinopathy when age at diagnosis is 30 or more

years." Arch Ophthalmol 102(4): 527-532.

Klein, R., B. E. Klein, S. E. Moss, T. Y. Wong, L. Hubbard, K. J. Cruickshanks and M. Palta (2003). "Retinal
vascular abnormalities in persons with type 1 diabetes: the Wisconsin Epidemiologic Study of Diabetic

Retinopathy: XVIII." Ophthalmology 110(11): 2118-2125.

Klein R, Knudtson MD, Lee KE, Gangnon R, Klein BE. The Wisconsin Epidemiologic Study of Diabetic
Retinopathy: XXII the twenty-five-year progression of retinopathy in persons with type 1 diabetes.
Ophthalmology. 2008;115(11):1859-1868

Klein, R., B. E. Klein, S. E. Moss, T. Y. Wong, L. Hubbard, K. J. Cruickshanks and M. Palta (2004). "The relation
of retinal vessel caliber to the incidence and progression of diabetic retinopathy: XIX: the Wisconsin

Epidemiologic Study of Diabetic Retinopathy." Arch Ophthalmol 122(1): 76-83.

Klein, R., C. E. Myers, K. E. Lee, R. Gangnon and B. E. Klein (2012). "Changes in retinal vessel diameter and

incidence and progression of diabetic retinopathy." Arch Ophthalmol 130(6): 749-755.

Knip, M. (2011). "Pathogenesis of type 1 diabetes: implications for incidence trends." Horm Res Paediatr 76

Suppl 1: 57-64.

Knip, M. and O. Simell (2012). "Environmental triggers of type 1 diabetes." Cold Spring Harb Perspect Med
2(7): a007690.

Kohner, E. M. (1993). "The retinal blood flow in diabetes." Diabete Metab 19(5): 401-404.

Kohner, E. M., A. M. Hamilton, S. J. Saunders, B. A. Sutcliffe and C. J. Bulpitt (1975). "The retinal blood flow in

diabetes." Diabetologia 11(1): 27-33.

Krause, J., V. Gulshan, E. Rahimy, P. Karth, K. Widner, G. S. Corrado, L. Peng and D. R. Webster (2018).
"Grader variability and the importance of reference standards for evaluating machine learning models for

diabetic retinopathy." Ophthalmology 125(8): 1264-1272.

Krischer, J. P, K. F. Lynch, D. A. Schatz, J. llonen, A. Lernmark, W. A. Hagopian, M. J. Rewers, J. X. She, O. G.
Simell, J. Toppari, A. G. Ziegler, B. Akolkar and E. Bonifacio (2015). "The 6 year incidence of diabetes-
associated autoantibodies in genetically at-risk children: the TEDDY study." Diabetologia 58(5): 980-987.

213



Kur, J., E. A. Newman and T. Chan-Ling (2012). "Cellular and physiological mechanisms underlying blood flow

regulation in the retina and choroid in health and disease." Prog Retin Eye Res 31(5): 377-406.

Larson-Meyer, D. E., B. R. Newcomer, E. Ravussin, J. Volaufova, B. Bennett, S. Chalew, W. T. Cefalu and M.
Sothern (2011). "Intrahepatic and intramyocellular lipids are determinants of insulin resistance in

prepubertal children." Diabetologia 54(4): 869-875.

Lee, C.S., A. Y. Lee, D. Baughman, D. Sim, T. Akelere, C. Brand, D. P. Crabb, A. K. Denniston, L. Downey, A.
Fitt, R. Khan, S. Mahmood, K. Mandal, M. McKibbin, G. Menon, A. Lobo, B. V. Kumar, S. Natha, A. Varma, E.
Wilkinson, D. Mitry, C. Bailey, U. Chakravarthy, A. Tufail, C. Egan and U. D. E. U. Group (2017). "The United
Kingdom Diabetic Retinopathy Electronic Medical Record Users Group: report 3: baseline retinopathy and

clinical features predict progression of diabetic retinopathy." Am J Ophthalmol 180: 64-71.

Lee, C.S., A. Y. Lee, D. A. Sim, P. A. Keane, H. Mehta, J. Zarranz-Ventura, M. Fruttiger, C. A. Egan and A. Tufail
(2015). "Reevaluating the definition of intraretinal microvascular abnormalities and neovascularization
elsewhere in diabetic retinopathy using optical coherence tomography and fluorescein angiography." AmJ

Ophthalmol 159(1): 101-110 e101.

Lee, J. and R. Rosen (2016). "Optical Coherence Tomography Angiography in Diabetes." Curr Diab Rep
16(12): 123.

Lee, R, T. Y. Wong and C. Sabanayagam (2015). "Epidemiology of diabetic retinopathy, diabetic macular
edema and related vision loss." Eye Vis (Lond) 2: 17.

Leicht, S. F., M. Kernt, A. Neubauer, A. Wolf, C. M. Oliveira, M. Ulbig and C. Haritoglou (2014).
"Microaneurysm turnover in diabetic retinopathy assessed by automated RetmarkerDR image analysis--

potential role as biomarker of response to ranibizumab treatment." Ophthalmologica 231(4): 198-203
Leslie, R. D. and D. A. Pyke (1982). "Diabetic retinopathy in identical twins." Diabetes 31(1): 19-21.

Leung, D. W., G. Cachianes, W. J. Kuang, D. V. Goeddel and N. Ferrara (1989). "Vascular endothelial growth

factor is a secreted angiogenic mitogen." Science 246(4935): 1306-1309.

Lieth, E., T. W. Gardner, A. J. Barber and D. A. Antonetti (2000). "Retinal neurodegeneration: early pathology
in diabetes." Clin Exp Ophthalmol 28(1): 3-8.

Lim, A. (2014). "Diabetic nephropathy - complications and treatment." Int J Nephrol Renovasc Dis 7: 361-

381.

214



lino K, Yoshinari M, Kaku K, et al. Prospective study of asymmetric retinopathy as a predictor of brain

infarction in diabetes mellitus. Diabetes Care. 1993;16(10):1405-1406.

Liou, S. Y., K. Sugiyama, H. Uchida, Z. B. Gu, T. Yamamoto, G. Tomita and Y. Kitazawa (2001). "Morphometric
characteristics of optic disk with disk hemorrhage in normal-tension glaucoma." Am J Ophthalmol 132(5):
618-625.

Liu, L., J. Jiao, Y. Wang, J. Wu, D. Huang, W. Teng and L. Chen (2014). "TGF-betal gene polymorphism in
association with diabetic retinopathy susceptibility: a systematic review and meta-analysis." PLoS One 9(4):

€94160.

Lockhart, C. J., A. J. McCann, R. A. Pinnock, P. K. Hamilton, M. T. Harbinson and G. E. McVeigh (2014).
"Multimodal functional and anatomic imaging identifies preclinical microvascular abnormalities in type 1

diabetes mellitus." Am J Physiol Heart Circ Physiol 307(12): H1729-1736.

Lonnrot, M., K. Korpela, M. Knip, J. llonen, O. Simell, S. Korhonen, K. Savola, P. Muona, T. Simell, P. Koskela
and H. Hyoty (2000). "Enterovirus infection as a risk factor for beta-cell autoimmunity in a prospectively

observed birth cohort: the Finnish Diabetes Prediction and Prevention Study." Diabetes 49(8): 1314-1318.

Lowe, W. L., Jr., R. Z. Florkiewicz, M. A. Yorek, R. G. Spanheimer and B. N. Albrecht (1995). "Regulation of
growth factor mRNA levels in the eyes of diabetic rats." Metabolism 44(8): 1038.

Lu, J., X. Hou, L. Zhang, F. Jiang, C. Hu, Y. Bao and W. Jia (2015). "Association between body mass index and
diabetic retinopathy in Chinese patients with type 2 diabetes." Acta Diabetol 52(4): 701-708.

Lu, Y., Y. Ge, Y. Shi, J. Yin and Z. Huang (2013). "Two polymorphisms (rs699947, rs2010963) in the VEGFA

gene and diabetic retinopathy: an updated meta-analysis." BMC Ophthalmol 13: 56.

Lyons, T. J., A. ). Jenkins, D. Zheng, D. T. Lackland, D. McGee, W. T. Garvey and R. L. Klein (2004). "Diabetic

Retinopathy and Serum Lipoprotein Subclasses in the DCCT/EDIC Cohort." Investigative Opthalmology &

Visual Science 45(3): 910.

Manson, J. E., U. A. Ajani, S. Liu, D. M. Nathan and C. H. Hennekens (2000). "A prospective study of cigarette

smoking and the incidence of diabetes mellitus among US male physicians." Am J Med 109(7): 538-542.

Mansour, A. M., A. Schachat, G. Bodiford and R. Haymond (1993). "Foveal avascular zone in diabetes
mellitus." Retina 13(2): 125-128.

215



Matsunaga, D. R., J. J. Yi, L. O. De Koo, H. Ameri, C. A. Puliafito and A. H. Kashani (2015). "Optical Coherence

Tomography Angiography of Diabetic Retinopathy in Human Subjects." Ophthalmic Surg Lasers Imaging

Retina 46(8): 796-805.

Matthews, D. R., I. M. Stratton, S. J. Aldington, R. R. Holman, E. M. Kohner and UK Prospective Diabetes
Study Group. (2004). "Risks of progression of retinopathy and vision loss related to tight blood pressure
control in type 2 diabetes mellitus: UKPDS 69." Arch Ophthalmol 122(11): 1631-1640.

May, C. A. and P. Rutkowski (2019). "The Horizontal Raphe of the Human Retina and its Watershed Zones."
Vision (Basel) 3(4).

McAuley, A. K., J. J. Wang, M. Dirani, P. P. Connell, E. Lamoureux and A. W. Hewitt (2014). "Replication of

genetic loci implicated in diabetic retinopathy." Invest Ophthalmol Vis Sci 55(3): 1666-1671.

McCarthy, M. I. (2004). "Progress in defining the molecular basis of type 2 diabetes mellitus through

susceptibility-gene identification." Hum Mol Genet 13 Spec No 1: R33-41.
Meredith, T. A. (1987). "Inherited retinal venous beading." Arch Ophthalmol 105(7): 949-953.

Merle, N. S., S. E. Church, V. Fremeaux-Bacchi and L. T. Roumenina (2015). "Complement System Part | -

Molecular Mechanisms of Activation and Regulation." Front Immunol 6: 262.

Metzger, B. E., T. A. Buchanan, D. R. Coustan, A. de Leiva, D. B. Dunger, D. R. Hadden, M. Hod, J. L. Kitzmiller,
S. L. Kjos, J. N. Oats, D. J. Pettitt, D. A. Sacks and C. Zoupas (2007). "Summary and recommendations of the
Fifth International Workshop-Conference on Gestational Diabetes Mellitus." Diabetes Care 30 Suppl 2: S251-
260.

Mishra, B., A. Swaroop and R. P. Kandpal (2016). "Genetic components in diabetic retinopathy." Indian J

Ophthalmol 64(1): 55-61.

Mohamed, Q., M. C. Gillies and T. Y. Wong (2007). "Management of diabetic retinopathy: a systematic
review." Jama 298(8): 902-916.

Moss, S. E., R. Klein and B. E. Klein (1991). "Cause-specific mortality in a population-based study of diabetes.'
Am J Public Health 81(9): 1158-1162.

Moss, S. E., R. Klein and B. E. Klein (1998). "The 14-year incidence of visual loss in a diabetic population."

Ophthalmology 105(6): 998-1003.

216



Mukai, R., Y. Okunuki, D. Husain, C. B. Kim, J. D. Lambris and K. M. Connor (2018). "The Complement System

Is Critical in Maintaining Retinal Integrity during Aging." Front Aging Neurosci 10: 15.

Muramatsu, D., Y. Wakabayashi, Y. Usui, Y. Okunuki, T. Kezuka and H. Goto (2013). "Correlation of
complement fragment C5a with inflammatory cytokines in the vitreous of patients with proliferative diabetic

retinopathy." Graefes Arch Clin Exp Ophthalmol 251(1): 15-17.

Muraoka, K. and K. Shimizu (1984). "Intraretinal neovascularization in diabetic retinopathy." Ophthalmology
91(12): 1440-1446.

Nagpala PG, Malik AB, Vuong PT, Lum H. Protein kinase C beta 1 overexpression augments phorbol ester-

induced increase in endothelial permeability. Journal of cellular physiology. 1996;166(2):249-255.

Naqvi, S. A. G., H. M. F. Zafar and I. Ul Haq (2018). "Automated system for referral of cotton-wool spots."
Curr Diabetes Rev 14(2): 168-174.

Nathan, D. M., S. Genuth, J. Lachin, P. Cleary, O. Crofford, M. Davis, L. Rand and C. Siebert (1993). "The
effect of intensive treatment of diabetes on the development and progression of long-term complications in

insulin-dependent diabetes mellitus." N Engl ] Med 329(14): 977-986.

Nauck, M., G. Karakiulakis, A. P. Perruchoud, E. Papakonstantinou and M. Roth (1998). "Corticosteroids
inhibit the expression of the vascular endothelial growth factor gene in human vascular smooth muscle

cells." Eur J Pharmacol 341(2-3): 309-315.

Nentwich, M. M. and M. W. Ulbig (2015). "Diabetic retinopathy - ocular complications of diabetes mellitus."
World J Diabetes 6(3): 489-499.

Nghiem, A. Z., P. Nderitu, M. Lukic, M. Khatun, R. Largan, K. Kortuem, K. Balaskas and D. Sim (2019).

"Comparing diabetic retinopathy lesions in scanning laser ophthalmoscopy and colour fundus photography.'

Acta Ophthalmol 97(8): e1035-e1040.

Nguyen, Q. D., S. M. Shah, A. A. Khwaja, R. Channa, E. Hatef, D. V. Do, D. Boyer, J. S. Heier, P. Abraham, A. B.
Thach, E. S. Lit, B. S. Foster, E. Kruger, P. Dugel, T. Chang, A. Das, T. A. Ciulla, J. S. Pollack, J. I. Lim, D. Eliott
and P. A. Campochiaro (2010). "Two-year outcomes of the ranibizumab for edema of the mAcula in diabetes

(READ-2) study." Ophthalmology 117(11): 2146-2151.

217



Nicholson, L., R. Crosby-Nwaobi, J. C. Vasconcelos, A. T. Prevost, J. Ramu, A. Riddell, J. W. Bainbridge, P. G.
Hykin and S. Sivaprasad (2018). "Mechanistic Evaluation of Panretinal Photocoagulation Versus Aflibercept

in Proliferative Diabetic Retinopathy: CLARITY Substudy." Invest Ophthalmol Vis Sci 59(10): 4277-4284.

Niederau C, Berger M, Stremmel W, et al.Hyperinsulinaemia in non-cirrhotic haemochromatosis:impaired

hepatic insulin degradation?Diabetologia 1984;26:441-444

Nishijima, K., Y. S. Ng, L. Zhong, J. Bradley, W. Schubert, N. Jo, J. Akita, S. J. Samuelsson, G. S. Robinson, A. P.
Adamis and D. T. Shima (2007). "Vascular endothelial growth factor-A is a survival factor for retinal neurons

and a critical neuroprotectant during the adaptive response to ischemic injury." Am J Pathol 171(1): 53-67.

Nonaka A, Kiryu J, Tsujikawa A, et al. PKC-beta inhibitor (LY333531) attenuates leukocyte entrapment in
retinal microcirculation of diabetic rats. Invest Ophthalmol Vis Sci. 2000;41(9):2702-2706

Nunes, I., J. Munger, J. G. Harpel, Y. Nagano, R. Shapiro, P. E. Gleizes and D. B. Rifkin (1998). "Structure and

activation of the large latent transforming growth factor-Beta complex." J Am Optom Assoc 69(10): 643-648.

Oikarinen, S., M. Martiskainen, S. Tauriainen, H. Huhtala, J. llonen, R. Veijola, O. Simell, M. Knip and H. Hyoty
(2011). "Enterovirus RNA in blood is linked to the development of type 1 diabetes." Diabetes 60(1): 276-279.

Olsen, B. S., A. K. Sjolie, P. Hougaard, J. Johannesen, K. Marinelli, B. B. Jacobsen and H. B. Mortensen (2004).
"The significance of the prepubertal diabetes duration for the development of retinopathy and nephropathy

in patients with type 1 diabetes." ) Diabetes Complications 18(3): 160-164.

Oresic, M., S. Simell, M. Sysi-Aho, K. Nanto-Salonen, T. Seppanen-Laakso, V. Parikka, M. Katajamaa, A.
Hekkala, I. Mattila, P. Keskinen, L. Yetukuri, A. Reinikainen, J. Lahde, T. Suortti, J. Hakalax, T. Simell, H. Hyoty,
R. Veijola, J. llonen, R. Lahesmaa, M. Knip and O. Simell (2008). "Dysregulation of lipid and amino acid
metabolism precedes islet autoimmunity in children who later progress to type 1 diabetes." J Exp Med
205(13): 2975-2984.

Paine, S. K., A. Basu, L. K. Mondal, A. Sen, S. Choudhuri, I. H. Chowdhury, A. Saha, G. Bhadhuri, A. Mukherjee
and B. Bhattacharya (2012). "Association of vascular endothelial growth factor, transforming growth factor
beta, and interferon gamma gene polymorphisms with proliferative diabetic retinopathy in patients with

type 2 diabetes." Mol Vis 18: 2749-2757.

Purnima S. Patel, SriniVas R. Sadda. "Retinal Artery Obstructions." In Retina (Fifth Edition), by Stephen J.
Ryan, 1012-1025. Elsevier Inc., 2012.

218



Pe'er, I., R. Yelensky, D. Altshuler and M. J. Daly (2008). "Estimation of the multiple testing burden for

genomewide association studies of nearly all common variants." Genet Epidemiol 32(4): 381-385.

Pearce, E., V. Chong and S. Sivaprasad (2020). "Aflibercept Reduces Retinal Hemorrhages and Intravitreal
Microvascular Abnormalities But Not Venous Beading: Secondary Analysis of the CLARITY Study."
Ophthalmol Retina 4(7): 689-694.

Pearce, E., S. Sivaprasad and N. V. Chong (2014). "Factors affecting reading speed in patients with diabetic

macular edema treated with laser photocoagulation." PLoS One 9(9): e105696.

Peterlin, B., M. Globocnik Petrovic, J. Makuc, M. Hawlina and D. Petrovic (2003). "A hemochromatosis-
causing mutation C282Y is a risk factor for proliferative diabetic retinopathy in Caucasians with type 2

diabetes." ) Hum Genet 48(12): 646-649.

Petersen, L. and T. Bek (2019). "The Oxygen Saturation in Vascular Abnormalities Depends on the Extent of
Arteriovenous Shunting in Diabetic Retinopathy." Invest Ophthalmol Vis Sci 60(12): 3762-3767.

Petrovic, M. G., M. Krkovic, J. Osredkar, M. Hawlina and D. Petrovic (2008). "Polymorphisms in the promoter
region of the basic fibroblast growth factor gene and proliferative diabetic retinopathy in Caucasians with

type 2 diabetes." Clin Exp Ophthalmol 36(2): 168-172.

Pflueger, M., T. Seppanen-Laakso, T. Suortti, T. Hyotylainen, P. Achenbach, E. Bonifacio, M. Oresic and A. G.
Ziegler (2011). "Age- and islet autoimmunity-associated differences in amino acid and lipid metabolites in

children at risk for type 1 diabetes." Diabetes 60(11): 2740-2747.

Piguet, B., M. Gross-Jendroska, F. G. Holz and A. C. Bird (1994). "Inherited venous beading." Eye (Lond) 8 ( Pt
1): 84-88.

Pike, J. W. and M. B. Meyer (2010). "The vitamin D receptor: new paradigms for the regulation of gene
expression by 1,25-dihydroxyvitamin D(3)." Endocrinol Metab Clin North Am 39(2): 255-269, table of

contents.

Pollack, S., R. P. Igo, Jr., R. A. Jensen, M. Christiansen, X. Li, C. Y. Cheng, M. C. Y. Ng, A. V. Smith, E. J. Rossin,
A. V. Segre, S. Davoudi, G. S. Tan, Y. |. Chen, J. Z. Kuo, L. M. Dimitrov, L. K. Stanwyck, W. Meng, S. M.
Hosseini, M. Imamura, D. Nousome, J. Kim, Y. Hai, Y. Jia, J. Ahn, A. Leong, K. Shah, K. H. Park, X. Guo, E. Ipp,
K. D. Taylor, S. G. Adler, J. R. Sedor, B. I. Freedman, |. T. Lee, W. H. Sheu, M. Kubo, A. Takahashi, S. Hadjadj,
M. Marre, D. A. Tregouet, R. McKean-Cowdin, R. Varma, M. I. McCarthy, L. Groop, E. Ahlgvist, V. Lyssenko, E.
Agardh, A. Morris, A. S. F. Doney, H. M. Colhoun, I. Toppila, N. Sandholm, P. H. Groop, S. Maeda, C. L. Hanis,

219



A. Penman, C. J. Chen, H. Hancock, P. Mitchell, J. E. Craig, E. Y. Chew, A. D. Paterson, M. A. Grassi, C. Palmer,
D. W. Bowden, B. L. Yaspan, D. Siscovick, M. F. Cotch, J. J. Wang, K. P. Burdon, T. Y. Wong, B. E. K. Klein, R.
Klein, J. I. Rotter, S. K. lyengar, A. L. Price and L. Sobrin (2019). "Multiethnic Genome-Wide Association Study
of Diabetic Retinopathy Using Liability Threshold Modeling of Duration of Diabetes and Glycemic Control."
Diabetes 68(2): 441-456.

Price, L. D., S. Au and N. V. Chong (2015). "Optomap ultrawide field imaging identifies additional retinal
abnormalities in patients with diabetic retinopathy." Clin Ophthalmol 9: 527-531.

Pris¢akova, P., G. Minarik and V. Repiska (2016). "Candidate gene studies of diabetic retinopathy in human."
Mol Biol Rep 43(12): 1327-1345. Raman, R., P. K. Rani, S. Reddi Rachepalle, P. Gnanamoorthy, S. Uthra, G.
Kumaramanickavel and T. Sharma (2009). "Prevalence of diabetic retinopathy in India: Sankara Nethralaya
Diabetic Retinopathy Epidemiology and Molecular Genetics Study report 2." Ophthalmology 116(2): 311-
318.

Rasmussen, M. L., R. Broe, U. Frydkjaer-Olsen, B. S. Olsen, H. B. Mortensen, T. Peto and J. Grauslund (2015).
"Microaneurysm count as a predictor of long-term progression in diabetic retinopathy in young patients

with type 1 diabetes: the Danish Cohort of Pediatric Diabetes 1987 (DCPD1987)." Graefes Arch Clin Exp

Ophthalmol 253(2): 199-205.

Rassam, S. M., V. Patel and E. M. Kohner (1995). "The effect of experimental hypertension on retinal
vascular autoregulation in humans: a mechanism for the progression of diabetic retinopathy." Exp Physiol

80(1): 53-68.

Ray, D., M. Mishra, S. Ralph, I. Read, R. Davies and P. Brenchley (2004). "Association of the VEGF gene with

proliferative diabetic retinopathy but not proteinuria in diabetes." Diabetes 53(3): 861-864.

Reichstein, D. (2015). "Current treatments and preventive strategies for radiation retinopathy." Curr Opin

Ophthalmol 26(3): 157-166.

Rema M, Saravanan G, Deepa R, Mohan V. Familial clustering of diabetic retinopathy in South Indian Type 2

diabetic patients. Diabetic medicine : a journal of the British Diabetic Association. 2002;19(11):910-916.

Rewers, M. and J. Ludvigsson (2016). "Environmental risk factors for type 1 diabetes." Lancet 387(10035):

2340-2348.

220



Reznicek, L., M. Kernt, C. Haritoglou, M. Ulbig, A. Kampik and A. S. Neubauer (2011). "Correlation of leaking

microaneurysms with retinal thickening in diabetic retinopathy." Int J Ophthalmol 4(3): 269-271.

Ringholm, L., M. Vestgaard, C. S. Laugesen, A. Juul, P. Damm and E. R. Mathiesen (2011). "Pregnancy-
induced increase in circulating IGF-I is associated with progression of diabetic retinopathy in women with

type 1 diabetes." Growth Horm IGF Res 21(1): 25-30.

Roder, M. E., D. Porte, Jr., R. S. Schwartz and S. E. Kahn (1998). "Disproportionately elevated proinsulin levels
reflect the degree of impaired B cell secretory capacity in patients with noninsulin-dependent diabetes

mellitus." J Clin Endocrinol Metab 83(2): 604-608.

Rodrigues, K. F., N. T. Pietrani, V. C. Sandrim, C. M. Vieira, A. P. Fernandes, A. A. Bosco and K. B. Gomes
(2015). "Association of a Large Panel of Cytokine Gene Polymorphisms with Complications and

Comorbidities in Type 2 Diabetes Patients." J Diabetes Res 2015: 605965.

Romero-Aroca, P., M. Baget-Bernaldiz, J. Fernandez-Ballart, N. Plana-Gil, N. Soler-Lluis, I. Mendez-Marin and
A. Bautista-Perez (2011). "Ten-year incidence of diabetic retinopathy and macular edema. Risk factors in a

sample of people with type 1 diabetes." Diabetes Res Clin Pract 94(1): 126-132.

Rooney, D., W. K. Lye, G. Tan, E. L. Lamoureux, M. K. lkram, C. Y. Cheng, N. Kumari, Y. F. Zheng, P. Mitchell, J.
J. Wang, T. Y. Wong and C. Sabanayagam (2015). "Body mass index and retinopathy in Asian populations
with diabetes mellitus." Acta Diabetol 52(1): 73-80.

Roy, M. S., R. D. Gunkel and M. J. Podgor (1986). "Color vision defects in early diabetic retinopathy." Arch
Ophthalmol 104(2): 225-228.

Roy, M. S, R. Klein and M. N. Janal (2011). "Retinal venular diameter as an early indicator of progression to
proliferative diabetic retinopathy with and without high-risk characteristics in African Americans with type 1

diabetes mellitus." Arch Ophthalmol 129(1): 8-15.

Said, G. (2007). "Diabetic neuropathy--a review." Nat Clin Pract Neurol 3(6): 331-340.

Saint-Geniez, M., A. S. Maharaj, T. E. Walshe, B. A. Tucker, E. Sekiyama, T. Kurihara, D. C. Darland, M. J.
Young and P. A. D'Amore (2008). "Endogenous VEGF is required for visual function: evidence for a survival

role on muller cells and photoreceptors." PLoS One 3(11): e3554.

Sajovic, J., I. Cilensek, S. Mankog, S. Tajniek, T. Kunej, D. Petrovi¢ and M. Globoénik Petrovi¢ (2019).

"Vascular endothelial growth factor (VEGF)-related polymorphisms rs10738760 and rs6921438 are not risk

221



factors for proliferative diabetic retinopathy (PDR) in patients with type 2 diabetes mellitus (T2DM)." Bosn J
Basic Med Sci 19(1): 94-100

Samara, W. A, A. Shahlaee, M. K. Adam, M. A. Khan, A. Chiang, J. I. Maguire, J. Hsu and A. C. Ho (2017).
"Quantification of Diabetic Macular Ischemia Using Optical Coherence Tomography Angiography and Its

Relationship with Visual Acuity." Ophthalmology 124(2): 235-244.

Sapieha P, Sirinyan M, Hamel D, et al. The succinate receptor GPR91 in neurons has a major role in retinal

angiogenesis. Nature medicine. 2008;14(10):1067-1076.

Sasaki, M., R. Kawasaki, J. E. Noonan, T. Y. Wong, E. Lamoureux and J. J. Wang (2013). "Quantitative
measurement of hard exudates in patients with diabetes and their associations with serum lipid levels."

Invest Ophthalmol Vis Sci 54(8): 5544-5550.

Sato, Y., A. Kamata and M. Matsui (1993). "Clinical study of venous abnormalities in diabetic retinopathy."

Jpn J Ophthalmol 37(2): 136-142.

Sato Y, Lee Z. [The sub-classification and long-term prognosis of preproliferative diabetic retinopathy].

Nippon Ganka Gakkai zasshi. 2001;105(6):394-398.

Scanlon, P. H. (2017). "The English National Screening Programme for diabetic retinopathy 2003-2016." Acta
Diabetol 54(6): 515-525.

Schaal, K. B., M. R. Munk, I. Wyssmueller, L. E. Berger, M. S. Zinkernagel and S. Wolf (2019). "VASCULAR
ABNORMALITIES IN DIABETIC RETINOPATHY ASSESSED WITH SWEPT-SOURCE OPTICAL COHERENCE
TOMOGRAPHY ANGIOGRAPHY WIDEFIELD IMAGING." Retina 39(1): 79-87.

Schmetterer, L. and M. Wolzt (1999). "Ocular blood flow and associated functional deviations in diabetic

retinopathy." Diabetologia 42(4): 387-405.

Scholl HP, Charbel Issa P, Walier M, et al. Systemic complement activation in age-related macular

degeneration. PLoS One. 2008;3(7):e2593.

Scotland, G., P. McKeigue, S. Philip, G. P. Leese, J. A. Olson, H. C. Looker, H. M. Colhoun and M. Javanbakht
(2016). "Modelling the cost-effectiveness of adopting risk-stratified approaches to extended screening

intervals in the national diabetic retinopathy screening programme in Scotland." Diabet Med 33(7): 886-895.

222



Scotland, G. S., P. McNamee, S. Philip, A. D. Fleming, K. A. Goatman, G. J. Prescott, S. Fonseca, P. F. Sharp
and J. A. Olson (2007). "Cost-effectiveness of implementing automated grading within the national screening

programme for diabetic retinopathy in Scotland." Br J Ophthalmol 91(11): 1518-1523.

Scott, L. J., J. H. Warram, L. S. Hanna, L. M. Laffel, L. Ryan and A. S. Krolewski (2001). "A nonlinear effect of
hyperglycemia and current cigarette smoking are major determinants of the onset of microalbuminuria in

type 1 diabetes." Diabetes 50(12): 2842-2849.

Scott, R. A., C. Langenberg, S. J. Sharp, P. W. Franks, O. Rolandsson, D. Drogan, Y. T. van der Schouw, U.
Ekelund, N. D. Kerrison, E. Ardanaz, L. Arriola, B. Balkau, A. Barricarte, |. Barroso, B. Bendinelli, J. W. Beulens,
H. Boeing, B. de Lauzon-Guillain, P. Deloukas, G. Fagherazzi, C. Gonzalez, S. J. Griffin, L. C. Groop, J. Halkjaer,
J. M. Huerta, R. Kaaks, K. T. Khaw, V. Krogh, P. M. Nilsson, T. Norat, K. Overvad, S. Panico, L. Rodriguez-
Suarez, D. Romaguera, |. Romieu, C. Sacerdote, M. J. Sanchez, A. M. Spijkerman, B. Teucher, A. Tjonneland,
R. Tumino, A. D. van der, P. A. Wark, M. |. McCarthy, E. Riboli and N. J. Wareham (2013). "The link between
family history and risk of type 2 diabetes is not explained by anthropometric, lifestyle or genetic risk factors:

the EPIC-InterAct study." Diabetologia 56(1): 60-69.

Seidell, J. C. (2000). "Obesity, insulin resistance and diabetes--a worldwide epidemic." Br J Nutr 83 Suppl 1:
S5-8.

Selvin, E. and C. M. Parrinello (2013). "Age-related differences in glycaemic control in diabetes."

Diabetologia 56(12): 2549-2551.

Shahlaee, A., W. A. Samara, J. Hsu, E. A. Say, M. A. Khan, J. Sridhar, B. K. Hong, C. L. Shields and A. C. Ho
(2016). "In Vivo Assessment of Macular Vascular Density in Healthy Human Eyes Using Optical Coherence

Tomography Angiography." Am J Ophthalmol 165: 39-46.

Shahulhameed, S., S. Vishwakarma, J. Chhablani, M. Tyagi, R. R. Pappuru, S. Jakati, S. Chakrabarti and I. Kaur
(2020). "A Systematic Investigation on Complement Pathway Activation in Diabetic Retinopathy." Front

Immunol 11: 154.

Sharma, A., M. L. Valle, C. Beveridge, Y. Liu and S. Sharma (2019). "Unraveling the role of genetics in the
pathogenesis of diabetic retinopathy." Eye (Lond).

Shimouchi A, Ishibazawa A, Ishiko S, et al. A Proposed Classification of Intraretinal Microvascular
Abnormalities in Diabetic Retinopathy Following Panretinal Photocoagulation. Invest Ophthalmol Vis Sci.

2020;61(3):34

223



Silva, P. S., H. EI-Rami, R. Barham, A. Gupta, A. Fleming, J. van Hemert, J. D. Cavallerano, J. K. Sun and L. P.
Aiello (2017). "Hemorrhage and/or Microaneurysm Severity and Count in Ultrawide Field Images and Early

Treatment Diabetic Retinopathy Study Photography." Ophthalmology 124(7): 970-976.

Sim, D. A., P. A. Keane, A. Tufail, C. A. Egan, L. P. Aiello and P. S. Silva (2015). "Automated retinal image

analysis for diabetic retinopathy in telemedicine." Curr Diab Rep 15(3): 14.

Simo-Servat, O., C. Hernandez and R. Sim¢d (2013). "Genetics in diabetic retinopathy: current concepts and

new insights." Curr Genomics 14(5): 289-299.

Simo, R. and C. Hernandez (2008). "Intravitreous anti-VEGF for diabetic retinopathy: hopes and fears for a

new therapeutic strategy." Diabetologia 51(9): 1574-1580.

Simdes, M. J., C. Lobo, C. Egas, S. Nunes, S. Carmona, M. Costa, T. Duarte, L. Ribeiro, C. Faro and J. G. Cunha-
Vaz (2014). "Genetic variants in ICAM1, PPARGC1A and MTHFR are potentially associated with different

phenotypes of diabetic retinopathy." Ophthalmologica 232(3): 156-162.

Simonart, T., C. Degraef, P. Stordeur, J. C. Noel, R. Mosselmans, J. P. Van Vooren, D. Parent, J. R. Boelaert, M.
Heenen and P. Galand (2001). "Iron induces Bcl-2 expression in human dermal microvascular endothelial

cells." Free Radic Res 34(3): 221-235.

Singh, A., A. Agarwal, S. Mahajan, S. Karkhur, R. Singh, R. Bansal, M. R. Dogra and V. Gupta (2017).
"Morphological differences between optic disc collaterals and neovascularization on optical coherence

tomography angiography." Graefes Arch Clin Exp Ophthalmol 255(4): 753-759.

Singh, R., L. Kishore and N. Kaur (2014). "Diabetic peripheral neuropathy: current perspective and future

directions." Pharmacol Res 80: 21-35.

Sivalingam, A., J. Kenney, G. C. Brown, W. E. Benson and L. Donoso (1990). "Basic fibroblast growth factor

levels in the vitreous of patients with proliferative diabetic retinopathy." Arch Ophthalmol 108(6): 869-872.

Sivaprasad, S. and E. Pearce (2018). "The unmet need for better risk stratification of non-proliferative

diabetic retinopathy." Diabet Med.

Sivaprasad, S., A. T. Prevost, J. Bainbridge, R. T. Edwards, D. Hopkins, J. Kelly, P. Luthert, C. Murphy, J. Ramu,
N. Sarafraz-Shekary, J. Vasconcelos, B. White-Alao and P. Hykin (2015). "Clinical efficacy and mechanistic
evaluation of aflibercept for proliferative diabetic retinopathy (acronym CLARITY): a multicentre phase Ilb

randomised active-controlled clinical trial." BMJ Open 5(9): e008405.

224



Sivaprasad, S., A. T. Prevost, J. C. Vasconcelos, A. Riddell, C. Murphy, J. Kelly, J. Bainbridge, R. Tudor-
Edwards, D. Hopkins, P. Hykin, A. Bhatnagar, B. Burton, U. Chakravarthy, H. Eleftheriadis, T. Empeslidis, R.
Gale, S. George, M. Habib, S. Kelly, A. Lotery, M. McKibbin, L. Membrey, G. Menon, B. Mushtagq, L. Nicholson,
J. Ramu, O. Osoba, J. Patel, P. Prakash, R. Purbrick, A. Ross, A. Stylianides, J. Talks, U. Chakravarthy, S.
Harding, T. Peto, S. T. Yeo, A. Laidlaw, W. Amoaku, G. Hood, G. A. Hitman, D. Preece, P. Burns, S. Walker, E.
Mensah and N. Karia (2017). "Clinical efficacy of intravitreal aflibercept versus panretinal photocoagulation
for best corrected visual acuity in patients with proliferative diabetic retinopathy at 52 weeks (CLARITY): a
multicentre, single-blinded, randomised, controlled, phase 2b, non-inferiority trial." The Lancet 389(10085):

2193-2203.

Sokol, S., A. Moskowitz, B. Skarf, R. Evans, M. Molitch and B. Senior (1985). "Contrast sensitivity in diabetics

with and without background retinopathy." Arch Ophthalmol 103(1): 51-54.

Soma-Pillay, P., C. Nelson-Piercy, H. Tolppanen and A. Mebazaa (2016). "Physiological changes in
pregnancy." Cardiovasc J Afr 27(2): 89-94.

Sorour, O. A,, N. Mehta, C. R. Baumal, A. Ishibazawa, K. Liu, E. K. Konstantinou, S. Martin, P. Braun, A. Y.
Alibhai, M. Arya, A. J. Witkin, J. S. Duker and N. K. Waheed (2020). "Morphological changes in intraretinal
microvascular abnormalities after anti-VEGF therapy visualized on optical coherence tomography

angiography." Eye Vis (Lond) 7: 29.

Stalnikiewicz, L., M. Floriot, B. Guerci and K. Angioi (2010). "[Progression of diabetic retinopathy during

pregnancy: a retrospective analysis of a series of 77 consecutive patients]." ) Fr Ophtalmol 33(7): 481-486.

Stamler, J., O. Vaccaro, J. D. Neaton and D. Wentworth (1993). "Diabetes, other risk factors, and 12-yr
cardiovascular mortality for men screened in the Multiple Risk Factor Intervention Trial." Diabetes Care

16(2): 434-444.

Staurenghi, G., N. Feltgen, J. J. Arnold, T. A. Katz, C. Metzig, C. Lu and F. G. Holz (2018). "Impact of baseline
Diabetic Retinopathy Severity Scale scores on visual outcomes in the VIVID-DME and VISTA-DME studies." Br
J Ophthalmol 102(7): 954-958.

Stene, L. C. and M. Rewers (2012). "Immunology in the clinic review series; focus on type 1 diabetes and
viruses: the enterovirus link to type 1 diabetes: critical review of human studies." Clin Exp Immunol 168(1):
12-23.

225



Stephan, C. C., K. C. Chang, W. LeJeune, D. Erichsen, R. J. Bjercke, A. Rege, R. J. Biediger, T. P. Kogan, T. A.
Brock, J. R. Williamson and R. G. Tilton (1998). "Role for heparin-binding growth factors in glucose-induced
vascular dysfunction." Diabetes 47(11): 1771-1778.

Stewart, M. W. and K. A. Gitter (1988). "Inherited retinal venous beading." Am J Ophthalmol 106(6): 675-
681.

Stitt, A. W., T. M. Curtis, M. Chen, R. J. Medina, G. J. McKay, A. Jenkins, T. A. Gardiner, T. J. Lyons, H. P.

Hammes, R. Simo and N. Lois (2016). "The progress in understanding and treatment of diabetic retinopathy.'

Prog Retin Eye Res 51: 156-186.

Stitt, A. W., C. L. O'Neill, M. T. O'Doherty, D. B. Archer, T. A. Gardiner and R. J. Medina (2011). "Vascular stem

cells and ischaemic retinopathies." Prog Retin Eye Res 30(3): 149-166.

Strowig, S. and P. Raskin (1992). "Glycemic control and diabetic complications." Diabetes Care 15(9): 1126-
1140.

Suganthalakshmi, B., R. Anand, R. Kim, R. Mahalakshmi, S. Karthikprakash, P. Namperumalsamy and P.
Sundaresan (2006). "Association of VEGF and eNOS gene polymorphisms in type 2 diabetic retinopathy."
Mol Vis 12: 336-341.

Sun, Z., F. Tang, R. Wong, J. Lok, S. K. H. Szeto, J. C. K. Chan, C. K. M. Chan, C. C. Tham, D. S. Ngand C. Y.
Cheung (2019). "OCT Angiography Metrics Predict Progression of Diabetic Retinopathy and Development of
Diabetic Macular Edema: A Prospective Study." Ophthalmology 126(12): 1675-1684.

Sundquist, K. and X. Li (2006). "Type 1 diabetes as a risk factor for stroke in men and women aged 15-49: a
nationwide study from Sweden." Diabet Med 23(11): 1261-1267.

Sunness, J. S. (1988). "The pregnant woman's eye." Surv Ophthalmol 32(4): 219-238.

Szaflik, J. P., T. Wysocki, M. Kowalski, I. Majsterek, A. I. Borucka, J. Blasiak and J. Szaflik (2008). "An
association between vascular endothelial growth factor gene promoter polymorphisms and diabetic

retinopathy." Graefes Arch Clin Exp Ophthalmol 246(1): 39-43.

Takase, N., M. Nozaki, A. Kato, H. Ozeki, M. Yoshida and Y. Ogura (2015). "ENLARGEMENT OF FOVEAL
AVASCULAR ZONE IN DIABETIC EYES EVALUATED BY EN FACE OPTICAL COHERENCE TOMOGRAPHY
ANGIOGRAPHY." Retina 35(11): 2377-2383.

226



Talks, S. J., D. Bhatia, G. Menon, A. Cole, H. Eleftheriadis, L. Downey, N. V. Chong and S. Sivaprasad (2019).
"Randomised trial of wide-field guided PRP for diabetic macular oedema treated with ranibizumab." Eye

(Lond) 33(6): 930-937.

Tang J, Kern TS. Inflammation in diabetic retinopathy. Progress in retinal and eye research. 2011;30(5):343-

358.

Tarr, J. M., K. Kaul, M. Chopra, E. M. Kohner and R. Chibber (2013). "Pathophysiology of diabetic

retinopathy." ISRN Ophthalmol 2013: 343560.

Tesfaye, S., A. J. Boulton, P. J. Dyck, R. Freeman, M. Horowitz, P. Kempler, G. Lauria, R. A. Malik, V. Spallone,
A. Vinik, L. Bernardi, P. Valensi and G. Toronto Diabetic Neuropathy Expert (2010). "Diabetic neuropathies:
update on definitions, diagnostic criteria, estimation of severity, and treatments." Diabetes Care 33(10):

2285-2293.

Teshima-Kondo, S., K. Kondo, L. Prado-Lourenco, I. G. Gonzalez-Herrera, K. Rokutan, F. Bayard, J. F. Arnal and
A. C. Prats (2004). "Hyperglycemia upregulates translation of the fibroblast growth factor 2 mRNA in mouse

aorta via internal ribosome entry site." Faseb j 18(13): 1583-1585.

The DCCT. The relationship of glycemic exposure (HbA1lc) to the risk of development and progression of

retinopathy in the diabetes control and complications trial. Diabetes. 1995;44(8):968-983.

The Diabetes Control and Complications Trial Research Group. Diabetes Care. 2000;23(8):1084-2000.
1091Variation and trends in incidence of childhood diabetes in Europe. EURODIAB ACE Study Group. Lancet
(London, England). 2000;355(9207):873-876

The Diabetes Control and Complications Trial Research Group. Effect of pregnancy on microvascular
complications in the diabetes control and complications trial Diabetes Care.2000 Aug;23(8):1084-91 DOI:
10.2337/diacare.23.8.1084

The Diabetic Retinopathy Study Research Group. Photocoagulation treatment of proliferative diabetic

retinopathy: the second report of diabetic retinopathy study findings. Ophthalmology. 1978;85(1):82-106.

The TEDDY Study Group, The Environmental Determinants of Diabetes in the Young (TEDDY) Study. Ann N Y
Acad Sci. 2008;1150:1-13.

Thomas, R. L., F. Dunstan, S. D. Luzio, S. Roy Chowdury, S. L. Hale, R. V. North, R. L. Gibbins and D. R. Owens
(2012). "Incidence of diabetic retinopathy in people with type 2 diabetes mellitus attending the Diabetic

Retinopathy Screening Service for Wales: retrospective analysis." BMJ 344: e874.

227



Thomas, R. L., F. D. Dunstan, S. D. Luzio, S. R. Chowdhury, R. V. North, S. L. Hale, R. L. Gibbins and D. R.
Owens (2015). "Prevalence of diabetic retinopathy within a national diabetic retinopathy screening service."

Br J Ophthalmol 99(1): 64-68.

Tsai, A. S., T. Y. Wong, R. Lavanya, R. Zhang, H. Hamzah, E. S. Tai and C. Y. Cheung (2011). "Differential

association of retinal arteriolar and venular caliber with diabetes and retinopathy." Diabetes Res Clin

Pract 94(2): 291-298.

Tsalamandris S, Antonopoulos AS, Oikonomou E, et al. The Role of Inflammation in Diabetes: Current Concepts

and Future Perspectives. European cardiology. 2019;14(1):50-59.

UK Prospective Diabetes Study Group, UKPDS. Tight blood pressure control and risk of macrovascular and

microvascular complications in type 2 diabetes: UKPDS 38.. Bmj. 1998;317(7160):703-713.

Upadhyay, R., A. Robay, K. Fakhro, C. Abi Khalil, M. Zirie, A. Jayyousi, M. El-Shafei, S. Kiss, D. J. D'Amico, J.
Salit, M. R. Staudt, S. L. O'Beirne, X. Chen, B. Tuana, R. G. Crystal and H. Ding (2015). "Role of SLMAP genetic

variants in susceptibility of diabetes and diabetic retinopathy in Qatari population." ) Transl Med 13: 61.

Uzun, S., S. Toyran, F. Akay and F. C. Gundogan (2016). "Delayed visual loss due to radiation retinopathy."
Pak J Med Sci 32(2): 516-518.

Van der Heijden, A. A,, I. Walraven, E. van 't Riet, T. Aspelund, S. H. Lund, P. Elders, B. C. Polak, A. C. Moll, J.
E. Keunen, J. M. Dekker and G. Nijpels (2014). "Validation of a model to estimate personalised screening

frequency to monitor diabetic retinopathy." Diabetologia 57(7): 1332-1338.

Van Dijk, H. W., F. D. Verbraak, P. H. Kok, M. Stehouwer, M. K. Garvin, M. Sonka, J. H. DeVries, R. O.
Schlingemann and M. D. Abramoff (2012). "Early neurodegeneration in the retina of type 2 diabetic
patients." Invest Ophthalmol Vis Sci 53(6): 2715-2719.

Van Hecke, M. V., J. M. Dekker, C. D. Stehouwer, B. C. Polak, J. H. Fuller, A. K. Sjolie, A. Kofinis, R. Rottiers, M.
Porta and N. Chaturvedi (2005). "Diabetic retinopathy is associated with mortality and cardiovascular

disease incidence: the EURODIAB prospective complications study." Diabetes Care 28(6): 1383-1389.

Verbraak, F. D. (2014). "Neuroretinal degeneration in relation to vasculopathy in diabetes." Diabetes 63(11):

3590-3592

228



Vestgaard, M., L. Ringholm, C. S. Laugesen, K. L. Rasmussen, P. Damm and E. R. Mathiesen (2010).
"Pregnancy-induced sight-threatening diabetic retinopathy in women with Type 1 diabetes." Diabet Med
27(4): 431-435.

Vujosevic, S., S. Bini, G. Midena, M. Berton, E. Pilotto and E. Midena (2013). "Hyperreflective intraretinal
spots in diabetics without and with nonproliferative diabetic retinopathy: an in vivo study using spectral

domain OCT." ) Diabetes Res 2013: 491835.

Wagner E, Frank MM. Therapeutic potential of complement modulation. Nature reviews Drug discovery.

2010;9(1):43-56
Wagner H.P, S. D. T. D., Wilder R.M (1934). "Retinitis in Diabetes." N.Engl. J. Med 221: 1131-1137.

Walsh, C. H. and J. M. Malins (1978). "Proliferative retinopathy in a patient with diabetes mellitus and

idiopathic haemochromatosis." Br Med J 2(6129): 16-17.

Walshe, T. E., M. Saint-Geniez, A. S. Maharaj, E. Sekiyama, A. E. Maldonado and P. A. D'Amore (2009). "TGF-
beta is required for vascular barrier function, endothelial survival and homeostasis of the adult

microvasculature." PLoS One 4(4): e5149.

Wang, F. H., Y. B. Liang, F. Zhang, J. J. Wang, W. B. Wei, Q. S. Tao, L. P. Sun, D. S. Friedman, N. L. Wang and T.
Y. Wong (2009). "Prevalence of diabetic retinopathy in rural China: the Handan Eye Study." Ophthalmology
116(3): 461-467.

Wang, J., M. M. Yang, Y. B. Li, G. D. Liu, Y. Teng and X. M. Liu (2013). "Association of CFH and CFB gene

polymorphisms with retinopathy in type 2 diabetic patients." Mediators Inflamm 2013: 748435.

Wang, W. and A. C. Y. Lo (2018). "Diabetic Retinopathy: Pathophysiology and Treatments." Int J Mol Sci
19(6).

Wannamethee, S. G. and A. G. Shaper (1999). "Weight change and duration of overweight and obesity in the
incidence of type 2 diabetes." Diabetes Care 22(8): 1266-1272.

Wells, J. A., A. R. Glassman, A. R. Ayala, L. M. Jampol, L. P. Aiello, A. N. Antoszyk, B. Arnold-Bush, C. W. Baker,
N. M. Bressler, D. J. Browning, M. J. ElIman, F. L. Ferris, S. M. Friedman, M. Melia, D. J. Pieramici, J. K. Sun and
R. W. Beck (2015). "Aflibercept, bevacizumab, or ranibizumab for diabetic macular edema." N Engl J Med
372(13): 1193-1203.

229



Wild, S., G. Roglic, A. Green, R. Sicree and H. King (2004). "Global prevalence of diabetes: estimates for the
year 2000 and projections for 2030." Diabetes Care 27(5): 1047-1053.

Wilkinson, C. P., F. L. Ferris, 3rd, R. E. Klein, P. P. Lee, C. D. Agardh, M. Davis, D. Dills, A. Kampik, R.
Pararajasegaram, J. T. Verdaguer and G. Global Diabetic Retinopathy Project (2003). "Proposed international
clinical diabetic retinopathy and diabetic macular edema disease severity scales." Ophthalmology 110(9):
1677-1682.

Wilmot, E. G., C. L. Edwardson, F. A. Achana, M. J. Davies, T. Gorely, L. J. Gray, K. Khunti, T. Yates and S. J.
Biddle (2012). "Sedentary time in adults and the association with diabetes, cardiovascular disease and

death: systematic review and meta-analysis." Diabetologia 55(11): 2895-2905.

Wong, T. Y. (2011). "Retinal vessel diameter as a clinical predictor of diabetic retinopathy progression: time

to take out the measuring tape." Arch Ophthalmol 129(1): 95-96.

Wong, T. Y., C. M. Cheung, M. Larsen, S. Sharma and R. Simo (2016). "Diabetic retinopathy." Nat Rev Dis
Primers 2: 16012.

Wong, T. Y., P. Poon, K. M. Chow, C. C. Szeto, M. K. Cheung and P. K. Li (2003). "Association of transforming
growth factor-beta (TGF-beta) T869C (Leu 10Pro) gene polymorphisms with type 2 diabetic nephropathy in
Chinese." Kidney Int 63(5): 1831-1835.

World Health Organization. TADDS: Tool for assessment of diabetes and diabetic retinopathy. Geneva; 2015.
Available from: https://www.who.int/blindness/publications/TADDS ENG.pdf

Wou, L., P. Fernandez-Loaiza, J. Sauma, E. Hernandez-Bogantes and M. Masis (2013). "Classification of

diabetic retinopathy and diabetic macular edema." World J Diabetes 4(6): 290-294.

Xie, X. W, L. Xu, Y. X. Wang and J. B. Jonas (2008). "Prevalence and associated factors of diabetic
retinopathy. The Beijing Eye Study 2006." Graefes Arch Clin Exp Ophthalmol 246(11): 1519-1526.

Xu, D., H.Yi, S. Yu, X. Li, Y. Qiao and W. Deng (2016). "Association of Complement C5 Gene Polymorphisms
with Proliferative Diabetic Retinopathy of Type 2 Diabetes in a Chinese Han Population." PLoS One 11(3):
e0149704.

Xu, H. and M. Chen (2016). "Targeting the complement system for the management of retinal inflammatory

and degenerative diseases." Eur J Pharmacol 787: 94-104.

230



Xu, J., L. Xu, Y. X. Wang, Q. S. You, J. B. Jonas and W. B. Wei (2014). "Ten-year cumulative incidence of
diabetic retinopathy. The Beijing Eye Study 2001/2011." PLoS One 9(10): e111320.

Yamashiro, K., A. Tsujikawa, S. Ishida, T. Usui, Y. Kaji, Y. Honda, Y. Ogura and A. P. Adamis (2003). "Platelets
accumulate in the diabetic retinal vasculature following endothelial death and suppress blood-retinal barrier

breakdown." Am J Pathol 163(1): 253-259.

Yang, M. M., J. Wang, H. Ren, Y. D. Sun, J. J. Fan, Y. Teng and Y. B. Li (2016). "Genetic Investigation of
Complement Pathway Genes in Type 2 Diabetic Retinopathy: An Inflammatory Perspective." Mediators

Inflamm 2016: 1313027.

Yang, X., Y. Deng, H. Gu, A. Lim, A. Altankhuyag, W. Jia, K. Ma, J. Xu, Y. Zou, T. Snellingen, X. Liu, N. Wang and
N. Liu (2011). "Polymorphisms in the vascular endothelial growth factor gene and the risk of diabetic

retinopathy in Chinese patients with type 2 diabetes." Mol Vis 17: 3088-3096.

Yang, X., Y. Deng, H. Gu, X. Ren, N. Li, A. Lim, T. Snellingen, X. Liu, N. Wang and N. Liu (2014). "Candidate
gene association study for diabetic retinopathy in Chinese patients with type 2 diabetes." Mol Vis 20: 200-
214.

Yu, D.Y., E.N.Su,S. J. Cringle, W. H. Morgan, I. L. McAllister and P. K. Yu (2016). "Local Modulation of
Retinal Vein Tone." Invest Ophthalmol Vis Sci 57(2): 412-419.

Yuan, Y., Z. Wen, Y. Guan, Y. Sun, J. Yang, X. Fan, X. Yang and R. Liu (2014). "The relationships between type
2 diabetic retinopathy and VEGF-634G/C and VEGF-460C/T polymorphisms in Han Chinese subjects." J
Diabetes Complications 28(6): 785-790.

Zhang J, Gerhardinger C, Lorenzi M. Early complement activation and decreased levels of
glycosylphosphatidylinositol-anchored complement inhibitors in human and experimental diabetic

retinopathy. Diabetes. 2002;51(12):3499-3504.

Zhang, Y., W. Xia, P. Lu and H. Yuan (2016). "The Association between VDR Gene Polymorphisms and
Diabetic Retinopathy Susceptibility: A Systematic Review and Meta-Analysis." Biomed Res Int 2016:
5305282.

Zhong, X., Y. Du, Y. Lei, N. Liu, Y. Guo and T. Pan (2015). "Effects of vitamin D receptor gene polymorphism
and clinical characteristics on risk of diabetic retinopathy in Han Chinese type 2 diabetes patients." Gene

566(2): 212-216.

231



Ziegler, A. G. and E. Bonifacio (2012). "Age-related islet autoantibody incidence in offspring of patients with

type 1 diabetes." Diabetologia 55(7): 1937-1943.

Ziegler, A. G., M. Rewers, O. Simell, T. Simell, J. Lempainen, A. Steck, C. Winkler, J. llonen, R. Veijola, M. Knip,
E. Bonifacio and G. S. Eisenbarth (2013). "Seroconversion to multiple islet autoantibodies and risk of

progression to diabetes in children." Jama 309(23): 2473-2479.

Zimering, M. B. and J. Eng (1996). "Increased basic fibroblast growth factor-like substance in plasma from a

subset of middle-aged or elderly male diabetic patients with microalbuminuria or proteinuria." J Clin

Endocrinol Metab 81(12): 4446-4452.

Zimmet, P., K. G. M. M. Alberti and J. Shaw (2001). "Global and societal implications of the diabetes
epidemic." Nature 414: 782.

232



Appendix 1

Appendices

Table 10.1. Spreadsheet for grading Optomap images

ST SN IN IT PST |PSN | PIN PIT PMT | DRSS
Grade
DH
IRMA
VB
Venous
Loops

This table illustrates how the grading is recorded, ST superior temporal, SN

superior nasal, IN inferior nasal, IT inferior temporal, PST peripheral superior

temporal, PSN peripheral superior nasal, PIT peripheral inferior temporal, PMT

peripheral middle temporal
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Appendix 2

Standard Operational Procedure DNA Extraction-Buccal Cell Swab

1. Purpose
The purpose of this standard operating procedure is to describe the standard

procedures when extracting DNA using a buccal cell swab technique.

2. Introduction
Each participant in the CGDME study requires DNA to be extracted for genetic
testing of Diabetic Retinopathy. In this trial, buccal cell swab is the preferred

method of DNA extraction.

3. Scope
This SOP is for buccal swab collection for DNA analysis.

4. Definitions
CGDME ...... The Cytokine Profile and Genetics of Diabetic Macular Oedema
Study

DNA............Deoxyribonucleic Acid
PPE............Personal Protective Equipment

5. Responsibilities
The collection of the buccal swab will be carried out by Research Nurses and
research Assistants named on the delegation log (filed in the TMF). They are
trained to carry out the buccal swab test with handling and storage of the sample.
The samples will be processed in the research laboratory, conducted by a trained

individual under the supervision of the PI.

6. SPECIFIC PROCEDURE
The initial part of the process is to gain informed consent from the patient, having
explained the rationale behind the procedure and the technique to be employed

when extracting cells from the cheek. Patients’ details to be confirmed as correct.
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Ascertain as to whether the patient has had anything to eat or drink within the last
4 hours, as food debris in the cheeks can compromise the samples collected.

Prepare the equipment to carry out the procedure. Swab, pot with preservative,
scissors and pen.

Hand hygiene and application of PPE (Personal protective equipment) prior to

beginning the procedure.

Ask patient to open their mouth before bringing swab tip to the inside of their

cheek.

Gently rub and rotate swab along inside of cheek for 5-10 seconds, ensuring entire

swab tip makes contact with cheek.
Remove swab, do not touch swab tip against teeth, tongue, gums or lips.

Place swab into pot provided, using scissors to cut the swab stick to the correct

length so that pot lid can be closed and the sample contained within.
Use marker pen to label pot with patient’s study identification number.
Dispose of PPEs and once again wash hands.

Protocol: DNA Purification from a Buccal Brush Using the Gentra Puregene Buccal
Cell Kit

This protocol is for purification of genomic DNA from 1 buccal brush using the

Gentra Puregene Buccal Cell Kit.
Things to do before starting:

Preheat water baths to 55°C for use in step 3b and 65°C for use in steps 3a and17
of the procedure.

Procedure
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1. To collect buccal cells, scrape the inside of the mouth 10 times with a Buccal
Collection Brush.

For best results, wait at least 1 hour after eating or drinking to collect buccal cells.

DNA may be purified immediately or samples may be stored on the collection

brush for up to 1 month at room temperature (15-25°C).

2. Dispense 300 pl Cell Lysis Solution into a 1.5 ml microcentrifuge tube. Remove
the collection brush from its handle using sterile scissors or a razor blade, and

place the detached head in the tube.
Samples are stable in Cell Lysis Solution for at least 2 years at room temperature.

If 300 pl Cell Lysis Solution is not sufficient to cover the head, the protocol must be

scaled up to use a larger volume.

3. Complete cell lysis by incubating at 65°C for at least 15 min (up to 60 min for

maximum yield).
Mix by inverting 25 times

4. Remove the collection brush head from the Cell Lysis Solution, scraping it on the

sides of the tube to recover as much liquid as possible.

5. Add 100 pl Protein Precipitation Solution, and vortex vigorously for 20 s at high

speed.
6. Incubate for 5 min on ice.
7. Centrifuge for 3 min at 13,000-16,000 x g.

The precipitated proteins should form a tight pellet. If the protein pellet is not tight,
incubate on ice for 5 min and repeat the centrifugation.
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8. Pipet 300 pl isopropanol and 0.5 pl Glycogen Solution (cat. no. 158930) into a
clean 1.5 ml microcentrifuge tube, and add the supernatant from the previous step

by pouring carefully.

Be sure the protein pellet is not dislodged during pouring.
9. Mix by inverting gently 50 times.

10. Centrifuge for 5 min at 13,000-16,000 x g.

11. Carefully discard the supernatant, and drain the tube by inverting on a clean
piece of absorbent paper, taking care that the pellet remains in the tube.

12. Add 300 pl of 70% ethanol and invert several times to wash the DNA pellet.
13. Centrifuge for 1 min at 13,000-16,000 x g.

14. Carefully discard the supernatant. Drain the tube on a clean piece of absorbent
paper, taking care that the pellet remains in the tube. Allow to air dry for 5 min.

The pellet might be loose and easily dislodged. Avoid over-drying the DNA pellet,
as the DNA will be difficult to dissolve.

15. Add 100 ul DNA Hydration Solution and vortex for 5 s at medium speed to mix.
16. Incubate at 65°C for 1 h to dissolve the DNA.

17. Incubate at room temperature overnight with gentle shaking. Ensure tube cap
Is tightly closed to avoid leakage. Samples can then be centrifuged briefly and
transferred to a storage tube.

The samples are then checked for quality and concentration of the DNA using a

NanoDrop spectrophotometer
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Appendix 3

Sensitivity Analysis

Study eyes n=308, all eyes n=504

Deep haemorrhage Grade 2= = than 1A but less than 2A

ST SN IN IT
Study eyes 39 (12.67%) 47 (15.26%) 89 (28.90%) 61 (19.81%)
n=
All eyes n= 167 (33.13%) | 199 (39.48%) | 178 (35.32%) | 201 (39.88%)
p, Chi Sq 0.00001, 0.0001, 53.12 | 0.059,3.57 0.0001, 35.26
42.32
Deep haemorrhage Grade 3 = 2A
ST SN IN IT

Study eyes n=

173 (56.17%)

143 (46.43%)

112 (36.36%)

128 (41.56%)

All eyes n= 260 (51.59%) | 213 (42.26%) | 166 (32.94%) | 191 (37.90%)
p, Chi Sq 0.204, 1.61 0.246, 1.35 0.318, 0.99 0.3,1.075
Deep haemorrhage Grade 2 and 3
ST SN IN IT

Study eyes n=

212 (68.83%)

190 (61.69%)

201 (65.26%)

189 (61.36%)

All eyes n=

427 (84.72%)

381 (75.6%)

335 (66.47%)

361 (71.63%)
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p, Chi Sq 0.0001, 28.79 | 0.00003, 0.724, 0.124 0.002,9.214
17.72
IRMA Grade 1
ST SN IN IT

Study eyes n=

123 (39.94%)

140 (45.45%)

83 (26.95%)

94 (40.52%)

All eyes n= 199 (39.48%) | 226 (44.84%) | 125 (24.80%) | 162 (32.14%)
p, Ch Sq 0.899, 0.016 0.865, 0.029 0.497, 0.462 0.629, 0.233
IRMA Grade 2
ST SN IN IT

Study eyes n=

96 (31.17%)

39 (12.66%)

15 (4.87%)

58 (18.83%)

All eyes n= 125 (24.8%) 48 (9.52%) 18 (3.57%) 75 (14.88%)
p, Ch Sq 0.048, 3.913 0.161, 1.969 0.363, 0.827 0.140, 2.178
IRMA Grade 1 and 2
ST SN IN IT

Study eyes n=

219 (71.10%)

179 (58.12%)

98 (31.82%)

152 (49.35%)

All eyes n=

324 (64.29%)

274 (54.37%)

143 (28.37%)

237 (47.02%)

p, Ch Sq

0.048, 3.912

0.296, 1.09

0.297, 1.087

0.520, 0.415
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VB Grade 1

ST

SN

IN

T

Study eyes n=

33 (10.71%)

33 (10.71%)

38 (12.34%)

18 (5.84%)

All eyes n= 44 (8.73%) 46 (9.13%) 51 (10.12%) 21 (4.17%)
p, Ch Sq 0.349,0.877 |0.459,0.548 |0.326,0.954 |0.278,1.177
VB Grade 2
ST SN IN IT
Study eyesn= | 0 1 (0.33%) 1 (0.33%) 0
All eyes n= 0 1 (0.2%) 1 (0.2%) 0
p, Ch Sq 0 0.725, 0.124 0.725,0.124 |0
VB Grade 1 and 2
ST SN IN IT

Study eyes n=

33 (10.71%)

34 (11.04%)

39 (12.66%)

18 (5.84%)

All eyes n=

44 (8.73%)

47 (9.33%)

52 (10.32%)

21 (4.17%)

p, Ch Sq

0.349, 0.877

0.429, 0.625

0.304, 1.056

0.278, 1.177
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Appendix 4

Patient Information Sheet

PATIENT INFORMATION BOOKLET

THE CYTOKINE PROFILE AND GENETICS OF DIABETIC MACULAR OEDEMA
(CGDME) STUDY

Ethics Number: 10/H0203/14

Date & Version: 03/07/2017 v0.9
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What is the Cytokine Profile and Genetics of Diabetic Macular Oedema Study?

This is a study investigating how genes relate to an eye condition found in some
patients with diabetes called diabetic retinopathy. Diabetic retinopathy is the most
common diabetic eye disease and is caused by changes in the blood vessels of the

retina.

Invitation to join a research study

We would like to invite you to take part in our research study on diabetic retinopathy.

Before you decide if you would like to participate, we would like you to understand
why the research is being done and what it would involve for you. Please take time
to read the following information carefully and feel free to discuss it with your family

and friends.

Part 1 tells you the purpose of the study and what will happen if you take part.

Part 2 gives you more detailed information about the conduct of the study.

One of our team will go through this information with you and answer any questions
that you have. We expect that this should take about 20 minutes. It can be done

whilst you are waiting to be seen at your appointment.

PART 1

The Purpose of the Study
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Diabetic retinopathy is a common complication of diabetes and if it is not treated can

lead to blindness.

Because diabetic retinopathy can be sight-threatening, it is a high priority for us to
try to understand it as completely as possible. We need to understand why problems
occur in some diabetic people but not others. We also want to know why it forms
certain patterns in different people’s eyes. For reasons that remain unclear, the

currently available treatment is not always effective.

Our aim with this research is to examine the relationship between genes and
retinopathy in patients with diabetes. A better understanding of retinopathy will help
us to identify more effective ways of treating it than we have at the moment. This

could help us to preserve vision in more patients in the future.

Why have | been invited to take part?

You have been invited to take part because you have been diagnosed with
retinopathy in the eye clinic. We are inviting all patients with retinopathy to take part.

Do | have to take part if | meet the entry criteria for the study?

No. Participation in this research study is entirely voluntary. This means that we
leave it up to you to decide if you would like to join the study. We will describe the
study and go through this information booklet. You are free to withdraw at any time,
without giving a reason. This will not affect the standard of care you receive in any

way.
What will happen if | decide to take part?

If you decide to take part we will ask you to sign a consent form. This just states that
you understand what the study is about, and that you are willing to go ahead with it.

We will also ask you to complete a questionnaire about any medical problems you
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may have had in the past, the medication you are taking and whether or not you
smoke. This will help us to interpret the results of the tests done in the study more

accurately. We will take one buccal cell swab sample from the inside of your cheek.

The buccal cells will be used to examine your genes, looking for any inherited

patterns that might have increased your risk of developing retinopathy.

We need to determine the relevance of any patterns found in your genes to the health
of your eyes. We would therefore like to examine images of your eyes. These will
have been done routinely, at retinopathy screening or in the King’s College Hospital

as part of your normal diabetic eye care. No extra images will be taken for the study.

We will let your GP know if you choose to take part in this study.

Summary of what is involved for those who take part
in the study

1. Signing the consent form to state that you understand the purpose of
the study and that you would like to take part

2. Collecting one buccal cell sample

3. Completing a short questionnaire about other medical conditions you
may have, what medication you are taking and whether or not you
smoke

4. Providing acontact telephone number so that we can contact you if you
are unsure of your past medical history or what medication you are
taking

5. We will inform your GP that you are taking part in the study

What are the potential risks or burdens associated with taking part?

This is a low risk study. We are planning to take one buccal cell sample for testing.

Buccal cells are cells from the inside of your cheek. We will collect them using a
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buccal swab which is a small, short bristled brush attached to the end of a plastic
stick. A member of the clinical care team will rub the swab against the inside of
your cheek a few times to collect the cells. This should only take a few seconds
and feels like rubbing a toothbrush against your cheek. We will also examine the
imaging of your eyes that you would already be having as part of your routine eye
care. There will be no change to your normal treatment.

We will store your information securely on NHS computers. Only the research team,
and those checking that the study is progressing appropriately, will have access to
any information from which you could be identified. If we need to collaborate with
other scientists at any stage they will not have access to any information from which
you could be identified. Published reports on this study will not include any
information that could lead to anyone taking part in the study being identified.

What are the potential benefits of taking part?

If you take part in the study you will have helped to provide valuable information on
the links between genes and diabetic retinopathy. The results of the study may help
us to identify new ways to try to treat diabetic retinopathy. This is important because
the current treatment does not always work well. We hope that the study will help us
to understand why some diabetic patients are more likely to develop a certain type
of diabetic retinopathy than others. If we can identify those most at risk, we may be

able to reduce their risk of developing this condition.
What happens when the research study stops?

When we have completed the study, we will write up and publish the results for the
benefit of other people who are interested in our findings. If you wish to be informed
directly of the outcomes of the study, we will provide you with our results.

What if there is a problem?
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Any complaint about the way you have been dealt with during the study, or any
possible harm you might suffer, will be addressed. The detailed information on this

is given in Part 2.
Will my taking part in the study be kept confidential?

Yes. We will follow ethical and legal practice and all information about you will be
handled in confidence. We will, however, with your consent, also inform your GP that
you are taking part in the study. The details are included in Part 2.

If the information in Part 1 has interested you and you are considering
participation in this study, please read the additional information in Part 2

before making any decision.
PART 2
What if relevant new information becomes available?

It is unlikely that new information that affects what we are collecting will become

available during the study.
What will happen if | do not wish to carry on with the study?

If you withdraw from the study, we will destroy all your identifiable samples, but we
would like to use the data collected up to the time of your withdrawal. This will not

prejudice any future treatment.
What if there is a problem?

If you have a concern about any aspect of this study, you should ask to speak to the
researchers who will do their best to answer your questions. Contact details are

provided at the end of this booklet.

In the event that something does go wrong and you are harmed during the research,
and this is due to someone’s negligence, then you may have grounds for legal action
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for compensation, but you may have to pay your legal costs. The normal National
Health Service complaints mechanisms will still be available to you.

Will my taking part in the study be kept confidential?

Yes. If you join the study, some parts of your medical records and the data collected
for the study will be looked at by authorised persons actively involved in the research
team. They may also be looked at by authorised people, to check that the study is
being carried out correctly. All will have a duty of confidentiality to you as a research

participant and we will do our best to meet this duty.
Involvement of the General Practitioner/ Family Doctor (GP)

We will inform your GP of your involvement in the study if you give us your consent

to do so.
What will happen to the buccal cell sample that | give?

The buccal cell sample will be coded and then stored without any of your personal
details. When we are ready to begin the tests, the sample will be processed in a
laboratory. The results will be stored on a secure computer database, ready for us
to analyse in more depth. The analysis will involve correlating the buccal cell results
with what we can see on retinal photographs, and/or retinal scans and angiograms
that have already been done.

How long will we keep the buccal cells for?

We plan to process the cells very soon after collection. The genetic material
extracted from the cells (DNA) may be kept for longer than 3 years. Although no
further studies are planned at this stage, we would like to store the DNA so that they

could potentially be used in future studies related to the work done in this study.

What will we do with the results of the study?
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Given that we expect this study to yield new and valuable information about genes
in diabetic retinopathy, we intend to publish our results in research journals to make
them as widely available as possible. We would also like to make our results
available to patient groups that are interested in diabetic eye disease, and to any
participants in the study who would like to be informed of the results once it has been
completed. If you wish to participate and would like to receive a summary of the

results, you can indicate this on the consent form when you join the study.
Study organisation

This research is being organised by doctors and researchers at the Oxford Eye
Hospital and King’s College Hospital. It is taking place in the Oxford University
Hospitals NHS Trust and King’s College Hospital NHS Trust. All research in the NHS
is looked at by independent group of people, called a Research Ethics Committee,
to protect your interests. This study has been reviewed and given favourable opinion

by the Cornwall and Plymouth Research Ethics Committee.
Further information

If you require any more information about the study then please do not hesitate to

contact us.

CONTACT DETAILS:

Prof Susan Downes A
Nicki Timson

Consultant Ophthalmologist Ophthalmology Department

Oxford Eye Hospital 1st Floor Normanby Building

John Radcliffe Hospital Kings  College  Hospital

Oxford, OX3 9DU Denmark Hill

e aDC

email: [
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Telephone: [N

Liz Pearce

Ophthalmology Department
15t Floor Normanby Building
Kings College Hospital
Denmark Hill

SE5 9RS

Telephone: |
email: [
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Appendix 5

CONSENT FORM

THE CYTOKINE PROFILE AND GENETICS OF DIABETIC MACULAR OEDEMA
(CGDME) STUDY

Please initial box

1. | confirm that | have read and understand the information sheet
dated.................... (Version............ ) for the above study. | have had the
opportunity to consider the information, ask questions and have had these
answered satisfactorily.

2. | have freely chosen to participate in this study and | understand that | am
free to withdraw at any time without giving any reason, without my medical

care or legal rights being affected.

3. lunderstand that my medical notes and information collected during the
study may be looked at by the research team, regulatory authorities or
individuals from the NHS Trust, where it is relevant to my taking part in this

research. | give permission for these individuals to have access to my

records.

4. | agree to my GP being informed of my participation in the study.
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5. | agree to take part in the above study.

6. | agree to have one buccal cell swab taken from the inside of my cheek and

that the DNA extracted from these cells can be stored and may be used in

future related studies.

7. | agree to the DNA extracted from my buccal cells being stored securely and

allow it to be used in future related studies.

8. I wish to be contacted with the results of the study once complete.

Signatures
Name of participant Date Signature
Name of person Date Signature

taking consent
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Appendix 6

GP details

DEAR DR

Re: Patient’s details

THE CYTOKINE PROFILE AND GENETICS OF DIABETIC MACULAR OEDEMA
(CGDME) STUDY

Research Ethics Approval Number: 10/H0203/14

Your patient has agreed to participate and has given consent to take part in a
research project investigating the cytokine and genetic profile of diabetic macular
oedema. This is a matched case-control study being organised by the Diabetic
team at the Oxford Eye Hospital in collaboration with the Oxford University Nuffield

Laboratory of Ophthalmology.

The main objective of the study is to describe the cytokine and genetic profiles of
adult patients with and without diabetic macular oedema. The study team have
collected details of your patient’s medical history and medication followed by a

buccal swab for DNA analysis.

A patient information sheet is enclosed for your records. If you require any further

information please contact us at the above address.
With Best Wishes

Yours sincerely
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Appendix 7
Patient Questionnaire
The Cytokine Profile and Genetics of Diabetic Macular Oedema Study

Research Ethics Approval Number: 10/H0203/14

Inclusion Criteria

*Participant is willing and able to give informed consent for I:I

participation in the study

*Male or Female, aged 18 years or above |:|
*Diabetes mellitus (type 1 or type 2) |:|
«Clinically confirmed diabetic retinopathy |:|

Exclusion Criteria

*Age under 18 |:|
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*Unable or unwilling to give consent for participation in the study |:|

The purpose of this questionnaire is to determine if you have any medical
conditions which may affect the way in which we interpret the results of your blood
tests.

Please answer “YES” or “NO” in response to the following questions and supply

further information if required.

1. Do you have, or have you ever had, any of the following medical conditions?

ANGINA or a HEART ATTACK YES/NO Date if “YES”
STROKE YES/NO Date if “YES”
KIDNEY PROBLEMS or RENAL FAILURE YES/NO Date if “YES”

2. Do you have, or have you ever had, any other medical problems?
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YES /NO

If “YES” then please list them below

3. Do you take any regular medication? YES /NO

If “YES” the please list all of your current medication below
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4. Year of diagnosis of diabetes.

5. Are you using insulin now? YES/NO

6. Are you using any tablet for diabetes? YES/NO

7. Are you a current smoker? YES/NO

8. Are you an ex-smoker? YES/NO Date quit smoking if “YES”
9. Did you ever have laser treatment for diabetic eye disease YES/NO

(if yes, ask medical staff to complete question 10 and 11)

10. Is there history of having macular laser treatment for diabetic macular oedema?

YES/NO (need medical staff to complete)

11. Is there history of having panretinal laser treatment for proliferative diabetic
retinopathy? YES/NO (need medical staff to complete)
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Appendix 8

Ethics Approval
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NHS

Health Research Authority

South West - Cornwall & Plymouth Research Ethics Committee

Level 3
Block B

Whitefriars
Lewins Mead

Please note: This is the
favourable opinion of the REC
only and does not allow the
amendment to be implemented
at NHS sites in England until
the outcome of the HRA
assessment has been
confirmed.

09 May 2017

Professor Susan Downes
Oxford Eye Hospital

West Wing, LG1

John Radcliffe Hospital, Oxford
OX3 9DuU

Dear Professor Downes

Study title: The cytokine profile and genetics of diabetic macular
oedema

REC reference: 10/H0203/14

Protocol number: n/a

EudraCT number: n/a

Amendment number: 3

Amendment date: 03 August 2016

IRAS project ID: 30820

The above amendment was reviewed by the Sub-Committee in correspondence.

Ethical opinion

The members of the Committee taking part in the review gave a favourable ethical opinion
of the amendment on the basis described in the notice of amendment form and supporting
documentation.

The Sub-Committee reviewed the following amendment:

1. Change of CI from Victor Chong to Susan Downes.
2. Protocol clarifications.

Bristol
BS1 2NT



3. Addition of King’s College Hospital London as an additional recruiting centre for controls

Approved documents

The documents reviewed and approved at the meeting were:

280317 _ AF_SD tracked (1).docx ]

Document Version Date

Notice of Substantial Amendment (non-CTIMP) 3 03 August 2016
[AmendmentForm3_CGDME_VC_260417.pdf ]

Other [RecForm_CGDME_SD_260417.pdf ] 26 April 2017
Participant information sheet (PIS) [Generic CGDME patient info 0.8 30 September 2016
booklet tracked change (cases)AF V0.8 300916.docx ]

Participant information sheet (PIS) [Generic CGDME patient info 0.8 30 September 2016
Booklet Clean copy (cases) AFv0 8 300916.docx ]

Participant information sheet (PIS) [Generic PIS CGDME_controls |2.0 04 April 2016

AF (3) tracked change.docx |

Participant information sheet (PIS) [Generic PIS controls 2.0 04 April 2016
CGDME_AF (2) clean copy.docx ]

Research protocol or project proposal [CGDME amended protocol [0.7 04 April 2016
280317 AF_SD clean copy.docx |

Research protocol or project proposal [CGDME amended protocol |0.7 04 April 2016

Summary CV for Chief Investigator (Cl) [Signed CV_Susan
Downes_29.06.2015.pdf]

29 June 2015

Membership of the Committee

The members of the Committee who took part in the review are listed on the attached

sheet.

Working with NHS Care Organisations

Sponsors should ensure that they notify the R&D office for the relevant NHS care
organisation of this amendment in line with the terms detailed in the categorisation email

issued by the lead nation for the study.

Statement of compliance

The Committee is constituted in accordance with the Governance Arrangements for
Research Ethics Committees and complies fully with the Standard Operating Procedures for

Research Ethics Committees in the UK.

We are pleased to welcome researchers and R & D staff at our Research Ethics Committee

members’ training days — see details at http://www.hra.nhs.uk/hra-training/

10/H0203/14: Please quote this number on all correspondence

Yours sincerely

.

Canon lan Ainsworth-Smith
Chair

E-mail: nrescommittee.southwest-cornwall-plymouth@nhs.net



http://www.hra.nhs.uk/hra-training/

Copy to: Heather House, Research and Development Department
Ms Heather House, Oxford University Hospital NHS Foundation Trust

South West - Cornwall & Plymouth Research Ethics Committee

Attendance at Sub-Committee of the REC meeting via correspondence

Committee Members:

Name Profession Present Notes
Canon lan Ainsworth-Smith Retired Hospital Yes

Chaplain
Mr Robert Wosley Deputy Service Line Yes

Cluster Manager

Also in attendance;

Name

Position (or reason for attending)

Miss Lucy Roberts

REC Manager




Ymchwil lechyd m
a Gofal Cymru

Health and Care Health Research
Research Wales Authority
Professor Sobha Sivaprasad
Consultant Ophthalmologist Email: hra.approval@nhs.net
Moorfields Eye Hospital NHS Foundation Trust Research-permissions @w ales.nhs.uk
162 City Road
London
EC1V 2PD
07 March 2019

Dear Professor Sivaprasad

HRA and Health and Care
Research Wales (HCRW)

Approval Letter

Study title: A prospective study of structure-function correlationin
patients with diabetes with varying sizes of foveal avascular
zone.

IRAS project ID: 254164

Protocol number: SIVS1048

REC reference: 19/NI/0030

Sponsor Moorfields Eye Hospital NHS Foundation Trust

| am pleased to confirm that HRA and Health and Care Research Wales (HCRW) Approval has
been given for the above referenced study, on the basis described in the application form, protocol,
supporting documentation and any clarifications received. You should not expect to receive anything
further relating to this application.

How should I continue to work with participating NHS organisations in England and Wales?
You should now provide a copy of this letter to all participating NHS organisations in England and
Wales, as well as any documentation that has been updated as a result of the assessment.

This is a single site study sponsored by the site. The sponsor R&D office will confirm to you when the
study can start following issue of HRA and HCRW Approval.

It is important that you involve both the research management function (e.g. R&D office) supporting
each organisation and the local research team (where there is one) in setting up your study . Contact
details of the research managementfunction for each organisation can be accessed here.

How should I work with participating NHS/HSC organisations in Northern Ireland and
Scotland?

HRA and HCRW Approval does not apply to NHS/HSC organisations within the devolved
administrations of Northern Ireland and Scotland.
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IRAS projectID 254164

If you indicated in your IRAS form that you do have participating organisations in either of these
devolved administrations, the final document set and the study wide governance report (including this
letter) has been sent to the coordinating centre of each participating nation. You should work with the
relevant national coordinating functions to ensure any nation specific checks are complete, and with
each site so that they are able to give management permission for the study to begin.

Please see IRAS Help for information on working with NHS/HSC organisations in Northern Ireland and
Scotland.

How should Iwork with participating non-NHS organisations?
HRA and HCRW Approval does not apply to non-NHS organisations. You should work with your non-
NHS organisations to obtain local agreement in accordance with their procedures.

What are my notification responsibilities during the study?
The document “After Ethical Review — guidance for sponsors and investigators”, issued with your REC
favourable opinion, gives detailed guidance on reporting expectations for studies, including:

¢ Registration of research

¢ Notifying amendments

¢ Notifying the end of the study
The HRA website also provides guidance on these topics, andis updated in the light of changes in
reporting expectations or procedures.

| am a participating NHS organisation in England or Wales. What should 1 do once I receive this
letter?

You should work with the applicant and sponsor to complete any outstanding arrangements so you
are able to confirm capacity and capability in line with the information provided in this letter.

The sponsor contact for this applicationis as follows:

Name: Sobha Sivaprasad

Who should I contact for further information?
Please do not hesitate to contact me for assistance with this application. My contact details are below.

Your IRAS project ID is 254164. Please quote this on all correspondence.

Yours sincerely,

Natalie Wilson
Assessor

Email: hra.approval@nhs.net
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IRAS projectID 254164

Ms Maria Hassard, Moorfields Eye Hospital NHS Foundation Trust, Sponsor
contact

Ms Tania West, Moorfields Eye Hospital NHS Foundation Trust, Lead NHS R&D
contact

Copy to:
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List of Documents

IRAS projectID

254164

The final document set assessed and approved by HRA and HCRW Approval is listed below.

Document Version Date

Cowering letter on headed paper [REC reply ] 19 February 2019
GP/consultant information sheets or letters [GP letter ] 1.0 27 September 2018
IRAS Application Form [IRAS_Form_06022019] 06 February 2019
IRAS Checklist XML [Checklist_19022019] 19 February 2019
Letter from funder [Funder Letter ] 16 July 2018

Letter from sponsor [Sponsor Letter ] 06 December 2018
Letters of invitation to participant [Invitation Letter ] 1.0 27 September 2018
Non-validated questionnaire [Distress Protocol] 1.0 19 February 2019
Participant consent form [Consent form V2.0] 2.0 19 February 2019
Participant information sheet (PIS) [PIS Version 2.0] 2.0 19 February 2019
Research protocol or project proposal [Study Protocol] 1.0 27 September 2018
Summary CV for Chief Investigator (Cl) [Chief Investigator CV] 01 December 2018
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Summary of assessment

IRAS projectID 254164

The following information provides assurance to you, the sponsor and the NHS in England and Wales
that the study, as assessed for HRA and HCRW Approval, is compliant with relevant standards. It also
provides information and clarification, where appropriate, to participating NHS organisations in
England and Wales to assist in assessing, arranging and confirming capacity and capability.

Assessment criteria

Section Assessment Criteria Compliant with Comments
Standards
1.1 IRAS application completed Yes No comments
correctly
2.1 Participant information/consent | Yes No comments
documents and consent
process
3.1 Protocol assessment Yes No comments
4.1 Allocation of responsibilities Yes This is non-commercial, single site
and rights are agreed and study taking place in the NHS where
documented the single participating NHS
organisation is also the study sponsor.
Therefore, no study agreements are
expected.
4.2 Insurance/indemnity Yes No comments
arrangements assessed
4.3 Financial arrangements Yes No comments
assessed
5.1 Compliance with the Data Yes No comments
Protection Act and data
security issues assessed
5.2 CTIMPS — Arrangements for Not Applicable
compliance with the Clinical
Trials Regulations assessed
5.3 Compliance with any Yes No comments
applicable laws or regulations
6.1 NHS Research Ethics Yes No comments
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IRAS projectID 254164

Section Assessment Criteria Compliant with Comments
Standards

Committee favourable opinion
received for applicable studies

6.2 CTIMPS - Clinical Trials Not Applicable
Authorisation (CTA) letter
received

6.3 Devices — MHRA notice of no | Not Applicable

objection received

6.4 Other regulatory approvals Not Applicable
and authorisations received

Participating NHS Organisations in England and Wales

This provides detail on the types of participating NHS organisations in the study and a statement as to whether
the activities at all organisations are the same or different.

This is a non-commercial, single site study. There is one site-type involved in the research. Activities
and procedures as detailed in the protocol will take place at participating NHS organisations.

If this study is subsequently extended to other NHS organisation(s) in England or Wales, an
amendment should be submitted, with a Statement of Activities and Schedule of Events for the newly
participating NHS organisation(s) in England or Wales.

The Chief Investigator or sponsor should share relevant study documents with participating NHS
organisations in England and Wales in order to put arrangements in place to deliver the study. The
documents should be sent to both the local study team, where applicable, and the office providing the
research management function at the participating organisation. Where applicable, the local LCRN
contact should also be copied into this correspondence.

If chief investigators, sponsors or principal investigators are asked to complete site level forms for
participating NHS organisations in England and Wales which are not providedin IRAS, the HRA or
HCRW websites, the chief investigator, sponsor or principal investigator should notify the HRA
immediately at hra.approval@nhs.net or HCRW at Research-permissions@wales.nhs.uk. We will
work with these organisations to achieve a consistent approach to information provision.

Principal Investigator Suitability

This confirms whether the sponsor position on whether a PI, LC or neither should be in place is correct for each
type of participating NHS organisation in England and Wales, and the minimum expectations for education,
training and experience that Pls should meet (where applicable).

A Principal Investigator (PI) is expected at participating NHS organisations. Sponsor will confirm any
training requirements with research staff directly.
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IRAS projectID 254164

GCP training is not a generic training expectation, in line with the HRA/HCRW/MHRA statement on
training expectations.

HR Good Practice Resource Pack Expectations

This confirms the HR Good Practice Resource Pack expectations for the study and the pre-engagement checks
that should and should not be undertaken

No Honorary Research Contracts, Letters of Access or pre-engagement checks are expected for local
staff employed by the participating NHS organisations. Where arrangements are not already in place,
research staff not employed by the NHS host organisation undertaking any of the research activities
listed in the research application would be expected to obtain an honorary research contract. This
would be on the basis of a Research Passport (if university employed) or an NHS to NHS confirmation
of pre-engagement checks letter (if NHS employed). These should confirm enhanced DBS checks,
including appropriate barred list checks, and occupational health clearance.

Other Information to Aid Study Set-up

This details any other information that may be helpful to sponsors and participating NHS organisations in
England and Wales to aid study set-up.

The applicant has indicated that they intend to apply for inclusion on the NIHR CRN Portfolio.
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NHS

Health Research Authority

Professor Susan Downes

Oxford Eye Hospital Email: hra.approval@nhs.net
West Wing, LG1

John Radcliffe Hospital, Oxford

OX39DU

10 May 2017
Dear Professor Downes

Letter of HRA Approval for a study processed

through pre-HRA Approval systems

Study title: The cytokine profile and genetics of diabetic macular
oedema

IRAS project ID: 30820

Sponsor Oxford University Hospital NHS Foundation Trust

Thank you for your request for HRA Approval to be issued for the above referenced study.

| am pleased to confirm that the study has been given HRA Approval. This has
been issued on the basis of an existing assessment of regulatory compliance, which has
confirmed that the study is compliant with the UK wide standards for research in the NHS.

The extension of HRA Approval to this study on this basis allows the sponsor and
participating NHS organisations in England to set-up the study in accordance with HRA
Approval processes, with decisions on study set-up being taken on the basis of capacity and
capability alone.

This letter incorporates HRA Approval for Substantial Amendment 3 dated 3 August 2016,
which may be implemented in accordance with the amendment categorisation email of 3
May 2017. The submitted amendment includes the addition of a new NHS organisation in
England and this is also approved and should be set up in accordance with HRA Approval
processes (e.g. the organisation should be invited to assess and arrange its capacity and
capability to deliver the study and confirm once it is ready to do so).

Participation of NHS Organisations in England

Please note that full information to enable set up of participating NHS organisations in
England is not provided in this letter, on the basis that activities to set up these NHS
organisations is likely to be underway already.
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IRAS project ID | 30820

The sponsor should provide a copy of this letter, together with the local document package
and a list of the documents provided, to participating NHS organisations in England that are
being set up in accordance with HRA Approval Processes. It is for the sponsor to ensure
that any documents provided to participating organisations are the current, approved
documents.

For non-commercial studies the local document package should include an appropriate
Statement of Activities and HRA Schedule of Events. The sponsor should also provide the
template agreement to be used in the study, where the sponsor is using an agreement in
addition to the Statement of Activities. Any changes that are appropriate to the content of
the Statement of Activities and HRA Schedule of Events should be agreed in a pragmatic
fashion as part of the process of assessing, arranging and confirming capacity and capability
to deliver the study. If subsequent NHS organisations in England are added, an amendment
should be submitted to the HRA..

It is critical that you involve both the research management function (e.g. R&D office and, if
the study is on the NIHR portfolio, the LCRN) supporting each organisation and the local
research team (where there is one) in setting up your study. Contact details and further
information about working with the research management function for each organisation can
be accessed from www.hra.nhs.uk/hra-approval.

After HRA Approval

In addition to the document, “After Ethical Review — guidance for sponsors and
investigators”, issued with your REC Favourable Opinion, please note the following:

¢ HRA Approval applies for the duration of your REC favourable opinion, unless
otherwise notified in writing by the HRA.

e Substantial amendments should be submitted directly to the Research Ethics
Committee, as detailed in the After Ethical Review document. Non-substantial
amendments should be submitted for review by the HRA using the form provided on
the HRA website, and emailed to hra.amendments@nhs.net.

o The HRA will categorise amendments (substantial and non-substantial) and issue
confirmation of continued HRA Approval. Further details can be found on the HRA
website.

Scope

HRA Approval provides an approval for research involving patients or staff in NHS
organisations in England.

If your study involves NHS organisations in other countries in the UK, please contact the
relevant national coordinating functions for support and advice. Further information can be
found at http://www.hra.nhs.uk/resources/applying-for-reviews/nhs-hsc-rd-review/.

If there are participating non-NHS organisations, local agreement should be obtained in
accordance with the procedures of the local participating non-NHS organisation.
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User Feedback

The Health Research Authority is continually striving to provide a high quality service to all
applicants and sponsors. You are invited to give your view of the service you have received
and the application procedure. If you wish to make your views known please email the HRA
at hra.approval@nhs.net. Additionally, one of our staff would be happy to call and discuss
your experience of HRA Approval.

HRA Training

We are pleased to welcome researchers and research management staff at our training
days — see details at http://www.hra.nhs.uk/hra-training/.

If you have any queries about the issue of this letter please, in the first instance, see the
further information provided in the question and answer document on the HRA website.

Your IRAS project ID is 30820. Please quote this on all correspondence.

Yours sincerely

Isobel Lyle | Senior Assessor
Health Research Authority
Room 002, TEDCO Business Centre, Rolling Mill Rd, Jarrow NE32 3DT

Hra.approval@nhs.net or | EEEEEGEGEGEGEGE
T: I

www.hra.nhs.uk

Copy to: Ms Heather House, R&D, Oxford University Hospital NHS Foundation Trust
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